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Preface to ”Opioids and Their Receptors: Present and
Emerging Concepts in Opioid Drug Discovery II”

Few neurotransmitter systems have fascinated as much as the opioid system (i.e., opioid ligands

and their receptors). Over the years, scientific studies of the endogenous opioid system have

uncovered a complex and subtle system that exhibits impressive diversity, based on its critical role in

modulating a large number of sensory, motivational, emotional and cognitive functions. Additionally,

its important therapeutic value for the treatment of many human disorders, including pain, affective

and addictive disorders, and gastrointestinal motility disorders, has been of persistent interest. This

book specifically covers a broad area of the opioid research, offering up-to-date and new perspectives

about opioid drug discovery. The diversity among the discussed topics ranging from medicinal

chemistry to opioid pharmacology, from basic science to translational research, is a testimony to the

complexity of the opioid system that results from the expression, regulation and functional role of

opioid ligands and their receptors. This book will serve as a useful reference to scientists while also

stimulating continuous research in the chemistry and pharmacology of the opioid system, with the

prospect of finding improved therapies of human diseases where the opioid system plays a central

role. We also thank all reviewers for their effort in evaluating the manuscripts. Last but not least, we

would like to appreciate the editorial office of the Molecules journal for their support in preparing this

book.

Mariana Spetea and Richard M. van Rijn

Editors
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Opioids and Their Receptors: Present and Emerging Concepts
in Opioid Drug Discovery II
Richard M. van Rijn 1,2,* and Mariana Spetea 3,*

1 Department of Medicinal Chemistry and Molecular Pharmacology, Purdue Institute for Drug Discovery, and
Purdue Institute for Integrative Neuroscience, Purdue University, West Lafayette, IN 47907, USA

2 Septerna Inc., San Francisco, CA 94080, USA
3 Department of Pharmaceutical Chemistry, Institute of Pharmacy and Center for Molecular Biosciences

Innsbruck (CMBI), University of Innsbruck, 6020 Innsbruck, Austria
* Correspondence: rvanrijn@purdue.edu (R.M.v.R.); mariana.spetea@uibk.ac.at (M.S.)

A few neurotransmitter systems have fascinated the research community, as much
as the opioid system (i.e., opioid ligands and their receptors). Over the years, scientific
studies of the endogenous opioid system have uncovered a complex and subtle system
that exhibits impressive diversity, based on its critical role in modulating a large number
of sensory, motivational, emotional, and cognitive functions. Additionally, its important
therapeutic value for the treatment of many human disorders, including pain, affective and
addictive disorders, and gastrointestinal motility disorders, has been of persistent interest.

The Special Issue, “Opioids and Their Receptors: Present and Emerging Concepts
in Opioid Drug Discovery II”, which follows a similar topical Special Issue published
in 2020 [1], includes eleven research articles and three reviews. This Special Issue offers
up-to-date and new perspectives about opioid drug discovery.

Three research articles cover the discovery of novel δ-opioid receptor (δOR) ligands
with distinct pharmacological profiles [2–5]. Meqbil et al. identified a novel δOR ag-
onist with a unique scaffold lacking basic nitrogen from a high-throughput screen [4].
Molecular dynamics simulations of the molecule in the presence or absence of a docked
Leu5-enkephalin peptide suggests that this molecule interacts with δOR in a bitopic manner.
Specifically, the molecule partly occupies the orthosteric pocket in which the enkephalin
peptide resides, but it also fits in a generally idle subpocket of the binding pocket. Cellular
assays indicate that the molecule has a 10-fold preference for binding to the δOR over
µ- and κ-opioid receptors (µOR and κOR, respectively), and it competes with orthosteric
ligands. However, modeling and competitive functional assays suggest that the molecule
may possess some negative modulatory capabilities. The study by Karasawa et al. con-
firmed previous work by Cassell et al. showing rubiscolin-5 (Tyr-Pro-Leu-Asp-Leu) and
rubiscolin-6 (Tyr-Pro-Leu-Asp-Leu-Phe) to selectively bind and activate δORs without re-
cruiting β-arrestin 2 [2,6]. The authors noted significant changes in the efficacy of rubiscolin
peptides to inhibit intracellular cAMP in cells co-expressing δOR and µOR, potentially
indicating an affinity for putative δOR-µOR heteromers; however, this type of assay comes
with multiple limitations in terms of controlling receptor expression and dissecting the
cAMP signal that originates from the monomers, this could be better resolved in a model
system that eliminates monomer signaling [7]. Tanguturi et al. reported on a couple of
novel δOR inverse agonists [3,5]. This work was inspired by a prior study by Higashi
et al. [8] and identified SRI-9342 as an irreversible antagonist and SRI-45128 as an inverse
agonist. The high affinity and selectivity for δOR over µOR and κOR make these valuable
tools, which could, for example, be used to investigate the utility of this class of δOR
modulators in treating Alzheimers’ disease. Similarly to the study by Karasawa et al., one
exciting strength of the study by Tanguturi et al. is that it confirms findings by a different
research team, providing much greater validity to the unique pharmacology, be it a G
protein-biased peptide or an inverse agonist.
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Wtorek et al. presented a continuation of their work on pentapeptide Tyr-c[D-Lys-Phe-
Phe-Asp]NH2 (RP-170), a stabilized bifunctional µOR and κOR agonist with central and
peripheral antinociceptive properties [9]. In the current study [10], D-Lys was replaced with
either an (R)-β3-Lys (RP-171) or a (S)-β3-Lys (RP-172). Both RP-171 and RP-172 lost affinity
and potency relative to the parent compound, with RP-172 precipitously so. However,
RP-171 gained µOR selectivity in both affinity (14-fold from 3-fold) and potency (7-fold
from 2-fold) relative to RP-170. Molecular dynamics simulations suggested that RP-172
was less able to form or maintain hydrogen bonds and a salt bridge with Asp147.

Yucel et al. designed and synthesized novel molecules with thiazole and piperazine
moieties [11], based on the rationale that many analgesic drugs, such as for example
amoxapine and meloxicam, carry these structural motifs. Multiple synthesized molecules
produced antinociception in mouse models of acute nociceptive (tail-clip and hot-plate
tests) and visceral pain (acetic acid-induced writhing test) following oral administration.
The authors found the effects to be naloxone reversible, which is suggestive of an opioid
receptor mechanism. Molecular docking studies predict that the molecules can product
meaningful interactions within the µOR and δOR binding pocket, whereas docking scores
for the molecules within the κOR structure did not correlate with behavioral efficacy, i.e.,
inactive derivatives docked equally as active derivatives.

A study by Fritzwanker et al. examines µOR phosphorylation and dephosphory-
lation by SR-17018 compared to the canonical agonist DAMGO and the partial agonist
buprenorphine [12]. The authors observed that SR-17018 has a delayed onset of µOR
phosphorylation, but it otherwise matches the full agonist profile of phosphorylating µOR
at multiple sites. Unlike the full agonist DAMGO, SR-17018-induced µOR phosphoryla-
tion persists and is resistant to washout suggestive of a slow off-rate that is, nevertheless,
naloxone reversible. SR-17018 has been demonstrated to have a large therapeutic win-
dow between antinociception and respiratory depression [13], although there is a debate
whether this profile is caused by the G protein bias [14,15]. The findings in this study
suggest that SR-17018 clearly has a distinct binding mode that may begin to explain the
opioid’s pharmacology.

Other studies in this issue also explored the behavioral pharmacology of opioids
in rodent models but outside of their antinociceptive properties. A study by Paul et al.
investigated the development of tolerance to the locomotor effects of morphine after twice
daily injection (b.i.d.) for a 10-day period [16]. The authors found significant hyperactivity
on day 10 relative to day 1. The authors also reveal that tolerance induced by b.i.d.
10 mg/kg morphine treatment was reversed by switching to a 20 mg/kg q.d. dosing
regimen. As the authors also tracked the establishment of antinociceptive tolerance, they
were able to link antinociceptive tolerance switch to morphine-induced hyper-excitatory
activity.

Targeting the κOR receptor is currently regarded as a viable strategy for develop-
ing pharmacotherapies for human disorders where the endogenous kappa opioid system
(κOR/DYN) plays a central role, including pain, itch, neurological, and addictive disor-
ders [17–19]. κOR agonists are under consideration for their antipruritic activity and one
such agonist, nalfurafine, is approved in Japan for the treatment of resistant pruritus in
hemodialysis patients [20], whereas in the United States, the peptide difelikefalin was
approved to treat moderate-to-severe pruritis in the same patient population [21]. Nal-
buphine is a third κOR agonist that is being clinically investigated as potential anti-pruritic
agent [22]. In a report by Inan et al., in this Special Issue, a more detailed investigation on
the antipruritic effects of nalbuphine is presented [23]. The authors tested nalbuphine at
multiple doses (0.3–10 mg/kg) in three different acute itch mouse models of TAT-HIV-1 pro-
tein, deoxycholic acid, and chloroquine-induced scratching. Nalbuphine dose-dependently
inhibited scratching in all three models. The authors also showed that nalbuphine is
inactive in the chloroquine model when performed in κOR-knockout mice.

In this issue, Nosova et al. provided a review of epigenetic and transcriptional control
of the prodynorphin (PDYN) gene in the human brain [24]. The review provides a detailed
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analysis of different mRNAs produced from the PDYN gene as well splice variants and
single nucleotide polymorphisms and the potential role of non-coding RNAs. Some of
the protein products may serve as nuclear proteins that can impact gene transcription and
epigenetic processes. The authors discuss possible transcription factors that can modulate
the expression of the PDYN gene and the link of SNPs to differential regulation of pro-
dynorphin expression in different neurological disorders. The authors review methylation
patterns and discuss differential expressions of PDYN between neurons and glia. This
review is a highly valuable resource and reference for researchers studying the pDYN/κOR
system.

The availability of high-resolution crystal structures of all opioid receptors in active and
inactive conformations offer a unique prospect for drug discovery, and has been a significant
development for opioid research [25]. Multiple articles in this issue [4,10,11,26] utilized
the power of computational techniques (molecular modeling and molecular dynamics
simulations) to explore binding mechanisms of peptides and synthetic molecules under
investigation using the crystal structures of the opioid receptors. The study by Yucel
et al. provides an example of a phenotypic screen where molecular docking aided the
investigation into the mechanism of action of the molecules bearing thiazole and piperazine
moieties in producing opioid receptor-mediated antinociception [11].

Spetea et al. reported earlier on HS-731 as a full agonist at µOR and δOR, and a partial
agonist at κOR [27]. Performing a structure-based molecular modeling study including
molecular dynamics simulations and generation of dynamic 3D pharmacophore models
(dynophores), Puls et al. provided important insights into dynamic interaction patterns of
HS-731 with all opioid receptors [26]. The in silico study nicely rationalizes the experimental
results on different binding and activity of HS-731 to each opioid receptor subtype. Two
residues are highlighted for HS-731 recognition at µOR, δOR, and κOR, particularly the
conserved residue 5.39 (K) and the non-conserved residue 6.58 (µOR: K, δOR: W and κOR:
E). At µOR, HS-731 takes part in more frequent and stronger charge interactions than in
δOR and κOR, in correlation with the highest affinity of HS-731 at µOR. A salt bridge
between transmembrane helices 5 and 6 via K2275.39 and E2976.58 was postulated to be
responsible for the κOR partial agonism of HS-731. Additionally, the lack of binding at
the NOP receptor experimentally determined is rationalized by the morphinan phenol
Y1303.33.

Since the discovery of the NOP receptor as the fourth member of the opioid receptor
family, its role in different physiological and pathophysiological processes, especially pain,
and the development of potential pain therapeutics was increasingly explored [28] This
issue contains a review by El Daibani and Che, highlighting the analgesic utility of the
nociception/orphanin FQ receptor (NOP) system [29]. The authors provide a detailed
overview of almost two dozen NOP ligands and underscored the need for more high-
resolution structures to be resolved beyond the current three crystal structures of the NOP
receptor. The authors also touch upon some of the complex behavioral pharmacology
observed for NOP agonists depending on whether the animal is administered to rodents or
non-human primates at spinal or supraspinal sites. The authors conclude that more studies
into the NOP system are necessary, but that the therapeutic promise of NOP agonists as
analgesics with reduced risk for respiratory depression persists.

Three articles in this Special Issue explore dimerization and intracellular interactions
and positive or negative cooperativity between the µOR and angiotensin (AT2) recep-
tors [30], serotonin (5HT1A) receptor [31], and free fatty acid (FFA) receptors [32]. Kiraly
et al. reviewed positive cooperativity between µOR analgesics and angiotensin receptor
inhibition [30]. The premise of the review is based on studies, for example, that found
angiotensin-converting enzyme inhibition enhancing morphine antinociception and reduc-
ing opioid antinociceptive tolerance [33] and that the activation of angiotensin AT2 receptor
decreases morphine antinociception [34]. Only a handful studies have investigated the
interplay between µOR and the angiotensin system, and some of the results have been
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contradictory. Thus, further studies will be welcome to provide better insight into possible
interactions and whether they can be exploited therapeutically.

Binienda et al. investigated but did not identify the presence of a synergistic interaction
between the opioid receptor agonists and modulators of FFA receptors [32]. Specifically,
the authors tested the µOR agonist DAMGO with FFAR2 antagonist GLPG-09734, FFAR4
agonist GSK 137647, and FFAR4 antagonist AH-7614 in a mouse model of colitis. The
FFAR4 antagonist was also tested in the presence of the δOR agonist DPDPE but also
without a strong effect. Finally, Radoi et al. utilized fluorescence cross-correlation spec-
troscopy to examine whether the opioids morphine, codeine, oxycodone, and fentanyl
promoted heterodimerization between the serotonin 5HT1A receptor and µOR [31]. The
authors further assessed the ability of the four opioids to stimulate ERK1/2 and p38 phos-
phorylation in cells co-expressing µOR and 5HT1A receptors. While the authors noted
differences in phosphorylation strength MAPK subtype, the experimental design limited
the conclusions that could be drawn from those findings. Since 5HT1A receptors may have
roles in nociception, the further examination of the 5HT1AR-µOR interaction may provide
novel strategies to promote the effectiveness of opioid analgesics.

The final collection of articles in this Special issue covers a broad area of opioid research
that encompass all four opioid receptors; in silico, in vitro, and in vivo approaches; and
small molecules and peptide ligand design. Therefore, we are optimistic that there will be
relevant and useful articles amongst the collection to suit any scientist or member of the
public regardless of their specific research focus or interests.

We would like to thank all authors for their contributions to this second edition of
the Special Issue covering current and emerging concepts in opioid drug discovery. We
also thank all reviewers for their effort in evaluating the manuscripts. Last but not least,
we would like to appreciate the editorial office of the Molecules journal for their support in
preparing this Special Issue.
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Abstract: Activated opioid receptors transmit internal signals through two major pathways: the
G-protein-mediated pathway, which exerts analgesia, and the β-arrestin-mediated pathway, which
leads to unfavorable side effects. Hence, G-protein-biased opioid agonists are preferable as opioid
analgesics. Rubiscolins, the spinach-derived naturally occurring opioid peptides, are selective δ

opioid receptor agonists, and their p.o. administration exhibits antinociceptive effects. Although
the potency and effect of rubiscolins as G-protein-biased molecules are partially confirmed, their
in vitro profiles remain unclear. We, therefore, evaluated the properties of rubiscolins, in detail,
through several analyses, including the CellKeyTM assay, cADDis® cAMP assay, and PathHunter®

β-arrestin recruitment assay, using cells stably expressing µ, δ, κ, or µ/δ heteromer opioid receptors.
In the CellKeyTM assay, rubiscolins showed selective agonistic effects for δ opioid receptor and little
agonistic or antagonistic effects for µ and κ opioid receptors. Furthermore, rubiscolins were found
to be G-protein-biased δ opioid receptor agonists based on the results obtained in cADDis® cAMP
and PathHunter® β-arrestin recruitment assays. Finally, we found, for the first time, that they are
also partially agonistic for the µ/δ dimers. In conclusion, rubiscolins could serve as attractive seeds,
as δ opioid receptor-specific agonists, for the development of novel opioid analgesics with reduced
side effects.

Keywords: analgesic; δ opioid receptor; G-protein-biased agonist; opioid peptide; rubiscolins

1. Introduction

Opioid analgesics are widely used as key medications for relief from pain, including
perioperative pain, cancer pain, and nonmalignant chronic pain. However, their use
is sometimes hampered in clinical practice owing to unfavorable side effects, such as
tolerance, constipation, and respiratory depression [1,2]. Thus, the discovery of safer
opioid analgesics is an urgent requirement. Opioid receptors (ORs), which belong to
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the G-protein-coupled receptor (GPCR) family [3], are classified into three subtypes—µ

(MOR), δ (DOR), and κ (KOR)—and opioid analgesics mainly bind to MOR to exert their
effects [4]. Internal signals from ORs are transmitted through two major pathways after the
ligand conjugates with Gi/o proteins, followed by internalization of membrane receptors;
the two pathways are the G-protein-mediated pathway that is required for analgesia,
which is induced by decreasing the intracellular cAMP levels, and the β-arrestin-mediated
pathway, which is associated with side effects [5,6]. Therefore, a biased analgesic with
a pharmacological profile of favoring the activation of the G protein-mediated pathway
over that of the β-arrestin-mediated pathway is desirable because it is considered to be
effective and has fewer adverse events [7,8]. From this perspective, some molecules have
been studied and indicated as G-protein-biased agonists in the past decades [9,10]. Among
them, TRV130 (oliceridine) has been evaluated by intravenous administration in clinical
studies and was approved as the first G-protein-biased agonist that can be used in clinical
practice [11].

Besides MOR-selective agonists, there are several compounds selective for DOR or
KOR that have been investigated in the preclinical studies [12,13]. They are expected to
become alternatives for MOR agonists, which can cause severe side effects [14]. Com-
pared with MOR agonists, DOR agonists show weaker effects in modulating acute no-
ciception [12] but obvious effects in treating chronic pain under experimental condi-
tions [15–17]. DOR can also be a therapeutic target for treating emotional disorders,
such as depression [13,18]. However, none of the DOR agonists have been developed
as an analgesic. Among the DOR agonistic compounds, rubiscolins are naturally occur-
ring opioid peptides isolated from spinach leaves, produced by a pepsin digestion of
d-ribulose-1,5-bisphosphate carboxylase/oxygenase (RuBisCO), the most abundant pro-
tein on earth [19,20]. Two types of rubiscolin—rubiscolin-5 and rubiscolin-6—exist, which
are composed of penta- or hexa-amino acid residues (Tyr-Pro-Leu-Asp-Leu: YPLDL and
Tyr-Pro-Leu-Asp-Leu-Phe: YPLDLF), respectively (Figure 1). Interestingly, these peptides
showed antinociceptive effects upon p.o. administration in mice [21], which never oc-
curs for endogenous opioid peptides. Moreover, rubiscolins are promising in terms of
their unique effects other than analgesia, such as memory consolidation [22], anxiolytic
effect [23], stimulation of food intake [24], enhancement of glucose uptake in skeletal mus-
cle [25], and antidepressant-like effect [26]. Although the potency and actions of rubiscolins
as G-protein-biased molecules were partially confirmed in a previous study using DOR [27],
their in vitro profiles have not been sufficiently revealed.

Figure 1. Molecular structures of rubiscolins.

The heterodimerization of ORs is also a noteworthy aspect [28,29]. It was recently re-
vealed that ORs form heterodimers, which play an important role in pain modulation, and
the selective ligand for the µ/δ opioid receptor (MOR/DOR) heteromer induced antinoci-
ception similar to that induced by morphine, but with less tolerance [30]. MOR/DOR
heteromers have been reported to increase in cultured DRG neurons under pathophysi-
ological conditions, such as chronic pain or subsequent exposure to morphine [31], and
heterodimerization appears to be related to morphine-mediated antinociception and de-
velopment of tolerance [32]. Therefore, MOR/DOR heteromers can also be targets for
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developing safer and more effective opioid analgesics [33,34]. We believe that it is prefer-
able for opioid compounds to activate MOR/DOR heteromers, in addition to having a
G-protein-biased property.

In the present study, we investigated the in vitro properties of rubiscolins in de-
tail, including the agonistic or antagonistic effects for ORs and intracellular activities
through the G-protein- and β-arrestin-mediated pathways, using MOR, DOR, KOR, and
MOR/DOR heteromer.

2. Results

2.1. Effects of Rubiscolins on the Functions of ORs Evaluated Using the CellKeyTM System

The effects of rubiscolins on the three types of ORs (MOR, DOR, and KOR) were
evaluated using the CellKeyTM system (MDS Sciex, Foster City, CA, USA) in HEK293 cells
stably expressing Halo-tag®-MOR, T7-tag®-DOR, or Halotag®-KOR. Changes in cellular
impedance were detected as activities of OR using this system. The changes in impedance
induced by rubiscolins in positive controls of MOR (DAMGO), DOR (SNC-80), and KOR
(U-50488H) were compared to confirm their agonistic effects on each OR. Rubiscolins
showed dose-dependent effects only on DOR, whereas little effect was observed on MOR
and KOR (Figure 2).

Figure 2. Effect of rubiscolins on MOR, DOR, and KOR, observed using the CellKeyTM system. The cells expressing MOR
(A), DOR (B), and KOR (C) were treated with each compound (10−11–10−5 M), and changes in impedance (∆Ziec) were
measured using the CellKeyTM system. Concentration–response curves were prepared by calculating ∆Ziec relative to the
data obtained for each positive control: 10−5 M DAMGO for MOR (A), 10−5 M SNC-80 for DOR (B), and 10−5 M U-50488H
for KOR (C). All data points are presented as means ± S.E.M. for three independent experiments (n = 3–5).

Moreover, we examined the antagonistic effects induced by a combination of rubiscol-
ins with the positive control of MOR (DAMGO) or KOR (U-50488H), by comparing with
the effect of a combination of each positive control with 10−5 concentration of a negative
control for MOR (naloxone) or KOR (norbinaltorphimine: norBNI), respectively. Unlike for
the combination with 10−5 concentration of negative control that completely suppressed
the agonistic effects of the positive control for both MOR and KOR, rubiscolins had little
antagonistic effects on MOR and KOR (Figure 3). These results suggest that rubiscolins act
as selective DOR agonists without affecting the other subtypes (MOR and KOR) of ORs.
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Figure 3. Evaluation of antagonistic effects induced by rubiscolins combined with positive control for MOR or KOR,
observed using the CellKeyTM system. The cells expressing MOR (A) and KOR (B) were treated with each positive control
alone or in combination with rubiscolin-5, rubiscolin-6, or 10−5 concentration of each negative control (10−11–10−5 M), and
changes in impedance (∆Ziec) were measured using the CellKeyTM system. Concentration–response curves were prepared
by calculating ∆Ziec relative to the data obtained for each positive control: 10−5 M DAMGO for MOR (A) and 10−5 M
U-50488H for KOR (B). All data points are presented as means ± S.E.M. for three independent experiments (n = 3–4).

2.2. Effects of Rubiscolins on the Intracellular cAMP Levels Evaluated Using the cADDis®

cAMP Assay

The activities of compounds through the G-protein-mediated pathway were evalu-
ated by measuring the intracellular cAMP levels for each OR using HEK293 cells stably
expressing Halotag®-MOR, T7-tag®-DOR, or Halotag®-KOR (Figure 4). After obtaining
results for rubiscolins, SNC-80 (a positive control for DOR), and KNT-127 (an existing
selective DOR agonist used as a competitor) [35], we compared the effects of rubiscolins
with those of other compounds, including each of the positive controls for the three types
of ORs. The Emax and EC50 values (pEC50 defined as the negative logarithm of the EC50) for
each OR were calculated (Table 1). As was observed for SNC-80 or KNT-127, rubiscolin-6
demonstrated a robust effect on DOR at 10−5 concentration. On the contrary, they had little
effect on MOR and KOR; in contrast, KNT-127 showed full agonistic effects on both MOR
and KOR. These results indicate that rubiscolins selectively activate the G-protein-mediated
pathway of DOR to exert their pharmacological effects.

Figure 4. Changes in intracellular cAMP levels induced by rubiscolin-5, rubiscolin-6, and opioid compounds. Cells
expressing MOR (A), DOR (B), or KOR (C) were treated with the listed compounds (10−11–10−5 M), and intracellular cAMP
levels were measured with the cADDis® cAMP assay. Concentration–response curves were prepared by calculating cAMP
levels relative to the data obtained with 10−5 M DAMGO for MOR (A), 10−5 M SNC-80 for DOR (B), and 10−5 M U-50488H
for KOR (C). Data are presented as means ± S.E.M. for three independent experiments (n = 3–5).
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Table 1. Emax and pEC50 values for rubiscolins and opioid compounds obtained in the cAMP assay for MOR, DOR,
and KOR.

MOR DOR KOR

Emax (%)

DAMGO 100.0 ± 3.0 90.9 ± 8.9 -
SNC-80 69.8 ± 6.2 * 100.0 ± 3.6 37.7 ± 6.9 +

U-50488H - - 100.0 ± 3.0
KNT-127 115.6 ± 4.3 108.4 ± 3.3 102.5 ± 9.5

Rubiscolin-5 27.5 ± 5.5 * 78.4 ± 6.7 # 9.6 ± 9.0 +

Rubiscolin-6 14.3 ± 3.2 * 103.0 ± 4.1 39.8 ± 20.5 +

pEC50 (M)

DAMGO 8.5 ± 0.1 6.2 ± 0.2 # -
SNC-80 5.5 ± 0.1 * 9.4 ± 0.1 5.6 ± 0.3 +

U-50488H - - 9.1 ± 0.1
KNT-127 7.2 ± 0.1 * 10.0 ± 0.2 6.5 ± 0.2

Rubiscolin-5 n.d. 6.3 ± 0.2 # n.d.
Rubiscolin-6 n.d. 6.5 ± 0.1 # n.d.

Emax (means ± S.E.M.) and pEC50 (-LogEC50, means ± S.E.M.) were calculated according to the results shown in Figure 4. * p < 0.05 versus
DAMGO, # p < 0.05 versus SNC-80, + p < 0.05 versus U-50488H. n.d.; not detected.

2.3. Effects of Rubiscolins on β-Arrestin Recruitment Measured Using the PathHunter® Assay

To determine the activities of rubiscolins through the β-arrestin-mediated pathway,
we performed the PathHunter® β-arrestin recruitment assay using CHO-K1 cells stably ex-
pressing MOR and DOR (DiscoverX, Fremont, CA, USA), and U2OS cells stably expressing
KOR (DiscoverX). We also evaluated the effects of SNC-80 and KNT-127. Compared with
SNC-80, rubiscolins displayed little effect on DOR, as shown in Figure 5, whereas KNT-127
moderately recruited β-arrestin in DOR. Given these results, among the DOR-selective
compounds used in the experiment, rubiscolin-5 and rubiscolin-6 were considered the most
irrelevant with regard to the activity through the β-arrestin-mediated pathway. In contrast,
all the DOR-selective compounds showed little effect on MOR and KOR, compared with
each positive control.

Figure 5. Levels of β-arrestin recruitment through OR induced by rubiscolin-5, rubiscolin-6, and opioid compounds.
PathHunter® β-arrestin assay was performed in cells expressing MOR (A), DOR (B), and KOR (C) by treating with each
compound (10−11–10−5 M). Concentration–response curves were prepared by calculating intracellular β-arrestin levels
relative to the data obtained for each positive control: 10−5 M DAMGO for MOR (A), 10−5 M SNC-80 for DOR (B), and 10−6

M of U-50488H for KOR (C). All data points are presented as means ± S.E.M. for three independent experiments (n = 3–6).

2.4. Effects of Rubiscolins on the MOR/DOR Heteromer

Finally, we examined the effects of rubiscolins on the MOR/DOR heteromer through
the G-protein-mediated pathway using the cADDis® cAMP assay. As shown in Figure 6
and Table 2, rubiscolins acted as partial agonists, similarly to SNC-80, compared with
ML335 [30], a specific agonist for MOR/DOR.
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Figure 6. Changes in intracellular cAMP levels induced by rubiscolin-5, rubiscolin-6, and opioid compounds. Cells
expressing MOR (A), DOR (B), or MOR/DOR (C) were treated with the listed compounds (10−11–10−5 M), and the
intracellular cAMP levels were measured with the cADDis® cAMP assay. Concentration–response curves were prepared by
calculating cAMP levels relative to the data obtained with 10−5 M DAMGO for MOR (A), 10−5 M SNC-80 for DOR (B), and
10−5 M ML335 for MOR/DOR (C). Data are presented as means ± S.E.M. for three independent experiments (n = 6–8).

Table 2. Emax and pEC50 values for rubiscolins and opioid compounds obtained in the cAMP assay for MOR, DOR, and
MOR/DOR.

MOR DOR MOR/DOR

Emax (%)

DAMGO 100.0 ± 3.0 90.9 ± 8.9 91.1 ± 5.4
SNC-80 69.8 ± 6.2 * 100.0 ± 3.6 71.4 ± 3.7 +

ML335 112.5 ± 5.3 111.6 ± 3.6 100.0 ± 4.2
KNT-127 115.6 ± 4.3 108.4 ± 3.3 92.1 ± 2.4

Rubiscolin-5 27.5 ± 5.5 * 78.4 ± 6.7 # 45.8 ± 6.3 +

Rubiscolin-6 14.3 ± 3.2 * 103.0 ± 4.1 60.6 ± 6.3 +

pEC50 (M)

DAMGO 8.5 ± 0.1 6.2 ± 0.2 # 7.2 ± 0.2
SNC-80 5.5 ± 0.1 * 9.4 ± 0.1 8.6 ± 0.2 +

ML335 7.6 ± 0.1 * 7.5 ± 0.1 # 7.0 ± 0.1
KNT-127 7.2 ± 0.1 * 10.0 ± 0.2 9.5 ± 0.1 +

Rubiscolin-5 n.d. 6.3 ± 0.2 # 6.4 ± 0.3
Rubiscolin-6 n.d. 6.5 ± 0.1 # 6.4 ± 0.2

Emax (means ± S.E.M.) and pEC50 (-LogEC50, means ± S.E.M.) were calculated according to the results shown in Figure 6. * p < 0.05 versus
DAMGO, # p < 0.05 versus SNC-80, + p < 0.05 versus ML335. n.d.; not detected.

3. Discussion

In the present study, both rubiscolin-5 and -6 were indicated as G-protein-biased
DOR full agonists without affecting MOR and KOR. The limited antagonistic effects of
rubiscolins on MOR and KOR (Figure 3) confirmed using the three types of ORs, for the first
time in this study, indicate that they rarely interfere with the cellular signaling mediated by
endogenous or exogenous opioid ligands. The endogenous opioid system plays a critical
role in modulating stress [36,37], anxiety [38,39], and the immune system [40]; hence, other
than its role in analgesia, it is preferable that opioid agonists do not exert antagonistic
effects on untargeted ORs, as these can lead to unexpected side effects that occur by
attenuating the activities of endogenous ligands, such as enkephalins, β-endorphin, or
dynorphin A. In addition, rubiscolins can potentially be administered in combination with
exogenous ligands, such as MOR and KOR agonists and antagonists, without modulating
their expected effects, which means that they are unique and attractive seeds that exhibit
DOR selectivity, considering that the existing opioids can affect untargeted ORs to varying
degrees [4]. As for the combination therapy of analgesics including opioids, opioid-sparing
effects of non-opioid analgesics combined with opioids can reduce opioid consumption
and its related side effects, especially in the perioperative pain management in terms
of avoiding the toxicity and chronic use of opioids [41–43]. Rubiscolins can be novel
candidates for use in combination with opioids. Therefore, further research is needed to
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investigate the efficacy and safety of DOR agonists, including rubiscolins, in combination
with MOR agonists.

In view of the results of our cAMP assay, rubiscolins can be considered DOR-biased
agonists, consistent with previous reports. However, compared with the findings in a
previous study on the bias factor of rubiscolins, which found that rubiscolin-5 was more
G-protein-biased than rubiscolin-6 [27], our results indicate that rubiscolin-6 is relatively
stronger than rubiscolin-5 in activating the G-protein-mediated intracellular pathway, and
the β-arrestin recruitment levels induced by rubiscolin-5 or rubiscolin-6 are equivalently
negligible (Table 1 and Figure 5). Indeed, there is a structural difference between the two
peptides, as rubiscolin-6 has Phe, an additional aromatic residue, at the sixth position.
Although its function is not clear, rubiscloin-6 has been shown to have a higher receptor
affinity and is about twice as potent in analgesia as rubiscolin-5 [21], as was observed in
our study. Rubiscolin-6 has also been reported to have broad beneficial effects related to the
central nervous system, other than analgesia [22–26]. As an example, for the development
of DOR selective agonists, considering such effects, NC-2800 is under Phase 1 clinical
study to determine the indication of major depressive disorder (https://jrct.niph.go.jp/
en-latest-detail/jRCT2071210033 accessed on 30 September 2021). The development of
DOR-selective agonists as alternative antidepressants is expected to offer a solution for the
unmet need related to the patient’s adherence to the current treatment of depression, since
their efficacy is independent of representative side effects of selective serotonin reuptake
inhibitors, such as digestive symptoms [13]. Their antidepressant-like or anxiolytic-like
activities are also desirable in the context of treating pain, considering psychological factors,
such as depression and anxiety, are intimately associated with pain behavior, especially in
chronic pain conditions [44–46]. Therefore, based on our results, we believe that rubiscolin-
6 has more potential to be developed as a G-protein-biased DOR agonist than rubiscolin-5,
not only as an analgesic but also as a medicine for treating other indications that are
significantly different for DOR and MOR agonists, despite their mild analgesic properties
compared with that of MOR agonists.

In OR signaling pathways, β-arrestin-mediated pathway is involved in unfavorable
side effects, such as tolerance through the intracellular pathway in MOR or dysphoria
through that of KOR. Interestingly, β-arrestin recruitment by rubiscolins on any type of
OR was low, although moderate changes were observed even with KNT-127 for DOR
(Emax (%): 35.4 ± 1.3), an existing selective DOR agonist [35], when compared with SNC-80
(Emax (%): 100.0 ± 2.6) (Figure 5B). Given these results, rubiscolins can be considered the
safest among selective DOR agonists, possibly with fewer side effects, such as convulsion
that sometimes occurs upon administration of DOR agonists [18], or increase in alcohol
intake correlated with β-arrestin recruitment induced by DOR agonists [47].

Here, we report the effects of rubiscolins on MOR/DOR heteromers for the first time.
Rubiscolins showed partial agonistic effects on the MOR/DOR heteromer (Figure 6C and
Table 2). Moreover, the finding that rubiscolins have unique profiles in exerting their effects,
mainly through the activation of the G-protein-mediated pathway in DOR, and in part
through the MOR/DOR heteromer, is novel. In contrast, ML335 was reproduced as a full
agonist of MOR/DOR, consistent with the findings in a previous study [30]. However,
ML335 also acted as a full agonist for both MOR and DOR, and also partially recruited
β-arrestin through both MOR and DOR. This suggests that there is still an unmet need to
develop biased agonists that have more specific selectivity for MOR/DOR heteromers. A
limitation of the present study is that we do not have data for the induction of β-arrestin
recruitment on the MOR/DOR heteromer by rubiscolins, because it is not commercially
available to investigate using the PathHunter® β-arrestin assay. In addition, although little
evidence has been obtained on how DOR-selective agonists affect the MOR/DOR het-
eromer, interestingly, recent research has suggested that simultaneous treatment with MOR
agonists and DOR antagonists can modulate tolerance induced by MOR agonists [48,49].
Therefore, further research is required to decipher how rubiscolins act as G-protein-biased
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molecules for MOR/DOR heteromers, how they can contribute to analgesia and other
effects, and to elucidate the utility of G-protein-biased MOR/DOR agonists.

Rubiscolins have the advantage of oral availability, although their absorption is not
well known. In general, oligopeptides are thought to be metabolized by digestive enzymes
(peptidases) and are then taken up in the form of dipeptides or tripeptides by the digestive
organs, such as the stomach and small intestine. Whereas other opioid peptides are easily
degraded, rubiscolins may not be disassembled and captured, and then pass through the
blood–brain barrier to exhibit their antinociception [20]. They have been hypothesized to
be resistant to proteolytic enzymes because of the Pro residue in the second position of
their molecular structure, although it is not a characteristic feature of rubiscolins because
the Tyr-Pro sequence at the N-terminus is generally present in the YP-type opioid peptides
and is thought to be essential for opioid activity [21]. Thus, for the development of novel
G-protein-biased DOR analgesics, further research is needed to decipher the mechanism of
their uptake and to know whether some kind of active transporter is involved.

From a clinical perspective, the opioid crisis is currently a global challenge [50]. In
general, opioid analgesics targeting MOR are shuffled to provide a “switching therapy”, so
as to balance the benefits and risks of individual opioids [51]; sometimes, a rescue dose
with immediate effect is added for breakthrough pain in cancer patients. However, the
kinds of opioid analgesics are limited, and their dosages often tend to increase owing to the
loss in efficacy, opioid-induced hyperalgesia, or tolerance. Therefore, analgesics with safer
and more effective profiles with new mechanisms of action, such as rubiscolins, appear
to be promising alternatives. Hopefully, they could be used for reducing the dosage of
current opioids and for resolving the opioid crisis, as part of the opioid rotation strategy, if
their efficacy is proven to be on par with that of the existing opioids.

4. Materials and Methods
4.1. Chemicals

The following reagents were used: D-Ala(2)-N-Me-Phe(4)-Gly-ol(5)-enkephalin (DAMGO),
(+)-4-[(aR)-a-((2S,5R)-4-allyl-2,5-dimethyl-1-piperazinyl)-3-methoxybenzyl]-N,N-
diethylbenzamide (SNC-80), trans-3,4-dichloro-N-methyl-N-(2-(1-pyrrolidinyl)-cyclohexyl)-
benzeneacetamide (U-50488H), naloxone, norbinaltorphimine, forskolin, KNT-127, ML335
(Sigma-Aldrich, St. Louis, MO, USA); rubiscolin-5 (H-Tyr-Pro-Leu-Asp-Leu-OH) and
rubiscolin-6 (H-Tyr-Pro-Leu-Asp-Leu-Phe-OH) were chemically synthesized by standard
solid-phase peptide synthesis as described in Supplementary Materials. Forskolin was
diluted with dimethyl sulfoxide (DMSO) and other chemicals were diluted with water.

4.2. Cell Line

Human embryonic kidney 293 (HEK293) cells were obtained from American Type
Culture Collection (ATCC®, Manassas, VA, USA), and HEK293 cells stably expressing
Halotag®-MOR, T7-tag®-DOR, Halotag®-KOR, or Halotag®-MOR/T7-tag®-DOR were
generated by transfection of the constructed plasmids using Lipofectamine reagent (Life
Technologies, Carlsbad, CA, USA).

4.3. Cell Culture

HEK293 cells (stably expressing Halotag®-MOR, T7-tag®-DOR, Halotag®-KOR, or
Halotag®-MOR/T7-tag®-DOR) were cultured in Dulbecco’s modified Eagle’s medium
(DMEM) supplemented with 10% fetal bovine serum, 1% penicillin/streptomycin, and
5 µg/mL puromycin (InvivoGen, San Diego, CA, USA) for Halotag®-MOR, 250 µg/mL
hygromycin B solution (FUJIFILM Wako Pure Chemical Corporation, Osaka, Japan) for
T7-tag®-DOR, or 700 µg/mL genistein (Glico, Palo Alto, CA, USA) and 100 µg/mL hy-
gromycin for Halotag®-KOR and Halotag®-MOR/T7-tag®-DOR. The incubation was done
in a humidified atmosphere with 5% CO2 at 37 ◦C.
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4.4. Functional Analysis of ORs Using the CellKeyTM System

The analysis was performed as described previously [52]. In brief, cells were seeded at
a density of 5.0 × 104 in CellKeyTM poly-D-Lysine (Sigma Aldrich, Saint Louis, MO, USA)-
coated 96-well microplates with an embedded electrode at the bottom of each well and
incubated for 24 h. After washing with CellKeyTM buffer composed of Hanks’ balanced salt
solution (1.3 mM CaCl2·2H2O, 0.81 mM MgSO4, 5.4 mM KCl, 0.44 mM KH2PO4, 4.2 mM
NaHCO3, 136.9 mM NaCl, 0.34 mM Na2HPO4, and 5.6 mM d-glucose) containing 20 mM 4-
(2-hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES) and 0.1% bovine serum albumin
(BSA), cells were incubated for 30 min at 28 ◦C, and then treated with vehicle or one of
the reagents. The change in impedance of an induced extracellular current (dZiec) in each
well was measured for 25 min, following a 5 min baseline measurement. The magnitude
of change in the dZiec value was defined as ∆Ziec, and the value for rubiscolins was
calculated as a percentage using the highest value for each positive control.

4.5. Intracellular cAMP Assay with cADDis®

The assay was performed as described previously [53]. In brief, cells were seeded at
7.0 × 104 cells/well on black-walled, clear flat-bottom 96-well plates with recombinant
BacMam virus expressing the cADDis sensor and 0.6 µM sodium butyrate, and incubated
for 24 h at 5% CO2 at 37 ◦C. The medium was replaced with 100 µL Krebs solution or
pretreatment reagents. The 96-well plates were incubated at 28 ◦C for 30 min in the dark.
Cell fluorescence was measured from the bottom of the plate using excitation/emission
wavelengths of 485 and 525 nm, respectively, on FlexStation 3 (Molecular Devices, LLC.,
San Jose, CA, USA). Cells were stimulated with 50 µM forskolin to increase the cAMP
levels. After 20 min, when the signal plateaued, cells were stimulated with the indicated
drugs, and changes in fluorescence from each well were measured every 26 s for 40 min.
Increase in fluorescence intensity reflects the decrease in cAMP, through the activation of
Gi-coupled receptor. The data were transformed to changes in fluorescence over the initial
fluorescence (∆F/F0).

4.6. β-Arrestin Recruitment Assay with Pathhunter®

This was performed as described previously [54]. In brief, U2OS OPRM1, CHO-K1
OPRD1, or U2OS OPRK1 cells were seeded at a density of 1.0 × 104 cells/well in 96-well
clear-bottom white plates and incubated for 48 h. The cells were stimulated for 90 min (in
the case of MOR and DOR) or 180 min (in the case of KOR) in a dilution series for each
receptor at 37 ◦C under 5% CO2 and the PathHunter® working detection solution was
added. The luminescence intensity was measured using FlexStation 3 (BioTek Instruments
Inc., Winooski, VT, USA) for 1 h at room temperature. Data are expressed as the maximum
signal intensity of each test compound as a percentage of the maximum signal intensity of
the positive control.

4.7. Statistical Analysis and Approval for the Study

Data are presented as means ± SEM for at least three independent experiments. Data
from cADDis cAMP assays were analyzed using one-way ANOVA followed by Tukey’s
multiple comparison tests. A value of p < 0.05 was considered statistically significant.
All analyses and concentration–response curve fitting were performed using Prism 8
(GraphPad Software, San Diego, CA, USA). All experiments were approved and performed
in accordance with the Guide for Genetic Modification Safety Committee, National Cancer
Center, Japan.

5. Conclusions

In the present study, we showed that rubiscolins are G-protein-biased full agonists
for DOR, as well as partial agonists for the MOR/DOR heteromers, with limited effects
on endogenous ligands or opioid analgesics that activate MOR or KOR. Considering the
evidence obtained, we believe that rubiscolins could serve as promising seeds for the
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development of novel, safer opioids and selective DOR agonists that can be orally used for
treating pain.
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Abstract: The delta opioid receptor (DOR) is a crucial receptor system that regulates pain, mood,
anxiety, and similar mental states. DOR agonists, such as SNC80, and DOR-neutral antagonists, such
as naltrindole, were developed to investigate the DOR in vivo and as potential therapeutics for pain
and depression. However, few inverse agonists and non-competitive/irreversible antagonists have
been developed, and none are widely available. This leaves a gap in our pharmacological toolbox
and limits our ability to investigate the biology of this receptor. Thus, we designed and synthesized
the novel compounds SRI-9342 as an irreversible antagonist and SRI-45128 as an inverse agonist.
These compounds were then evaluated in vitro for their binding affinity by radioligand binding,
their functional activity by 35S-GTPγS coupling, and their cAMP accumulation in cells expressing the
human DOR. Both compounds demonstrated high binding affinity and selectivity at the DOR, and
both displayed their hypothesized molecular pharmacology of irreversible antagonism (SRI-9342) or
inverse agonism (SRI-45128). Together, these results demonstrate that we have successfully designed
new inverse agonists and irreversible antagonists of the DOR based on a novel chemical scaffold.
These new compounds will provide new tools to investigate the biology of the DOR or even new
potential therapeutics.

Keywords: delta opioid receptor; inverse agonist; irreversible antagonist; non-competitive antagonist;
molecular pharmacology

1. Introduction

G-protein coupled receptors (GPCRs) are a superfamily of integral plasma membrane
proteins and are involved in a broad array of signaling pathways and subsequent phys-
iological processes. GPCRs are important drug targets, and over 25% of all approved
drugs currently on the market are known to evoke their pharmaceutical effects through
GPCRs [1]. The delta opioid receptor (DOR) is one such GPCR that has been linked to the
regulation of pain, mood, depression, and similarly important brain states [2]. Numerous
classical full/partial agonists, such as SNC80 and DPDPE, and neutral antagonists, such as
naltrindole, have been developed or described for the DOR. However, there are far fewer
inverse agonists and irreversible/non-competitive antagonists for this target.

A non-competitive antagonist is an insurmountable antagonist that can act either
in one of two ways: via binding to an allosteric site of the receptor [3] or by irreversibly
binding to the active site of the receptor. Although the mechanism of antagonism is different
for both, they are called “non-competitive” since the end result of each are functionally
the same. Unlike competitive antagonists, which commonly affect the amount of agonist
necessary to achieve a maximal response but will not affect the magnitude of that maximal
response, non-competitive antagonists decrease the level of the maximum response which
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can be accomplished by any amount of agonist. This unique property receives the name as
“non-competitive” because the effects cannot be overcome no matter how much agonist
is present. One example is the commonly used beta-funaltrexamine, which is selective
for the mu opioid receptor [4]. Only a few such ligands have been reported for the DOR,
and none are widely available. These include a naphthalene-dialdehyde modification of
6′-aminonaltrindole [5] and 5′-naltrindole-isothiocyanate [6].

By contrast, an inverse agonist does have intrinsic activity at the orthosteric site.
However, unlike an agonist, an inverse agonist shifts the energy landscape to further
disfavor the receptor active state and favor the inactive state. This suppresses baseline
receptor activity to the extent that it is below that of the unliganded state [3]. The first such
described ligand for the DOR was ICI-174864, a peptidic inverse agonist reported by Costa
and Herz [7]. Later, additional DOR inverse agonists were reported, such as (+)−KF4 [8],
naltrindole (NTI) derivatives [9], amide/sulfonamide substituted NTI [10], as well as other
peptidic [11–13] and nonpeptidic [14–17] molecules.

Here, we report the discovery and characterization of a new DOR non-competitive
antagonist (SRI-9342) and a new inverse agonist (SRI-45128). These ligands have strong
selectivity for the DOR and potent functional activity in vitro. The discovery of these
ligands further expands the limited pharmacological tools available to probe the DOR and
could even provide potential future therapeutics.

2. Results
2.1. Rational Design of DOR Ligands

The DOR ligands SRI-9342 (irreversible antagonist) and SRI-45128 (inverse agonist)
were designed based on our previously published computational docking studies of the
SRI-9409 scaffold core [18], as well as DOR ligands reported in the study, including SYK-
623 [19]. When this core binds to the orthosteric site of DOR, the right-hand side indole
moiety would face the extracellular opening of the binding pocket and be adjacent to the
functionally important K214 of DOR [20], which is also a potentially reactive residue. Thus,
the idea of adding a warhead to the scaffold to further increase its binding affinity to DOR
was explored, which resulted in SRI-9342. The α,β-unsaturated pyridin group of SRI-9342
is supposed to be in a proper position to form a covalent bond with the nitrogen on the side
chain of K214 via Michael’s addition, turning it into an irreversible DOR antagonist. On
the other hand, the cyclopropyl group of the scaffold would face the bottom of the binding
pocket and form hydrophobic contact with the W274 of DOR, which is an important residue
responsible for the switch between agonism and antagonism [20,21]. Therefore, chemical
modifications were also explored at this position, which resulted in SRI-45128 with DOR
inverse agonism. Notably, SRI-45128 was distinct from parent scaffold SRI-9409 in the
sense that the introduction of carbonyl next to the cyclopropyl group (inspired by SYK-623)
would reduce the basicity of the neighboring nitrogen of SRI-45128, which was no longer
able to form a salt-bridge with key residue D128. In addition, SRI-45128 is distinguishable
from SYK-623 in the sense that the former possessed a pyridine-4-phenylchloride moiety
while the latter possessed an indole moiety on the right-hand side.

2.2. Synthesis of Novel DOR Irreversible Antagonist and Inverse Agonists

SRI-9342 (irreversible antagonist, Scheme 1) was synthesized with a 44% yield via the
reaction of naltrexone hydrochloride and trans-4-hydrazino-2-stilbazole dihydrochloride
following the same procedures previously reported [22,23]. SRI-45128 (inverse agonist,
Scheme 2) was synthesized in nine steps by using the procedures reported in [24], subject
to a few modifications. In our alternative route, the protecting group on the phenolic
hydroxyl group of naltrexone (1) was changed from methyl to benzyl to achieve an overall
improvement in yields. The 6-ketone group of compounds (2) was protected as 1,3-
dioxolane, which was followed by acetylation of the 14-OH under refluxing in Ac2O.
The cyclopropyl methyl group of the resulting acetate compound (3) was exchanged for a
trichloroethoxycarbonyl group at 140 ◦C with an excess amount of trichloroethoxycarbonyl
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chloride to afford carbamate (4). The carbamate and the acetate group in compound
(4) were further hydrolyzed with aqueous KOH at 110 ◦C to afford compound (5). The
reaction of compound (5) with cyclopropyl carbonyl chloride in the presence of Et3N
afforded compound (6) with an 89% yield. Removal of the 1,3-dioxolane group in amide (6)
was done by using HCl and MeOH at reflux conditions to afford ketone (7). Finally, further
deprotection of the benzyl group in (7), followed by annulation with 2-(4-chlorophenyl)-3-
hydroxy-prop-2-enal in the presence of ammonium acetate, afforded SRI-45128 in two steps.
We also synthesized SYK-623 for use as a control group (inverse agonist, Scheme 3). This
was achieved in two steps, from intermediate (7), by using the procedure reported in [19]
with the following modifications: Compound (7) was reacted with phenyl hydrazine in
acetic acid under reflux conditions followed by deprotection of the benzyl group to afford
SYK-623. All compounds were confirmed for identity and high purity, which is sufficient
for pharmacological characterization (see Methods).
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caused by forskolin treatment (see Methods). One independent experiment in triplicate was
performed, and the potency (EC50) and efficacy (EMAX) were reported as the derived value
with 95% confidence intervals (in parentheses). As expected, SNC80 caused high potency
and efficacy cAMP inhibition, which is consistent with DOR agonist activity. SRI-45128
and SYK-623 caused efficacious cAMP increases, which is contrary to DOR agonism and
consistent with DOR inverse agonism.

8. Error in Figure/Table

In the original publication, there was a mistake in Scheme 3, Figures 1 and 3 as
published. As above, SYK-623 was mislabeled as SRI-45127. The corrected Scheme/Figures
appear below, in which the labeling has been corrected. The authors apologize for any
inconvenience caused and state that the scientific conclusions are unaffected. The original
publication has also been updated.
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2.3. All Compounds Display High DOR Binding Affinity

All synthesized compounds were evaluated for binding to the human DOR using
competition radioligand binding. All compounds showed one site full competition, sug-
gesting full occupancy of the orthosteric binding site (Figure 1). Notably, the compounds
are also bound to the DOR with high affinity with KI values of 4.9–24 nM (Figure 1). We
also tested SRI-45128 and SYK-623 for binding to the MOR and KOR, which would pro-
vide insight into compound selectivity. The compounds bound very weakly to the MOR,
showing incomplete curves even at 10 µM. This suggests that both compounds are at least
120-fold selective for DOR over MOR. The compounds bound slightly better to the KOR,
providing near-complete curves and KI values, ranging from 2000 to 2500 nM, suggesting
that both compounds are at least 104-fold selective for DOR over KOR (Figure 1). These
results demonstrate that these compounds are high-affinity DOR ligands, and both inverse
agonists display strong DOR selectivity. The expected performance of SYK-623 further
confirms our findings.

Molecules 2022, 27, 0 5 of 7

caused by forskolin treatment (see Methods). One independent experiment in triplicate was
performed, and the potency (EC50) and efficacy (EMAX) were reported as the derived value
with 95% confidence intervals (in parentheses). As expected, SNC80 caused high potency
and efficacy cAMP inhibition, which is consistent with DOR agonist activity. SRI-45128
and SYK-623 caused efficacious cAMP increases, which is contrary to DOR agonism and
consistent with DOR inverse agonism.

8. Error in Figure/Table

In the original publication, there was a mistake in Scheme 3, Figures 1 and 3 as
published. As above, SYK-623 was mislabeled as SRI-45127. The corrected Scheme/Figures
appear below, in which the labeling has been corrected. The authors apologize for any
inconvenience caused and state that the scientific conclusions are unaffected. The original
publication has also been updated.
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Figure 1. Novel compounds bound to the DOR with high affinity. Compounds were tested as concentration curves
competing with a fixed concentration of 3H-diprenorphine (see Methods). N = 3 independent replicates performed, with
summary curves shown for each set; affinity (KI) was calculated separately for each experiment and then reported as the
mean ± SEM. Experimental or reference compounds (naloxone for MOR and DOR, U50-488 for KOR) were tested at each
receptor, DOR, MOR, or KOR, as noted. Reference compounds displayed expected affinities, validating the experiment,
while all compounds demonstrated high affinities at the DOR. SRI-45128 and SYK-623 showed poor affinity at MOR and
KOR, suggesting strong DOR selectivity.
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2.4. SRI-9342 Displays Irreversible Antagonism at the DOR at Low Concentrations

Now that we showed that these compounds bound with high affinity to the DOR, we
next sought to evaluate their functional activity. We tested the putative irreversible antag-
onist SRI-9342 for this activity using 35S-GTPγS coupling. We ran SNC80 concentration
curves with fixed and increasing concentrations of SRI-9342 present in each successive
SNC80 curve. At 0.1 nM and 1 nM SRI-9342, we found that the SNC80 potency was actually
better than the potency of SNC80 alone, while the efficacy was successively reduced to 92%
and 84% (Figure 2). This behavior fits with the expected behavior of an irreversible antag-
onist, where potency is maintained at least initially, while efficacy is reduced. At higher
concentrations (10–1000 nM), we observed large and successive shifts in both potency and
measured efficacy, which is consistent with increasing receptor loss from the system. At
10,000 nM, we observed a puzzling partial recovery of both potency and efficacy. This may
represent a non-specific effect at high concentrations (Figure 2). Overall, these findings are
consistent with SRI-9342 displaying irreversible antagonism at low concentrations.
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Figure 2. SRI-9342 displayed DOR irreversible antagonism at low concentrations. SNC80 is a full DOR agonist, which
was used to perform multiple full concentration curves using the 35S-GTPγS assay (see Methods). Increasingly large fixed
concentrations of SRI-9342 were included in subsequent SNC80 curves. N = 3 independent experiments performed, with
summary curves shown. Potency (EC50) and efficacy (EMAX) were calculated separately for each experiment and reported as
the mean± SEM. SRI-9342 caused increasing loss of efficacy at 0.1 and 1 nM without decreasing potency (which was actually
higher than SNC80 alone), suggesting irreversible antagonism. Beginning at 10 nM, potency loss was observed, which
could indicate mixed activity or a very strong loss of receptors from the receptor pool due to irreversible antagonist activity.

2.5. SRI-45128 Displays DOR Inverse Agonism

Similar to SRI-9342, we sought to evaluate the inverse agonist functional activity of SRI-
45128 with SYK-623 as a comparison control. The GTPγS assay used above has a generally
low baseline receptor activity level, at least for the opioid receptors, so we switched assays
to a live cell cAMP accumulation assay. This assay uses forskolin to stimulate cAMP levels,
which are then inhibited/suppressed by the GαI-coupled activity of the DOR. As expected,
SNC80 demonstrated potent and efficacious suppression of cAMP levels in DOR-CHO cells,
which is in line with the expected activity of the receptor (Figure 3). By contrast, both SRI-
45128 and SYK-623 showed efficacious inverse agonist activity and actually boosted cAMP
levels, which is consistent with suppressing the baseline activity of the DOR (Figure 3). This
activity was also efficacious, with an EMAX of −67% and −56%, respectively. These results
suggest that SRI-45128 is a robust inverse agonist, further confirmed by the performance of
the SYK-623 comparison control.
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parentheses). As expected, SNC80 caused high potency and efficacy cAMP inhibition, which is
consistent with DOR agonist activity. SRI-45128 and SYK-623 caused efficacious cAMP increases,
which is contrary to DOR agonism and consistent with DOR inverse agonism.
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Figure 3. SRI-45128 caused DOR inverse agonist activity. SRI-45128, positive control SYK-623, and SNC80 reference
compounds were used to modulate the cAMP accumulation caused by forskolin treatment (see Methods). One independent
experiment in triplicate was performed, and the potency (EC50) and efficacy (EMAX) were reported as the derived value
with 95% confidence intervals (in parentheses). As expected, SNC80 caused high potency and efficacy cAMP inhibition,
which is consistent with DOR agonist activity. SRI-45128 and SYK-623 caused efficacious cAMP increases, which is contrary
to DOR agonism and consistent with DOR inverse agonism.

3. Discussion

As noted in the Introduction, a limited set of DOR irreversible antagonists and inverse
agonists has been discovered and reported [5,11–17,19,25,26]. The ligands we report
here were developed from a novel naltrexone scaffold and thus represent a significant
contribution to the limited set of pharmacological tools available to probe the DOR. These
ligands will help build the structure–activity relationship of irreversible antagonism and
inverse agonism, and they could be used to investigate DOR function in vivo.

These novel compounds also have some possibility to inform future therapeutic
candidates to target the DOR. For example, DOR activation has been associated with
Alzheimer’s disease, and DOR antagonism was shown to prevent and reverse Alzheimer’s
pathology in a mouse model [27]. Considering the long time-scales for Alzheimer’s
treatment, especially in a prevention paradigm, a long-lasting irreversible antagonist
could be of considerable therapeutic benefit versus a short-acting competitive antagonist.
Alternatively, an inverse agonist could be more effective than a standard neutral antagonist.
DOR antagonists/inverse agonists have also not been associated with seizure activity as
for some DOR agonists, suggesting their improved safety vs. agonists. This suggests that
the active development of functionally selective DOR agonists to avoid seizures should not
be necessary for these compounds [28,29]. However, one caution is that these compounds
have only been tested for brief exposures in vitro and could thus possess other toxic effects.
This will have to be examined in future studies.

Future works should also investigate these compounds in greater detail. Based on our
binding studies, it is clear that all compounds bind selectively and with a high affinity to
the DOR orthosteric site. However, the functional studies were not quite as clear. SRI-9342
displayed clear signs of irreversible antagonism at 0.1 and 1 nM. However, 10 nM caused
a rapid loss of potency that continued at 100 nM and 1000 nM. The compound could be
a full irreversible antagonist, and the activity at 10 nM could represent a rapid loss of
receptors from the system that would eventually lead to the same reduction in potency
as with other irreversible antagonists. Alternatively, the compound could have mixed
activity, with irreversible antagonism at low concentrations and different functional activity,
similar to competitive antagonism, at high concentrations. This mixed activity has been
observed with other compounds, such as naloxonazine [30]. SRI-45128 also displayed clear
inverse agonist activity. However, the potency of this activity was considerably less than
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the binding affinity. This could represent the poor intrinsic efficacy of the compounds, or it
could represent a relatively insensitive system for baseline receptor suppression. These
details should be investigated for these compounds, working out the exact mechanisms of
action and activity in different DOR-related signaling systems (e.g., ERK-MAPK activation
instead of cAMP signaling). In addition, all compounds should be investigated for in vivo
activity and whether the in vivo testing matches the predictions made via the in vitro
testing reported here.

4. Materials and Methods
4.1. Chemical Synthesis and Characterization

All solvents and reagents were used as purchased without further purification. Un-
less otherwise stated, reactions were carried out under nitrogen atmosphere. Reaction
conditions and yields were not optimized. The progress of all reactions was monitored
by thin-layer chromatography (TLC) on pre-coated silica gel (60F254) aluminum plates
(0.25 mm) from E. Merck and visualized using UV light (254 nm). Purification of com-
pounds was performed on an Isco Teledyne Combiflash Rf200 with four channels to carry
out sequential purification. Universal RediSep solid sample loading pre-packed cartridges
(5.0 g silica) were used to absorb the crude product and purified on 12 g silica RediSep
Rf Gold Silica (20–40 µm spherical silica) columns using appropriate solvent gradients.
Melting points were determined in open capillary tubes with a Thomas–Hoover melting
point apparatus or SRS OptiMelt automated melting point system and are uncorrected.
High-resolution mass spectrometry (HRMS) or liquid chromatography with tandem mass
spectrometry (LC-MS/MS) analysis was performed with an Agilent 1100 LC-MS TOF in-
strument using electrospray ionization (ESI) or with Agilent 1290 ultra-performance liquid
chromatography (UPLC)/Sciex Triple Quad 6500+. 1H NMR spectra were recorded at
400 MHz on an Agilent/Varian MR-400 spectrometer, and 13C NMR spectra were recorded
either at 100.574 MHz on an Agilent/Varian MR-400 spectrometer or at 125.76 MHz on
a Bruker Avance III-HD 600 MHz Spectrometer. The chemical shifts (δ) are reported in
parts per million (ppm) and referenced according to the deuterated solvent for 1H spectra
(CDCl3, 7.26, DMSO-d6, 2.50, or TMS 0.0) and 13C spectra (CDCl3, 77.2 or DMSO-d6, 39.5).
The purity of the final compounds was checked by analytical HPLC using an Agilent
1100 LC system equipped with a phenomenex Kinetex C18 column (5 µm, 4.6 × 150 mm)
and a diode array detector (DAD) using the solvent system: solvent A: H2O/0.1% trifluo-
roacetic acid, solvent B: CH3CN/0.1% trifluoroacetic acid, 0–95% B over 22 min, flow rate
1 mL/min, λ 254 nm and λ 280 nm (System 1) or using a Waters HPLC system equipped
with a Sunfire C18 column (5 µm, 4.6 × 150 mm) and a Waters 2998 photodiode array de-
tector using the solvent system: solvent A: H2O/0.1% formic acid, solvent B: CH3CN/0.1%
formic acid, 10–90% B over 20 min, flow rate 2 mL/min, λ 254 nm (System 2) or using
an Agilent 1200 LC system equipped with phenomenex Kinetex Phenyl-Hexyl column
(2.6 µm, 4.6 × 50 mm) and a diode array detector (DAD) using the solvent system: solvent
A: H2O/0.1% formic acid, solvent B: CH3CN/0.1% formic acid, 0–95% B over 4.5 min, flow
rate 2 mL/min, λ 254 nm (System 3). On the basis of NMR, HPLC-DAD, and HRMS (mass
error less than 5 ppm), all final compounds were ≥95% pure.

4.1.1. (4bS,8R,8aS,14bR)-7-(Cyclopropylmethyl)-11-((E)-2-(pyridin-2-yl)vinyl)-
5,6,7,8,14,14b-hexahydro-4,8-methanobenzofuro
[2,3-a]pyrido[4,3-b]carbazole-1,8a(9H)-diol (SRI-9342)

This compound was synthesized as previously described [22,23].

4.1.2. ((4bS,8R,8aS,13bR)-11-(4-Chlorophenyl)-1,8a-dihydroxy-5,6,8,8a,9,13b-hexahydro-
7H-4,8-methanobenzofuro[3,2-h]pyrido[3,4-g]quinolin-7-yl)(cyclopropyl)methanone
(SRI-45128)

This compound was synthesized by a modified procedure of the reported method [24]
as described below.
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4.1.3. 2,2,2-Trichloroethyl (4′R,7a′R,12b′S)-9′-(benzyloxy)-1′,2′,4′,6′-tetrahydro-3′H,7a′H-
spiro[[1,3]dioxolane-2,7′-[4,12]methanobenzofuro[3,2-e]isoquinoline]-3′-carboxylate (2)

To a suspension of naltrexone (1) (5 g, 14.6 mmol) in acetone (200 mL), benzyl bromide
(2.6 mL, 21.9 mmol) and potassium carbonate (4.0 mg, 29.3 mmol) were added. The reaction
mixture was refluxed for 2 h; then, it was filtered, and the solid was washed with acetone
(50 mL). The filtrate was concentrated under reduced pressure to afford a crude white
solid, which was purified by the column chromatography over a column of silica gel, using
EtOAc:Hexane, 1:3 as an eluant, to afford compound (2) (5.8 g, 58%) as a white solid. 1H
NMR (400 MHz, CDCl3) δ 7.47–7.43 (m, 2H), 7.34 (ddt, J = 8.1, 6.5, 1.7 Hz, 2H), 7.31–7.26 (m,
1H), 6.71 (d, J = 8.2 Hz, 1H), 6.58–6.54 (m, 1H), 5.29 (d, J = 12.0 Hz, 1H), 5.21 (d, J = 8.9 Hz,
1H), 4.69 (s, 1H), 3.17 (d, J = 5.9 Hz, 1H), 3.09–2.98 (m, 2H), 2.69 (ddt, J = 12.1, 5.3, 1.3 Hz,
1H), 2.56 (ddd, J = 18.5, 6.1, 1.1 Hz, 1H), 2.47–2.38 (m, 3H), 2.31 (dt, J = 14.4, 3.2 Hz, 1H),
2.13 (td, J = 12.2, 3.8 Hz, 1H), 1.93–1.86 (m, 1H), 1.71–1.52 (m, 3H), 0.92–0.83 (m, 1H),
0.59–0.51 (m, 2H), 0.16–0.11 (m, 2H). ESI MS m/z 432 [M + H]+.

4.1.4. (4′R,4a′S,7a′R,12b′S)-9′-(Benzyloxy)-3′-(cyclopropylmethyl)-1′,2′,3′,4′,5′,6′

-hexahydro-4a′H,7a′H-spiro[[1,3]dioxolane-2,7′-[4,12]methanobenzofuro[3,2-
e]isoquinolin]-4a′-yl acetate (3)

To a solution of compound (2) (5.0 g, 11.6 mmol) in toluene (50 mL) were added
p-TsOH.H2O (3.0 g, 17.4 mmol) and ethylene glycol (3.9 mL, 69.5 mmol), and the mixture
was refluxed with a Dean–Stark apparatus for 17 h under an argon atmosphere. After
cooling to room temperature, the reaction mixture was basified with potassium carbon-
ate (3 g) and saturated aqueous NaHCO3 solution (30 mL); then, it was extracted with
CHCl3 (3 × 100 mL). The organic layer was washed with brine, dried over Na2SO4, and
concentrated under reduced pressure to afford a crude product as a colorless solid. The
crude product was suspended in Ac2O (35 mL), and the mixture was refluxed for 1 h
under an argon atmosphere. After cooling to room temperature, the reaction mixture
was concentrated and co-evaporated with toluene three times. The obtained residue was
purified by column chromatography on silica gel using 0–5% MeOH in DCM to afford the
desired compound (3) (3.8 g, 87% in two steps) as a white solid. 1H NMR (400 MHz, CDCl3)
δ 7.42–7.27 (m, 5H), 6.86 (d, J = 8.2 Hz, 1H), 6.66 (d, J = 8.3 Hz, 1H), 5.36 (d, J = 5.2 Hz,
1H), 5.21–5.10 (m, 2H), 4.67 (s, 1H), 4.17 (ddd, J = 7.4, 6.6, 5.3 Hz, 1H), 4.01 (q, J = 6.6 Hz,
1H), 3.89 (dt, J = 7.4, 6.4 Hz, 1H), 3.78 (td, J = 6.6, 5.3 Hz, 1H), 3.46–3.32 (m, 2H), 3.23–3.06
(m, 2H), 3.02–2.89 (m, 2H), 2.66 (dt, J = 13.8, 3.2 Hz, 1H), 2.50 (s, 4H), 1.85 (td, J = 14.4,
2.8 Hz, 1H), 1.57 (dddd, J = 11.4, 8.5, 6.0, 3.2 Hz, 3H), 1.13–1.02 (m, 2H), 0.82–0.63 (m, 2H),
0.45 (ddt, J = 8.7, 5.7, 4.5 Hz, 1H). ESI MS m/z 518 [M + H]+.

4.1.5. 2,2,2-Trichloroethyl
(4′R,4a′S,7a′R,12b′S)-4a′-acetoxy-9′-(benzyloxy)-1′,2′,4′,4a′,5′,6′-hexahydro-3′H,7a′H-
spiro[[1,3]dioxolane-2,7′-[4,12]methanobenzofuro[3,2-e]isoquinoline]-3′-carboxylate (4)

To a solution of compound (3) (3.0 g, 5.8 mmol) in 1,1,2,2-tetrachloroethane (25 mL)
were added K2CO3 (5 g, 36.5 mmol) and 2,2,2-trichloroethyl chloroformate (5 mL, 36.5 mmol),
and the mixture was stirred at 140 ◦C for 14 h under argon atmosphere. The reaction mixture
was cooled to room temperature, and H2O (20 mL) was added. The mixture was extracted
with CHCl3 (2 × 100 mL). The organic layer was washed with brine, dried over Na2SO4,
and concentrated under reduced pressure to give a crude residue, which was purified by
column chromatography on silica gel using 0–10% hexanes:EtOAc to afford compound (4)
(2.1 g, 56%) as a light yellow amorphous solid. 1H NMR (400 MHz, CDCl3) δ 7.42 (tdd,
J = 5.0, 4.0, 1.8 Hz, 2H), 7.39–7.28 (m, 3H), 6.83 (dd, J = 8.3, 1.3 Hz, 1H), 6.61 (dd, J = 8.3, 4.8
Hz, 1H), 5.62 (t, J = 4.5 Hz, 1H), 5.16 (q, J = 12.0 Hz, 2H), 4.93–4.85 (m, 1H), 4.70–4.63 (m, 1H),
4.60 (s, 1H), 4.21–4.15 (m, 1H), 4.07–3.98 (m, 2H), 3.91–3.86 (m, 1H), 3.80 (td, J = 6.6, 5.2 Hz,
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1H), 3.09 (dt, J = 18.2, 6.0 Hz, 1H), 2.98–2.73 (m, 3H), 2.39 (tt, J = 12.6, 5.3 Hz, 1H), 2.07 (s,
1H), 2.05 (s, 1H), 1.86–1.77 (m, 1H), and 1.55–1.48 (m, 2H). ESI MS m/z 579.8 [M-AcOH]+.

4.1.6. (4′R,4a′S,7a′R,12b′S)-9′-(Benzyloxy)-1′,2′,3′,4′,5′,6′-hexahydro-4a′H,7a′H-
spiro[[1,3]dioxolane-2,7′-[4,12]methanobenzofuro[3,2-e]isoquinolin]-4a′-ol (5)

To a suspension of compound (4) (1.5 g, 2.6 mmol) in DMSO (20 mL) was added 12M
aqueous KOH solution (7 mL), and the mixture was stirred for 6 h at 110 ◦C under an argon
atmosphere. After cooling to room temperature, the reaction mixture was adjusted to pH
10 with saturated aqueous NH4Cl solution (20 mL) and extracted with a mixed solution,
i-PrOH/CHCl3 = 1:3 (3 × 10 mL). The organic layer was washed with brine, dried over
Na2SO4, and concentrated under reduced pressure to afford a crude residue, which was
purified by chromatography on silica gel using 10% MeOH in DCM + 0.1% NH3 to generate
compound (5) (0.7 g, 64%) as a colorless solid. 1H NMR (400 MHz, DMSO-d6) δ 7.42–7.33
(m, 4H), 7.31–7.27 (m, 1H), 6.75 (d, J = 8.2 Hz, 1H), 6.52 (dd, J = 8.2, 0.8 Hz, 1H), 5.12–5.02
(m, 2H), 4.84 (s, 1H), 4.33 (s, 1H), 4.02–3.97 (m, 1H), 3.83 (q, J = 6.4 Hz, 1H), 3.78–3.66 (m,
2H), 2.89–2.78 (m, 3H), 2.55–2.49 (m, 1H), 2.34 (td, J = 12.6, 3.8 Hz, 1H), 2.15–1.98 (m, 2H),
1.40–1.28 (m, 3H), and 1.08–1.02 (m, 1H).

4.1.7. ((4′R,4a′S,7a′R,12b′S)-9′-(Benzyloxy)-4a′-hydroxy-1′,2′,4′,4a′,5′,6′-hexahydro-
3′H,7a′H-spiro[[1,3]dioxolane-2,7′-[4,12]methanobenzofuro[3,2-e]isoquinolin]-3′-
yl)(cyclopropyl)methanone (6)

To a stirred solution of compound (5) (500 mg, 1.14 mmol) in CH2Cl2 (12 mL) were
added Et3N (0.24 mL, 1.71 mmol) and cyclopropanecarbonyl chloride (143 mg, 1.37 mmol)
at 0 ◦C under an argon atmosphere. After stirring for 2 h at room temperature, the reaction
mixture was diluted with CH2Cl2 (10 mL) and washed with saturated aqueous NaHCO3
solution (20 mL). The organic layer was washed with brine, dried over Na2SO4, and
concentrated under reduced pressure to give a crude residue, which was purified by
column chromatography on silica gel (80–100% EtOAc in n-hexane) to afford compound (6)
(500 mg, 89%) as a colorless amorphous product. 1H NMR (400 MHz, CDCl3) δ 7.45–7.41 (m,
2H), 7.39–7.28 (m, 3H), 6.81 (d, J = 8.2 Hz, 1H), 6.59 (d, J = 8.0 Hz, 1H), 5.17 (q, J = 12.0 Hz,
2H), 4.94 (d, J = 5.9 Hz, 1H), 4.54 (d, J = 19.1 Hz, 1H), 4.40 (d, J = 21.2 Hz, 1H), 4.19–4.12
(m, 1H), 4.11–3.78 (m, 4H), 3.22–2.77 (m, 3H), 2.67–2.34 (m, 2H), 2.17 (t, J = 10.8 Hz, 1H),
1.71–1.45 (m, 5H), 1.10–0.92 (m, 2H), 0.80 (d, J = 9.8 Hz, 2H).

4.1.8. (4R,4aS,7aR,12bS)-9-(Benzyloxy)-3-(cyclopropanecarbonyl)-4a-hydroxy-2,3,4,4a,5,6-
hexahydro-1H-4,12-methanobenzofuro[3,2-e]isoquinolin-7(7aH)-one (7)

A mixture of compound (6) (0.10 g, 0.20 mmol) in 1 M HCl (0.8 mL) was stirred
for 15 h at 80 ◦C under an argon atmosphere. After cooling to room temperature, the
reaction mixture was poured in 4N NaOH solution at 0 ◦C and extracted with CHCl3,
dried over Na2SO4, filtered, and concentrated to dryness to afford the crude material.
The crude residue was purified by column chromatography on silica gel (5–15% (28%
NH3 aq/MeOH = 1:9) in CHCl3) to afford intermediate (7) (75 mg, 82%) as a colorless
amorphous product with some impurities which was used as such in next step. ESI MS
m/z 446 [M + H]+.

4.1.9. ((4bS,8R,8aS,13bR)-11-(4-Chlorophenyl)-1,8a-dihydroxy-5,6,8,8a,9,13b-hexahydro-
7H-4,8-methanobenzofuro[3,2-h]pyrido[3,4-g]quinolin-7-yl)(cyclopropyl)methanone
(SRI-45128)

Compound (7) (150 mg, 0.3400 mmol) was dissolved in methanol (8 mL), and 10%
palladium black (35.8 mg, 0.03 mmol) was added to the reaction. The reaction mixture was
stirred under H2 atmosphere (balloon) for 2 h at room temperature. The reaction mixture
was filtered through a Celite pad, washed with MeOH (20 mL), and concentrated. To the
solution of crude material in acetic acid (2 mL), ammonium acetate (43.4 mg, 0.56 mmol),
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and (E)-2-(4-chlorophenyl)-3-hydroxy-prop-2-enal (77.07 mg, 0.42 mmol) were added, and
the reaction mixture was refluxed overnight. The reaction mixture was cooled to room
temperature, and acetic acid was removed. The obtained residue was diluted with water,
neutralized with ammonium hydroxide to pH 7, extracted with DCM (3 × 10 mL), dried
over Na2SO4, and purified by column chromatography using 0–10% MeOH in DCM to give
a solid material, which was further purified by a preparative plate using 9:1 CHCl3-MeOH
to afford SRI-45128 (35 mg, 25%) as a white solid. TLC (10% MeOH/DCM): Rf = 0.35; 1H
NMR (400 MHz, CD3OD) δ 8.60 (dd, J = 5.1, 2.2 Hz, 1H), 7.58 (dd, J = 3.6, 2.3 Hz, 1H),
7.50–7.44 (m, 2H), 7.42–7.37 (m, 2H), 6.66–6.58 (m, 2H), 5.42 (d, J = 2.7 Hz, 1H), 5.05 (d,
J = 6.5 Hz, 0.5H), 4.74 (d, J = 6.5 Hz, 0.5H), 4.51–4.42 (m, 0.5H), 4.23 (dd, J = 14.0, 5.1 Hz,
0.5H), 3.38–3.30 (m, 1H), 3.28–3.15 (m, 1H), 2.88–2.75 (m, 2H), 2.55 (td, J = 12.8, 5.2 Hz,
0.5H), 2.40 (td, J = 12.8, 5.3 Hz, 0.5H), 2.33–2.22 (m, 1H), 2.16–1.96 (m, 1H), 1.73–1.53 (m,
2H), 1.20–1.06 (m, 1H), 1.02–0.93 (m, 1H), 0.89–0.80 (m, 3H). 13C NMR (101 MHz, CD3OD)
δ 173.95, 145.50, 139.99, 136.28, 136.22, 135.33, 135.19, 134.23, 131.31, 128.88, 128.23, 128.19,
123.58, 119.41, 119.34, 117.64, 88.88, 71.56, 71.38, 47.38, 47.16, 47.01, 46.95, 46.94, 38.56, 36.28,
35.04, 32.45, 31.83, 29.71, 29.04, 11.06, 10.99, 6.91, 6.59, 6.53, 6.42. HRMS (ESI) m/z calcd
for C29H25ClN2O4 [M + H]+: 501.1576, found: 501.1570; HPLC (system 1) tR = 10.7 min,
purity = 99%.

4.1.10. Cyclopropyl((4bS,8R,8aS,14bR)-1,8a-dihydroxy-5,6,8a,9,14,14b-hexahydro-4,8-
methanobenzofuro[2,3−a]pyrido [4,3−b]carbazol-7(8H)-yl)methanone (SYK-623)

This compound was prepared by a modification of the reported protocol [19]. A
solution of compound (7) (200 mg, 0.45 mmol) in acetic acid (5 mL) was supplemented
with phenylhydrazine (58.3 mg, 0.54 mmol), and the reaction mixture was refluxed for
2 h. After cooling to room temperature, the reaction mixture was concentrated and co-
evaporated with toluene to afford a crude product. Saturated Na2CO3 was added, and the
mixture was extracted with methylene chloride, dried over sodium sulfate, concentrated,
chromatographed on an Isco Combiflash system using 0–5% MeOH in DCM to give a white
solid which was dissolved in methanol (10 mL), and then 10% palladium black (24.6 mg,
0.02 mmol) was added to the reaction. The mixture was stirred under H2 atmosphere
(balloon) for 2 h at room temperature and filtered through celite. The celite pad was washed
with MeOH (20 mL), and the filtrate was evaporated to give a white residue, which was
purified by column chromatography using 0–10% MeOH in DCM to afford SYK-623 (50 mg,
48%) as a white solid. TLC (10% MeOH/DCM): Rf = 0.35; 1H NMR (400 MHz, CD3OD)
δ 7.36 (ddt, J = 7.8, 6.7, 1.0 Hz, 1H), 7.30 (ddt, J = 8.2, 4.1, 0.9 Hz, 1H), 7.07 (dddd, J = 8.2,
7.0, 3.8, 1.2 Hz, 1H), 6.94 (dddd, J = 8.0, 7.0, 4.7, 1.0 Hz, 1H), 6.63–6.51 (m, 2H), 5.61 (s, 0.5H),
5.07 (d, J = 6.6 Hz, 0.5H), 4.75 (d, J = 6.6 Hz, 0.5H), 4.49–4.38 (m, 0.5H), 4.18–4.08 (m, 0.5H),
3.44 (dd, J = 18.5, 6.7 Hz, 0.5H), 3.33–3.25 (m, 1H), 3.15 (td, J = 13.4, 3.8 Hz, 0.5H), 3.00–2.58
(m, 4H), 2.51 (td, J = 12.8, 5.2 Hz, 0.5H), 2.07 (tt, J = 7.9, 4.8 Hz, 0.5H), 1.96–1.88 (m, 0.5H), 1.71–
1.62 (m, 1H), 1.00–0.90 (m, 1H), 0.89–0.74 (m, 3H). HRMS (ESI) m/z calcd for C26H24N2O4
[M + H]+: 429.1810, found: 429.1801; HPLC (system 1) tR = 10.7 min, purity = 96%.

4.2. Cell Culture

A Chinese Hamster Ovary (CHO-K1) parental cell line expressing the human DOR
was obtained from PerkinElmer (#RBHODM-K) and used for all experiments. Cells were
maintained in 1:1 DMEM/F12 media with 1× penicillin/streptomycin supplement and
10% heat-inactivated fetal bovine serum (all from Invitrogen/ThermoFisher) in a 37 ◦C/5%
CO2 incubator. Maintenance cultures were further supplemented with 500 µg/mL of
G418 to preserve receptor selection/expression (Invitrogen/ThermoFisher). Cells were
generally passaged at 1:10 every 2 days. Similar cell lines for the human mu opioid receptor
(PerkinElmer, #ES-542-C) and human kappa opioid receptor (PerkinElmer, #ES-541-C,
Cambridge, MA, USA) were used for selectivity experiments and maintained as above.
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4.3. Competition Radioligand Binding

Radioligand binding was generally carried out as reported in our previous work
(e.g., [18,31–33]). Briefly, 30 µg of cell membrane protein was combined with 0.89 nM of 3H-
diprenorphine (PerkinElmer, #NET1121250UC) and concentration curves of experimental
ligand or reference drug (see Figure Legends for details) in a 200 µL reaction volume. The
reactions were incubated at room temperature for 1 h; then, they were collected onto GF/B
filter plates (PerkinElmer) using a Brandel Cell Harvester. Then, the plates were read on
a PerkinElmer Microbeta2 scintillation counter. The resulting data were normalized to
vehicle-alone treatment (100%) and non-specific binding with 10 µM reference compound
(0%) and fit to a one-site competition binding model using GraphPad Prism 9.0. The
previously measured KD of the diprenorphine in each cell line [34] was used to calculate
the KI of each ligand at each receptor.

4.4. 35S-GTPγS Coupling

The 35S-GTPγS coupling assay was also performed as in our previous work (e.g., [18,31,35]).
Briefly, 15 µg of cell membrane protein was combined with 0.1 nM of 35S-GTPγS (PerkinElmer,
#NEG030H250UC) and concentration curves of ligand and SNC80 (see the figure legends for
details) in a 200 µL reaction volume in the presence of 40 µM GDP. The reactions were incubated
at 30 ◦C for 1 h; then, they were collected and read as above. The resulting data were normalized
to stimulation caused by vehicle (0%) and 10 µM SNC80 (100%) and fit to a 3-variable (Hill
Slope = 1) agonist model using GraphPad Prism 9.0.

4.5. cAMP Accumulation Assay

This assay was also carried out as reported in our previous work [31]. First,
20,000 cells/well were plated in a 96-well plate in growth medium as above for 24 h.
Then, cells were serum-starved in DMEM/F12 for 4 h and then incubated with 500 µM
IBMX for 20 min. Stimulation buffer contained 500 µM IBMX and 50 µM forskolin, which
is a known cAMP inducer. Serial dilutions of SNC80, a known reference DOR agonist, or
test compounds were added in stimulation buffer for 10 min. Then, incubation mixtures
were halted by adding ice-cold assay buffer and heating the plate at 80 ◦C for 10 min. The
plate was centrifuged at 4,000 rpm for 10 min at 4 ◦C; then, supernatants were transferred
into a new 96-well plate. The supernatants were co-incubated with 1 pmol of 3H-cAMP
(PerkinElmer #NET1161250UC) and 7 µg of bovine protein kinase A (Sigma-Aldrich, St.
Louis, MO, USA) in 0.05% bovine serum albumin for 1 h at room temperature. Then, the
reactions were collected and measured as above. The data were normalized to cAMP
suppression caused by vehicle (0%) or 10 µM SNC80 (100%) and fit to a 3-variable (Hill
Slope = 1) agonist curve by GraphPad Prism 9.0.

4.6. Data Analysis

The data generated by the above pharmacological analyses include binding affinity
(KI) and functional potency/efficacy (EC50/EMAX). Each experiment was performed as
3 independent experiments using separate plates, drug dilutions, etc. (N = 3). The above
values were calculated separately for each independent experiment and then reported as
the mean ± SEM of the N = 3 set. Statistical comparisons are not typical for this sort of
pharmacological characterization and were not employed here.
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1. Text Correction

There was an error in the original publication [1]. The compound SYK-623 was
unintentionally labeled as our own, SRI-45127, and treated as our original compound in the
manuscript. SYK-623 was synthesized in another study as a control group. Our mistaken
claim that this compound was our own was then exacerbated due to miscommunication
amongst our scientific team. No malfeasance was intended by this mistake.

Corrections have been made throughout the text; correctly labeling SRI-45127 back to
SYK-623 and adjusting the text accordingly. Further corrections have been made, with clear
references and comparisons between SYK-623 and our own ligands, delineating what is
unique about our compounds compared to theirs. These sections include: Abstract; Intro-
duction Paragraphs 3 and 4; Results Sections 2.1, 2.2, 2.3, and 2.5; Discussion Paragraph 3;
Materials and Methods Section 4.1.10.

Corrected Text

Abstract: The delta opioid receptor (DOR) is a crucial receptor system that regulates
pain, mood, anxiety, and similar mental states. DOR agonists, such as SNC80, and DOR-
neutral antagonists, such as naltrindole, were developed to investigate the DOR in vivo
and as potential therapeutics for pain and depression. However, few inverse agonists
and non-competitive/irreversible antagonists have been developed, and none are widely
available. This leaves a gap in our pharmacological toolbox and limits our ability to
investigate the biology of this receptor. Thus, we designed and synthesized the novel
compounds SRI-9342 as an irreversible antagonist and SRI-45128 as an inverse agonist.
These compounds were then evaluated in vitro for their binding affinity by radioligand
binding, their functional activity by 35S-GTPγS coupling, and their cAMP accumulation in
cells expressing the human DOR. Both compounds demonstrated high binding affinity and
selectivity at the DOR, and both displayed their hypothesized molecular pharmacology of
irreversible antagonism (SRI-9342) or inverse agonism (SRI-45128). Together, these results
demonstrate that we have successfully designed new inverse agonists and irreversible
antagonists of the DOR based on a novel chemical scaffold. These new compounds will
provide new tools to investigate the biology of the DOR or even new potential therapeutics.

Introduction Paragraphs 3 and 4

By contrast, an inverse agonist does have intrinsic activity at the orthosteric site.
However, unlike an agonist, an inverse agonist shifts the energy landscape to further
disfavor the receptor active state and favor the inactive state. This suppresses baseline
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receptor activity to the extent that it is below that of the unliganded state [3]. The first such
described ligand for the DOR was ICI-174864, a peptidic inverse agonist reported by Costa
and Herz [7]. Later, additional DOR inverse agonists were reported, such as (+)−KF4 [8],
naltrindole (NTI) derivatives [9], amide/sulfonamide substituted NTI [10], as well as other
peptidic [11–13] and nonpeptidic [14–17] molecules.

Here, we report the discovery and characterization of a new DOR non-competitive
antagonist (SRI-9342) and a new inverse agonist (SRI-45128). These ligands have strong
selectivity for the DOR and potent functional activity in vitro. The discovery of these
ligands further expands the limited pharmacological tools available to probe the DOR and
could even provide potential future therapeutics.

Results Sections 2.1, 2.2, 2.3, 2.5

2.1. Rational Design of DOR Ligands

The DOR ligands SRI-9342 (irreversible antagonist) and SRI-45128 (inverse agonist)
were designed based on our previously published computational docking studies of the
SRI-9409 scaffold core [18], as well as DOR ligands reported in the study, including SYK-
623 [19]. When this core binds to the orthosteric site of DOR, the right-hand side indole
moiety would face the extracellular opening of the binding pocket and be adjacent to the
functionally important K214 of DOR [20], which is also a potentially reactive residue. Thus,
the idea of adding a warhead to the scaffold to further increase its binding affinity to DOR
was explored, which resulted in SRI-9342. The α,β-unsaturated pyridin group of SRI-9342
is supposed to be in a proper position to form a covalent bond with the nitrogen on the side
chain of K214 via Michael’s addition, turning it into an irreversible DOR antagonist. On
the other hand, the cyclopropyl group of the scaffold would face the bottom of the binding
pocket and form hydrophobic contact with the W274 of DOR, which is an important residue
responsible for the switch between agonism and antagonism [20,21]. Therefore, chemical
modifications were also explored at this position, which resulted in SRI-45128 with DOR
inverse agonism. Notably, SRI-45128 was distinct from parent scaffold SRI-9409 in the
sense that the introduction of carbonyl next to the cyclopropyl group (inspired by SYK-623)
would reduce the basicity of the neighboring nitrogen of SRI-45128, which was no longer
able to form a salt-bridge with key residue D128. In addition, SRI-45128 is distinguishable
from SYK-623 in the sense that the former possessed a pyridine-4-phenylchloride moiety
while the latter possessed an indole moiety on the right-hand side.

2.2. Synthesis of Novel DOR Irreversible Antagonist and Inverse Agonists

SRI-9342 (irreversible antagonist, Scheme 1) was synthesized with a 44% yield via the
reaction of naltrexone hydrochloride and trans-4-hydrazino-2-stilbazole dihydrochloride
following the same procedures previously reported [22,23]. SRI-45128 (inverse agonist,
Scheme 2) was synthesized in nine steps by using the procedures reported in [24], subject to
a few modifications. In our alternative route, the protecting group on the phenolic hydroxyl
group of naltrexone (1) was changed from methyl to benzyl to achieve an overall improve-
ment in yields. The 6-ketone group of compounds (2) was protected as 1,3-dioxolane, which
was followed by acetylation of the 14-OH under refluxing in Ac2O. The cyclopropyl methyl
group of the resulting acetate compound (3) was exchanged for a trichloroethoxycarbonyl
group at 140 ◦C with an excess amount of trichloroethoxycarbonyl chloride to afford carba-
mate (4). The carbamate and the acetate group in compound (4) were further hydrolyzed
with aqueous KOH at 110 ◦C to afford compound (5). The reaction of compound (5) with
cyclopropyl carbonyl chloride in the presence of Et3N afforded compound (6) with an 89%
yield. Removal of the 1,3-dioxolane group in amide (6) was done by using HCl and MeOH
at reflux conditions to afford ketone (7). Finally, further deprotection of the benzyl group in
(7), followed by annulation with 2-(4-chlorophenyl)-3-hydroxy-prop-2-enal in the presence
of ammonium acetate, afforded SRI-45128 in two steps. We also synthesized SYK-623 for
use as a control group (inverse agonist, Scheme 3). This was achieved in two steps, from
intermediate (7), by using the procedure reported in [19] with the following modifications:
Compound (7) was reacted with phenyl hydrazine in acetic acid under reflux conditions
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followed by deprotection of the benzyl group to afford SYK-623. All compounds were con-
firmed for identity and high purity, which is sufficient for pharmacological characterization
(see Methods).

2.3. All Compounds Display High DOR Binding Affinity

All synthesized compounds were evaluated for binding to the human DOR using
competition radioligand binding. All compounds showed one site full competition, sug-
gesting full occupancy of the orthosteric binding site (Figure 1). Notably, the compounds
are also bound to the DOR with high affinity with KI values of 4.9–24 nM (Figure 1). We
also tested SRI-45128 and SYK-623 for binding to the MOR and KOR, which would pro-
vide insight into compound selectivity. The compounds bound very weakly to the MOR,
showing incomplete curves even at 10 µM. This suggests that both compounds are at least
120-fold selective for DOR over MOR. The compounds bound slightly better to the KOR,
providing near-complete curves and KI values, ranging from 2000 to 2500 nM, suggesting
that both compounds are at least 104-fold selective for DOR over KOR (Figure 1). These
results demonstrate that these compounds are high-affinity DOR ligands, and both inverse
agonists display strong DOR selectivity. The expected performance of SYK-623 further
confirms our findings.

2.5. SRI-45128 Displays DOR Inverse Agonism

Similar to SRI-9342, we sought to evaluate the inverse agonist functional activity of SRI-
45128 with SYK-623 as a comparison control. The GTPγS assay used above has a generally
low baseline receptor activity level, at least for the opioid receptors, so we switched assays
to a live cell cAMP accumulation assay. This assay uses forskolin to stimulate cAMP levels,
which are then inhibited/suppressed by the GαI-coupled activity of the DOR. As expected,
SNC80 demonstrated potent and efficacious suppression of cAMP levels in DOR-CHO cells,
which is in line with the expected activity of the receptor (Figure 3). By contrast, both SRI-
45128 and SYK-623 showed efficacious inverse agonist activity and actually boosted cAMP
levels, which is consistent with suppressing the baseline activity of the DOR (Figure 3). This
activity was also efficacious, with an EMAX of −67% and −56%, respectively. These results
suggest that SRI-45128 is a robust inverse agonist, further confirmed by the performance of
the SYK-623 comparison control.

Discussion Paragraph 3

Future works should also investigate these compounds in greater detail. Based on our
binding studies, it is clear that all compounds bind selectively and with a high affinity to
the DOR orthosteric site. However, the functional studies were not quite as clear. SRI-9342
displayed clear signs of irreversible antagonism at 0.1 and 1 nM. However, 10 nM caused
a rapid loss of potency that continued at 100 nM and 1000 nM. The compound could be
a full irreversible antagonist, and the activity at 10 nM could represent a rapid loss of
receptors from the system that would eventually lead to the same reduction in potency
as with other irreversible antagonists. Alternatively, the compound could have mixed
activity, with irreversible antagonism at low concentrations and different functional activity,
similar to competitive antagonism, at high concentrations. This mixed activity has been
observed with other compounds, such as naloxonazine [30]. SRI-45128 also displayed clear
inverse agonist activity. However, the potency of this activity was considerably less than
the binding affinity. This could represent the poor intrinsic efficacy of the compounds, or
it could represent a relatively insensitive system for baseline receptor suppression. These
details should be investigated for these compounds, working out the exact mechanisms of
action and activity in different DOR-related signaling systems (e.g., ERK-MAPK activation
instead of cAMP signaling). In addition, all compounds should be investigated for in vivo
activity and whether the in vivo testing matches the predictions made via the in vitro
testing reported here.
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Materials and Methods Section 4.1.10

4.1.10. Cyclopropyl((4bS,8R,8aS,14bR)-1,8a-dihydroxy-5,6,8a,9,14,14b-hexahydro-4,8-metha
nobenzofuro[2,3−a]pyrido [4,3−b]carbazol-7(8H)-yl)methanone (SYK-623)

This compound was prepared by a modification of the reported protocol [19]. A
solution of compound (7) (200 mg, 0.45 mmol) in acetic acid (5 mL) was supplemented
with phenylhydrazine (58.3 mg, 0.54 mmol), and the reaction mixture was refluxed for
2 h. After cooling to room temperature, the reaction mixture was concentrated and co-
evaporated with toluene to afford a crude product. Saturated Na2CO3 was added, and the
mixture was extracted with methylene chloride, dried over sodium sulfate, concentrated,
chromatographed on an Isco Combiflash system using 0–5% MeOH in DCM to give a white
solid which was dissolved in methanol (10 mL), and then 10% palladium black (24.6 mg,
0.02 mmol) was added to the reaction. The mixture was stirred under H2 atmosphere
(balloon) for 2 h at room temperature and filtered through celite. The celite pad was washed
with MeOH (20 mL), and the filtrate was evaporated to give a white residue, which was
purified by column chromatography using 0–10% MeOH in DCM to afford SYK-623 (50 mg,
48%) as a white solid. TLC (10% MeOH/DCM): Rf = 0.35; 1H NMR (400 MHz, CD3OD)
δ 7.36 (ddt, J = 7.8, 6.7, 1.0 Hz, 1H), 7.30 (ddt, J = 8.2, 4.1, 0.9 Hz, 1H), 7.07 (dddd, J = 8.2,
7.0, 3.8, 1.2 Hz, 1H), 6.94 (dddd, J = 8.0, 7.0, 4.7, 1.0 Hz, 1H), 6.63–6.51 (m, 2H), 5.61 (s, 0.5H),
5.07 (d, J = 6.6 Hz, 0.5H), 4.75 (d, J = 6.6 Hz, 0.5H), 4.49–4.38 (m, 0.5H), 4.18–4.08 (m, 0.5H),
3.44 (dd, J = 18.5, 6.7 Hz, 0.5H), 3.33–3.25 (m, 1H), 3.15 (td, J = 13.4, 3.8 Hz, 0.5H), 3.00–2.58
(m, 4H), 2.51 (td, J = 12.8, 5.2 Hz, 0.5H), 2.07 (tt, J = 7.9, 4.8 Hz, 0.5H), 1.96–1.88 (m, 0.5H), 1.71–
1.62 (m, 1H), 1.00–0.90 (m, 1H), 0.89–0.74 (m, 3H). HRMS (ESI) m/z calcd for C26H24N2O4
[M + H]+: 429.1810, found: 429.1801; HPLC (system 1) tR = 10.7 min, purity = 96%.

2. Figure/Table Legend

In the original publication, there was a labeling mistake as explained above in the
legends for Figures 1–3. SYK-623 was labeled as SRI-45127. The correct legends appear
below, in which the labeling has been changed from SRI-45127 to SYK-623.

Figure 1. Novel compounds bound to the DOR with high affinity. Compounds were tested
as concentration curves competing with a fixed concentration of 3H-diprenorphine (see
Methods). N = 3 independent replicates performed, with summary curves shown for
each set; affinity (KI) was calculated separately for each experiment and then reported as
the mean ± SEM. Experimental or reference compounds (naloxone for MOR and DOR,
U50-488 for KOR) were tested at each receptor, DOR, MOR, or KOR, as noted. Reference
compounds displayed expected affinities, validating the experiment, while all compounds
demonstrated high affinities at the DOR. SRI-45128 and SYK-623 showed poor affinity at
MOR and KOR, suggesting strong DOR selectivity.

Figure 2. SRI-9342 displayed DOR irreversible antagonism at low concentrations. SNC80 is
a full DOR agonist, which was used to perform multiple full concentration curves using the
35S-GTPγS assay (see Methods). Increasingly large fixed concentrations of SRI-9342 were
included in subsequent SNC80 curves. N = 3 independent experiments performed, with
summary curves shown. Potency (EC50) and efficacy (EMAX) were calculated separately
for each experiment and reported as the mean ± SEM. SRI-9342 caused increasing loss
of efficacy at 0.1 and 1 nM without decreasing potency (which was actually higher than
SNC80 alone), suggesting irreversible antagonism. Beginning at 10 nM, potency loss was
observed, which could indicate mixed activity or a very strong loss of receptors from the
receptor pool due to irreversible antagonist activity.

Figure 3. SRI-45128 caused DOR inverse agonist activity. SRI-45128, positive control SYK-
623, and SNC80 reference compounds were used to modulate the cAMP accumulation
caused by forskolin treatment (see Methods). One independent experiment in triplicate was
performed, and the potency (EC50) and efficacy (EMAX) were reported as the derived value
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with 95% confidence intervals (in parentheses). As expected, SNC80 caused high potency
and efficacy cAMP inhibition, which is consistent with DOR agonist activity. SRI-45128
and SYK-623 caused efficacious cAMP increases, which is contrary to DOR agonism and
consistent with DOR inverse agonism.

3. Error in Figure/Table

In the original publication, there was a mistake in Scheme 3, Figures 1 and 3 as
published. As above, SYK-623 was mislabeled as SRI-45127. The corrected Scheme/Figures
appear below, in which the labeling has been corrected.
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Agonist/Delta Opioid Receptor Antagonist Ligand with Systemic Antinociceptive Activity and Diminished Opioid Side Effects. 
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Figure 3. SRI-45128 caused DOR inverse agonist activity. SRI-45128, positive control SYK-623, and
SNC80 reference compounds were used to modulate the cAMP accumulation caused by forskolin
treatment (see Methods). One independent experiment in triplicate was performed, and the potency
(EC50) and efficacy (EMAX) were reported as the derived value with 95% confidence intervals (in
parentheses). As expected, SNC80 caused high potency and efficacy cAMP inhibition, which is
consistent with DOR agonist activity. SRI-45128 and SYK-623 caused efficacious cAMP increases,
which is contrary to DOR agonism and consistent with DOR inverse agonism.

4. Errors in References

In the original publication, the Reference [6] has been updated as [25]; the Reference [21]
has been updated as [19]. Besides, due to adding new References, the numeration of
References with respect to the original publication has been modified. References [2–5] will
appear in the document as References [6,8–10] respectively.

The authors apologize for any inconvenience caused and state that the scientific
conclusions are unaffected. The original publication has also been updated.
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Abstract: The δ-opioid receptor (δOR) holds great potential as a therapeutic target. Yet, clinical
drug development, which has focused on δOR agonists that mimic the potent and selective tool
compound SNC80 have largely failed. It has increasingly become apparent that the SNC80 scaffold
carries with it potent and efficacious β-arrestin recruitment. Here, we screened a relatively small
(5120 molecules) physical drug library to identify δOR agonists that underrecruit β-arrestin, as it
has been suggested that compounds that efficaciously recruit β-arrestin are proconvulsant. The
screen identified a hit compound and further characterization using cellular binding and signaling
assays revealed that this molecule (R995045, compound 1) exhibited ten-fold selectivity over µ-
and κ-opioid receptors. Compound 1 represents a novel chemotype at the δOR. A subsequent
characterization of fourteen analogs of compound 1, however did not identify a more potent δOR
agonist. Computational modeling and in vitro characterization of compound 1 in the presence of the
endogenous agonist leu-enkephalin suggest compound 1 may also bind allosterically and negatively
modulate the potency of Leu-enkephalin to inhibit cAMP, acting as a ‘NAM-agonist’ in this assay.
The potential physiological utility of such a class of compounds will need to be assessed in future
in vivo assays.

Keywords: chemotype; high-throughput screen; delta opioid receptor; allosteric modulation;
beta-arrestin; molecular dynamics

1. Introduction

The δ-opioid receptor (δOR) has great potential as a therapeutic target to treat a myriad
diseases and disorders. Preclinical use of δOR agonists suggest their utility to reduce
anxiety, depression, alcohol use, migraine, neuropathic and inflammatory pain [1,2]. Yet,
to this day roughly 30 years since the δOR was cloned [3,4] no δOR selective molecule has
been FDA approved for clinical use. Between 2008–2010 a small set of δOR agonists entered
phase II clinical trials (NCT00993863, NCT01058642, NCT00759395 and NCT00979953) for
acute and chronic pain conditions as well as to treat depressive disorders [5]. However,
none of these trials progressed to phase 3 clinical trials. A common shared feature of
the phase 2 drug candidates, ADL5859, ADL5747 and AZD2327 was that their structure
was based on that of previously developed potent and highly selective δOR agonists
SNC80 and BW373U86 (SNC86), (Figure 1, [6–10]). A major concern with the original
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SNC compounds was their propensity to induce severe seizures in rodents [11]. AZD2327
exhibited proconvulsant effects [8], whereas Adolor was able to modify the SNC structure
enough to not observe tonic-clonic seizures [6,7]. However, recent studies have led to a
better understanding of the mechanism by which SNC80 can cause seizures, implicating
β-arrestin as a critical factor [12,13]. The SNC compounds are super-recruiters of β-arrestin,
and it appears that ADL5859 and AZD2327, recruit β-arrestin on par with the endogenous
agonist Leu-enkephalin, if not stronger [14–16]. In 2020, Conibear et al., developed a novel
δOR agonist PN6047 (Figure 1), based on the SNC80 scaffold, which was not proconvulsant,
and which recruited β-arrestin with efficacy slightly less than ARM390 (which in our
hands has an Emax on par with Leu-enkephalin) [14,17]. Thus, PN6047 shared similarity
with the failed Adolor and Astra Zeneca compounds, looking promising in terms of
preclinical in vivo effects, but retaining high risk for a failure once moved into human
clinical trials. Thus, in order for the δOR field to progess and produce a clinically viable
candidate it is important to divert from the SNC80 scaffold. A handful of δOR selective
small molecules have been produced that suggest this is possible: TAN-67 and KNT-127
(Figure 1) have distinct scaffolds and under-recruit β-arrestin, respectively with Emax for
β-arrestin 2 recruitment of 30%, 70% and do not induce convulsions [14,18,19]. Similarly,
kratom alkaloids, while displaying pan-opioid activity, are highly G-protein biased in
that they do not show detectable β-arrestin 2 recruitment [20]. Our goal for this study
was to identify novel δOR agonist scaffold(s) that under-recruit β-arrestin (relative to
SNC80). In this study, we screened over 5000 chemical compounds from CNS-focused
drug libraries. We were able to identify a molecule (compound 1) with a novel chemical
scaffold that was selective for δOR over the µ- and κ-opioid receptors (µOR and κOR) with
micromolar affinity and potency. Computational modelling of compound 1 into the δOR
crystal structure (PDB: 6PT3) suggests it is able to partially occupy the known orthosteric
binding pocket as well as an allosteric binding pocket in the presence of Leu-enkephalin.
Further in vitro analysis showed that compound 1 potentially negatively modulates the
potency of Leu-enkephalin in an allosteric manner.
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We have previously reported that SNC80 super-recruits β-arrestin 2 relative to Leu-
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a cut-off threshold we decided to perform a high-throughput screen with the β-arrestin 1 

Figure 1. Chemical structure of δOR agonists. BW373U86 (SNC86), SNC80, AZD2327, PN6047, ADL5859, ADL5747,
(-)TAN-67 and KNT-127.

2. Results
2.1. Identification of a Novel δOR Agonist with Sub-Maximal β-Arrestin Recruitment Efficacy

We have previously reported that SNC80 super-recruits β-arrestin 2 relative to Leu-
enkephalin but has equal β-arrestin 1 recruitment efficacy [14,15]. Thus, for ease of setting
a cut-off threshold we decided to perform a high-throughput screen with the β-arrestin
1 cells. We tested ~5100 compounds and identified a single positive hit, that, at a 10 µM
concentration, displayed ~50% β-arrestin 1 recruitment relative to SNC80 (Figure 2).
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Figure 2. Screening of a CNS-targeted compound library for β-arrestin 1 recruitment at δOR. 5200 compounds from sixteen
384-well plates from diverse CNS-targeted drug libraries were tested at 10 µM for β-arrestin 1 recruitment at δORs in a
PathHunter assay. The red dot represents the hit compound (1). 10 µM SNC80 was utilized for normalization.

2.2. Compound 1 Displays 10-Fold Selectivity over µOR and κOR

Pharmacological characterization of compound 1 revealed that it had a micromolar
affinity (Figure 3A) and potency (Figure 3B) at the δOR, which was roughly 10-fold stronger
than for the µOR and κOR (Table 1). Within the testable dose range (<100 µM) we were
unable to detect any β-arrestin 2 recruitment for compound 1 at the µOR and κOR (Table 1,
Figure 3C). At the highest concentration we were able to detect β-arrestin 1 and 2 recruit-
ment at the δOR (Figure 3C), but we were unable to generate pEC50 or alpha values in
these assays as we had not reached the maximum effect yet.
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Figure 3. Pharmacological characterization of compound 1. (A). Binding affinity for compound 1. At δOR, µOR and κOR.
(B). Inhibition of forskolin induced cAMP by compound 1 in cells expressing δOR, µOR and κOR. (C). β-arrestin recruitment
for compound 1 following stimulation of δOR, µOR and κOR.

Table 1. Pharmacological characterization of compound 1. All assays were run in three or more
independent trials. ND = not detected.

Parameter δOR µOR κOR

Affinity (pKi ± SEM) 5.94 ± 0.16 <5 <5

cAMP Potency (pIC50 ± SEM) 6.01 ± 0.09 <5 <5

β-ARR2 potency (pEC50) <5 ND ND

β-ARR1 potency (pEC50) <5 - -
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2.3. Compound 1 Derivatives Exhibit Lower δOR Potency

The hit compound (1), N’-(2-hydroxy-3-methoxybenzylidene)-3-(2-thienyl)-1H-pyrazole-
5-carbohydrazide, had a novel chemotype and in contrast to well-established δOR agonists
Leu5-enkephalin, SNC80 and ADL5859 appears to lack a basic nitrogen. Next, we per-
formed a structure activity relationship (SAR) by catalog using 14 analogs of compound 1
(Figure 4, Table 2) to investigate how compound 1 may bind to δOR and to possibly identify
compounds with improved pharmacology. In our experience, potency for δOR agonism in
the PathHunter β-arrestin assay is generally lower than for the cAMP assay [21]. Therefore,
to assess if analogs of compound 1 displayed improved δOR potency we first characterized
the compounds in the cAMP assay. We found that none of the purchased analogs had
stronger potency for δOR activation than compound 1 (Table 2).
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Table 2. Potency (pIC50) and standard error (SEM) of analogs of compound 1 to inhibit cAMP
signaling at δOR. The sigma catalog number for each compound is provided. All compounds were
tested in three or more independent trials.

Compound Sigma Catalog Number pIC50 ± SEM

1 R995045 6.0 ± 0.1

2 R563412 4.9 ± 0.1

3 R723622 5.1 ± 0.2

4 R443638 4.9± 0.2

5 R442488 5.0 ± 0.1

6 R910759 4.9 ± 0.2

7 R994944 ND

8 R817031 5.0 ± 0.1

9 R563420 4.8 ± 0.1

10 R729426 5.1 ± 0.2

11 R731501 5.4 ± 0.1

12 R455865 5.1 ± 0.2

13 R728691 5.1 ± 0.1

14 R729639 5.0 ± 0.1

15 L262382 5.0 ± 0.4

Leu5-enkephalin - 9.1 ± 0.1

2.4. Compound 1 Engages Amino Acid Residues That Form the Orthosteric Binding Pocket

Given the novelty of compound 1′s scaffold, we wanted to model possible interactions
of compound 1 at the δOR. We utilized the active-like crystal structure of δOR (PDB:
6PT3 [22]) to perform docking and molecular dynamics (MD) simulations in Schrödinger
2021-1. The crystal structure (6PT3) contains nine thermostabilizing mutations, three of
which are near at the sodium binding pocket (N 902.45, D 952.50, N 1313.35) and near ECL2 in
transmembrane helix 2 (TM2) (Q1052.60 and K1082.62). Subsequently, we reverted all nine
mutations to the wild-type (WT) residues (see methods and Supplementary Material). Our
initial docking suggested that the thiophene ring of compound 1 occupies a hydrophobic
pocket near the orthosteric site formed by W114ECL1, V1243.28, L1253.29, C198ECL2 where it
forms ionic bonds with K1082.63 and hydrophobic interactions with W114ECL1 and C198ECL2

(Figure 5A). Additionally, compound 1 appeared to extend further into the orthosteric site
where it was in proximity to and interacted with D1283.32, Y1293.33 and Y3087.42 (Figure 5B).
To confirm the initial docked poses, we docked compound 1 into multiple potential binding
sites generated using SiteMap and confirmed similar interactions with residues within the
hydrophobic pocket (Supplementary Figure S1). We then decided to further model the
interactions of compound 1 at δOR using dynamic structures where we performed three
independent all-atom MD simulations which showed a relatively stable pose for compound
1 where it interacts with residues in TM2, ECL1, TM3 and ECL2 (L200ECL2) and occasionally
with residues in TM5 (K2145.40) and TM7 (Figure 5C,D, Supplementary Figures S2 and S3).
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Figure 5. Molecular Dynamic simulation of Compound 1 binding to the δOR. (A). Compound 1 bound at δOR where its
positioned within the hydrophobic pocket, a predicted allosteric site. (B). Compound 1 interacts with residues forming the
hydrophobic pocket as well as with residues deeper into the orthosteric site K1082.63, W114ECL1, L1253.29, D1283.32, Y1293.33,
C198ECL2, L200ECL2 and K2145.40. (C). A rolling average of 3 ns of the RMSD of compound 1 in a 300 ns MD simulation
showing a relatively stable binding pose for compound 1. (D). Interaction fractions between compound 1 and the δOR in
3 different MD simulations.

2.5. Compound 1 Can Occupy an Allosteric Space alongside Leu-Enkephalin

Our modeling suggests that compound 1 interacts with residues in TM2 and TM7,
which have been previously reported to interact, potentially, with the positive allosteric
modulator BMS 986187 [23]. At the orthosteric site, compound 1 forms water-mediated
interactions, hydrogen bonds and hydrophobic interactions with D1283.32, Y1293.33 and
H2786.62 residues which were reported to be involved in δOR activation [22]. Additionally,
compound 1 interacts with W114ECL1 (π-π stacking), V1243.28, L1253.29, C198ECL2 where its
thiophene moiety occupies a partially hydrophobic pocket that is adjacent to the orthosteric
site (Figure 5A). These unique interactions which include amino acid residues in the
orthosteric and the potential allosteric binding sites prompted us to model compound 1 in
the presence of Leu-enkephalin using molecular dynamics (MD) simulations (Figure 6A,
Supplementary Figure S4). Intriguingly, compound 1 appears to maintain a relatively stable
orientation as shown by the relatively stable RMSD in three independent MD simulations
whereas Leu-enkephalin undergoes more dramatic confirmational changes in the presence
of compound 1 (Figure 6B–D). Specifically, the presence of compound 1 appears to disrupt
the π-π interaction between Leu-enkephalin with W2846.58 where the phenyl group of Phe4

rotates away from W2846.58 (Figure 6C). We also observed an inward shift in ICL2 as well
as conformational changes at the intracellular side of δOR in ICL2, TM5 and TM6 when
compared to the thermostabilized crystal structure (Supplementary Figure S5).
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Figure 6. Molecular dynamic simulation of Compound 1 bound to the δOR in the presence of Leu-enkephalin. (A). a
representative binding pose for compound 1 in the presence of Leu-enkephalin obtained from a 300 ns MD simulation
where compound 1 stably occupies the partially hydrophobic pocket. (B). Leu-enkephalin forms H-bonds and water
mediated interactions with K1082.63, D1283.32, R192ECL2, C198ECL2, H3017.35, C3037.37 and hydrophobic interactions with
Y3087.42 whereas compound 1 mostly interacts with W114ECL1, L1253.29, C198ECL2 and L200ECL2 and K2145.40. (C). Poses
of Leu-enkephalin and compound 1 showing the first frame of a 300 ns MD simulation (Leu-enkephalin: light green,
compound 1: light pink, W284: cyan) aligned on the clustered poses of Leu-enkephalin and compound 1 (Leu-enkephalin:
dark green, compound 1: red, W2846.58: light grey). (D). A rolling average of 3 ns of the RMSD of compound 1 in the
presence of Leu-enkephalin obtained from a 300 ns MD simulation showing a relatively stable pose for compound 1 whereas
the disruption of Leu-enkephalin’s interaction with W2846.58 causes a relatively large change in its RMSD.

2.6. Compound 1 Potentially Negatively Modulates Potency of Leu-Enkephalin through an
Allosteric Mechanism

Given that our modelling efforts suggested binding poses in a slightly allosteric
binding pocket, we next decided to measure to what degree compound 1 modulated the
activity profile of leu-enkephalin in the cAMP glosensor assay. We noted an increase in
baseline (or τβ) when Leu-enkephalin was co-incubated with increasing concentrations
of compound 1 (Figure 7A,B), without observing a chance in Emax (β = 1). We observed
a left-shift in Leu-enkephalin potency suggestive of a negative allosteric modulation that
is affinity (or α) driven (Figure 7A,B). As such, compound 1 appears to act as a negative
allosteric modulator (NAM)-agonist [24] in the cAMP glosensor assay. It is well known
that, for example, irreversible antagonists by lowering the receptor reserve will right-shift
the potency of an agonist [25]. Thus, the potency shift could also be driven by the decrease
in receptors available for Leu-enkephalin to bind to since radioligand binding indicates
that compound 1 can bind and displace agonists (Figure 3) from the binding pocket.
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(A). Dose-dependent inhibition of forskolin-mediated cAMP production by Leu-enkephalin (Leu-Enk) in the absence
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3. Discussion

Here we report on a novel δOR-selective agonist chemotype that was identified from
a 5120-compound high-throughput screen of CNS-targeted chemical libraries. The scaffold
lacks a basic protonated amine, which is generally considered a hallmark feature of opioid
ligands, needed to form a stable salt-bridge with aspartate D3.32 [22]. Using MolgpKa [26],
the predicted pKa of the basic nitrogen in the pyrazole ring of compound 1 is 1.4, in sharp
contrast with the pKa for protonated basic amines that is closer to physiological pH. A
second interesting feature of compound 1 is the apparent negative allosteric modulation of
the endogenous agonist Leu-enkephalin. Positive allosteric modulators (PAMs) have been
identified for the opioid receptors, including the G-protein-biased δOR ‘PAM-agonist’ BMS
986187 (Figure 8) [24,27–29]. Cannabidiol and tetrahydrocannabinol have been proposed
to be allosteric modulators of the δOR, specifically accelerating naltrindole dissociation
rate [30], however to our knowledge no NAM-agonist has previously been reported.
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Figure 8. Chemical structures of the allosteric G-protein-biased δOR modulator BMS 986187, the G-protein-biased µOR
agonist PZM21 and the G-protein-biased κOR agonist compound 81.

The PAM-agonist BMS 986187 does not possess an ionizable group and thus resembles
our compound 1, which also lacks the protonated amine commonly present in opioids.
However, comparisons between the suggested mode of binding of BMS 986187 and com-
pound 1 at δOR show distinct interactions that could account for the differences in their
mode of action. Notably, in the presence of the endogeneous peptide Leu-enkephalin,
compound 1 appears to occupy a partially hydrophobic pocket adjacent to the orthos-
teric site which allows compound 1 to interact with residues in ECL1 (W114ECL1), ECL2
(C198, L200) and TM7, whereas BMS 986187 is reported to interact with residues in TM2
and TM7 in its lowest relative free-energy state in the presence of SNC80 [23]. More-
over, most of the residues reported to interact with BMS 986187 were shown to interact
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with residues in the active-like structures of δOR that constitute the orthosteric binding
site [22,23]. These differences in the interactions could account for the distinct phar-
macology of compound 1 and BMS 986187. Intriguingly, in the presence or absence of
Leu-enkephalin, compound 1 maintains a relatively stable orientation that enables it to
retain its hydrophobic and water-mediated interactions at the thiophene and pyrazole
rings, respectively (Figure 6A,D). The presence of Leu-enkephalin, however, appears to
disrupt the water-mediated interactions between compound 1 and orthosteric residues
D1283.32 and Y1293.33 (Figure 6B) and changes the number of hydrogen donors or acceptors
in compound 1 (Supplementary Figure S5). On the other hand, the presence of compound 1
disrupts the hydrophobic interaction between Phe4 and δOR by causing the phenyl group
of Leu-enkephalin to rotate away from the side chain of W2846.58 (Figure 6C). Additionally,
H-bond and water-mediated interactions between Leu-enkephalin and R192ECL2 appear to
move ECL2 toward Leu-enkephalin which could open a cryptic binding site similar to a
previously reported allosteric binding site in the angiotensin II (AngII) type 1 receptor [31]
(Figure 6B, Supplementary Figure S6). As such, we predict that compound 1 may induce
NAM activity by either destabilizing Leu-enkephalin or by playing an analogous role to
BMS 986187 where it stabilizes the Na+ binding at δOR which increases the likelihood of
receptor deactivation. It should be noted that comparisons between the binding modes of
compound 1 and BMS 986187 at the δOR are limited due to the differences in the crystal
structures used for modeling (agonist-bound vs antagonist-bound, respectively), chemo-
type differences between compound 1 and BMS 986187, the modeling method utilized, and
the co-simulated ligand. Hence, future studies should examine the binding of compound 1
at the δOR in the presence of small molecule agonists and the implementation of enhanced
sampling methods to model its interactions in the presence or absence of δOR agonists.

After identifying compound 1 in our screen, we had hoped to find analogs with higher
potency, through a SAR by catalog. However, none of the purchased analogs displayed
improved potency for the δOR. Our choice of catalog analogs was driven primarily by price
and availability and much less guided by intelligent design. As a result of this strategy, we
were only able to explore minor derivatization at the thiopene moiety and the 2-hydroxy-3-
methoxybenzene moiety. Therefore, it is possible that compound 1 may still be improved
on, for example, by altering or substituting on the pyrazole group, or by adding hydrogen
bond-forming and/or accepting groups on the thiophene moiety.

Another feature we set out to find in our screen was a δOR agonist that underrecruited
β-arrestin. Much effort has been devoted to identify opioids that display a preference
to recruit and activate G-proteins relative to β-arrestin recruitment [17,21,32–34]. Our
screen was designed with the purpose of finding molecules that underrecruit β-arrestin,
but that are not G-protein-selective i.e., that entirely avoid β-arrestin recruitment and as
such, compound 1 does still recruit β-arrestin. Surprisingly, we noted an unusual steep
increase in β-arrestin recruitment at the δOR when stimulated with 100 µM compound 1,
such that we were unable to accurately predict an Emax. The sharp rise in β-arrestin
recruitment at 100 µM did not appear to be a pan- interference assay effect, as we did not
observe a similar response in our µOR and κOR PathHunter cell lines (Figure 3C). The
mechanism or implication of compound 1′s β-arrestin recruitment at 100 µM will require
further investigation.

With increased availability of apo-state, antagonist-bound and agonist bound opioid
structures, drug screening has moved away from screening physical libraries to screening
virtual libraries. A computational model created using the crystal structure of an antagonist
bound κOR [35] supported a virtual chemical library screen of 5 million molecules at κOR
resulting in the identification of compound 81 (Figure 8), which is a G-protein-biased
agonist with an 0.16 µM affinity and 0.53 µM potency at the κOR [36]. A virtual screen of
3 million molecules docked at a computational model of the µOR based on the antagonist-
bound µOR crystal structure [37] resulted in the identification of a hit with 2.5 µM affinity at
the µOR, which through an analog screen was improved to a lead compound with a 42 nM
affinity and G protein bias. Further structure guided optimization of the lead compound
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resulted in the design of PZM21 (Figure 8), a G-protein-biased µOR-selective agonist with
1 nM affinity and unique chemotype [32]. Recent advances now allow for virtual screening
of libraries containing more than a billion compounds [38,39]. While it is undeniable that
large virtual screens can identify completely novel chemical matter, the ability to discover
molecules with novel pharmacology may be more limited or biased by the type of structure
(e.g., an orthosteric agonist-bound structure stabilized by a heterotrimeric G-protein or
nanobody-mimic in a single active conformation) used for docking. Thus, in conclusion,
our results highlight a current persisting value of chemical library screens in identifying
molecules with unique binding modes and pharmacology.

4. Materials and Methods
4.1. Chemicals

Leu5-enkephalin, compounds 1–15 and forskolin were purchased from Sigma-Aldrich
(St. Louis, MO USA). [D-Ala2, N-MePhe4, Gly-ol] enkephalin (DAMGO), SNC80 and
U50,488 were purchased from Tocris Bioscience (Minneapolis, MN, USA). Radiolabels were
from Perkin Elmer (Waltham, MA, USA).

4.2. Library Screen

In consultation with the Chemical Genomics Facility within the Purdue Institute for
Drug Discovery, we screened sixteen 384-well plates that were part of CNS-targeted drug
libraries. Specifically, we screened eleven plates part of a CNS-Chemdiv library, three
plates part of a Chembridge ion channel library, and two plates part of a CNS-TimTec
library. Each plate contained 320 compounds and four spare columns that were utilized
to run positive (10 µM SNC80, 32 wells) and negative controls (0.02% DMSO, 32 wells),
which were used to calculate Z-factors (average: Z’= 0.53, hit plate: Z’= 0.58) and normalize
the data across plates. Using an Echo 525 acoustic liquid handler (Labcyte, San Jose, CA,
USA), depending on the stock concentration (1, 10 or 20 mM) of the library plate 5, 10 or
100 nL of each compound was transferred from the library plate to the assay plate, the final
concentration of each library compound was 10 µM.

4.3. Radioligand Binding Assay

Radioligand binding was performed as previously described [40,41]. For the binding
assay 50 µL of a dilution series of peptide was added to 50 µL of 3.3 nM [3H]DPDPE
(Kd = 3.87 nM) or 2.35 nM of [3H]DAMGO (Kd = 1.07 nM) or 0.8 nM of [3H]U69,593
(Kd = 1.2 nM) in a clear 96 well plate. Next, 100 µL of membrane suspension containing
7 µg protein was added to the agonist wells and incubated for 90 min at room temperature.
The reaction mixture was then filtered over a GF-B filter plate (Perkin Elmer) followed
by four quick washes with ice-cold 50 mM Tris HCl. The plate was dried overnight,
after which 50 µL scintillation fluid (Ultimagold uLLT) was added and radioactivity was
counted on a Packard TopCount NXT scintillation counter. All working solutions were
prepared in a radioligand assay buffer containing 50 mM Tris HCl, 10 mM MgCl2, and
1 mM ethylenediaminetetraacetic acid at pH 7.4.

4.4. Cellular Signaling Assays

cAMP inhibition and β-arrestin 1 and 2 recruitment assays were performed as pre-
viously described [18]. In brief, for cAMP inhibition assays HEK 293 (Life Technologies,
Grand Island, NY, USA) cells were transiently transfected in a 1:3 ratio with FLAG-mouse
δOR, or HA-mouse µOR and pGloSensor22F-cAMP plasmids (Promega, Madison, WI,
USA) using Xtremegene9 (Sigma). Two days post-transfection cells (20,000 cells/well,
7.5 µL) were seeded in low volume Greiner 384-well plates (#82051-458, VWR, Batavia, IL,
USA) and were incubated with Glosensor reagent (Promega, 7.5 µL, 2% final concentration)
for 90 min at room temperature. Cells were stimulated with 5 µL drug solution for 20 min
at room temperature prior to stimulation with 5 µL forskolin (final concentration 30 µM),
for an additional 15 min at room temperature. For β-arrestin recruitment assays, CHO-
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human µOR PathHunter β-arrestin 2 cells, CHO-human δOR PathHunter β-arrestin 2 cells,
U2OS κOR PathHunter β-arrestin 2 cells or U2OS PathHunter β-arrestin 1 cells (DiscoverX,
Fremont, CA, USA) were plated (2500 cells/well, 10 µL) one day prior to stimulation with
2.5 µL or 5–100 nL (in the screen) drug solution for 90 min at 37 ◦C/5% CO2, after which
cells were incubated with 6 µL cell PathHunter assay buffer (DiscoverX) for 60 min at room
temperature as per the manufacturer’s protocol. Luminescence for each of these assays
was measured using a FlexStation3 plate reader (Molecular Devices, Sunnyvale, CA, USA).
As positive control we utilized Leu5-enkephalin or SNC80 (in the screen) for δOR, [D-Ala2,
N-MePhe4, Gly-ol] enkephalin (DAMGO) for µOR and U50,488 for κOR.

4.5. Assessment of Allosteric Modulation

We ran log-step concentration response curves for Leu-enkephalin (10 µM–1 pM) in
the presence of 0, 0.1, 0.3, 1, 3, or10 µM compound 1 in the δOR glosensor cAMP assay.

4.6. Data and Statistical Analysis

All data are presented as means ± standard error of the mean, and analysis was
performed using GraphPad Prism 8 software (GraphPad Software, La Jolla, CA, USA).
For in vitro assays, nonlinear regression was conducted to determine pIC50 (cAMP) or
pEC50 (β-arrestin recruitment). Technical replicates were used to ensure the reliability of
single values, specifically each data point for binding and β-arrestin recruitment was run
in duplicate, and for the cAMP assay in triplicate. The averages of each independent run
were counted as a single experiment and combined to provide a composite curve in favor
of providing a ‘representative’ curve.

4.7. Receptor and Ligand Preparation for Molecular Modeling

The crystal structure of the active-like δOR (PDB: 6PT3) bound to small molecule
agonist, DPI-287, was obtained from the Protein Data Bank (PDB) [22]. Molecular modeling
was performed via Maestro (Schrödinger suite 2021-1, Schrödinger, Inc., New York, NY,
USA). The Protein Preparation Wizard was used to prepare the structures before docking. The
crystal structure was preprocessed to cap the N-terminus, remove the BRIL tag, membrane
lipids and other crystal waters or ions not involved in mediating receptor-ligand interaction.
Preliminary modeling and energy minimization of the thermostabilized receptor [22]
and the WT-reverted receptor (data not shown) showed the feasibility of performing
MD simulations using a truncated version of the WT receptor (residues 41–289) where
all 9-thermostabilizing mutations were reverted to the WT (Supplementary Figure S5).
Missing loops and side chains in the crystal structure were modeled using Prime within
Schrödinger [42–44]. H-bond were assigned using the PROPKA algorithm [45,46]. All-atom
MD simulations were performed on the modeled receptor using Desmond (Schrödinger,
Inc.) implementing the OPLS4 force field. Compound 1 was prepared using LigPrep where
the ionization states were assigned using Epik at pH 7.0 ± 2.0 [47,48]. Docking grids
were generated for a representative structure from the MD simulations using Receptor Grid
Generation in Schrödinger Release 2021-1 (Schrödinger, Inc.) using default parameters.

4.8. Ligand Docking Using Glide

Compound 1 and a set of known δOR ligands (Table 1) were docked into a model WT
δOR using Glide (Table 2) [49–51]. Further structural optimization was needed to improve
the docking accuracy of the model WT δOR (Supplemental Table S3). Additionally, given
the novelty of the compound 1′s chemotype, δOR ligands were docked into several models
with predicted binding sites that were generated using SiteMap [52,53]. The best model
was selected for further production MD simulations. Standard precision (SP) scoring
function in Schrodinger 2021-1 was used for the initial docking of the molecules. The
extra precision (XP) scoring function was then to further refine the docked poses. Post-
docking energy minimization was performed for the top 50 poses of each small molecule,
after which top 10 poses were visually inspected. The top 50 docked poses were also

49



Molecules 2021, 26, 7236

scored using Prime MM-GBSA scoring [54]. The best pose (based on docking, visual
inspection and MM-GBSA score) was selected for subsequent production MD simulations
(Supplemental Tables S4–S6).

4.9. Molecular Dynamics Simulations of Compound 1 at δOR

Production molecular dynamics simulations (MD) were performed in Desmond as
reported previously [55]. Ligand-receptor complexes were embedded in a POPC membrane
contained in a SPC-solvated orthorhombic box while maintaining a 10 Å distance from box
boundaries. Na+ and Cl− ions at a concentration of 0.15 M were added to mimic biological
conditions using System Builder in Schrodinger 2021-1. The default membrane relaxation
protocol in Desmond was used for membrane relaxation. Then a constant pressure and
temperature (NPT) equilibration run was performed for 100 ns. The RESPA integrator with
a 2 fs integration step for bonded interactions and a 6 fs step for non-bonded interactions.
The Nosé-Hoover thermostat (and Martyna-Tobias-Klein barostat with semi-isotropic
coupling to maintain temperature at 300 K and pressure at 1 bar. For the production MD
simulations, three independent 200 ns NPT simulations were carried out for compound 1 in
complex with modeled δOR or compound 1 and Leu-enkephalin in complex with modeled
δOR. Each trajectory was assembled into 10 clusters using the trajectory clustering protocol
implemented in Desmond. The top five clusters with the most interacting members were
further assessed using Prime MM-GBSA (Supplemental Tables S7 and S8). The top poses
were further inspected and used for analyses and figures presented here.

Supplementary Materials: The following are available, Figure S1: Binding sites within the δOR
structure generated using SiteMap, Figure S2: Cα RMSD of δOR and compound 1 obtained from 3
independent MD simulations with varying trajectory time lengths and starting points, Figure S3:
Receptor and ligand RMSD across several MD simulations, Figure S4: Summary of key δOR amino
acid interactions with compound 1 and Leu-Enkephalin in the presence of compound 1, Figure S5:
Pharmacophore mapping analysis using the receptor-ligand complex. Figure S6: Comparison of
the thermostabilized and simulated wild-type agonist-bound δOR structures. Table S1: Smiles of
δOR agonists and antagonists used to validate the initial docking models, Table S2: Docking and
glide scores for known δOR agonists and antagonists used to validate the initial docking model
before structural optimization of the model δOR, Table S3: Docking and glide scores for known δOR
agonists and antagonists used to validate the initial docking model after structural optimization,
Table S4: Compound 1 docking scores using the SP scoring function. Top 10 poses were rescored XP
scoring function, Table S5: Top 15 Leu-enkephalin poses docked into model δOR in the presence of
compound 1, Table S6: Rescoring of top 50 poses of Leu-enkephalin docked into model δOR using
Prime MM-GBSA, Table S7: MM-GBSA scoring of top 5 clusters from a 300 ns MD simulation for
Leu-enkephalin and compound 1, Table S8: MM-GBSA scoring of top 5 clusters from a 300 ns MD
simulation for compound 1.
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Abstract: Our formerly described pentapeptide opioid analog Tyr-c[D-Lys-Phe-Phe-Asp]NH2 (desig-
nated RP-170), showing high affinity for the mu (MOR) and kappa (KOR) opioid receptors, was much
more stable than endomorphine-2 (EM-2) in the rat brain homogenate and displayed remarkable
antinociceptive activity after central (intracerebroventricular) and peripheral (intravenous) admin-
istration. In this report, we describe the further modification of this analog, which includes the
incorporation of a β3-amino acid, (R)- and (S)-β3-Lys, instead of D-Lys in position 2. The influence
of such replacement on the biological properties of the obtained analogs, Tyr-c[(R)-β3-Lys-Phe-
Phe-Asp]NH2 (RP-171) and Tyr-c[(S)-β3-Lys-Phe-Phe-Asp]NH2, (RP-172), was investigated in vitro.
Receptor radiolabeled displacement and functional calcium mobilization assays were performed to
measure binding affinity and receptor activation of the new analogs. The obtained data revealed
that only one of the diastereoisomeric peptides, RP-171, was able to selectively bind and activate
MOR. Molecular modeling (docking and molecular dynamics (MD) simulations) suggests that both
compounds should be accommodated in the MOR binding site. However, in the case of the inactive
isomer RP-172, fewer hydrogen bonds, as well as instability of the canonical ionic interaction to
Asp147, could explain its very low MOR affinity.

Keywords: opioid receptors; β-amino acids; peptide synthesis; receptor binding studies; func-
tional assay

1. Introduction

Among the three opioid receptors, mu (MOR), delta (DOR), and kappa (KOR), MOR
plays the most important role in the modulation of pain signals and, therefore, is an
important target in medicinal chemistry and drug development [1]. The two endoge-
nous compounds activating MOR are endomorphin-1 (EM-1, Tyr-Pro-Trp-Phe-NH2) and
endomorphin-2 (EM-2, Tyr-Pro-Phe-Phe-NH2) [2]. Over the years, numerous chemical
modifications of these ligands have been reported in order to provide specific informa-
tion on their structure–activity relationship and to find drug candidates with improved
therapeutic properties [3–5]. Among various modifications of opioid peptides, cycliza-
tion of their linear structures was used to restrict flexibility and to obtain better-defined
conformations, allowing for the identification of receptor binding sites [6–9].

Endomorphins are very short peptides lacking reactive side chain groups, which
makes their cyclization difficult. One of the structural elements considered essential for their
binding to MOR is the free cationic amino group of Tyr1 [10–12], and this feature does not
encourage head-to-tail cyclization. In order to obtain cyclic analogs based on the structure of
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EM-2 but still to preserve the free N-terminal amino group, we introduced into the sequence
of EM-2 additional amino acids with functionalized side chains. A pentapeptide analog Tyr-
c[D-Lys-Phe-Phe-Asp]NH2 (designated RP-170), in which cyclization was achieved through
the amide bond between D-Lys and Asp side chains, displayed high affinity for MOR,
was much more stable than EM-2 in the rat brain homogenate and showed remarkable
antinociceptive activity after central (i.c.v.) and peripheral (i.v.) administration [13]. The
presence of a D-amino acid in position 2 (as in opioid peptides isolated from amphibian
skin) was shown to enforce a different conformation of a peptide, greatly improving MOR
binding as compared with Tyr-c[Lys-Phe-Phe-Asp]NH2 [14]. Molecular docking studies
of RP-170 revealed that the amino group of Tyr1 provided ionic interactions with Asp147

residue in the transmembrane helice TM III of the receptor, while Asp amide effectively
interacted with Asp216 and Cys217 belonging to the extracellular loop EL II. The presence
of a Lys residue allowed for the formation of another strong interaction between Asp147

and Lys-NH [15].
Further modifications of RP-170 produced analogs with different opioid receptor pref-

erences. Introduction of Dmt instead of Tyr1 increased cyclopeptide affinity to MOR [16].
The reduction in the ring size increased MOR selectivity [17]. Substitution of the Phe
residues by amino acids fluorinated in the aromatic ring (4-F-Phe, 2,4-diF-Phe, 4-CF3Phe)
produced either high-affinity MOR/KOR agonists, non-selective MOR/DOR/KOR ago-
nists, or selective KOR agonists [18], indicating that even small modifications in the side
chains can completely change their orientation in the receptor cavity.

In the present study, we investigated the influence of a β-amino acid on the biological
properties of RP-170. D-Lys was replaced by (R)- or (S)-β3-Lys, obtained by homologation
of D- or L-ornitine (Orn). This modification produced compounds isomeric to RP-170 with
the same size of the macrocyclic ring (17-membered), as in the parent peptide. Opioid
receptor binding and activation were studied, and the obtained results were rationalized
by molecular docking and molecular dynamics (MD) simulations.

2. Results

2.1. Synthesis of Protected (R)- and (S)-β3-Lys

(R)- and (S)-Fmoc-β3-Lys (Mtt), which are not available commercially, were obtained
by homologation of D- and L-Orn, respectively, according to the general procedure [19].
The synthetic protocol is outlined in Scheme 1.
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Scheme 1. Synthesis of Fmoc-(R)- and (S)-β3-Lys(Mtt). 

2.2. Synthesis of Cyclopeptides 

Scheme 1. Synthesis of Fmoc-(R)- and (S)-β3-Lys(Mtt).

2.2. Synthesis of Cyclopeptides

Cyclopeptides containing a β-amino acid, Tyr-c[(R)-β3-Lys-Phe-Phe-Asp]NH2 (RP-
171) and Tyr-c[(S)-β3-Lys-Phe-Phe-Asp]NH2 (RP-172) (Figure 1) were synthesized on the
solid support, using Fmoc/t-Bu strategy, with the hyper-acid labile groups (Mtt and O-2-
PhiPr) for the selective protection of amine/carboxyl side chains of (R)- and (S)-β3-Lys and
Asp, engaged in cyclization. After deprotection of the functionalized side chains, the linear
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sequences were cyclized through amide bond formation. Final products were obtained
with a purity greater than 95%, as assessed by semi-preparative RP-HPLC. The detailed
analytical data of the synthesized peptides are provided in the Supplementary Materials
(Table S1, Figures S2 and S3).
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Figure 1. Chemical structure of RP-171 and RP-172.

2.3. LC-MS, LC-MSn, and Quantum Chemical Calculation Studies

During the routine LC-MS analysis of analogs RP-171 and RP-172, we noticed a
distinct difference in retention times and MSn patterns for these diastereoisomeric peptides.
To confirm our observation, we subjected a mixture of these peptides to LC-MS and MSn

experiments. The HPLC analysis in reversed-phase mode revealed that the isomeric
peptides separate easily, using both C18 column (Aeris Peptide) and biphenyl column
(Kinetex Biphenyl), known for additional π-π interactions [20], with a nearly 0.5 min
retention time difference in both cases in a 10 min gradient run from 5 to 80% acetonitrile
in water (Figure 2 and Figures S4–S6). Such a difference in retention time suggests altered
interactions with the stationary phase, probably due to the shape of the molecules. It is
interesting that the elution order from the biphenyl column was the same as from the
C18 column.

To assign the order of isomeric peptides in the LC-MS experiment on the RP-171 and
RP-172 peptide mixture (Figure 2), we used retention times obtained during analysis of
pure peptides, supported by MSn spectra. As expected, the MS spectra of peptides RP-171
and RP-172 were identical (panels RP-171 MS and RP-172 MS), and the difference in their
collision-induced dissociation (MS2, panels RP-171 MS/MS, and RP-172 MS/MS) was
related to an intensity of 586 m/z fragment ion. To find a more reliable distinction, the MS3

spectra were obtained for the precursors 586 from MS2 spectra (panels RP-171 MS/MS/MS
and RP-172 MS/MS/MS, MS3 discussion in the Supplementary Materials).
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Figure 2. LC-MSn analysis of peptides RP-171 and RP-172. Extracted ion chromatogram (XIC)
showing two peaks for the mixture of peptides (top panel): MS panels, all spectra recorded for the
retention time of indicated peaks; MS spectra, MS/MS spectra for the precursor ions m/z 700.34, and
MS/MS/MS spectra for the precursor ions m/z 586.30.

The fragment ions observed in the MS/MS spectra were typical for peptide amides
(consecutive loss of ammonia, 683 m/z, and carbon monoxide 655 m/z), whereas the
586 ion resulted from ring-opening and removal of the Asp residue. The difference in
intensity of the 586 m/z ions in panels RP-171 MS/MS and RP-172 MS/MS suggests that
the fragmentation of peptide RP-171 occurs easier than in the case of RP-172, suggesting
that peptide RP-172 containing (S)-β3-Lys is more stable.
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This observation corresponds to the results of quantum chemical calculations (performed
with Gaussian09 [21], Table S2) for both isomers. The lowest-lying (at the B3LYP/6-31G(d,p)
level) gas-phase conformer of the [(S)-β3-Lys2]- analog is more stable by 3.5 kcal/mol (∆G298)
than the lowest-lying conformer of the [(R)-β3- Lys]- analog. The structures differ with
respect to the intramolecular hydrogen bonds present (Figure 3). In the [(R)-β3-Lys]- analog,
the Tyr1 amino group interacts with the backbone carbonyl oxygens of Phe4 and Asp5. This
arrangement might facilitate internal cyclization upon the Asp residue loss. On the other
hand, in RP-172, the Tyr1 amino group interacts with the carbonyl oxygens of (S)-β3-Lys2

and of the exocyclic CONH2.
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2.4. Receptor Binding and Functional Activity

The binding affinities of cyclopeptides RP-171 and RP-172 toward MOR, DOR, and KOR
were determined by competitive binding against [3H]DAMGO, [3H][D-Ala2]deltorphin-2,
and U-69593, respectively, using membranes of CHO cells transfected with opioid receptors
and are summarized in Table 1.

Table 1. Receptor binding affinities (Ki) of novel cyclic analogs at MOR, DOR, KOR.

No. Sequence
Ki

a [nM]

MOR DOR KOR

RP-170 Tyr-c[D-Lys-Phe-Phe-Asp]NH2 0.55 ± 0.02 198 ± 4.5 1.52 ± 0.20
RP-171 Tyr-c[(R)-β3-Lys-Phe-Phe-Asp]NH2 29 ± 4.32 >1000 420 ± 23
RP-172 Tyr-c[(S)-β3-Lys-Phe-Phe-Asp]NH2 950 ± 45 >1000 >1000

a Binding affinities were determined by competitive displacement of the selective radioligands, [3H]DAMGO
(MOR), [3H]deltorphin-2 (DOR), and [3H]U-69593 (KOR) using commercial membranes of CHO cells transfected
with human opioid receptors. Values are expressed as mean ± SEM, n = 3.

The parent compound RP-170 displayed subnanomolar affinity to MOR, nanomolar
to KOR, and did not show substantial DOR affinity. Replacement of D-Lys with (R)-β3-
Lys generated RP-171, which showed about 50-fold lower affinity for MOR but did not
bind to the other two opioid receptors, which made this analog much more selective. The
diastereoisomeric RP-172, incorporating (S)-β3-Lys, did not bind to any of the three opioid
receptors, showing that affinity of these analogs depended on the configuration of the
β-amino acid.
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The functional activities of the cyclopeptides in vitro were assessed at all three opioid
receptors in calcium mobilization assay in which CHO cells co-expressing human recombi-
nant opioid receptors and chimeric G proteins were used to monitor changes of intracellular
calcium levels, reflecting activation of the G protein-coupled receptors (GPCR) [22,23].

The obtained results are summarized in Table 2. Agonist potencies of peptides are
given as the negative logarithm of the molar concentration of an agonist that produces 50%
of the maximal possible effect (pEC50). Ligand efficacy was expressed as intrinsic activity
(α). Dermorphin, DPDPE, and dynorphin A were used as standard agonists for calculating
efficacy at MOR, DOR, and KOR, respectively. In CHO-MOR cells, the parent analog
RP-170 induced a significant concentration-dependent release of Ca2+ ions (pEC50 = 8.93,
α = 1.00), with efficacy and potency even higher than those of dermorphin (pEC50 = 8.57,
α = 1.00). For peptides RP-171 and RP-172, the calculated pEC50 values were 6.87 and
5.45, respectively (for concentration-response curves, see Figure S7). In CHO-DOR cells,
DPDPE elicited a strong concentration-dependent Ca2+ release, showing high potency and
maximal effect (pEC50 = 7.23, α = 1.00), while all three cyclopeptides were inactive. In
CHO-KOR cells, dynorphin A induced a significant concentration-dependent Ca2+ release
(pEC50 = 9.04, α = 1.00). The potency of RP-170 was only slightly lower, showing high
potency and maximal effect (pEC50 = 8.60, α = 1.00), RP-171 displayed significantly lower
potency but high efficacy (pEC50 = 5.99, α = 0.82), and RP-172 was inactive. Summing up,
in this assay, RP-171 had similar receptor preferences as the parent RP-170, while RP-172
was completely inactive, which points to the importance of the R-chirality at position 2 of
these cyclopeptides.

Table 2. Effect of new analogs at human recombinant opioid receptors coupled with calcium signaling
via chimeric G proteins.

Peptide
MOR DOR KOR

pEC50 (CL95%) α ± SEM pEC50 (CL95%) α ± SEM pEC50 (CL95%) α ± SEM

Dermorphin 8.57 ± 0.07 1.00 inactive inactive
DPDPE inactive 7.23 ± 0.22 1.00 inactive

Dynorphin A 6.67 ± 0.50 0.83 ± 0.10 7.73 ± 0.27 9.04 ± 0.05 1.00
RP-170 8.93 ± 0.05 1.00 inactive 8.60 ± 0.14 1.00 ± 0.03
RP-171 6.87 ± 0.14 0.82 ± 0.02 inactive 5.99 ± 0.05 0.82 ± 0.05
RP-172 5.45 ± 0.91 0.45 ± 0.02 inactive inactive

Dermorphin, DPDPE, and dynorphin A were used as reference agonists for calculating intrinsic activity at MOR,
DOR, and KOR, respectively: pEC50, aAgonist potency values; α, befficacy values; n ≥ 3.

2.5. Molecular Modeling

In order to obtain insight into the structural basis for the observed affinities, the
analogs RP-171 and RP-172 were docked into the structure of the activated MOR (PDB
accession code: 6DDF [24]) using AutoDock 4.2.6 [25]. The best scored poses were then
subjected to molecular dynamics (MD) simulations (100 ns production, see Figure S8 for
RMSD plots).

A general view of the binding pose of RP-171, as found in the MD simulations at
t = 100.0 ns, is shown in Figure 4A. The interaction scheme is presented in Figure 4B.
The compound is anchored in the MOR binding site first and foremost by the canonical
interaction of the protonated amino group of Tyr1 with Asp147. Additionally, the amide
hydrogen of the peptide bond joining Tyr1 and β3-Lys2 interacts with Asp147. These
two interactions are stable throughout the simulation (Figure 4C,D). Other polar contacts
stabilizing the complex are hydrogen bonds between the exocyclic carbonyl oxygen and
Gln124 or Asn127, but these interactions fluctuate in the simulation time (Figure 4E,F). The
remaining contacts are of apolar character. The aromatic ring of Tyr1 is involved with π-π
stacking with Tyr148 and π-alkyl interactions with Ala240 and Val236 side chains. Other
residues in the close vicinity of this aromatic ring are Met151 and His297. The aromatic ring
of the Phe3 residue approaches Trp318, Lys303, and Ala304, while the Phe4 aromatic ring is
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exposed to the solvent close to the extracellular outlet of the binding site. For other residues
participating in van der Waals contacts, refer to Figure 4B.
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Figure 4. (A) Binding mode of RP-171 (white sticks) in the MOR binding site, as found at t = 100.0 ns
of the MD production run. The receptor is shown in a simplified manner, with only selected helices
(ribbons) and side chains (thin sticks) shown. Display of nonpolar hydrogens is suppressed for
clarity. (B) Diagram showing interactions between RP-171 and the MOR binding site (interaction
types colored according to the legend). (C–F) Time evolutions of selected distances associated with
protein–ligand interactions during the MD simulations.

A general view of the binding pose of RP-172, as found in the MD simulations at
t = 100.0 ns, is shown in Figure 5A. The interaction scheme is presented in Figure 5B.
The only polar contact that is consistently present throughout the whole MD production
is the H-bond interaction of amide hydrogen of the peptide bond joining Tyr1 and β3-
Lys2 interacts with Asp147 (Figure 5D). Contrary to what was found for RP-171, and
contrary to what would be expected for strong MOR agonists, the interaction between
the protonated amino group of Tyr1 and Asp147 is unstable (Figure 5C). This H-bond,
while present in the binding pose found by docking, is broken after the 65 ns of the
MD simulations. Another polar contact that is broken during the MD run involves the
interaction of exocyclic carbonyl oxygen with the Arg211 side chain guanidine group. By the
end of the simulation, the carbonyl oxygen of Phe3 starts with backbone amide hydrogen
of Leu218 and hydroxyl hydrogen of Thr219 (Figure 5E,F). With respect to apolar contacts
(found in the final snapshots of the simulation), the Tyr1 aromatic ring interacts with the
Met151 side chain (π-alkyl interaction). The Phe3 aromatic ring approaches Trp318 and
participates in π-alkyl interactions with the side chains of Leu219, Lys233, and Val236. Other
receptor residues interacting with the peptide are shown in Figure 5B.
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3. Discussion

β-Amino acids, although much less abundant than their α-analogs, are also present in
nature and exhibit interesting pharmacological properties. The difference between α- and
β-amino acids is in the number of carbon atoms (one or two, respectively) that separate an
amino and a carboxy termini. β-Amino acids with side chains other than H can exist as R
or S isomers at either the α (C2) carbon or the β (C3) carbon, producing β2- or β3-amino
acids, respectively.

The most common naturally occurring β-amino acid is β-alanine, which is a com-
ponent of pantothenic acid (vitamin B5), which, in turn, is a component of coenzyme A.
Another example of a natural β-amino acid is (1R,2S)-2-aminocyclopentanecarboxylic acid
(cispentacin), an antifungal antibiotic isolated from Bacillus cereus [26].

β-Peptides (made of only β-amino acids) in general do not appear in nature, though
among the opioid peptides, there are examples of such synthetic analogs [27]. More often
mixed α/β-peptides, in which one or more β-residues are incorporated instead of some
α-amino acids, were constructed [28–34].

An important advantage of peptide analogs incorporating β-amino acids over natural
peptides is their stability against proteolytic degradation [35,36], which makes β-amino
acids desirable building blocks in the preparation of peptide-based drugs [37].

In this report, we used (R)- and (S)-β3-Lys to assess the influence of a β-amino acid on
the conformation of the macrocycle of Tyr-c[D-Lys-Phe-Phe-Asp]NH2 (RP-170), which has
nanomolar MOR and KOR affinity. The obtained diastereoisomeric analogs RP-171 and
RP-172 are also isomers of the parent compound RP-170, with which they share the same
number of atoms in the whole structure and in the macrocycle. The difference between
RP-171/RP-172 and the parent RP-170 is the point at which the exocyclic Tyr1 is attached
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to the ring (one carbon atom shift as compared with RP-170). The experimental evaluation
of the binding affinity and functional activity of RP-171 showed that such minor structural
change had a significant effect on the biological properties causing 53- and 276-fold loss
of affinity for MOR and KOR, respectively, as compared with the parent. The inversion of
the configuration of β3-Lys in RP-172 induced an almost complete loss of affinity of this
peptide for the opioid receptors.

The diastereomers RP-171 and RP-172 exhibit slightly different lipophilicity, as could
be seen from their chromatographic behavior in the reversed-phase liquid chromatography
on a C18 column. No additional effects were observed when the biphenyl stationary phase
was used, which may suggest that the arrangement of aromatic rings in the isomers was
not suitable for interactions with a biphenyl motif.

Further differences between isomers were revealed after a thorough analysis of frag-
mentation patterns in the MSn experiments. Peptide RP-172 containing (S)-β3-Lys turned
out to be more stable, and this observation corresponds with the results of conformational
analysis and quantum chemical calculations. They show a significant difference in the
structure and the energetics of the lowest-lying conformers of both diastereoisomers.

In our former work [33], we devised an interaction model for RP-170 and its analogs,
in which the peptides were anchored in the MOR binding pocket by interactions at the
three key binding subsites. According to that model, in the S1 subsite, the protonable
amino group of Tyr1 interacts with Asp147 (a typical contact for high-affinity MOR agonists
of both peptide [24] and non-peptide character [38]). In the S2 and S3 subsites reside the
aromatic rings of the Phe residues. Our analyses suggested that the ability to place Tyr1,
Phe3, and Phe4 in these subsites is important for high MOR affinity.

The present results seem to corroborate this model. Replacement of D-Lys by (R)-
or (S)-β3-Lys produced a topographical shift of Phe3 and Phe4 in regard to Tyr1. As a
conse-quence (according to the molecular docking and molecular dynamics), neither RP-
171 nor RP-172 could accommodate their Phe3 and Phe4 aromatic rings in the way the
parent compound did. This explains the lower MOR affinity of RP-171. This compound
exhibits, however, the canonical interaction between the Tyr1 amino group and Asp147. On
the contrary, for RP-172, such interaction (while present in the docked pose) is unstable
in the MD simulations. This could be correlated to a much-diminished MOR affinity
found experimentally for this analog. The obtained experimental and theoretical data
form the basis for further work on RP-170 analogs, an important element of which will be
ADME/T evaluation.

4. Materials and Methods
4.1. Materials

All protected α-amino acids were purchased from Bachem A (Bubendorf, Switzer-
land). Opioid radioligands, [3H]DAMGO, [3H]deltorphin-2, and [3H]U-69593, and human
recombinant opioid receptors were purchased from PerkinElmer (Krakow, Poland). GF/B
glass fiber strips were obtained from Whatman (Brentford, UK). Purity of peptides was
determined by RP-HPLC and exact mass. Analytical and semi-preparative RP-HPLC was
performed using Waters Breeze instrument (Milford, MA, USA) with dual absorbance
detector (Waters 2487, Milford, MA, USA). All ESI-MS experiments were performed on a
Shimadzu IT-TOF mass spectrometer (Shimadzu, Japan) equipped with ESI source con-
nected to Nexera HPLC system (Shimadzu, Japan). The instrument was operated in the
positive-ion mode. Peptide solutions (1 µL) were introduced in a 0.2 mL/min flow of
mobile phase. For LC-MS experiments, Aeris Peptide C18 and Kinetex Biphenyl (Phe-
nomenex, Torrance, CA, USA) were used, in a gradient reversed-phase mode, from 5 to 80%
acetonitrile in water (both containing 0.1% HCOOH). 1H NMR spectra were recorded on a
500 MHz Brucker instrument in DMSO-d6, using residual DMSO as a resonance reference
at 2.5 ppm.
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4.2. Synthesis of Fmoc-Protected (R)- and (S)-β3-Lys(Mtt)

To the 500 mL three-necked, round bottom flask with Liebig’s condenser equipped
with thermometer, magnetic stirrer and protected from moisture with a tube with an-
hydrous calcium chloride, a solution of Fmoc-D-Orn-(Boc)-OH (1) (3 g, 6.6 mmol, 1 eq)
in 50 mL of tetrahydrofuran (THF) was added, stirred and cooled to −30 ◦C. Then, N-
methylmorpholine (1.52 mL, 13.9 mmol, 2.1 eq) was added, followed by methyl chlorofor-
mate (0.56 mL, 7.3 mmol, 1.1 eq) added dropwise, and stirring was continued for 30 min at
−30 ◦C. Next, the diazomethane obtained, using standard procedure, from Diazald®(8.48 g,
13.9 mmol, 6 eq.) was distilled along with diethyl ether directly to the flask. The tempera-
ture in the flask was maintained below−10 ◦C, and after 1 h, the cooling bath was removed.
The reaction was completed in 2 h (LC-MS analysis). Acetic acid (5 mL) was added to
decompose the excess diazomethane, and stirring was continued for 30 min. Then, 100 mL
of diethyl ether was added, and the solution was washed with water (2 × 100 mL), 5%
NaHCO3 (2 × 50 mL), and brine. The organic fraction was dried over MgSO4 to obtain,
after evaporation, 3 g (95%) of diazoketone (2), which was used in the next step without
further purification.

Diazoketone (2) (3 g, 6.3 mmol, 1 eq) was dissolved in the mixture of THF and
water (55 mL; 10:1) in a 250 mL round bottom flask. Triethylamine (1.78 mL, 17.5 mmol,
2.8 eq) and silver trifluoroacetate (0.15 g, 0.7 mmol, 0.11 eq) were added, and stirring was
continued for 30 min. The solution was diluted with diethyl ether (200 mL), followed by 5%
NaHCO3 (200 mL). The white precipitate was filtrated off and combined with the aqueous
phase. Its pH was adjusted to 2 with 2 M HCl, and the product was extracted with ethyl
acetate (3 × 150 mL). The organic solution was washed with brine (100 mL) and dried over
MgSO4. Evaporation of the solvent gave a white product, which, after purification by flash
chromatography (hexane:ethyl acetate = 1:1; Rf = 0.3), yielded 1.5 g (51%) of 3.

A total of 0.9 g of 3 was dissolved in dioxane (5 mL); 4N HCl/dioxane (10 mL) was
added, and the mixture was stirred until the reaction was completed (LC-MS). The solid
residue obtained after evaporation was suspended in propylene oxide (10 mL) and refluxed
for 2 h until all chloride ions reacted with the silver nitrate solution. Then, diethyl ether
was added, and the white precipitate was filtered and dried. The obtained zwitterionic
product 4 (0.71 g, yield ~100%) was used in the next step without further purification.

In total, 0.71 g (1.92 mmol, 1 eq) of 4 was suspended in DCM (20 mL). N,O-bis(trimethylsilyl)
acetamide (0.535 g, 2.5 mmol, 1.3 eq) was added and stirred for 30 min. Next, 4-methyltrityl
chloride (0.562 g, 1.92 mmol, 1 eq) was added along with DIPEA (2.5 mmol, 0.44 mL, 1.3 eq).
The reaction was kept overnight at r.t. and controlled with LC-MS. When completed,
the solvent was evaporated, and the residue was dissolved in ethyl acetate (200 mL) and
washed with 5% NaHCO3 (2 × 100 mL) and brine (100 mL). The organic layer was dried
over MgSO4 and evaporated. The product was purified by flash chromatography (Rf = 0.2
in DCM:MeOH = 10:1), giving 0.67 g of the final product 5 with a 50% yield. 1H NMR
spectrum (Figure S1) confirmed the structure.

4.3. Peptide Synthesis

Synthesis of linear precursors of cyclopeptides was performed by the standard manual
solid-phase procedure on MBHA Rink-Amide resin (100–200 mesh, 0.8 mmol/g), using
9-fluorenylmethoxycarbonyl (Fmoc) protection for the α-amino groups of amino acids.
Nε-amino group of (R)- and (S)-β3-Lys was protected by the 4-methyltrityl (Mtt), β-carboxy
group of Asp by 2-phenyl-isopropyl ester (O-2 PhiPr) and hydroxy group of Tyr by t-
butyl (t-Bu). Piperidine in DMF (20%) was used for the deprotection of Fmoc groups,
and 2-(1H-benzotriazol-1-yl)-1,1,3,3-tetramethyluronium tetrafluoroborate (TBTU) was
employed as a coupling agent and diisopropylethylamine (DIEA) as a neutralizing base.
Fully assembled Fmoc-protected peptides were treated with 1% trifluoroacetic acid (TFA)
in dichloromethane (DCM) to remove the side chain Mtt and O-2PhiPr protecting groups,
followed by on-resin cyclization (TBTU). Cleavage from the resin was accomplished by
treatment with TFA/triisopropylsilane (TIS)/water (95:2.5:2.5) for 3 h at room temperature.

64



Molecules 2022, 27, 151

Crude peptides were purified by preparative reversed-phase HPLC on a Vydac C18
column (10 µm, 22× 250 mm), flow rate 2 mL/min, 20 min linear gradient from water/0.1%
(v/v) TFA to 80% acetonitrile/20% water/0.1% (v/v) TFA. The purity of the final peptides
was verified by analytical HPLC employing a Vydac C18 column (5 µm, 4.6 × 250 mm),
flow rate 1 mL/min, and the same solvent system over 50 min. The purity of the obtained
peptides was >95%. Calculated values for protonated molecular ions were in agreement
with those determined by high-resolution mass spectroscopy with electrospray ionization
(ESI-MS) (Table S1).

4.4. Opioid Receptor Binding Assays

The opioid receptor binding assays were performed according to the described
method [39], using commercial membranes of Chinese Hamster Ovary (CHO) cells trans-
fected with human opioid receptors. The binding affinities for MOR, DOR, and KOR were
determined by radioligand competition analysis using [3H]DAMGO, [3H]deltorphin-2, and
[3H]U-69593, respectively, as specific radioligands, respectively. Membrane preparations
were incubated at 25 ◦C for 120 min with appropriate concentrations of a tested peptide in
the presence of 0.5 nM radioligand in a total volume of 0.5 ml of 50 mM Tris/HCl (pH 7.4)
containing bovine serum albumin (BSA) (1 mg/mL), bacitracin (50 µg/mL), bestatin
(30 µM), and captopril (10 µM). Non-specific binding was determined in the presence
of 1 µM naloxone. Incubations were terminated by the rapid filtration through the GF/B
Whatman (Brentford, UK) glass fiber strips (pre-soaked for 2 h in 0.5% (v/v) polyethy-
lamine) using Millipore Sampling Manifold (Billerica, MA, USA). The filters were washed
three times with 4 ml of ice-cold Tris buffer solution. The bound radioactivity was mea-
sured in a Packard Tri-Carb 2100 TR liquid scintillation counter (Ramsey, MN, USA) after
overnight extraction of the filters in 4 mL of a Perkin Elmer Ultima Gold scintillation fluid
(Wellesley, MA, USA). Three independent experiments for each assay were carried out in
duplicate. The data were analyzed by a nonlinear least square regression analysis computer
program Graph Pad PRISM 6.0 (Graph Pad Software Inc., San Diego, CA, USA). The IC50
values were determined from the logarithmic concentration–displacement curves, and the
values of the inhibitory constants (Ki) were calculated according to the equation of Cheng
and Prusoff [40].

4.5. Calcium Mobilization Assay

Calcium mobilization assay was performed, as reported in detail elsewhere [41], using
CHO cells stably co-expressing human recombinant MOR or KOR and the C-terminally
modified Gαqi5 and CHO cells co-expressing human recombinant DOR and the GαqG66Di5
chimeric protein (a generous gift from Prof. Girolamo Calo, University of Padova, Italy).
Cells were cultured in a culture medium consisting of Dulbecco’s MEM/HAMS F12
(1:1) supplemented with 10% fetal bovine serum, penicillin (100 IU/mL), streptomycin
(100 µg/mL), L-glutammine (2 mM), fungizone (1 µg/mL), geneticin (G418; 200 µg/mL)
and hygromycin B (100 µg/mL). Cell cultures were kept at 37 ◦C in 5% CO2/humidified
air. Cells were seeded at a density of 50,000 cells/well into 96-well black, clear-bottom
plates. After 24 h incubation, the cells were loaded with a medium supplemented with
probenecid (2.5 mM), calcium-sensitive fluorescent dye Fluo-4 AM (3 µM), pluronic acid
(0.01%), and HEPES (20 mM) and kept for 30 min at 37 ◦C. Then, the loading solution
was aspirated, and 100 µL/well of assay buffer (HBSS supplemented with 20 mM HEPES,
2.5 mM probenecid, and 500 µM Brilliant Black) was added. After placing both plates (cell
culture and compound plate) into the FlexStation II (Molecular Device, Union City, CA,
USA), the on-line additions were carried out in a volume of 50 µL/well and the fluorescence
changes were measured. Ligand efficacies, expressed as the intrinsic activity (α), were
calculated as the Emax ratio of the tested compound and the standard agonist. At least three
independent experiments for each assay were carried out in duplicate.
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Curve fittings were performed using Graph Pad PRISM 5.0 (GraphPad Software Inc.,
San Diego, CA, USA). Data have been statistically analyzed with one-way ANOVA followed
by the Dunnett’s test for multiple comparisons; p values < 0.05 were considered significant.

4.6. Quantum Chemical Calculations

One hundred conformers for compounds RP-171 and RP-172 were generated by
an in-house Python script using the improved ETKDG method [42]. The compounds
were protonated at the N-terminal nitrogen atom. The geometries were optimized in
Gaussian09 [21] at the B3LYP/6-31G level in a gas phase or in water using the PCM solvent
model. The resulting geometries were then reoptimized at the B3LYP/6-31G(d,p) level.
Further attempts to increase the theory level were unsuccessful for the lack of convergence.
Top conformers were subject to harmonic frequency calculations at the B3LYP/6-31G(d,p)
level in order to ascertain that the geometries are minima (no imaginary frequencies) and
to calculate thermochemical values.

4.7. Molecular Docking

One hundred conformers of RP-171 and RP-172 (obtained as described in Section 4.6)
were docked into the activated structure of the MOR (PDB accession code: 6DDF [24], a
complex of mu opioid receptor with Gi protein, with DAMGO peptide in the orthosteric
binding site) using AutoDock 4.2.6 [25]. The ligands and the protein were processed in
AutoDock Tools 4 [25]. The ligands’ side chains were allowed to rotate, and the receptor
structure was kept rigid. The docking box was set around the position of the DAMGO
molecule in the 6DDF structure [24]. The grids (82 × 78 × 104 points, with 0.375 Å spacing)
were calculated with AutoGrid, and the docking was performed using Lamarckian Genetic
Algorithm local searches according to the pseudo-Solis and Wets algorithm. Each docking
consisted of 100 runs. The results were clustered, and the top scored solutions were
visually inspected to examine their conformity to the known literature data on ligand
MOR interactions [43]. Molecular graphics were prepared in Biovia Discovery Studio
Visualizer [44].

4.8. Molecular Dynamics

The complexes of MOR with RP-171 and RP-172 (obtained by molecular docking, de-
scribed in Section 4.7) were subject to molecular dynamics simulations in GROMACS 5.1.2 [45].
The complexes were embedded in a lipid bilayer of POPC molecules (128 molecules) solvated
with water molecules (TIP3P type, 13,000 molecules) and supplied with ions (Na+ and Cl−,
0.154 M). These steps were performed with the CHARMM-GUI service [46]. CHARMM
36 force field was used for modeling the proteins, lipids, water, and ions. The ligands were
modeled using CHARMM CGenFF [47].

The complexes were minimized and equilibrated, whereafter 100 ns production was
performed (NPT ensemble, temperature = 303.15 K, integration step = 2 fs, cut-off scheme
Verlet, Nose-Hoover thermostat, Parrinello–Rahman barostat, LINCS H-bonds constraints).

Supplementary Materials: The following are available online. Figure S1: H1 NMR spectrum of Fmoc-
(R)- β3-Lys(Mtt); Figures S2 and S3: high-resolution mass spectra of analogs RP-171 and RP-172;
Figures S4–S6: LC-MS and MSn analysis of analogs RP-171 and RP-172; Figure S7: concentration–
response curves of analogs in the functional assay; Figure S8: root mean square deviations of protein
and ligand in the MD simulations; Table S1: physicochemical characterization of analogs 2–9; Table S2:
total energies of top 15 conformers for RP-171 and RP-172.
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ummuhan_kandemir@hotmail.com

4 Vocational School of Health Services, Pharmacy Services, Bilecik Şeyh Edebali University,
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Abstract: In this study, we aimed to design and synthesize novel molecules carrying both the
thiazole and piperazine rings in their structures and to investigate their antinociceptive activity.
Targeted compounds were obtained by reacting thiosemicarbazide derivative and appropriate
2-bromoacetophenone in ethanol. The structures of the obtained compounds were determined
using data from various spectroscopic methods (IR, 1H-NMR, 13C-NMR, and LCMSMS). Experimen-
tal data from in vivo tests showed that test compounds 3a–3c, 3f, and 3g (50 mg/kg) significantly
prolonged reaction times of animals in tail-clip and hot-plate tests compared to the controls, indicat-
ing that these compounds possess centrally mediated antinociceptive activities. Furthermore, these
compounds reduced the number of writhing behaviors in the acetic acid-induced writhing tests,
showing that the compounds also possess peripheral antinociceptive activity. In the mechanistic
studies, naloxone pre-treatments abolished the antinociceptive activities of compounds 3a–3c, 3f, and
3g, indicating that opioidergic mechanisms were involved in their antinociceptive effects. Molecular
docking studies demonstrating significant interactions between the active compounds and µ- and
δ-opioid receptor proteins supported the pharmacological findings. This study is the first showing
that molecules designed to bear thiazole and piperazine moieties together on their structure exert
centrally and peripherally mediated antinociceptive effects by activating the opioid system.
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1. Introduction

Pain is a health problem affecting the quality of life of patients due to its prevalence
and accompanying disabilities. The pharmacological agents used in the treatment of pain
include nonsteroidal anti-inflammatory drugs (NSAID), opioid analgesics, and analgesic
adjuvants (such as antidepressants and local anesthetics) [1]. Although there are various
analgesics used in clinics today, pain management is still a challenge due to concomitant
undesirable side effects of these drugs. Long-term NSAID intake increases the risk of
gastrointestinal complications, renal damage, and cardiovascular effects [2], while currently
used opioid analgesics have negative effects such as sedation, respiratory depression,
addiction, and tolerance [3]. Therefore, studies on the discovery and development of safer
alternative drugs with comparable or better analgesic efficacy than conventional drugs
are ongoing.
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Nitrogen- and sulfur-containing heterocycles are frequently used in drug synthesis.
Thiazole, a five-membered ring system carrying three carbons, one nitrogen, and one sulfur
atom, is one such structure. It has been reported that thiazole-bearing compounds have
some central nervous system (CNS)-related effects, such as anti-schizophrenic [4], anti-
parkinsonian [5], neuroprotective [6], acetylcholinesterase inhibitory [7], anticonvulsant [8],
antidepressant [9], and sedative-hypnotic [10] effects. Another heterocyclic structure,
piperazine, is a 6-membered saturated ring system containing two nitrogen atoms in
the first and fourth positions. Piperazine structure is present in several currently used
CNS-related drugs, such as amoxapine, trazodone, hydroxyzine, buspirone, clozapine,
aripiprazole [11], and vortioxetine [12].

A considerable amount of research data have been reported on the analgesic and
anti-inflammatory effects of compounds carrying thiazole [13–21] or piperazine moi-
eties [22–31]. Inhibition of COX isoenzymes [13,16], modulation of glutamatergic system
through metabotropic and ionotropic (NMDA) receptors [20], inhibition of cytokine (TNF-α
and IL-1β) signaling [20], involvement of α2 adrenergic, adenosinergic, and D2/3 dopamin-
ergic receptors [22,23], blockage of T-type calcium channels [24], participation of 5-HT1A
and 5-HT2A serotonergic receptors [25,26], and contribution of opioid system [21,30,31]
have been suggested as some possible mechanisms underlying the aforementioned anal-
gesic effects.

The chemical structures of some analgesic agents that contain thiazole, secondary
amine, or methylsulfonyl groups, similar to our test compounds, are provided in Figure 1.
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tion, studies on the mechanism of action were performed with naloxone, a non-selective 
opioid receptor antagonist, to examine the possible involvement of the opioidergic mech-
anisms in the activity. Binding properties of test compounds to µ-, δ-, and ĸ-opioid recep-
tors were evaluated by in silico studies. 

Figure 1. Some analgesic agents containing thiazole, secondary amine, or methylsulfonyl groups.
Thiazole, secondary amine, or methylsulfonyl groups are marked in black, electron-donating sub-
stituents are marked with green, and electron-withdrawing substituents are marked with red.

Based on the antinociceptive activities of thiazole and piperazine ring systems, we de-
signed and synthesized eight novel compounds containing both moieties and investigated
their possible antinociceptive activities by well-validated in vivo methods. In addition,
studies on the mechanism of action were performed with naloxone, a non-selective opioid
receptor antagonist, to examine the possible involvement of the opioidergic mechanisms in
the activity. Binding properties of test compounds to µ-, δ-, and k-opioid receptors were
evaluated by in silico studies.

70



Molecules 2021, 26, 3350

2. Results
2.1. Chemistry

The compounds 3a–3h were synthesized as outlined in Figure 2.
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Figure 2. Synthesis pathway of target compounds (3a–3h).

Firstly, 4-(4-(methylsulphonyl)piperazin-1-yl) benzaldehyde (1) were prepared by reacting
1-(methylsulphonyl) piperazine with 4-fluorobenzaldehyde. Secondly, 4-(4-(methylsulphonyl)
piperazin-1-yl) benzaldehyde (1) was changed to its corresponding thiosemicarbazone by
reacting compound 1 with hydrazinecarbothioamide. Finally, target compounds (3a–3h) were
generated via ring closure reaction. The final compounds (3a–3h) were purified, and their
structures were determined using 1H-NMR, 13C-NMR, and LCMSMS (see Supplementary
Materials Figures S1–S32).

2.2. Prediction of ADME Parameters

Strong pharmacological activity and low toxicity profile of molecules are not suffi-
cient to make it a certain drug candidate—candidate drugs need to possess appropriate
pharmacokinetics [32]. Therefore, we calculated various physicochemical parameters of
the synthesized compounds (3a–3h) using the Molinspiration program to estimate their
absorption, distribution, metabolism, and excretion (ADME) profiles.
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The theoretical calculations of ADME parameters (topological polar surface area
(TPSA), molecular volume (MV), number of hydrogen acceptors (AHB), number of hydro-
gen donors (DHB), partition coefficient (log P), and molecular weight (MW)) are presented
in Table 1.

Table 1. Some physicochemical parameters of the compounds 3a–3h used in the prediction of
ADME profiles.

Compounds R MW TPSA logP AHB DHB MV Vio

3a -H 444.58 77.90 3.33 7 1 379.00 0
3b -CH3 455.61 77.90 3.77 7 1 395.56 0
3c -OCH3 471.61 87.14 3.38 8 1 404.55 0
3d -CN 466.59 101.69 3.08 8 1 395.86 0
3e -NO2 486.58 123.72 3.29 10 1 402.34 0
3f -F 459.57 77.90 3.49 7 1 383.94 0
3g -Cl 476.03 77.90 4.00 7 1 392.54 0
3h -CF3 509.58 77.90 4.22 7 1 410.30 1

The Molinspiration program is based on the principle of Lipinski’s five rules that
determine the properties a candidate drug molecule must have to be active in humans—
an orally administrated drug should not violate more than one rule. The data obtained
for compounds 3a–3h did not violate any Lipinski rule, indicated good pharmacokinetic
profiles, and increased their therapeutic potentials. On the other hand, it should also be
noted that the Lipinski rule is not sufficient on its own and further pharmacokinetic studies
are needed to draw solid conclusions.

2.3. Pharmacology

Figures 3 and 4 show the effects of compounds 3a–3h (50 mg/kg, p.o.) and morphine
(10 mg/kg, i.p.) as MPE % values in the tail-clip (F(9,60) = 20.01, p < 0.001) and hot-plate
tests (F(9,60) = 20.86, p < 0.001) respectively, in mice.
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Figure 3. Effects of test compounds (3a–3h, 50 mg/kg, p.o., administered 60 min before testing) and
morphine (10 mg/kg, i.p., administered 30 min before testing), on MPE % values in the mice tail-clip
test. Significance against control group * p < 0.05, ** p < 0.01, *** p < 0.001. Values are mean ± SEM.
One-way ANOVA and post-hoc Tukey’s test, n = 7.
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Figure 4. Effects of test compounds (3a–3h, 50 mg/kg, p.o., administered 60 min before testing) and
morphine (10 mg/kg, i.p., administered 30 min before testing) on MPE % values in the mice hot-plate
test. Significance against control group * p < 0.05, ** p < 0.01, *** p < 0.001. Values are mean ± SEM.
One-way ANOVA and post-hoc Tukey’s test, n = 7.

Results of the multiple comparison tests indicated that administration of compounds
3a–3c, 3f, and 3g (50 mg/kg, p.o.) significantly increased the calculated MPE % values
compared to the corresponding control group in both tests. Compounds 3d, 3e, and 3h
were ineffective.

Figure 5 illustrates the effects of test compounds 3a–3h and morphine on the number of
writhing behaviors scored in the acetic acid-induced writhing test (F(9,60) = 9.13, p < 0.001).
Results of the multiple comparison tests indicated that compounds 3a–3c, 3f, and 3g
significantly decreased the acetic acid-induced writhing responses compared to the control
group. The percentage inhibitions of writhing behaviors in the acetic acid writhing test are
presented in Table 2.
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Figure 5. Effects of test compounds 3a–3h (50 mg/kg, p.o., administered 60 min before testing) and
morphine (10 mg/kg, i.p., administered 30 min before testing) on the number of writhing behaviors
of mice in the acetic acid-induced writhing test. Significance against control group ** p < 0.01,
*** p < 0.001. Values are mean ± SEM. One-way ANOVA and post-hoc Tukey’s test, n = 7.
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Table 2. Effects of test compounds (50 mg/kg, p.o.) and morphine (10 mg/kg, i.p.) on protection (%)
values of mice in the acetic acid-induced writhing test.

Treatment Protection %

Control -
Morphine 76.69

3a 48.54
3b 44.17
3c 47.57
3d 24.27
3e 19.90
3f 63.10
3g 66.99
3h 29.61

Morphine (10 mg/kg, i.p.), used as a reference drug, presented its antinociceptive
activity in all tests, as expected (Figures 3–5).

The effects of the test compounds on falling latencies recorded in the Rota-Rod tests
are shown in Figure 6. The data show that test compounds did not cause any significant
alteration in the mice’s motor coordination (F(8,54) = 0.57, p > 0.05).
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Figure 6. Effects of test compounds 3a–3h (50 mg/kg) on falling latencies of mice in the Rota-Rod
test. Values are mean ± SEM. One-way ANOVA and post-hoc Tukey’s test, n = 7.

The effects of naloxone pre-treatment on the antinociceptive effects of test compounds
in the tail-clip (F(11,72) = 28.53, p < 0.001) and hot-plate (F(11,72) = 16.87, p < 0.001) tests are
shown in Figures 7 and 8, respectively. In both tests, naloxone pre-treatments significantly
reversed the increase in MPE % values induced by compounds 3a–3c, 3f, and 3g.
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The effects of naloxone pre-treatment on the antinociceptive effects of the test com-
pounds in the acetic acid-induced writhing test are shown in Figure 9. Naloxone pre-treat-
ments significantly antagonized the decrease in the number of writhing movements and 
reversed the antinociceptive effect of compounds 3a–3c, 3f, and 3g (F(11,72) = 12.03, p < 
0.001). 

Figure 7. Effect of naloxone (5.48 mg/kg, i.p.) pre-treatment on antinociceptive activity induced
by compounds 3a–3c, 3f, and 3g in the tail-clip test. Significance against control group ** p < 0.01,
*** p < 0.001; significance against compound groups: 3a b p < 0.01; 3b && p < 0.01; 3c xxx p < 0.001; 3f
ˆˆˆ p < 0.001; 3g ### p < 0.001. Values are mean ± SEM. One-way ANOVA and post-hoc Tukey’s test,
n = 7.
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The effects of naloxone pre-treatment on the antinociceptive effects of the test com-
pounds in the acetic acid-induced writhing test are shown in Figure 9. Naloxone pre-
treatments significantly antagonized the decrease in the number of writhing movements
and reversed the antinociceptive effect of compounds 3a–3c, 3f, and 3g (F(11,72) = 12.03,
p < 0.001).
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gether, it is seen that compounds 3a–3c, 3f, and 3g fit well to the active site of the receptor, 
whereas 3d, 3e, and 3h do not place properly (compounds colored in red) (Figure 10). The 
presented 2D and 3D docking poses of the test compounds exhibited that pharmacologi-
cally ineffective derivatives cannot achieve to build necessary interactions with the recep-
tor protein (See Supplementary Materials Figures S33–S44).  

When the interactions are analyzed in terms of binding to the µ-opioid receptor, π-π 
interactions are observed between the thiazole rings of compounds 3b, 3c, and 3g and the 
phenyl group of Tyr148. Additionally, the phenyl ring of compounds 3a and 3h formed a 
π-π interaction with imidazole group of His54. Hydrogen bonds were the other bonds 
constructing between the ligands and µ-opioid receptors. The sulfonyl moieties of com-
pounds 3b, 3c, 3f, and 3g formed single hydrogen bonds with the amine groups of Lys303. 
Another hydrogen bond is observed between the hydrazine groups of compounds 3c, 3f, 
and 3g and hydroxy group of Asp147. These results are in accordance with the previous 
literature [36]. Moreover, compound 3d did not interact with this opioid receptor subtype, 
while compound 3e is observed to form only a salt bridge with Lys303 amino acid of µ-
opioid receptor protein.  

Figure 9. Effect of naloxone (5.48 mg/kg, i.p.) pre-treatment on antinociceptive activity induced by
compounds 3a–3c, 3f, and 3g in the acetic acid-induced writhing test. Significance against control
group ** p < 0.01, *** p < 0.001; significance against compound groups: 3a a p < 0.05; 3b && p < 0.01;
3c xx p < 0.01; 3f ˆˆ p < 0.01; 3g ## p < 0.01. Values are mean ± SEM. One-way ANOVA and post-hoc
Tukey’s test, n = 7.

2.4. Molecular Docking Studies

Molecular docking studies were performed to clarify binding profiles of the tested
derivatives to active sites of opioid receptors. For this purpose, the crystal structures
of µ-opioid receptor (PDB ID: 5C1M) [33], δ-opioid receptor (PDB ID: 4N6H) [34], and
k-opioid receptor (PDB ID: 6B73) [35] were retrieved from the Protein Data Bank server
(www.pdb.org, accessed date 28 April 2021). The two-dimensional and three-dimensional
docking poses of all compounds against all receptors are presented in Figures 10–24, and
Supplementary Materials Figures S33–S68.
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Figure 24. The three-dimensional interacting mode of compound 3g in the active region of k-opioid receptor. The ligand
and significant residues of the active site of the receptor are presented by a tube model colored with green and white,
respectively (PDB Code: 6B73).

According to the crystallographic X-ray structure of theµ-opioid receptor (PDB ID:5C1M),
the rendered docking poses of all compounds are shown in Figures 10–14 and in Supple-
mentary Materials Figures S33–S44. When the compounds were analyzed all together, it is
seen that compounds 3a–3c, 3f, and 3g fit well to the active site of the receptor, whereas 3d,
3e, and 3h do not place properly (compounds colored in red) (Figure 10). The presented 2D
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and 3D docking poses of the test compounds exhibited that pharmacologically ineffective
derivatives cannot achieve to build necessary interactions with the receptor protein (See
Supplementary Materials Figures S33–S44).

When the interactions are analyzed in terms of binding to the µ-opioid receptor,
π-π interactions are observed between the thiazole rings of compounds 3b, 3c, and 3g
and the phenyl group of Tyr148. Additionally, the phenyl ring of compounds 3a and 3h
formed a π-π interaction with imidazole group of His54. Hydrogen bonds were the other
bonds constructing between the ligands and µ-opioid receptors. The sulfonyl moieties of
compounds 3b, 3c, 3f, and 3g formed single hydrogen bonds with the amine groups of
Lys303. Another hydrogen bond is observed between the hydrazine groups of compounds
3c, 3f, and 3g and hydroxy group of Asp147. These results are in accordance with the
previous literature [36]. Moreover, compound 3d did not interact with this opioid receptor
subtype, while compound 3e is observed to form only a salt bridge with Lys303 amino acid
of µ-opioid receptor protein.

According to the crystallographic X-ray structure of the δ-opioid receptor (PDB ID:
4N6H), the rendered docking poses of all compounds are provided in Figures 15–19 and in
Supplementary Materials Figures S45–S56. Obtained findings indicated that compounds
3a–3c, 3f, and 3g fit well to the active site of the receptor, whereas 3d, 3e, and 3h do not
(compounds colored in red) (Figure 15). The presented 2D and 3D docking poses of the
test compounds exhibited that pharmacologically ineffective derivatives are not able to
form required interactions with the receptor protein (See Supplementary Materials Figures
S45–S56).

Docking findings obtained from δ-opioid receptor studies revealed that there are two
π-π interactions between the phenyl on thiazole ring of compound 3a and the phenyl
groups of Tyr308 and Trp274. Similar bonds are also observed for compound 3f. Another
π-π interaction is observed between the thiazole ring of compound 3b and phenyl group
of Tyr129. It is also seen that the active molecules form notable hydrogen bonds with the
receptor. The sulfonyl moieties of compounds 3a and 3f formed hydrogen bonds with
Cys198. Moreover, sulfonyl moiety and hydrazine nitrogen of compound 3b displayed
hydrogen bond interactions with Lys214 and Asp128, respectively. Thiazole ring of com-
pound 3g also formed a hydrogen bond with Asp128. Besides, compound 3e is observed
to form a π-cation interaction with His278. Although compound 3c fitted to the active site
of the δ-receptor, no interaction was observed.

According to the crystallographic X-ray structure of the k-opioid receptor (PDB ID:
6B73), the rendered docking poses of obtained compounds are provided in Figures 20–24
and in Supplementary Materials Figures S57–S68. As seen in the 3D pose, all compounds
are located in the active site (Figure 20). It is observed that π-π interactions occur between
the thiazole rings of compounds 3a and 3g, and phenyl group of Tyr139. Another π-π
interaction is seen between the phenyl rings of compounds 3a, 3b, and 3f and indole group
of Trp287. Moreover, thiazole rings of compounds 3d, 3f, and 3h are observed to form π-π
interactions with imidazole group of His291. Settlement of compound 3e on this receptor
protein was quite different from those of other compounds. This compound formed a π-π
interaction with Try139, a salt-bridge with Lys227, Glu297, and a π-cation interaction with
Lys227 and Tyr312. On the other hand, compound 3c did not interact with the k receptors.

Results of the docking studies are summarized in Table 3.
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Table 3. Interaction sites of opioidergic receptor subtypes with the test compounds.

Compound Receptor * H-Bond π-π
Interaction Salt Bridge π-Cation

Interaction

3a
MOR His54

DOR Cys198 Trp274,
Tyr308

KOR Try139,
Trp287

3b
MOR Lys303 Tyr148

DOR Lys214,
Asp128 Tyr129

KOR Trp287

3c
MOR Lys303,

Asp147 Tyr148

DOR
KOR

3d
MOR
DOR
KOR His291

3e
MOR Lys303
DOR His278

KOR Try139 Lys227,
Glu297

Lys227,
Tyr312

3f
MOR Lys303,

Asp147

DOR Cys198 Trp274,
Tyr308

KOR His291,
Trp287

3g
MOR Lys303,

Asp147 Tyr148

DOR Asp128
KOR Tyr139

3h
MOR His54
DOR
KOR His291

* Receptor crystals retrieved from the protein data bank. The PDBIDs for MOR, DOR, and KOR were 5C1M,
4N6H, and 6B73, respectively.

3. Discussion

Eight novel compounds (3a–3h) carrying thiazole-piperazine ring systems were syn-
thesized and investigated for their possible acute antinociceptive activities, in this study.

In antinociceptive activity screening studies, methods that evaluate the nociceptive
behaviors of animals induced by nociceptive mechanical, thermal, or chemical stimuli
are used. Stimuli applied to create pain perception in experimental animals should be
measurable, reproducible, and non-invasive [37].

In this study, antinociceptive activities after oral administration of the compounds
against mechanical nociceptive stimulus were investigated by the tail-clip tests. The ad-
ministration of compounds 3a–3c, 3f, and 3g, at doses of 50 mg/kg, significantly increased
the MPE % values of mice compared to the control group (Figure 3), indicating that these
compounds possess antinociceptive activity by affecting the neuronal pathways carrying
mechanical stimuli. Moreover, based on the knowledge that this test is predominantly
related to nociceptive transmission at the spinal level [38,39], it can be assumed that spinal
mechanisms play a role in the antinociceptive effects of these compounds.
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The antinociceptive activities after oral administration of the test compounds against
thermal nociceptive stimulus were examined by the hot-plate test. Results showed that
administrations of the compounds 3a–3c, 3f, and 3g significantly enhanced the MPE %
values compared to the control group (Figure 4), indicating that these compounds affect the
nociceptive pathways carrying the thermal as well as the mechanical stimuli. Based on the
well-documented association of this test with supraspinal nociceptive transmission [38–41],
it can be assumed that supraspinal mechanisms play a role in the antinociceptive effects
of these compounds, together with the spinal mechanisms. When MPE % values of the
compounds are examined in both tests, it is seen that compounds 3f and 3g (50 mg/kg,
p.o.) are as effective as the reference drug morphine (10 mg/kg, i.p.) in tail-clip tests, unlike
the effects in hot-plate tests. These findings may be due to the fact that the antinociceptive
effects of the compounds 3f and 3g on the spinal pathways are stronger than those in the
supraspinal pathways, or because these two compounds affect the mechanical nociceptive
pathways more strongly than the thermal ones.

Peripheral antinociceptive effects of test compounds were investigated by an acid-
induced writhing test that models visceral pain [42]. In this test, acetic acid administrated
by i.p. route acts in direct (by activating the nociceptors) or indirect (by triggering the
release of autacoid mediators) ways [43] to stimulate the peripheral receptors on the
surface of the peritoneal cavity [44]. This stimulation causes a writhing behavior in animals
characterized by contraction of the abdominal muscles and backward stretching of the hind
legs [41,45]. Oral administration of compounds 3a–3c, 3f, and 3g significantly inhibited
the writhing of animals (Figure 5 and Table 2), indicating that these compounds exhibit
peripheral antinociceptive effects on the neuronal pathways that transfer chemical painful
stimuli. The peripheral antinociceptive activities of these compounds may be related to
the reduced release of inflammatory mediators and/or direct blockage of their receptors.
Possible increase in the nociceptive thresholds or interruption in the transmission of
pain stimuli in the nerve fiber may also be other mechanisms underlying the observed
antinociception [40,41,46].

It is known that possible effects of the test compounds on the motor performances of
animals may cause false-positive results in nociceptive tests [40,41]. Therefore, Rota-Rod
tests were conducted to evaluate the motor coordination of mice. Data show that none of
the test compounds caused significant alterations in the motor activities of mice (Figure 6),
indicating that the antinociceptive effects exhibited in this study are specific.

After demonstrating the antinociceptive efficacies of compounds 3a–3c, 3f, and 3g, the
possible involvement of opioidergic mechanisms in the presented pharmacological activity
was investigated by naloxone studies. Naloxone pre-treatment reversed the antinociceptive
activities of these compounds in all of the nociceptive tests (Figures 7–9), indicating that
opioidergic mechanisms participate in the antinociceptive activity of these compounds.
Then, we performed docking studies in order to clarify the interactions of our molecules
with opioid receptors.

Results of the docking studies on the µ-opioid receptor indicated that compounds 3a–
3c, 3f, and 3g formed π-π interactions and/or hydrogen bonds with His54, Asp147, Tyr148,
and Lys303 amino acids of the receptor protein, probably conferring antinociceptive activity
to these derivatives. Actually, these findings are in accordance with previous knowledge
obtained from the fragment molecular orbital (FMO) method, which revealed that His54 (N-
terminus), Asp147 (TM3), and Lys303 (TM6) are the most significant residues contributing
to the µ-opioid receptor-mediated analgesic efficacy of opioids [36]. It was determined that
π-π interactions between the pharmacologically active compounds 3b, 3c, and 3g and µ-
opioid receptors occurred through the Tyr148 amino acid of the receptor protein. Moreover,
His54 was the only amino acid involved in the π-π interactions between the µ-receptor
protein and compound 3a. Therefore, it can be speculated that interactions with Tyr148 and
His54 amino acids may be supportive of the antinociceptive activities of these molecules.
Nevertheless, compound 3h is the exception. The fact that compound 3h does not show an
antinociceptive effect although it shows π-π interactions with His54 may be related to the
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inability of this molecule to enter the active pocket due to the CF3 group it carries. Although
docking studies have revealed various π-π interactions between the active compounds and
the µ-receptor protein, hydrogen bonds seem to be major contributors of the antinociceptive
effect. It is observed that compounds 3f, 3g, and 3c, whose phenyl ring is substituted with
the electron-donating groups (F, Cl, and OCH3, respectively), formed hydrogen bonds
with Lys303 and Asp147 amino acids of the µ-opioid receptors. Besides, compound 3b,
carrying another electron-donating group (CH3) on its phenyl ring, also formed hydrogen
bonds with Lys303 amino acids. On the other hand, no hydrogen bonds have formed
between these receptor subtypes and compounds 3d, 3e, and 3h, which have phenyl rings,
substituted with electron-withdrawal groups such as CN, NO2, and CF3. Therefore, it may
be speculated that substitution of phenyl ring with electron-donating groups supports the
hydrogen bond formation with µ-opioid receptor subtype.

Compounds 3a, 3b, 3f, and 3g were observed to form π-π interactions and/or hydro-
gen bonds with Asp128, Tyr129, Cys198, Lys214, Trp274, and Tyr308 amino acids of the
δ-opioid receptor protein. These interactions pointed out that δ-opioid receptors, together
with µ-receptor subtypes, play roles in the antinociceptive activities of these compounds.
Among the pharmacologically active compounds, only 3a and 3f were detected to form π-π
interactions with both of the Trp274 and Tyr308 amino acids of the δ-opioid receptors. An-
other π-π interaction was seen between the compound 3b and Tyr129. Active compounds
3a, 3b, 3f, and 3g were observed to form hydrogen bonds with Cys198, Asp128, and Lys214
amino acids of δ-opioid receptor protein. Since compounds 3f, 3g, and 3b have phenyl
rings substituted by F, Cl, and CH3, it can be assumed that substitution of the phenyl
ring with electron-donating groups can promote the formation of strong hydrogen bonds
between the test compounds and δ-opioid receptors, as in the µ-receptor subtype. Indeed,
absence of any hydrogen bonding or π-π interactions between inactive test compounds (3d,
3e, and 3h) carrying phenyl rings substituted by electron-withdrawal groups and δ-opioid
receptors confirms this idea. On the other hand, another active compound 3c did not
interact with the δ-receptor protein, although it fits into the active site of the receptor. Thus,
it is possible that compound 3c induced its antinociceptive activity via µ-opioid receptors
that we know to form hydrogen bonds and π-π interactions with this compound, rather
than δ-receptors.

Docking findings obtained from the k-opioid receptor studies were different from
the results of µ- and δ-subtypes. Not only active derivatives but also pharmacologically
inactive compounds settled down to the k-receptor protein, successfully. It was observed
that active compounds 3a, 3b, 3f, and 3g formed π-π interactions with the Tyr139, Trp287,
and His291 amino acids of k receptor protein, while no hydrogen bonds were detected.
On the other hand, compounds 3d and 3h, having π-π interactions with His291, and
compound 3e, having the same type of interaction with Try139, were inactive in the
nociceptive tests. Since these π-π interactions are common for all of the active and inactive
compounds, the only significant binding might be the π-π interaction formed with Trp287
amino acid. Nevertheless, it should also be noted that the contributions of the weak π-
π interactions to the antinociceptive effects of these compounds are limited. Moreover,
it was observed that compound 3c, an active derivative in the serial, did not show any
interaction with the k-receptor protein. All these findings pointed out that there is not
a significant settlement/binding and activity relationship between the molecules and k-
opioid receptor protein. Therefore, it can be suggested that k-opioid receptors did not
mediate the antinociceptive effects of the active compounds presented in this study.

Data obtained from the docking studies indicated that thiazole rings in the compounds
seem responsible to form π-π interactions with all of the µ-, δ-, and k-opioid receptor sub-
types. Thiazole ring even constructs a hydrogen bond between compound 3g and δ-opioid
receptor protein. In addition, hydrazine groups of compound 3f and compound 3b were
shown to build hydrogen bonds with µ- and δ-receptors, respectively. More importantly,
methylsulfonyl residues of the active derivatives seem to build strong hydrogen bonds
with the active sites of µ- and δ-receptor subtypes, which seem to be critical for the pre-
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sented antinociceptive effect in this study. The same residues, on the other hand, did
not show similar interactions with k-opioid receptors, which seem to be irrelevant to the
activity. This difference in binding properties of methylsulfonyl residues may be related
to conformational arrangement of the substituents, which alter the settlements on opioid
receptors and affect interactions with them.

Differences in the electronic properties of the compounds can also change their phar-
macological activity profiles. For example, electron-donating substituents (CH3, OCH3,
F, and Cl) in the chemical structures of the derivatives seem to support µ- and δ-opioid
receptor bindings and antinociceptive activity, more than electron-withdrawing groups
such as cyano, nitro, and trifluoromethyl (3d, 3e, and 3h). Substitutions with CN (3d) and
NO2 (3e) groups increased TPSA values, reflecting the increased polarity of the molecules,
possibly resulting in reduced transport of molecules across membranes. These compounds
were indeed ineffective in activity tests. In addition, substitutions with Cl (3g) and CF3 (3h)
increased the lop P values, reflecting the enhanced lipofility of these compounds. Really,
3g was active in the nociceptive tests. However, 3h was not. The ineffectiveness of the
CF3-substituted compound 3h may possibly be related to its high MW and MV values,
hindering the molecule from placing on the µ- and δ-opioid receptors. Furthermore, it
was observed that compound 3e, which has a higher number of hydrogen acceptors than
the other molecules (Table 1), did not form any hydrogen bonds to opioid receptors. The
probable reason for this is that this molecule is improperly located on the receptor and
therefore is not able to form any bond with it.

Future Directions

In the present study, the opioid system-mediated antinociceptive activities of some
novel compounds, bearing both of the thiazole and piperazine ring systems together on
their structures, have been evidenced. Although the binding potential of active molecules
to opioid receptors has been shown by an in silico method in this study, it will be useful
to verify this binding by further methods, such as radioligand binding. Moreover, based
on the fact that pain transmission and antinociception are complex processes affected by
various endogenous mechanisms [47,48], possible contributions of different mechanisms
such as GABAergic, glutamatergic, cannabinoidergic, cholinergic, nitrergic systems, ion
channels, or enzymes (such as COX isoenzymes) [49,50], which may be underlying the
pharmacological effects of these compounds, need to be clarified with further studies.

Since this study was planned as a synthesis and antinociceptive activity screening
study, we contended with the calculation of the ADME parameters, which provides an
overview regarding the pharmacokinetic properties of the molecules. On the other hand,
dose-response curves can be drawn by using pharmacological responses induced by
different doses of each compound, various pharmacodynamic parameters, such as Emax
and ED50, can be calculated, and more detailed pharmacodynamic data for each active
molecule can be obtained in the next step of this study.

An important point regarding the potential of new compounds to become analgesic
drugs is the side effect profiles of these molecules. Although the tested compounds did
not show undesirable side effects such as death, paralysis, ataxia, convulsions, or diarrhea,
promising that they do not have a serious toxicity potential, the efficacy and safety of these
compounds should be investigated by further detailed studies. In this context, it is of great
importance to evaluate active molecules in terms of possible side effects such as respiratory
depression, emesis, addiction, and tolerance development, which are typical side effects of
opioid drugs [51].

4. Materials and Methods
4.1. Chemicals

All reagents were purchased from commercial suppliers and were used without
further purification. Morphine sulphate and naloxone hydrochloride were acquired from
Sigma-Aldrich (St. Louis, MO, USA).
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4.2. Chemistry

Melting points (m.p.) were determined on the Mettler Toledo-MP90 Melting Point
System and were uncorrected. IR spectra were recorded on an IR Affinity-1S Infrared
spectrophotometer (Shimadzu, Tokyo, Japan). 1H NMR and 13C NMR spectra in DMSO-d6
were recorded on a Bruker Fourier 300 (Bruker Bioscience, Billerica, MA, USA), respectively.
MS studies were performed on an LCMS-8040 tandem mass system (Shimadzu, Tokyo,
Japan). Chemical purities of the compounds were checked by classical TLC applications
performed on silica gel 60 F254 (Merck KGaA, Darmstadt, Germany). The Rf values of the
synthesized compounds were measured using the solution system of petroleum ether:ethyl
acetate (1:1).

4.2.1. Synthesis of 4-(4-(methylsulphonyl)piperazin-1-yl)benzaldehyde (1)

1-(Methylsulphonyl)piperazine (2.8 g, 0.017 mol), 4-fluorobenzaldehyde (1.82 mL,
0.017 mol), and potassium carbonate (2.35 g, 0.017 mol) were refluxed in DMF (10 mL). The
complete reaction content was poured into ice-water, and the precipitated product was
washed with water, filtered, dried, and recrystallized from EtOH.

4.2.2. Synthesis of 2-(4-(4-(methylsulphonyl)piperazin-1-yl)benzylidene)hydrazine-1-
carbothioamide (2)

A mixture of 4-(4-(methylsulphonyl)piperazin-1-yl)benzaldehyde (1) (4 g, 0.014 mol)
and hydrazinecarbothioamide (1.36 g, 0.014 mol) was refluxed in ethanol (50 mL) for 10 h.
The reaction mixture was cooled, and the precipitated product was filtered, washed with
cooled ethanol, and dried.

4.2.3. General Procedure for the Synthesis of Target Compounds (3a–3h)

2-(4-(4-(methylsulphonyl)piperazin-1-yl)benzylidene) hydrazine-1-carbothioamide (2)
(0.48 g, 0.0014 mol) and the appropriate 2-bromo-1-(4-substituted)ethan-1-one (0.0014 mol)
derivatives were stirred for 5 h in EtOH at 150 ◦C. The reaction mixture was cooled, and
the precipitated product was filtered, and washed with cooled EtOH.

1-Methylsulphonyl-4-(4-{[2-(4-phenyl-1,3-thiazol-2-yl)hydrazinylidene]methyl}phenyl)
piperazine (3a)

Yield: 85%, Rf = 0.57, M.P. = 210–212 ◦C, FTIR (ATR, cm−1): 3294 (N-H), 2843 (C-
H), 771, 711. 1H-NMR (300 MHz, DMSO-d6): δ = 2.93 (3H, s, -CH3), 3.23–3.26 (4H, m,
piperazine), 3.33–3.37 (4H, m, piperazine), 6.98 (2H, d, J = 8.9 Hz, Monosubstituephenyl),
7.03 (2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl), 7.27–7.32 (2H, m, Monosubstituephenyl
+ Thiazole), 7.41 (2H, t, J = 7.5 Hz, Monosubstituephenyl), 7.53 (2H, d, J = 8.9 Hz, 1,4-
Disubstituephenyl), 7.85 (2H, d, J = 7.2 Hz, Monosubstituephenyl), 7.95 (1H, s, -CH=N-),
11.97 (1H, s, -NH). 13C-NMR (75 MHz, DMSO-d6): δ = 34.32, 45.59, 47.76, 103.67, 115.93,
125.65, 125.96, 127.90, 129.05, 131.91, 135.20, 142.06, 150.92, 151.46, 168.79. ESI-MS (m/z):
[M + H]+: 442.09.

1-Methylsulphonyl-4-[{2-[4-(4-methylphenyl)-1,3-thiazol-2-yl]hydrazinylidene}methyl]
piperazine (3b)

Yield: 82%, Rf = 0.68, M.P. = 226–230 ◦C, FTIR (ATR, cm−1): 3294 (-NH), 2856
(C-H), 817. 1H-NMR (300 MHz, DMSO-d6): δ = 2.32 (3H, s, -CH3), 2.93 (3H, s, -CH3),
3.23–3.26 (4H, m, piperazine), 3.33–3.36 (4H, m, piperazine), 7.03 (2H, d, J = 8.9 Hz, 1,4-
Disubstituephenyl), 7.19–7.22 (3H, m, 4-Methylphenyl + Thiazole), 7.53 (2H, d, J = 8.9 Hz,
1,4-Disubstituephenyl), 7.74 (2H, d, J = 8.1 Hz, 4-Methylphenyl), 7.94 (1H, s, -CH=N-), 11.93
(1H, s, -NH). 13C-NMR (75 MHz, DMSO-d6): δ = 21.27, 34.32, 45.59, 47.77, 102.74, 115.93,
125.67, 125.91, 127.89, 128.75, 129.62, 132.56, 137.19, 141.98, 151.45, 168.69. ESI-MS (m/z):
[M + H]+: 456.11.
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1-Methylsulphonyl-4-[{2-[4-(4-methoxyphenyl)-1,3-thiazol-2-yl]hydrazinylidene}methyl]
piperazine (3c)

Yield: 87%, Rf = 0.77, M.P. = 175–178 ◦C, FTIR (ATR, cm−1): 3294 (N-H), 2845 (C-H),
819. 1H-NMR (300 MHz, DMSO-d6): δ = 2.93 (3H, s, -CH3), 3.23–3.25 (4H, m, piperazine),
3.33–3.36 (4H, m, piperazine), 3.78 (3H, s, -OCH3), 6.96 (2H, d, J = 8.9 Hz, 4-Methoxyphenyl),
7.02 (2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl), 7.10 (1H, s, Thiazole), 7.52 (2H, d, J = 8.9 Hz,
1,4-Disubstituephenyl), 7.78 (2H, d, J = 8.9 Hz, 4-Methoxyphenyl), 7.93 (1H, s, -CH=N-),
11.93 (1H, s, -NH). 13C-NMR (75 MHz, DMSO-d6): δ = 34.31, 45.59, 47.77, 55.55, 101.51,
114.03, 114.40, 115.93, 125.69, 127.28, 127.88, 128.07, 141.96, 151.44, 159.20, 168.68. ESI-MS
(m/z): [M + H]+: 472.10.

1-Methylsulphonyl-4-[{2-[4-(4-cyanophenyl)-1,3-thiazol-2-yl]hydrazinylidene}methyl]
piperazine (3d)

Yield: 89%, Rf = 0.34, M.P. = 237–239 ◦C, FTIR (ATR, cm−1): 3292 (N-H), 2845 (C-H),
2222 (C≡N), 817. 1H-NMR (300 MHz, DMSO-d6): δ = 2.92 (3H, s, -CH3), 3.23–3.26 (4H, m,
piperazine), 3.33–3.37 (4H, m, piperazine), 7.02 (2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl), 7.53
(2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl), 7.59 (1H, s, Thiazole), 7.86 (2H, d, J = 8.5 Hz, 4-
Cyanophenyl), 7.96 (1H, s, -CH=N-), 8.03 (2H, d, J = 8.5 Hz, 4-Cyanophenyl), 12.01 (1H, s, -NH).
13C-NMR (75 MHz, DMSO-d6): δ = 34.42, 45.58, 47.76, 107.58, 109.98, 115.90, 119.47, 125.51,
126.56, 127.99, 133.13, 139.32, 142.57, 149.27, 151.55, 169.13. ESI-MS (m/z): [M + H]+: 467.09.

1-Methylsulphonyl-4-[{2-[4-(4-nitrophenyl)-1,3-thiazol-2-yl]hydrazinylidene}methyl]
piperazine (3e)

Yield: 88%, Rf = 0.79, M.P. = 220–223 ◦C, FTIR (ATR, cm−1): 3305 (N-H), 2845 (C-H),
1504, 1334 (NO2), 819. 1H-NMR (300 MHz, DMSO-d6): δ = 2.92 (3H, s, -CH3), 3.23–3.26 (4H,
m, piperazine), 3.34–3.37 (4H, m, piperazine), 7.02 (2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl),
7.53 (2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl), 7.67 (1H, s, Thiazole), 7.96 (1H, s, -CH=N-),
8.10 (2H, d, J = 9.0 Hz, 4-Nitrophenyl), 8.27 (2H, d, J = 9.0 Hz, 4-Nitrophenyl), 12.05 (1H, s,
-NH). 13C-NMR (75 MHz, DMSO-d6): δ = 34.42, 45.58, 47.75, 108.60, 115.89, 124.55, 125.47,
126.77, 128.01, 141.22, 142.66, 146.63, 148.97, 151.57, 169.22. ESI-MS (m/z): [M + H]+: 487.08.

1-Methylsulphonyl-4-[{2-[4-(4-fluorophenyl)-1,3-thiazol-2-yl]hydrazinylidene}methyl]
piperazine (3f)

Yield: 79%, Rf = 0.31, M.P. = 190–193 ◦C, FTIR (ATR, cm−1): 3344 (N-H), 2841 (C-H),
817. 1H-NMR (300 MHz, DMSO-d6): δ = 2.92 (3H, s, -CH3), 3.23–3.25 (4H, m, piperazine),
3.33–3.35 (4H, m, piperazine), 6.98 (2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl), 7.22–7.27 (2H,
m, 4-Fluorophenyl + Thiazole), 7.49–7.52 (1H, m, 4-Fluorophenyl), 7.64 (2H, d, J = 8.9 Hz,
1,4-Disubstituephenyl), 7.83–7.86 (2H, m, 4-Fluorophenyl), 7.96 (1H, s, -CH=N-), 11.24 (1H,
s, -NH). 13C-NMR (75 MHz, DMSO-d6): δ =34.42, 45.58, 47.64, 47.79, 103.41, 115.75 (J = 26.08
Hz), 125.20, 125.64, 127.92, 128.99, 142.19, 143.07, 151.49, 151.85, 162.04 (J = 244.24 Hz),
168.90, 177.84. ESI-MS (m/z): [M + H]+: 460.08.

1-Methylsulphonyl-4-[{2-[4-(4-chlorophenyl)-1,3-thiazol-2-yl]hydrazinylidene}methyl]
piperazine (3g)

Yield: 81%, Rf = 0.71, M.P. = 204–208 ◦C, FTIR (ATR, cm−1): 3300 (N-H), 2835 (C-H), 817.
1H-NMR (300 MHz, DMSO-d6): δ = 2.93 (3H, s, -CH3), 3.23–3.26 (4H, m, piperazine), 3.34–3.37
(4H, m, piperazine), 7.03 (2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl), 7.36 (1H, s, Thiazole), 7.46
(2H, d, J = 8.6 Hz, 4-Chlorophenyl), 7.53 (2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl), 7.87 (2H,
d, J = 8.6 Hz, 4-Chlorophenyl), 7.95 (1H, s, -CH=N-), 11.98 (1H, s, -NH). 13C-NMR (75 MHz,
DMSO-d6): δ = 34.34, 45.57, 47.78, 106.55, 115.95, 125.57, 126.04, 126.08, 126.50, 127.99, 138.82,
142.50, 149.30, 151.48, 169.07. ESI-MS (m/z): [M + H]+: 476.05.
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1-Methylsulphonyl-4-[{2-[4-(4-trifluoromethylphenyl)-1,3-thiazol-2-yl]hydrazinylidene}
methyl]piperazine (3h)

Yield: 77%, Rf = 0.78, M.P. = 142–145 ◦C, FTIR (ATR, cm−1): 3304 (N-H), 2827 (C-H),
844. 1H-NMR (300 MHz, DMSO-d6): δ = 2.93 (3H, s, -CH3), 3.23–3.26 (4H, m, piperazine),
3.34–3.36 (4H, m, piperazine), 7.04 (2H, d, J = 8.9 Hz, 1,4-Disubstituephenyl), 7.52–7.55 (3H,
m, 1,4-Disubstituephenyl + Thiazole), 7.76 (2H, d, J = 8.3 Hz, 4-Trifluoromethylphenyl),
7.96 (1H, s, -CH=N-), 8.06 (2H, d, J = 8.1 Hz, 4-Trifluoromethylphenyl), 12.06 (1H, s, -NH).
13C-NMR (75 MHz, DMSO-d6): δ = 34.42, 45.58, 47.64, 104.56, 115.58, 120.89, 125.20, 127.98,
128.99, 129.97, 131.96, 142.30, 143.07, 151.85, 177.84. ESI-MS (m/z): [M + H]+: 510.08.

4.3. Pharmacology
4.3.1. Animals

Adult Balb/c male mice (aged 12–15 weeks, body weight 30–35 g), obtained from
the Anadolu University Research Unit for Experimental Animals, Eskişehir, Turkey, were
used in the study. The animals were housed in well-ventilated rooms with a 12/12 h
dark/light cycle at a temperature of 24 ± 1 ◦C. The food in the cages was withdrawn 12 h
before the experiments to avoid a possible food interference with the absorption of the
test compounds.

The experimental protocol of this research has been approved by the Local Ethical
Committee on Animal Experimentation of Anadolu University, Eskişehir, Turkey.

4.3.2. Administration of the Test Compounds

The mice were divided into 10 groups of seven animals each. The test compounds
were dissolved in sunflower oil and administered (p.o.) to animals at doses of 50 mg/kg
in a volume of 0.1 mL [52]. Sunflower oil was used as a no-drug control and morphine
sulphate (10 mg/kg, i.p.) was selected as a reference drug [40].

Measurements were taken 60 min after the administration of the test compounds or
sunflower oil, and 30 min after the administration of morphine [53].

4.3.3. Evaluation of the Antinociceptive Activity
Tail-Clip Test

A tail-clip test was used to assess the response of animals to mechanically induced
noxious stimuli. A metal artery clamp that applies standardized pressure was placed
2–2.5 cm from the base of the tail and latency for turning and biting the clamp was recorded
by a stopwatch [54]. A sensitivity test was performed before the test session, and mice
that did not respond to the clip for 10 s were eliminated from the experiments. The cut-off
time for this test was accepted as 10 s to avoid possible tail damage. Tail-clip tests were
performed before and after the test compound administrations, with the prolongations in
the reaction times being considered as a parameter for the antinociceptive effect [41].

Hot-Plate Test

A hot-plate test was used to assess the reaction of animals against thermal noxious
stimuli. The hot-plate device consists of a heated surface kept at a constant temperature of
55 ± 1.0 ◦C (Ugo Basile, 7280, Varese, Italy). The animals were placed on the surface of the
aluminum plate and pain thresholds were determined before and after the test compounds’
administrations. Paw licking or jumping latencies of each animal were recorded in seconds.
In sensitivity tests, animals that failed to show a nociceptive response within 15 s were
discarded from the experiments. The cut-off time for this test was accepted as 30 s to avoid
an injury to the paws [40,55].

In both the tail-clip and hot-plate tests, analgesic efficacies of the test compounds
were expressed as a percentage of the maximum possible effect (MPE %) using the follow-
ing equation:

MPE % = ((post-drug latency − pre-drug latency)/(cut-off time − pre-drug latency)) × 100 (1)
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Acetic Acid-Induced Writhing Test

The acetic acid-induced writhing test was used to evaluate the responses of animals
to chemically induced noxious stimuli elicited by i.p. injection of 0.6% v/v acetic acid
in a volume of 0.1 mL/10 g. The mice were then placed in transparent boxes and the
number of writhing behaviors was recorded for 10 minutes, 5 minutes after acetic acid
injections [53,56]. Reductions in the number of writhing behaviors were considered as
evidence for the antinociceptive effect. The inhibition percentage of the nociceptive behavior
was calculated according to the following equation:

Inhibition% = ([(mean number of writhes (control) −mean number of writhes (treatment)]/mean number of writhes (control)) × 100 (2)

Mechanistic Studies

The possible involvement of opioid receptors in the antinociceptive effects of test
compounds was examined by mechanistic studies using a non-selective opioid receptor
antagonist, naloxone. For antagonism studies, mice were pre-treated with naloxone at a
dose of 5.48 mg/kg 15 min before the administrations of test compounds [40,41]. Then,
experiments were carried out as explained previously.

4.3.4. Evaluation of the Motor Activity
Rota-Rod Test

The Rota-Rod test device (Ugo Basile, 47600, Varese, Italy) was used to evaluate
the possible effects of test compounds on the motor coordination of animals. Before
experiments, mice were trained on the rotating rod of the apparatus set at 16 rpm for
3 consecutive days. Animals that could stay on the rotating mill for more than 180 s were
used for the tests. The falling time of the mice was considered as a parameter for motor
coordination. The cut-off time for this test was accepted as 10 min [40,41,57].

4.3.5. Statistical Analysis

Statistical evaluation of the experimental data was carried out using GraphPad Prism
ver. 8.4.3 software (GraphPad Software, La Jolla, CA, USA). The data used in the statistical
analyses were acquired from seven animals in each group. The differences between
experimental groups were determined by one-way analysis of variance (ANOVA) followed
by a post-hoc Tukey’s test. The results were presented as mean ± standard error of the
mean (SEM) and considered statistically significant when p < 0.05.

GraphPad Prism ver. 8.4.3 software were used for creating the figures.

4.4. Molecular Docking Studies

Molecular docking studies were performed using an in silico procedure to define
the binding modes of obtained compounds in active regions of opioid receptors. X-ray
crystal structures of µ-opioid receptor (PDB ID: 5C1M) [33], δ-opioid receptor (PDB ID:
4N6H) [34], and k-opioid receptor (PDB ID: 6B73) [35] were retrieved from the Protein Data
Bank server (www.pdb.org, accessed date 28 April 2021). Active conformations of these
receptors were used.

The structures of proteins were built using the Schrödinger Maestro [58] interface
and were then submitted to the Protein Preparation Wizard protocol of the Schrödinger
Suite 2016 Update 2 [59]. The ligands were prepared using LigPrep 3.8 [60] to correctly
assign the protonation states at pH 7.4 ± 1.0, as well as the atom types. Bond orders were
assigned, and hydrogen atoms were added to the structures. The grid generation was
formed using the Glide 7.1 [61] program and docking runs were performed with standard
precision docking mode (SP).

5. Conclusions

To the best of our knowledge, this is the first study showing that molecules designed
to carry thiazole and piperazine moieties together on their structures have convenient
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pharmacokinetic profiles and show notable antinociceptive efficacies mediated by the
opioid receptors at the spinal, supraspinal, and peripheral sites.

Supplementary Materials: The following are available online. Figure S1. IR spectra of compound 3a.
Figure S2. 1H-NMR spectra of compound 3a. Figure S3. 13C-NMR spectra of compound 3a. Figure
S4. LCMSMS spectra of compound 3a. Figure S5. IR spectra of compound 3b. Figure S6. 1H-NMR
spectra of compound 3b. Figure S7. 13C-NMR spectra of compound 3b. Figure S8. LCMSMS
spectra of compound 3b. Figure S9. IR spectra of compound 3c. Figure S10. 1H-NMR spectra of
compound 3c. Figure S11. 13C-NMR spectra of compound 3c. Figure S12. LCMSMS spectra of
compound 3c. Figure S13. IR spectra of compound 3d. Figure S14. 1H-NMR spectra of compound
3d. Figure S15. 13C-NMR spectra of compound 3d. Figure S16. LCMSMS spectra of compound
3d. Figure S17. IR spectra of compound 3e. Figure S18. 1H-NMR spectra of compound 3e. Figure
S19. 13C-NMR spectra of compound 3e. Figure S20. LCMSMS spectra of compound 3e. Figure S21.
IR spectra of compound 3f. Figure S22. 1H-NMR spectra of compound 3f. Figure S23. 13C-NMR
spectra of compound 3f. Figure S24. LCMSMS spectra of compound 3f. Figure S25. IR spectra
of compound 3g. Figure S26. 1H-NMR spectra of compound 3g. Figure S27. 13C-NMR spectra of
compound 3g. Figure S28. LCMSMS spectra of compound 3g. Figure S29. IR spectra of compound
3h. Figure S30. 1H-NMR spectra of compound 3h. Figure S31. 13C-NMR spectra of compound
3h. Figure S32. LCMSMS spectra of compound 3h. Figure S33. The two-dimensional interacting
mode of compound 3a in the active region of µ-opioid receptor (PDB Code: 5C1M). Figure S34. The
three-dimensional interacting mode of compound 3a in the active region of µ -opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with purple and white, respectively (PDB Code: 5C1M). Figure S35. The two-dimensional interacting
mode of compound 3b in the active region of µ-opioid receptor. (PDB Code: 5C1M). Figure S36. The
three-dimensional interacting mode of compound 3b in the active region of µ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with orange and white, respectively (PDB Code: 5C1M). Figure S37. The two-dimensional interacting
mode of compound 3c in the active region of µ-opioid receptor. (PDB Code: 5C1M). Figure S38. The
three-dimensional interacting mode of compound 3c in the active region of µ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with blue and white, respectively (PDB Code: 5C1M). Figure S39. The two-dimensional interacting
mode of compound 3d in the active region of µ-opioid receptor. (PDB Code: 5C1M). Figure S40. The
three-dimensional interacting mode of compound 3d in the active region of µ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with red and white, respectively (PDB Code: 5C1M). Figure S41. The two-dimensional interacting
mode of compound 3e in the active region of µ-opioid receptor. (PDB Code: 5C1M). Figure S42. The
three-dimensional interacting mode of compound 3e in the active region of µ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with red and white, respectively (PDB Code: 5C1M). Figure S43. The two-dimensional interacting
mode of compound 3h in the active region of µ-opioid receptor. (PDB Code: 5C1M). Figure S44. The
three-dimensional interacting mode of compound 3h in the active region of µ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with red and white, respectively (PDB Code: 5C1M). Figure S45. The two-dimensional interacting
mode of compound 3a in the active region of δ-opioid receptor. (PDB Code: 4N6H). Figure S46. The
three-dimensional interacting mode of compound 3a in the active region of δ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with blue and white, respectively (PDB Code: 4N6H). Figure S47. The two-dimensional interacting
mode of compound 3b in the active region of δ-opioid receptor. (PDB Code: 4N6H). Figure S48. The
three-dimensional interacting mode of compound 3b in the active region of δ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with blue and white, respectively (PDB Code: 4N6H). Figure S49. The two-dimensional interacting
mode of compound 3c in the active region of δ-opioid receptor. (PDB Code: 4N6H). Figure S50. The
three-dimensional interacting mode of compound 3c in the active region of δ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with green and white, respectively (PDB Code: 4N6H). Figure S51. The two-dimensional interacting
mode of compound 3d in the active region of δ-opioid receptor. (PDB Code: 4N6H). Figure S52. The
three-dimensional interacting mode of compound 3d in the active region of δ-opioid receptor. The
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ligand and significant residues of the active site of the receptor are presented by a tube model colored
with red and white, respectively (PDB Code: 4N6H). Figure S53. The two-dimensional interacting
mode of compound 3e in the active region of δ-opioid receptor. (PDB Code: 4N6H). Figure S54. The
three-dimensional interacting mode of compound 3e in the active region of δ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with red and white, respectively (PDB Code: 4N6H). Figure S55. The two-dimensional interacting
mode of compound 3h in the active region of δ-opioid receptor. (PDB Code: 4N6H). Figure S56. The
three-dimensional interacting mode of compound 3h in the active region of δ-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with red and white, respectively (PDB Code: 4N6H). Figure S57. The two-dimensional interacting
mode of compound 3a in the active region of k-opioid receptor. (PDB Code: 6B73). Figure S58. The
three-dimensional interacting mode of compound 3a in the active region of k-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with green and white, respectively (PDB Code: 6B73). Figure S59. The two-dimensional interacting
mode of compound 3b in the active region of k-opioid receptor. (PDB Code: 6B73). Figure S60. The
three-dimensional interacting mode of compound 3b in the active region of k-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with pink and white, respectively (PDB Code: 6B73). Figure S61. The two-dimensional interacting
mode of compound 3c in the active region of k-opioid receptor. (PDB Code: 6B73). Figure S62. The
three-dimensional interacting mode of compound 3c in the active region of k-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with orange and white, respectively (PDB Code: 6B73). Figure S63. The two-dimensional interacting
mode of compound 3d in the active region of k-opioid receptor. (PDB Code: 6B73). Figure S64. The
three-dimensional interacting mode of compound 3d in the active region of k-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with yellow and white, respectively (PDB Code: 6B73). Figure S65. The two-dimensional interacting
mode of compound 3e in the active region of k-opioid receptor. (PDB Code: 6B73). Figure S66. The
three-dimensional interacting mode of compound 3e in the active region of k-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with blue and white, respectively (PDB Code: 6B73). Figure S67. The two-dimensional interacting
mode of compound 3h in the active region of k-opioid receptor. (PDB Code: 6B73). Figure S68. The
three-dimensional interacting mode of compound 3h in the active region of k-opioid receptor. The
ligand and significant residues of the active site of the receptor are presented by a tube model colored
with pink and white, respectively (PDB Code: 6B73).
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Abstract: Opioid-associated overdoses and deaths due to respiratory depression are a major public
health problem in the US and other Western countries. In the past decade, much research effort has
been directed towards the development of G-protein-biased µ-opioid receptor (MOP) agonists as a
possible means to circumvent this problem. The bias hypothesis proposes that G-protein signaling
mediates analgesia, whereas ß-arrestin signaling mediates respiratory depression. SR-17018 was
initially reported as a highly biased µ-opioid with an extremely wide therapeutic window. It was
later shown that SR-17018 can also reverse morphine tolerance and prevent withdrawal via a hitherto
unknown mechanism of action. Here, we examined the temporal dynamics of SR-17018-induced MOP
phosphorylation and dephosphorylation. Exposure of MOP to saturating concentrations of SR-17018
for extended periods of time stimulated a MOP phosphorylation pattern that was indistinguishable
from that induced by the full agonist DAMGO. Unlike DAMGO-induced MOP phosphorylation,
which is reversible within minutes after agonist washout, SR-17018-induced MOP phosphorylation
persisted for hours under otherwise identical conditions. Such delayed MOP dephosphorylation
kinetics were also found for the partial agonist buprenorphine. However, buprenorphine, SR-17018-
induced MOP phosphorylation was fully reversible when naloxone was included in the washout
solution. SR-17018 exhibits a qualitative and temporal MOP phosphorylation profile that is strikingly
different from any other known biased, partial, or full MOP agonist. We conclude that detailed
analysis of receptor phosphorylation may provide novel insights into previously unappreciated
pharmacological properties of newly synthesized MOP ligands.

Keywords: µ-opioid receptor; DAMGO; SR-17018; buprenorphine

1. Introduction

Opioids are the most effective drugs for the treatment of severe pain. However, their
clinical use in acute and chronic pain is limited by severe adverse side effects such as
respiratory depression, constipation, dependence, and development of tolerance [1,2].
Currently, opioid-associated overdoses and deaths due to respiratory depression from
prescription opioids are a major public health problem in the US and other Western
countries. It is believed that one way to solve this problem may be the development of
biased µ-opioid receptor (MOP) agonists. These compounds have been developed based on
the hypothesis that selective activation of the G-protein signal pathway via MOP mediates
the analgesic effect by avoiding stimulation of ß-arrestin signaling, which is believed to
induce adverse opioid effects such as respiratory depression and constipation.

SR-17018 is one of the most recently described G-protein-biased agonists [3,4]. Schmid
et al. (2017) demonstrated an extremely high bias factor in different G-protein assays over
ß-arrestin 2 recruitment in vitro, and significant separation between antinociception and
respiratory side effects in vivo. In addition to the extremely wide therapeutic window, it
was reported later that SR-17018 does not produce tolerance in the hot-plate antinociception
assay [5]. Furthermore, it was shown that SR-17018 can reverse morphine tolerance and
prevent withdrawal via an unknown mechanism of action [5].
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In contrast, a more recent study by Gillis et al. (2020) showed that SR-17018 consis-
tently exhibited low intrinsic efficacy across a variety of assays and showed no statistically
significant bias towards or away from any G-protein activation. Furthermore, similar
kinetics were observed between antinociception and respiratory depressant effects. Simi-
lar in vitro results were obtained with the partial agonist buprenorphine, albeit with an
increased therapeutic window regarding respiratory depression [4,6,7]. In clinical settings,
buprenorphine is used as an alternative to methadone in the treatment of heroin addiction,
due to its mixed agonist–antagonist properties [8]. Collectively, these findings suggest that
SR-17018 may be similar to buprenorphine and exhibit partial agonistic properties.

In the past decade, we have shown that the phosphorylation barcode of the MOP
carboxyl-terminal tail is dependent on agonist efficacy and indicative of ß-arrestin recruit-
ment and receptor internalization [9,10]. High-efficacy MOP agonists like DAMGO and
fentanyl induce a robust hierarchical and sequential multisite receptor phosphorylation,
whereas low-efficacy agonists like morphine, oxycodone, and buprenorphine, trigger only
phosphorylation at Ser375. Recent phosphorylation studies with SR-17018 have reported
an unusual phosphorylation pattern which is limited to Ser375 during the first 20 min
of stimulation, corresponding to a low-efficacy agonist [4]. In contrast, incubation for
>30 min leads to a multisite receptor phosphorylation, which corresponds to a high-efficacy
agonist. Furthermore, SR-17018-induced MOP phosphorylation is driven by GRK2/3 and
is naloxone sensitive.

Given its unusual pharmacological profile and unknown mechanism of action, we
performed a series of MOP phosphorylation and dephosphorylation experiments in vitro
and compared the effects of SR-17018 with the partial agonist buprenorphine.

2. Results

SR-17018 was developed as a G-protein-biased MOP agonist, but exhibits a number of
pharmacological effects which cannot be explained by the biased signaling hypothesis. To
better understand SR-17018 ligand properties, we performed a series of MOP phosphoryla-
tion and dephosphorylation experiments comparing SR-17018 to the low-efficacy agonist
buprenorphine and the full agonist DAMGO as internal standard.

2.1. Agonist-Induced Dose-Dependent MOP Phosphorylation

First, we evaluated dose- and time-dependent MOP phosphorylation induced by
DAMGO, SR-17018 or buprenorphine (Figure 1). As shown in Figure 2, 30 min exposure at
37 ◦C to saturating concentrations of SR-17018 induced a multisite phosphorylation that
was indistinguishable from that induced by DAMGO. In contrast, buprenorphine induced
only a robust Ser375 phosphorylation under otherwise identical conditions.
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were lysed and immunoblotted with the anti-pT370 (pT370), anti-pT376 (pT376), anti-pT379 
(pT379), or anti-pSer375 (pS375) antibodies. Blots were stripped and reprobed with the phosphor-
ylation-independent anti-HA-tag antibody to confirm equal loading of the gels. S375 phosphoryla-
tion was quantified (upper panel) and expressed as percentage of maximal phosphorylation in 
control cells, which was set at 100%. Data correspond to mean ± SEM from three independent ex-
periments. Positions of molecular mass markers are indicated on the left (in kDa). ((B,C) right 
lane) 10 µM DAMGO samples were used as a control to visualize different development times on 
X-ray films. Blots are representative of three independent experiments. 

2.2. Agonist-Induced Time-Dependent MOP Phosphorylation 
As depicted in Figure 3A, DAMGO-stimulated MOP phosphorylation occurred rap-

idly within seconds to minutes at RT. S375 is the initial site of a hierarchical phosphoryla-
tion cascade. The following phosphorylation at T370, T379, and T376 requires priming 
S375 phosphorylation [9]. In contrast, both SR-17018- and buprenorphine-mediated MOP 
phosphorylation required extended exposure times (>20 min). Furthermore, SR-17018 and 
DAMGO promoted a robust internalization, which resulted in a receptor accumulation in 
the perinuclear recycling compartment (Figure 3B). In contrast, buprenorphine failed to 
stimulate any detectable MOP endocytosis (Figure 3B). 

Figure 2. Dose-dependent multisite phosphorylation by DAMGO, SR-17018, and buprenorphine.
HEK293 cells stably expressing HA-MOP were either treated with (A) DAMGO, (B) SR-17018, or (C)
buprenorphine with concentrations ranging from 10 µM to 1 nM for 30 min at 37 ◦C. Cells were lysed
and immunoblotted with the anti-pT370 (pT370), anti-pT376 (pT376), anti-pT379 (pT379), or anti-
pSer375 (pS375) antibodies. Blots were stripped and reprobed with the phosphorylation-independent
anti-HA-tag antibody to confirm equal loading of the gels. S375 phosphorylation was quantified
(upper panel) and expressed as percentage of maximal phosphorylation in control cells, which
was set at 100%. Data correspond to mean ± SEM from three independent experiments. Positions
of molecular mass markers are indicated on the left (in kDa). ((B,C) right lane) 10 µM DAMGO
samples were used as a control to visualize different development times on X-ray films. Blots are
representative of three independent experiments.

2.2. Agonist-Induced Time-Dependent MOP Phosphorylation

As depicted in Figure 3A, DAMGO-stimulated MOP phosphorylation occurred rapidly
within seconds to minutes at RT. S375 is the initial site of a hierarchical phosphorylation
cascade. The following phosphorylation at T370, T379, and T376 requires priming S375
phosphorylation [9]. In contrast, both SR-17018- and buprenorphine-mediated MOP phos-
phorylation required extended exposure times (>20 min). Furthermore, SR-17018 and
DAMGO promoted a robust internalization, which resulted in a receptor accumulation in
the perinuclear recycling compartment (Figure 3B). In contrast, buprenorphine failed to
stimulate any detectable MOP endocytosis (Figure 3B).

2.3. PBS Buffer Washout of Agonist-Induced Phosphorylation

Next, we evaluated the temporal dynamics of MOP dephosphorylation after extensive
ligand washout with PBS (Figure 4). The DAMGO-induced phosphorylation was quickly
reversed within 5 to 10 min after agonist removal. T370 and T379 were dephosphorylated
immediately, whereas S375 and T376 dephosphorylation required between 10 and 20 min.
In contrast, SR-17018-mediated MOP phosphorylation was retained for hours under other-
wise identical conditions (Figure 4B). Similar, the buprenorphine-stimulated Ser375 phos-
phorylation was also resistant to PBS washout (Figure 4A).
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SEM from three independent experiments. Positions of molecular mass markers are indicated on 
the left (in kDa). Blots are representative of three independent experiments. (B) HEK293 HA-MOP 
cells were pre-incubated with anti-HA antibody for 2 h at 4 °C. Afterwards, cells were treated with 
either 10 µM DAMGO, 10 µM SR-17018, or 10 µM buprenorphine for 30 min at 37 °C. After fixa-
tion, the cells were incubated with Alexa488-conjugated secondary antibody and examined using 
confocal microscopy. Figure shows representative images of three independent experiments. Scale 
bar: 20 µm. 

2.3. PBS Buffer Washout of Agonist-Induced Phosphorylation 
Next, we evaluated the temporal dynamics of MOP dephosphorylation after exten-

sive ligand washout with PBS (Figure 4). The DAMGO-induced phosphorylation was 
quickly reversed within 5 to 10 min after agonist removal. T370 and T379 were 

Figure 3. Time course of multisite phosphorylation by DAMGO, SR-17018, and buprenorphine. (A)
HEK293 cells stably expressing HA-MOP were incubated with (left panel) 10 µM DAMGO, (middle
panel) 10 µM SR-17018, or (right panel) buprenorphine for the indicated time periods at RT. Cells
were lysed and immunoblotted with the anti-pT370 (pT370), anti-pT376 (pT376), anti-pT379 (pT379),
or anti-pSer375 (pS375) antibodies. Blots were stripped and reprobed with the phosphorylation-
independent anti-HA-tag antibody to confirm equal loading of the gels (MOP). S375 phosphorylation
was quantified (upper panel) and expressed as percentage of maximal phosphorylation in control cells,
which was set at 100% (data not shown). Data correspond to mean ± SEM from three independent
experiments. Positions of molecular mass markers are indicated on the left (in kDa). Blots are
representative of three independent experiments. (B) HEK293 HA-MOP cells were pre-incubated
with anti-HA antibody for 2 h at 4 ◦C. Afterwards, cells were treated with either 10 µM DAMGO,
10 µM SR-17018, or 10 µM buprenorphine for 30 min at 37 ◦C. After fixation, the cells were incubated
with Alexa488-conjugated secondary antibody and examined using confocal microscopy. Figure
shows representative images of three independent experiments. Scale bar: 20 µm.
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2.4. Naloxone Washout of Agonist-Induced Phosphorylation 
Interestingly, when 10 µM naloxone was included into the washout solution, MOP 

dephosphorylation was strongly facilitated in SR-17018-treated but not in buprenorphine-
treated cultures (Figure 5). 

Figure 4. Time course of multisite dephosphorylation after PBS buffer washout. (A) HEK293 cells stably expressing
HA-MOP were incubated with (left panel) 10 µM DAMGO, (middle panel) 10 µM SR-17018, or (right panel) buprenorphine
for 30 min at 37 ◦C. Cells were washed three times with PBS buffer (PBS washout) and then incubated in the absence of
agonist for 0, 2, 5, 10, 20, or 60 min at 37 ◦C. (B) HEK293 cells stably expressing HA-MOP were incubated with 10 µM
SR-17018 for 30 min. Cells were washed three times with PBS buffer and then incubated in the absence of agonist for 0, 2, 4,
or 6 h at 37 ◦C. (A,B) Cells were lysed and immunoblotted with the anti-pT370 (pT370), anti-pT376 (pT376), anti-pT379
(pT379), or anti-pSer375 (pS375) antibodies. Blots were stripped and reprobed with the phosphorylation-independent
anti-HA-tag antibody to confirm equal loading of the gels (MOP). S375 phosphorylation was quantified (upper panel)
and expressed as percentage of maximal phosphorylation in control cells, which was set at 100% (data not shown). Data
correspond to mean ± SEM from three independent experiments. Positions of molecular mass markers are indicated on the
left (in kDa). Blots are representative of three independent experiments.

2.4. Naloxone Washout of Agonist-Induced Phosphorylation

Interestingly, when 10 µM naloxone was included into the washout solution, MOP
dephosphorylation was strongly facilitated in SR-17018-treated but not in buprenorphine-
treated cultures (Figure 5).
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nist-like multisite phosphorylation of MOP but with delayed onset (>20 min). Similar slow 
phosphorylation kinetics are observed with the partial agonist buprenorphine, whereas 
the full agonist DAMGO induces full MOP phosphorylation within seconds. At least three 
kinases contribute to agonist-induced MOP phosphorylation namely GRK2, GRK3, and 
GRK5 [9,11]. The most likely explanation is that SR-17018, buprenorphine, and DAMGO 
restrain the receptor in different conformations, which exhibit different affinities for indi-
vidual GRKs [4]. In fact, the selective engagement of different GRKs to differently acti-
vated MOP receptors could be a major source of biased signaling as it is the driving force 
for recruitment of arrestin isoforms 1 and 2 to the receptor [9,10]. Thus, different GRK-

Figure 5. Time course of multisite dephosphorylation after naloxone washout. HEK293 cells stably
expressing HA-MOP were incubated with (left panel) 10 µM DAMGO, (middle panel) 10 µM SR-
17018, or (right panel) 10 µM buprenorphine for 30 min at 37 ◦C. Cells were washed three times with
10 µM naloxone and then incubated in the absence of agonist for 0, 2, 5, 10, 20, or 60 min at 37 ◦C. Cells
were lysed and immunoblotted with the anti-pT370 (pT370), anti-pT376 (pT376), anti-pT379 (pT379),
or anti-pSer375 (pS375) antibodies. Blots were stripped and reprobed with the phosphorylation-
independent anti-HA-tag antibody to confirm equal loading of the gels (MOP). S375 phosphorylation
was quantified (upper panel) and expressed as percentage of maximal phosphorylation in control
cells, which was set at 100% (data not shown). Data correspond to mean ± SEM from at least three
independent experiments. Positions of molecular mass markers are indicated on the left (in kDa).
Blots are representative of three independent experiments.

3. Discussion

SR-17018 is unique in that it exhibits an atypical MOP phosphorylation and dephos-
phorylation profile [4]. Saturating concentrations of SR-17018 stimulate a full agonist-like
multisite phosphorylation of MOP but with delayed onset (>20 min). Similar slow phos-
phorylation kinetics are observed with the partial agonist buprenorphine, whereas the
full agonist DAMGO induces full MOP phosphorylation within seconds. At least three
kinases contribute to agonist-induced MOP phosphorylation namely GRK2, GRK3, and
GRK5 [9,11]. The most likely explanation is that SR-17018, buprenorphine, and DAMGO
restrain the receptor in different conformations, which exhibit different affinities for indi-
vidual GRKs [4]. In fact, the selective engagement of different GRKs to differently activated
MOP receptors could be a major source of biased signaling as it is the driving force for re-
cruitment of arrestin isoforms 1 and 2 to the receptor [9,10]. Thus, different GRK-mediated
phosphorylation patterns should be taken into account in the development of new MOP
agonists with beneficial side-effect profiles.

104



Molecules 2021, 26, 4509

For many years, the biased signaling concept has been reduced to analysis of G-protein
signaling versus ß-arrestin 2 recruitment, and the resulting bias factor has been proposed
as a predictor of the therapeutic window. SR-17018 is one candidate compound that was
developed based on the biased signaling hypothesis [3]. While the initial study reported
an extremely high bias factor in different G-protein assays over ß-arrestin 2 recruitment,
later work showed no statistically significant bias towards or away from any G-protein
activation [4]. Nevertheless, the present study revealed a unique MOP phosphorylation and
internalization profile for SR-17018 that does not support the initial report of an extremely
high bias factor.

Conversely, dephosphorylation of DAMGO-activated MOPs occurred within minutes
after agonist washout. In contrast, SR-17018-stimulated MOP phosphorylation occurred in
a delayed manner similar to that observed with buprenorphine and persisted for hours
after agonist washout. These data suggest that SR-17018 remains tightly bound to the
MOP receptor after washout, while preventing receptor dephosphorylation. However,
SR-17018-induced MOP phosphorylation was reversible when the antagonist naloxone
was included in aqueous washout solutions. In contrast, buprenorphine-stimulated MOP
phosphorylation was not reversible by naloxone. These results predict that SR-17018 has
a very slow off-rate at MOP, similar to that known for buprenorphine [4,12]. However,
SR-17018 has a much lower affinity than buprenorphine so it can easily be displaced by
naloxone [3,12].

SR-17018 exhibits a peculiar pharmacological profile in preclinical animal models,
where it has been shown to prevent opioid withdrawal signs [3,5]. Such activity has previ-
ously been observed for buprenorphine but not for any other biased MOP agonist [8,13].
This suggests that opioids with delayed dephosphorylation kinetics may be useful for
opioid maintenance therapy. Nevertheless, SR-17018 differs from buprenorphine in that its
effects are easily reversible with naloxone.

4. Materials and Methods
4.1. Reagents and Antibodies

[D-Ala2, N-Me-Phe4, Gly5-ol]-Enkephalin acetate salt (DAMGO) was purchased from
Sigma Aldrich (Munich, Germany). SR-17018 was obtained from MedChemExpress (Mon-
mouth Junction, NJ, USA), buprenorphine from Indivior (Dublin, Ireland), and naloxone
from Ratiopharm (Ulm, Germany). PierceTM HA epitope tag antibody was obtained
from Thermo Scientific (Rockford, IL, USA). The rabbit polyclonal phosphosite-specific
µ-opioid receptor antibodies anti-pT370 (7TM0319B), anti-pT376 (7TM0319D), anti-pT379
(7TM0319E), anti-pS375 (7TM0319C) and anti-HA antibody (7TM000HA) were obtained
from 7TM Antibodies (Jena, Germany) [9,11,14,15]. The secondary horseradish peroxidase
(HRP)-linked anti-rabbit antibody was purchased from Cell Signaling (Frankfurt, Germany).

4.2. Cell Culture and Transfection

HEK293 cells were originally obtained from the German Resource Centre for Biological
Material (DSMZ, Braunschweig, Germany) and grown in Dulbecco’s modified Eagle’s
medium supplemented with 10% fetal calf serum, 2 mM L-glutamine, and 100 U/mL
penicillin/streptomycin and cultured in a humidified atmosphere containing 5% CO2.
Cells were stably transfected with mouse MOP-HA and the assays performed have been
extensively characterized in previous publications [9,11].

4.3. Western Blot Assay

HEK293 cells stably expressing HA-MOP were seeded onto poly-L-lysine-coated
60 mm dishes and grown to 90% confluency. After agonist stimulation, cells were lysed in
RIPA buffer (50 mM Tris-HCl, pH 7.4, 150 mM NaCl, 5 mM EDTA, 1% Nonidet P-40, 0.5%
sodium deoxycholate, 0.1% SDS) containing protease and phosphatase inhibitors (Com-
plete mini and PhosSTOP; Roche Diagnostics, Mannheim, Germany). When indicated, cells
were washed three times with either PBS buffer (PBS washout) or PBS supplemented with
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10 µM naloxone (naloxone washout). After removal of agonist, the cells were incubated in
the absence of agonist at 37 ◦C as indicated and lysed in RIPA buffer containing protease
and phosphatase inhibitors, as described previously. The assays were performed at both
physiological temperature (37 ◦C) and at room temperature (22 ◦C) to slow down the
cellular processes if indicated. PierceTM HA epitope tag antibody beads (Thermo Scientific,
Rockford, IL, USA) were used to enrich HA-tagged MOP. The samples were washed several
times afterwards. To elute proteins from the beads, the samples were incubated in SDS
sample buffer for 25 min at 43 ◦C. Supernatants were separated from the beads, loaded
onto 8% SDS polyacrylamide gels, and then immunoblotted onto nitrocellulose membranes
afterwards. After blocking, membranes were incubated with anti-pT370 (7TM0319B), anti-
pS375 (7TM0319C), anti-pT376 (7TM0319D), or anti-pT379 (7TM0319E) antibody overnight
at 4 ◦C (7TM Antibodies, Jena, Germany). Membranes were incubated in HRP-linked sec-
ondary antibody for 2 h, followed by detection using a chemiluminescence system (90 mM
p-coumaric-acid, 250 mM luminol, 30% hydrogen peroxide). Blots were subsequently
stripped and incubated again with the phosphorylation-independent anti-HA antibody
to confirm equal loading of the gels. Protein bands on Western blots were exposed to
X-ray films.

4.4. Immunocytochemistry

HEK293 cells stably expressing HA-MOP were seeded onto poly-L-lysine coated 24-
well plates overnight. On the next day, cells were pre-incubated with anti-HA antibody
for 2 h at 4 ◦C. Cells were then transferred to 37 ◦C, exposed to 10 µM agonist for 30 min
at 37 ◦C and fixed with 4% paraformaldehyde and 0.2% picric acid in phosphate buffer
(pH 6.9) for 30 min at room temperature (RT). After washing the coverslips with PBS
w/o Ca2+/Mg2+ buffer several times, cells were blocked with phosphate buffer containing
3% NGS for 2 h and were then incubated with Alexa488-conjugated secondary antibody
(1:2000) (LifeTechnologies, Thermo Fisher Scientific A11008) overnight at 4 ◦C. On the
next day, cells were washed several times with PBS w/o Ca2+/Mg2+ and specimens were
mounted with Roti®-MountFluorCare DAPI (Carl Roth, HP20.1) and examined using a
Zeiss LSM510 META laser scanning confocal microscope (Zeiss, Jena, Germany).

4.5. Data Availability

The authors declare that all data supporting the findings of this study are presented
within the paper and its supporting information files. The data that support the findings of
this study are available from the authors upon reasonable request.

5. Conclusions

Together, the present study reveals a mechanism of action for SR-17018 that is clearly
different from any other known MOP agonist. Our findings also demonstrate that newly
synthesized compounds should be fully characterized, including detailed analysis of their
receptor phosphorylation kinetics, before classification as biased, partial, or full agonists.
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Abstract: Efficient repetitive clinical use of morphine is limited by its numerous side effects, whereas
analgesic tolerance necessitates subsequent increases in morphine dose to achieve adequate levels
of analgesia. While many studies focused on analgesic tolerance, the effect of morphine dosing on
non-analgesic effects has been overlooked. This study aimed to characterize morphine-induced
behavior and the development and progression of morphine-induced behavioral tolerance. Adult
male Sprague–Dawley rats were repetitively treated with subcutaneous morphine for 14 days in two
dose groups (A: 5 mg/kg/day (b.i.d.)→ 10 mg/kg/day; B: 10 mg/kg/day (b.i.d.)→ 20 mg/kg/day).
Motor behavior was assessed daily (distance traveled, speed, moving time, rearing, rotation) in an
open-field arena, before and 30 min post-injections. Antinociception was measured using tail-flick
and hot-plate assays. All measured parameters were highly suppressed in both dosing groups on
the first treatment day, followed by a gradual manifestation of behavioral tolerance as the treatment
progressed. Animals in the high-dose group showed increased locomotor activity after 10 days of
morphine treatment. This excitatory phase converted to an inhibition of behavior when a higher
morphine dose was introduced. We suggest that the excitatory locomotor effects of repetitive high-
dose morphine exposure represent a signature of its behavioral and antinociceptive tolerance.

Keywords: morphine dosing; behavior; locomotor activity; tolerance

1. Introduction

Long-term clinical use of opioids such as morphine is limited by its significant side
effects such as drowsiness, itching, respiratory depression, constipation, addiction, and
dependence [1–3]. Although predicting the appearance of morphine-induced side effects
is important for effective pain relief, the relationship between opioid dosing and the ap-
pearance of drug-induced side effects is currently not well established. In the clinic, pain
relief and side effects appear to correlate poorly [4]. Behavioral side effects of morphine
in different clinical studies are described as dose-dependent, such as pruritus [5], and
dose-independent, such as nausea and vomiting [6,7]. It therefore is important to under-
stand how the dosing regimen can affect behavioral effects. Noticeably, antinociceptive
tolerance largely depends on morphine dose and dosing protocol, and a high starting
dose or a high follow-up dose of morphine produces less antinociceptive tolerance [8].
We previously measured antinociception and antinociceptive tolerance in rats using four
different morphine dosing regimens. Antinociception and antinociceptive tolerance were
measured using two independent assays (tail-flick and hot-plate assays) [8]. Behavioral
measurements are more complex than nociceptive pain measurements, and therefore, only
two morphine dosing regimens were selected for the present study. Our previous study
confirmed the manifestation of antinociceptive tolerance in rats using these dosage regi-
mens [8]. However, antinociceptive tolerance differed between these dosage groups, which
suggested that these dosages regimens might also differentially affect behavioral toler-
ance [8]. Therefore, the current study correlated behavioral and antinociceptive tolerance
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in rats using the same morphine dosage regimen (starting dose, follow-up dose, frequency
of dosing, and duration of treatment) [8].

The current literature shows inconsistent effects of morphine on animal behavior.
These inconsistencies are likely due to the use of different species/strains, routes of ad-
ministration, types or formulations of morphine, age of animals, and various treatment
protocols (dose, frequency, or duration of treatment) [9–12]. Locomotor activity has been
widely assessed to characterize behavioral effects of morphine-treated animals. While
lower morphine doses mostly left locomotor activities unaffected, higher doses produced
stimulatory or biphasic effects when morphine was administered acutely [10,13–16]. Simi-
larly, long-term morphine treatment with lower doses (1.25 to 5 mg/kg i.p.) showed no
effects on locomotion, while higher doses (10 to 40 mg/kg i.p.) produced a biphasic effect
with initial suppressive and subsequent increased locomotor activities [14]. Basic locomotor
activity alone cannot reflect the complete behavioral side effects profile of morphine, while
concomitant measurement of locomotor activities together with other behavioral parame-
ters was shown to be better suited to model the behavioral side effects of morphine [13]. In
this study, 20 mg/kg of intraperitoneal morphine increased, while 10 mg/kg of morphine
decreased horizontal movements in female mice, while both doses decreased rearing and
grooming activities [13]. In contrast, no dose-dependent differences were detected in male
rats in response to intracerebroventricular morphine injections [10]. These discrepancies
illustrate that morphine-induced behavioral changes are, among other parameters such
as route of administration and species, influenced by gender. This is not surprising, since
female animals are more sensitive to morphine treatment [17,18] and showed increased dis-
tance and rearing duration compared to male mice in response to morphine treatment [18].
Moreover, different environmental settings have been used for behavioral tests. Especially,
changes to the illumination conditions such as brightly illuminated [18–20], moderately
illuminated [9,13], or low illuminated environments [14] have been reported. Since rodents
are more active under low illumination conditions, brightly lit open-field arenas may
distract the animals, which likely alters the results compared to experiments performed
under low illumination conditions. Besides, most studies only tested the animal’s acute
responses 30 min after morphine administration [9,10,13], which completely disregarded
the known biphasic behavioral pattern in response to morphine exposure [14,21].

Although some studies combined several behavioral activities such as distance trav-
eled, rearing, immobility, or grooming after acute morphine treatment [9,10,13], possible
connections between locomotion and other behavioral effects have not been established for
repetitive long-term morphine treatment. Therefore, a significant gap of knowledge is evi-
dent regarding the relationship between antinociceptive and behavioral effects of morphine
and its long-term effect on behavioral and antinociceptive tolerance. This study measured
multiple behavioral effects before, during, and after long-term morphine treatment in
rats. Animals were treated with two different morphine dosing regimens to establish the
influence of dosing regimens on behavior. Seven behavioral parameters were measured
automatically in an open-field arena, which has been rarely performed before [10]. The
present study is an exploratory study to understand the behavioral tolerance profile of
the same group of animals over the course of a two week treatment instead of comparing
them to a different group of control animals. We aimed to generate a detailed behavioral
profile of long-term morphine treatment, behavioral tolerance, and the influence of two
different morphine dosage regimens, to reflect existing relationships between behavioral
and antinociceptive tolerance.

2. Results
2.1. Time-Dependent Effects of a Single Dose of Morphine to Locomotor Behaviors: Hypoactivity
vs. Hyperactivity

To acquire a basic understanding of how repeated morphine administration affects rat
behaviors, rats were treated daily with 10 mg/kg (b.i.d.) morphine over a period of 10 days,
and their activities were recorded and assessed daily at regular intervals, for a total of
180 min after administration. Daily basal levels of activity (t = 0 min) were similar with no
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significant differences over the treatment period. Therefore, no residual effects of morphine
from previous administrations on the examined behavior were observed at the beginning
of each daily experiment (Supplementary Figures S1 and S2). A separate control group
of animals (n = 6) was used to assess the impact of vehicle (0.9% w/v sodium chloride
solution, b.i.d.) over repeated treatments (Supplementary Figure S3). Control animals,
treated similarly with the vehicle for three days, did not change locomotor behavior at
the 30 min post-injection time-point. Since no differences in basal behavioral activities
were observed over 14 days and no changes in the behavior of saline-treated animals over
three days of consecutive treatment were detected, repeated treatment did not change the
baseline behavioral activities of rats (Supplementary Figures S1–S3).

Behavioral scoring at every time-point was compared between days 1 and 10 using
unpaired t-tests and is shown in Figures 1 and 2 (basic locomotion, Figure 1; rearing and
rotation, Figure 2). Statistical analysis was also performed using two-way ANOVA that
produced similar results. For basic locomotion, at day 1 of morphine administration,
suppression of locomotor activities was observed after 30 min at all parameters analyzed
(one-way ANOVA; F (11, 46) = 12.43; p < 0.01(distance); F (11, 54) = 8.96; p < 0.0001 (moving
time); F (11, 57) = 22.12; p < 0.001 (speed)), which persisted until 60 min after administration
(Figure 1A–C). The repression of all examined parameters of locomotion returned to their
basal levels within 180 min after administration. However, after 10 days of daily repetitive
administration of morphine (day 10), general locomotion manifested as hyperactivity, as
shown by significant increases in the traveled distance (one-way ANOVA; F (11, 46) = 12.43;
p < 0.0001) and moving speed (one-way ANOVA; F (11, 57) = 22.12; p < 0.0001), along with
non-significant differences in moving time compared to basal levels. This change in the
activity profile towards hyperactivity was accompanied by a shift of its peak at 15 min after
morphine administration and a faster recovery to basal levels within 180 min of treatment.
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Figure 1. Time-resolved basic locomotor activity after repeated morphine administration (10 mg/kg, b.i.d. over 10 days). 
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Figure 1. Time-resolved basic locomotor activity after repeated morphine administration (10 mg/kg, b.i.d. over 10 days).
Locomotor parameters were recorded in an open-field arena after a single subcutaneous injection of morphine on day 1 or
day 10 in male Sprague–Dawley rats. The motor behavior of treated animals was assessed by quantification of total distance
traveled (A), total moving duration (B), or average speed (C), for a period of 180 min post-administration. Statistically
significance (p < 0.05) at a specific time-point against the effects of day 1 is shown as * p < 0.05, ** p < 0.01, *** p < 0.001, and
**** p < 0.0001 and was calculated using unpaired t-test. Values are presented as mean ± SEM (n = 6 animals per group).
Error bars are sometimes too small to be visible. The behavioral differences between these two days are shown as the
differences in their area under the curves (AUC) in Table 1, which indicates that differences were observed in the distance,
moving time, and speed.

The specific locomotor behaviors of rotation and rearing were also analyzed in a
similar time-resolved manner in terms of the total score (numbers; Figure 2A,C) and
duration (time; Figure 2B,D). Rotational behavior was suppressed by morphine on day 1
in a similar fashion as general locomotion in terms of peak and recovery timing (one-way
ANOVA; F (11, 42) = 31.56; p < 0.05). Similar to general locomotion, rotational behavior
was also significantly increased at day 10 compared to basal levels (one-way ANOVA; F
(11, 42) = 31.56; p < 0.01). Rearing was significantly suppressed by morphine on day 1,
similarly to general locomotion (one-way ANOVA; F (11, 39) = 45.85; p < 0.0001). This
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behavior remained suppressed at day 10 without contributing to the hyperactivity usually
seen in the previously recorded parameters on day 10 (Figure 2B,C).

Table 1. Comparison of motor behaviors from day 1 after repeated morphine administration. Total scoring of motor
behavior was recorded over 180 min after subcutaneous administration of morphine 10 mg/kg (b.i.d.) over 10 days of
repeated treatment. Parameters (presented as the area under curve; AUC) were calculated from the behavioral curves in
Figures 1 and 2. Statistically significant differences between AUCs of each behavior were assessed using an unpaired t-test.

Behavioral
Parameter AUC Units Day 1

(Dose Group B)
Day 10

(Dose Group B)
Significance

(p-Value)

Distance meter × days 8958 ± 995 19,492 ± 1562 <0.001
Moving time % of recorded time × days 8349 ± 643 11,715 ± 643 <0.01

Speed (meter/sec) × days 60.22 ± 1.25 99.51 ± 3.34 <0.0001
Rotation numbers incidences × days 8374 ± 550 25,423 ± 1761 <0.0001

Rotation time % of recorded time × days 2464 ± 240 3704 ± 199 <0.01
Rearing numbers incidences × days 3018 ± 308 3717 ± 206 0.096

Rearing time % of recorded time × days 2116 ± 171 2803 ± 458 0.2269
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Figure 2. Time-resolved advanced locomotor activity (rotation and rearing) after repeated morphine administration
(10 mg/kg, b.i.d. over 10 days). Open-field turning and rearing activities after a single subcutaneous injection of morphine
on day 1 or day 10 were measured in male Sprague–Dawley rats. Activities of treated animals were measured as rotation
numbers (A), rearing numbers (B), rotation time (C), and rearing time (D) over a period of 180 min. Statistical significance
(p < 0.05) at a specific time-point against the effects of day 1 is shown as * p < 0.05, ** p < 0.01, *** p < 0.001, and **** p < 0.0001
and was calculated using unpaired t-test. Values are presented as mean ± SEM (n = 6 animals per group). Error bars
are sometimes too small to be visible. The behavioral differences between day 1 and day 10 are shown as the differences
in their area under the curves (AUC) in Table 1, which indicates that differences were observed in rotation, but not in
rearing behaviors.

To evaluate the overall behavioral effects of repeated morphine administration over a
period of 10 days, the overall scores of Figures 1 and 2 were quantified as area under the
curves (AUC) and presented in Table 1. Morphine significantly stimulated locomotion after
10 days of repetitive administration compared to day 1, where it significantly suppressed
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locomotion, with the notable exception of rearing behavior that was persistently suppressed
at day 10 (Table 1). The corresponding behavioral activities of morphine 5 mg/kg (b.i.d.)
for 5 days of repeated treatment are shown in Supplementary Figures S4 and S5.

2.2. Dose-Dependent Effects of Repetitive Morphine Administration and Incremental Changes of
Dosing on Locomotor Behavior: Hypoactivity vs. Hyperactivity

To investigate the effect of morphine dosing regimens on locomotion and related
behavior, animals were treated with two dosing regimens that differ in dose and duration
(5 mg/kg/day b.i.d. or 10 mg/kg/day b.i.d.), followed by a subsequent change in the
administration of morphine (double-dosing in single daily injections) until day 14 of
treatment (Figure 3). Noticeably, no differences between basal locomotion, rotation, or
rearing activities over the total treatment period of 14 days were observed, which were
recorded daily (every morning) immediately before morphine injections (Supplementary
Figures S1 and S2).

Table 2. Overall comparison of motor behaviors between different dosing groups. Total scoring of recorded motor behaviors
(presented as area under curve; AUC) were calculated from the behavioral curves in Figures 3 and 4. Statistically significant
differences between AUCs of each behavior were assessed using an unpaired t-test.

Behavioral
Parameter AUC Units Dose Group A Dose Group B Significance (p-Value)

Distance meter × days 369.6 ± 71.6 982.3 ± 134.3 <0.01
Moving time % of recorded time × days 305.5 ± 32.6 700.2 ± 51.4 <0.001

Speed (meter/sec) × days 3.80 ± 0.23 5.69 ± 0.42 <0.01
Rotation numbers incidences × days 255.8 ± 48.4 1200 ± 124.2 <0.001

Rotation time % of recorded time × days 103.1 ± 12.6 233.4 ± 22.2 <0.001
Rearing numbers incidences × days 48.0 ± 15.5 97.4 ± 30.1 0.174

Rearing time % of recorded time × days 19.4 ± 2.86 40.6 ± 9.9 0.130

In the ‘low’ starting dose treatment group (5 mg/kg b.i.d.→ 10 mg/kg/day; Figure 3A),
moving distance was significantly reduced days 1 and 2 (one-way ANOVA; F (14, 48) = 4.26;
p < 0.05), with a slow but steady recovery until day 5. The subsequent change in the
method of administration of morphine (from twice daily 5 mg/kg to once daily 10 mg/kg)
on day 6 onwards somewhat increased the suppressive effect of morphine on moving
distance, returning the difference from basal back to significant levels (one-way ANOVA;
F (14, 48) = 4.26; p < 0.001). No behavioral recovery was observed from day 6 to the end
of the treatment period (day 14). The parameter of moving time (Figure 3B) and moving
speed (Figure 3C) showed very similar responses as for the distance parameter.

In the second group of ‘high’ morphine dosing (10 mg/kg/day b.i.d. till day 10→
20 mg/kg/day till day 14), the same locomotive parameters were assessed, where a
marked change in the overall profile was observed (Figure 3D–F). The 10 mg/kg/day b.i.d.
morphine significantly reduced moving distance at day 1 compared to basal (one-way
ANOVA; F (14, 47) = 19.20; p < 0.01); however, the recovery to basal values was not only
fast and steady despite repetitive morphine administration, but also significantly increased
distance traveled compared to basal values, from day 6 (one-way ANOVA; F (14, 47) = 19.20;
p < 0.05) until it reached a hyperactivity plateau at day 10. When morphine administration
changed to a single dose of 20 mg/kg/day from day 11 (Figure 3D), the suppressive effect
of morphine returned to the observed levels of day 1 (one-way ANOVA; F (14, 47) = 19.20;
p < 0.05) and remained suppressed until the end of the treatment period (day 14). This
pattern of morphine-induced changes observed for traveled distance was also replicated
by the other experimental parameters of general locomotion (moving time; Figure 3E and
speed of movement; Figure 3F) and rotational behavior (Figure 4A,C).
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Figure 3. Effect of dosing regimen changes on basic locomotor activity during long-term morphine administration.
Locomotor parameters were recorded daily in an open-field arena 30 min after daily subcutaneous injections of morphine
in male Sprague–Dawley rats, during a 5 min recording period. Motor behavior of treated animals was assessed by
quantification of distance travelled (A,D), moving duration (B,E), or average speed (C,F). Two morphine regimens were
respectively used in two different groups of animals: 5 (b.i.d.) → 10 mg/kg (A–C) and 10 (b.i.d.) → 20 mg/kg (D–F) over a
total period 14 days, as described in Methods. Values are presented as mean ± SEM (n = 6 animals per group). Error bars
are sometimes too small to be visible. Statistically significant (p < 0.05) differences compared against day 0 are shown as
* p < 0.05, ** p < 0.01, *** p < 0.001, and **** p < 0.0001 and were calculated using one-way ANOVA with Dunnett’s multiple
comparisons test. The behavioral differences between these two dosing groups are shown as the differences in their area
under the curves (AUC) in Table 2, which indicates that differences were observed in all three behavioral parameters.

For rearing behavior, a similar morphine effect during repetitive administration for
both ‘low’ and ‘high’ dose groups was observed (Figure 4B,D). Morphine significantly
suppressed rearing from day 1 until day 14 (one-way ANOVA; F (14, 53) = 35.57; p < 0.0001)
without any recovery or observed increase in recorded activity, even when morphine
administration was changed from twice daily to a daily single double-dose (5 mg/kg/day
b.i.d. → 10 m/kg/day; Figure 4B, 10 mg/kg/day b.i.d. → 20 mg/kg/day; Figure 4D),
essentially staying suppressed over the entire treatment period.
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Two morphine regimens were respectively used in two different groups of animals: 5 (b.i.d.) → 10 mg/kg (A, B) and 10
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Regimen-dependent behavioral changes were also expressed as the area under the
curves (AUCs) over the whole treatment period of 14 days, and a comparison between
the groups is shown in Table 2. The AUCs of behavioral parameters of the higher dosing
paradigm (10 mg/kg/day b.i.d. → 20 mg/kg/day) were significantly higher than the
AUCs of the lower treatment paradigm (5 mg/kg/day b.i.d. → 10 mg/kg/day), except for
rearing numbers and rearing time. Thus, morphine 10 mg/kg (b.i.d.) → 20 mg/kg/day
treated animals showed more locomotor and rotational behavioral changes (hyper-activity)
than the morphine 5 mg/kg (b.i.d.) → 10 mg/kg/day group.

2.3. Relationship between Antinociceptive Tolerance and Locomotor Activities

To better understand the clinical significance of the biphasic behavioral effects of
morphine on locomotor behavior between different dosing regimens, we aimed to compare
these effects with morphine’s major pharmacological drawback, antinociceptive tolerance.
Antinociception was measured using two assays (tail-flick and hot-plate), and tolerance
was defined as a significant reduction in antinociceptive efficacy, whereas distance traveled
was measured using open-field test over a period of 180 min after injections at day 5 or
day 10, as described in Methods. The area under the curves (AUC) of the first treatment day
(day 1), day 5 for Group A (5 mg/kg/day b.i.d.), or day 10 for Group B (10 mg/kg/day
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b.i.d.) were compared using unpaired t-tests (Figure 5). Animals in the first dose group
(5 mg/kg b.i.d.) showed no difference in distance travelled between days 1 and 5, although
they exhibited significant antinociceptive tolerance in both assays used (tail-flick; unpaired
t-test; t (10) = 8.48; p < 0.0001 and hot-plate; unpaired t-test; t (10) = 9.80; p < 0.0001,
as shown in (Figure 5A)). However, animals in the higher dose group (10 mg/kg b.i.d.)
showed hyperactivity (e.g., significantly higher locomotion) at day 10 when antinociceptive
tolerance first manifested, compared to day 1 (unpaired t-test; t (7) = 7.04; p < 0.001)
(Figure 5B). These data collectively show that antinociceptive tolerance due to repetitive
morphine administration is an independent effect to morphine’s effects on locomotor
behavior, where the profile is largely dependent on the dosage regimen used.
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3. Discussion

Morphine is the gold standard for the treatment of chronic or cancer pain. Neverthe-
less, long-term use of morphine is severely limited by its biphasic effects on motor behavior
(inhibitory or excitatory) and the manifestation of analgesic tolerance (i.e., reduced anal-
gesic efficacy). Despite increased knowledge of the different activities of morphine, little is
known about how dosing regimens affect the manifestation of motor behavioral effects.
Euphoria, lethargy, or drowsiness are very common clinical side effects of morphine [22,23]
and are mirrored by morphine-induced hypoactivity reported in rodents [24]. The relation-
ship between the behavioral effects of morphine, antinociceptive tolerance, and morphine
dosing has been elusive, mainly due to reported inconsistencies in experimental results,
which are likely the consequence of different experimental approaches with regards to
the route of administration, formulation of morphine, type of animals used, as well as
treatment protocols (dose, frequency, or duration of treatment) [9,10,12,25]. All these ex-
perimental variables are likely to influence the effect of morphine on motor behavior and
therefore highlight the need to examine the relationship between morphine’s behavioral
effects and dosing in a unified model. Understanding how morphine dosing contributes to
behavior is crucial for future clinical strategies to reduce morphine’s side effects.
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We assessed hypoactivity by monitoring the major parameters of locomotor activity
(distance, speed, moving time, rotational behavior, and rearing), as surrogate markers
for morphine-induced motor side effects. Locomotor activity was previously used to
assess behavioral side effects after acute or chronic treatment with morphine [12–14].
However, basic locomotion alone cannot represent all facets of drug-induced behavioral
changes—combining it with additional behavioral parameters is a much more promising
approach [13].

This study confirmed that subcutaneous administration of morphine produces loco-
motor suppression in rats after acute administration, which is in agreement with previous
studies [10,13,14,26]. We also showed that repetitive morphine administration (twice a
day) resulted in locomotor tolerance after 5 days, the extent of which depended on the
dose administered (partial tolerance at 5 mg/kg b.i.d. and full tolerance at 10 mg/kg
b.i.d.). The tolerance profile for the behavioral effect of morphine seemed to manifest
in parallel to antinociceptive tolerance, as we recently described [8]. Similar to the basal
antinociceptive effects reported previously [8], basal locomotor activities (locomotor, rota-
tion, and rearing activities) were also unaffected by repeated morphine dosing over two
weeks, which supports a previous report [17]. Therefore, morphine showed no residual
effects on behavior or antinociception after repeated dosing over two weeks. Noticeably,
no behavioral changes in control rats were observed in comparison to the effects of day 1,
which indicated that the 0.9% w/v sodium chloride solution or repeated measurements
did not affect the development of behavioral tolerance. However, future follow-up studies
should include longer periods of vehicle treatment, similar to morphine treatment regimens
to provide more evidence for this observation.

The biphasic motor effect of morphine has been known for quite a while but has been
mainly described in acute and short-term morphine administration protocols [9,12–14,26–28].
The present study described the manifestation profile of behavioral excitatory state (i.e.,
rate of increase and timing of expression) in detail, which is vital to understand the under-
lying mechanisms. This study also described the effect of the morphine dosing regimen for
the expression of morphine-induced hyperactivity. When the morphine dosing regimen
changes after the occurrence of hyperactivity, such as 10 mg/kg (b.i.d.) → 20 mg/kg/day
(once daily), the strong suppressive effect of morphine returns to the pro-hyperactivity
levels and results in morphine-induced hypoactivity manifestation (Figure 3). Our data
also show that the morphine-induced excitatory effect results from morphine-induced
tolerance on motor behavior, which can be reversed by an increased dose, similarly to how
antinociceptive tolerance can be reversed by a dose increase [8].

Activation of the MOP receptor by an agonist (e.g., morphine) increases dopamine
levels in the brain [29,30]. Morphine-induced hyperactivity can be reduced by blocking
dopaminergic receptors, but these are not specific to the dopaminergic system [12,31]. The
higher AUC of behavioral activities of animals treated with morphine over a few days
clearly indicates that the locomotion-related behavioral effects changed over this time
using a specific dose. In our study, the effects of morphine were dependent on the dose
administered and the dosage regimen, as the AUCs of locomotor activities were statistically
lower (over the entire 14 days) with lower doses compared to the higher dose group.

Opioid-induced turning, circling, or rotation is mainly mediated by the dopaminergic
system [32,33], and circling animal models have been used to assess anti-Parkinson’s
disease drugs [34]. The rotating or turning behavior in this study was suppressed in line
with a suppression of general locomotion after acute treatment of morphine with a similar
time kinetic, which replicates previous studies [35,36]. We also showed that the rotational
behavior is subjected to morphine-induced tolerance, similarly to locomotion (Figure 2),
suggesting a strong link of this behavior to the opioidergic system.

Rearing activity is an exploratory behavior of rodents related to information gathering
or cognitive behavior [37]. Little or no rearing in the open field may indicate motor
impairment [38]. Therefore, unsurprisingly, changes in rearing behavior are also influenced
by benzodiazepine treatment [39], which suggests that other neuronal systems might
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be more important for this behavior. Rearing is related to gamma-aminobutyric (GABA)
neurotransmission controlled by the GABAA receptor in the hippocampus [40]. Locomotion
and rearing are positively correlated and are very reliable factors for exploratory behavior
in untreated animals [9,41]. Here, we showed that morphine reduces rearing activities due
to repetitive treatment with both low and high doses of morphine, in line with previous
studies [42]. However, the morphine-induced suppression of rearing was not associated
with tolerance, irrespective of the morphine dose used, the changes in dosing regimen,
and the length of treatment (Figure 2). The different effects on rearing behavior compared
to the rest of the motor behaviors tested (free moving and rotation) could indicate that
additional non-opioidergic systems that affect brain areas involved in motor control of this
behavior alleviate or delay the manifestation of tolerance in rearing.

In summary, our results illustrate that a lower morphine dose reduced motor behavior,
which was subject to behavioral tolerance after repetitive administration but did not lead to
subsequent behavioral hyperexcitation. In contrast, animals treated with a higher morphine
dose developed acute motor-suppressive behavior that quickly desensitized to basal levels
and progressed to an excitatory phase after 10 days, which was parallel to the development
of antinociceptive tolerance [8]. Therefore, morphine dosing plays a crucial role in the
manifestation of motor behavioral tolerance that follows a similar pattern to antinociceptive
tolerance. The kinetics of morphine-induced suppression of motor behavior and subse-
quent behavioral tolerance were similar to those of antinociception and antinociceptive
tolerance, as reported previously [8]. In contrast, rearing showed a distinctive resistance to
tolerance and dosing changes. Our results suggest that morphine dosing determines the
expression profile of behavioral effects by morphine and that antinociceptive tolerance is
linked to the morphine-induced hyper-excitatory phase of behavior.

4. Materials and Methods
4.1. Animal Maintenance and Care

Eighteen male Sprague–Dawley (SD) rats (234.0± 6.1 g, 8 weeks) were housed as three
littermates per cage at 22 ◦C with 50–60% humidity under an automated 12-h day/night
cycle (lights on at 7:00 a.m.) with free access to food and water. All procedures were
approved by the University of Tasmania Animal Ethics Committee (A0013864) and were
conducted according to The Australian Code for the Care and Use of Animals for Scientific
Purposes and in compliance with the ARRIVE guidelines [43,44]. Animals were handled
for 5–6 days before starting the experiments and acclimatized to the test environment for
2 h in home cases prior to daily experiments.

4.2. Treatment Protocol

Body weight was recorded daily immediately before experiments. Animals were
divided into three subgroups using a completely randomized design as previously de-
scribed [45]. Two sub-groups of animals received different morphine dosing. Group A
(n = 6): morphine sulfate 5 mg/kg (twice daily) for 5 days, followed by a single dose (once
daily) of 10 mg/kg from day 6 to 14. Group B (n = 6): morphine sulfate 10 mg/kg (twice
daily) for 10 days, followed by a single dose (once daily) of 20 mg/kg from day 11 to
14, as described in a previous study [8]. Commercially available 30 mg/mL morphine
sulfate solution (Hameln Pharmaceuticals GmbH, Hamelin, Germany) was administered
by daily subcutaneous injections between the left thigh and the spinal cord for group B.
For group A, morphine sulfate was diluted to 15 mg/mL with sterile 0.9% w/v sodium
chloride solution immediately before injections, as we described previously in another
study [15]. The third sub-group, group C (n = 6), was a control group of animals were
treated similarly with sterile 0.9% w/v sodium chloride solution in water (b.i.d.) for 3 days.
Injection volumes, morphine doses, dilution, and timing of injections were selected based
on our previous results [8]. The illumination intensity of the laboratory was reduced prior
to and during experiments to minimize discomfort to the animals. At the end of each study,
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animals were anesthetized with 5% (w/v) isoflurane in oxygen at a flow rate of 1 L/min
before decapitation.

4.3. Locomotor Activity Measurements

Behavior was tested in an open-field arena in an automated Multi-Conditioning
System (MCS) (TSE GmbH, Homburg, Germany) pre- and post- (15, 30, 60, 120 and
180 min) administration of morphine over 5 min on the first and the last treatment day
of the same dose, since a 5 min observation period is widely used [9,13,15]. On all other
treatment days, the rats were tested only for baseline behavior (pre-) and 30 min post-
administration of morphine, representing the time-point of morphine-induced maximal
behavioral suppression on day 1. Similarly, open-field behaviors of control-group animals
were measured after 30 min post-injection time-point for three consecutive days. Behavioral
testing included seven different parameters (moving time, total distance traveled, speed,
rotation numbers, rearing numbers, rotation time, and rearing time). Speed (m/s) was
calculated as distance traveled (m) divided by the corresponding moving time (s). Rotation
numbers were calculated as the sum of clockwise and counterclockwise rotations. MCS
included an internal noise/light/temperature insulation system and a 3D infrared beam
frame that provided fast (100 Hz) and accurate animal movement (TSE ActiMot) combined
with high-resolution video monitoring. The open-field arena was thoroughly cleaned
and dried between each animal. A background noise (20 dB) was used to cancel out any
unexpected laboratory sounds during experiments. The area under the curves (AUC)
was calculated by the trapezoid method using GraphPad Prism V6 software (GraphPad
Software Inc., La Jolla, CA, USA). Morphine treatment and behavioral measurements at
different time-points are represented in a schematic diagram (Figure 6).
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with a 1 min interval between measurements was recorded to minimize the operator’s 
handling effects. The maximum possible effect (MPE) was defined as MPE % = 100 × [(test 

Figure 6. Schematic representation of the morphine treatment as well as behavioral and antinociception assessments used
in the study. Animals were treated daily for baseline behavior (pre-) and 30 min post-administration of morphine (A), or
pre- and post- (15, 30, 60, 120 and 180 min) administration of morphine on the first and the last treatment day of a morphine
dose (B). The main assessment of motor behavior was calculated using data from open-field tests (OF). Antinociception was
followed in order to validate the effect of morphine on the animals and be able to relate morphine’s antinociceptive effect
with the produced motor behaviors after repeated drug administrations. Antinociception assessment was performed using
tail-flick (TFL) and hot-plate (HPL) tests.

4.4. Assessment of Antinociception

Nociceptive thresholds were measured by tail-flick and hot-plate assay using equip-
ment purchased from Ugo Basile (Comerio, Italy. Animals were tested randomly to avoid
any bias effects due to multiple repeated measurements. The maximum exposure to the
nociceptive thermal stimulus was 15 s for the tail-flick (basal latency: 4.3 ± 0.2 s) and
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30 s for the hot-plate assay (basal latency: 5.7 ± 0.3 s). The infrared intensity of the tail-
flick photocell was set at 30, whereas the plate temperature of the hot-plate was set at
54 ± 0.5 ◦C. The experimental settings for antinociceptive measurements used in this study
were previously described [8,46–48]. Every rat was tested immediately prior to morphine
administration as well as 15, 30, 60, and 120 min post-administration using both assays
only on the first and the last treatment day (Figure 6). Measurements were conducted in a
blinded manner, and the mean of three independent measurements for each time-point
with a 1 min interval between measurements was recorded to minimize the operator’s
handling effects. The maximum possible effect (MPE) was defined as MPE % = 100 × [(test
latency–basal latency)/(cut-off time–basal latency)] as previously described [49]. The area
under the curves (AUC) was calculated by the trapezoid method using GraphPad Prism
V6 software (GraphPad Software Inc., La Jolla, CA, USA).

4.5. Statistical Analysis

The area under the curves (AUC) was calculated by the trapezoid method using
GraphPad Prism V6 software (GraphPad Software Inc., La Jolla, CA, USA). Data are
expressed as mean ± SEM and analyzed by one-way ANOVA with Dunnett’s multiple
comparisons test (for comparisons between three or more animal groups) or unpaired t-test
(for comparisons between two groups of animals). Multiple comparisons (Dunnett’s test)
were employed when F achieved p < 0.05, and there was no significant variance in the
homogeneity. A ‘p’ value less than 0.05 was considered statistically significant.

Supplementary Materials: The following are available online. Figure S1: Basal basic locomotor ac-
tivities of rats. Figure S2: Basal advanced locomotor activities (rotation and rearing) of rats. Figure S3.
Locomotor activities of control animals after repeated treatment. Figure S4: Time-resolved basic loco-
motor activities after repeated morphine treatment. Figure S5: Time-resolved advanced locomotor
activities (rotation and rearing) after repeated morphine administration. Figure S6: Antinociceptive
effects of daily morphine treated rats.

Author Contributions: A.K.P. completed the experiments and contributed to the analysis of data
and preparation of the manuscript. N.G. assisted with the design of the study and contributed to
the preparation of the manuscript. N.D. designed the study and contributed to the analysis of data
and preparation of the manuscript. All authors have read and agreed to the published version of
the manuscript.

Funding: This research did not receive any specific grant from funding agencies in the public,
commercial, or not-for-profit sectors. We thank the School of Pharmacy and Pharmacology, University
of Tasmania for funding this study and the University of Medical School, University of Cyprus,
Nicosia, Cyprus, for providing publication fees.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. CDC. Prescription Opioids: Side Effects. Centers for Disease Control and Prevention. Available online: https://www.cdc.gov/

drugoverdose/opioids/prescribed.html (accessed on 29 December 2020).
2. TG. Principles of Nonsteroidal Anti-Inflammatory Drug Use for Musculoskeletal Conditions in Adults. In eTG Complete

Melbourne: Therapeutic Guidelines Limited. Available online: https://tgldcdp.tg.org.au/index (accessed on 29 December 2020).
3. Azevedo Neto, J.; Costanzini, A.; De Giorgio, R.; Lambert, D.G.; Ruzza, C.; Calò, G. Biased versus Partial Agonism in the Search

for Safer Opioid Analgesics. Molecules 2020, 25, 3870. [CrossRef]
4. Droney, J.M.; Gretton, S.K.; Sato, H.; Ross, J.R.; Branford, R.; Welsh, K.I.; Cookson, W.; Riley, J. Analgesia and central side-effects:

Two separate dimensions of morphine response. Br. J. Clin. Pharmacol. 2013, 75, 1340–1350. [CrossRef]
5. Dominguez, J.E.; Habib, A.S. Prophylaxis and treatment of the side-effects of neuraxial morphine analgesia following cesarean

delivery. Curr. Opin. Anaesthesiol. 2013, 26, 288–295. [CrossRef] [PubMed]

120



Molecules 2021, 26, 4355

6. Girgin, N.K.; Gurbet, A.; Turker, G.; Aksu, H.; Gulhan, N. Intrathecal morphine in anesthesia for cesarean delivery: Dose-response
relationship for combinations of low-dose intrathecal morphine and spinal bupivacaine. J. Clin. Anesth. 2008, 20, 180–185.
[CrossRef] [PubMed]

7. Raffaeli, W.; Marconi, G.; Fanelli, G.; Taddei, S.; Borghi, G.B.; Casati, A. Opioid-related side-effects after intrathecal morphine:
A prospective, randomized, double-blind dose-response study. Eur. J. Anaesthesiol. 2006, 23, 605–610. [CrossRef]

8. Paul, A.K.; Gueven, N.; Dietis, N. Morphine dosing strategy plays a key role in the generation and duration of the produced
antinociceptive tolerance. Neuropharmacology 2017, 121, 158–166. [CrossRef] [PubMed]

9. Hollais, A.W.; Patti, C.L.; Zanin, K.A.; Fukushiro, D.F.; Berro, L.F.; Carvalho, R.C.; Kameda, S.R.; Frussa-Filho, R. Effects of
acute and long-term typical or atypical neuroleptics on morphine-induced behavioural effects in mice. Clin. Exp. Pharmacol. &
physiology 2014, 41, 255–263. [CrossRef]

10. Kahveci, N.; Gulec, G.; Ozluk, K. Effects of intracerebroventricularly-injected morphine on anxiety, memory retrieval and
locomotor activity in rats: Involvement of vasopressinergic system and nitric oxide pathway. Pharmacol. Biochem. Behav. 2006, 85,
859–867. [CrossRef] [PubMed]

11. Belknap, J.K.; Riggan, J.; Cross, S.; Young, E.R.; Gallaher, E.J.; Crabbe, J.C. Genetic determinants of morphine activity and thermal
responses in 15 inbred mouse strains. Pharmacol. Biochem. Behav. 1998, 59, 353–360. [CrossRef]

12. Rodriguez-Arias, M.; Broseta, I.; Aguilar, M.A.; Minarro, J. Lack of specific effects of selective D(1) and D(2) dopamine antagonists
vs. risperidone on morphine-induced hyperactivity. Pharmacol. Biochem. Behav. 2000, 66, 189–197. [CrossRef]

13. Patti, C.L.; Frussa-Filho, R.; Silva, R.H.; Carvalho, R.C.; Kameda, S.R.; Takatsu-Coleman, A.L.; Cunha, J.L.; Abilio, V.C. Behavioral
characterization of morphine effects on motor activity in mice. Pharmacol. Biochem. Behav. 2005, 81, 923–927. [CrossRef]

14. Babbini, M.; Davis, W.M. Time-dose relationships for locomotor activity effects of morphine after acute or repeated treatment. Br.
J. Pharmacol. 1972, 46, 213–224. [CrossRef]

15. Paul, A.K.; Gueven, N.; Dietis, N. Age-dependent antinociception and behavioral inhibition by morphine. Pharmacol. Biochem.
Behav. 2018, 168, 8–16. [CrossRef]

16. Paul, A.K.; Gueven, N.; Dietis, N. Data on prolonged morphine-induced antinociception and behavioral inhibition in older rats.
Data Brief. 2018, 19, 183–188. [CrossRef]

17. Holtman, J.R., Jr.; Sloan, J.W.; Wala, E.P. Morphine tolerance in male and female rats. Pharmacol. Biochem. Behav. 2004, 77, 517–523.
[CrossRef]

18. Zhan, B.; Ma, H.Y.; Wang, J.L.; Liu, C.B. Sex differences in morphine-induced behavioral sensitization and social behaviors in ICR
mice. Zool. Res. 2015, 36, 103–108.

19. Barros, H.M.; Tannhauser, S.L.; Tannhauser, M.A.; Tannhauser, M. The effects of GABAergic drugs on grooming behaviour in the
open field. Pharmacol. Toxicol. 1994, 74, 339–344. [CrossRef] [PubMed]

20. Rex, A.; Voigt, J.P.; Voits, M.; Fink, H. Pharmacological evaluation of a modified open-field test sensitive to anxiolytic drugs.
Pharmacol. Biochem. Behav. 1998, 59, 677–683. [CrossRef]

21. Costall, B.; Fortune, D.H.; Naylor, R.J. Biphasic changes in motor behaviour following morphine injection into the nucleus
accumbens [proceedings]. Br. J. Pharmacol. 1976, 57, 423.

22. Bounes, V.; Charriton-Dadone, B.; Levraut, J.; Delangue, C.; Carpentier, F.; Mary-Chalon, S.; Houze-Cerfon, V.; Sommet, A.;
Houze-Cerfon, C.H.; Ganetsky, M. Predicting morphine related side effects in the ED: An international cohort study. Am. J. Emerg.
Med. 2017, 35, 531–535. [CrossRef]

23. Riley, J.L., 3rd; Hastie, B.A.; Glover, T.L.; Fillingim, R.B.; Staud, R.; Campbell, C.M. Cognitive-affective and somatic side effects of
morphine and pentazocine: Side-effect profiles in healthy adults. Pain Med. 2010, 11, 195–206. [CrossRef] [PubMed]

24. Wilkinson, V.E.; Jackson, M.L.; Westlake, J.; Stevens, B.; Barnes, M.; Swann, P.; Rajaratnam, S.M.; Howard, M.E. The accuracy of
eyelid movement parameters for drowsiness detection. J. Clin. Sleep Med. 2013, 9, 1315–1324. [CrossRef] [PubMed]

25. Iwai, S.; Kiguchi, N.; Kobayashi, Y.; Fukazawa, Y.; Saika, F.; Ueno, K.; Yamamoto, C.; Kishioka, S. Inhibition of morphine tolerance
is mediated by painful stimuli via central mechanisms. Drug Discov. Ther. 2012, 6, 31–37. [CrossRef] [PubMed]

26. Domino, E.F.; Vasko, M.R.; Wilson, A.E. Mixed depressant and stimulant actions of morphine and their relationship to brain
acetylcholine. Life Sci. 1976, 18, 361–376. [CrossRef]

27. Brady, L.S.; Holtzman, S.G. Locomotor activity in morphine-dependent and post-dependent rats. Pharmacol. Biochem. Behav. 1981,
14, 361–370. [CrossRef]

28. Tulunay, F.C.; Ayhan, I.H.; Sparber, S.B. The effects of morphine and delta-9-tetrahydrocannabinol on motor activity in rats.
Psychopharmacology 1982, 78, 358–360. [CrossRef] [PubMed]

29. Vander Weele, C.M.; Porter-Stransky, K.A.; Mabrouk, O.S.; Lovic, V.; Singer, B.F.; Kennedy, R.T.; Aragona, B.J. Rapid dopamine
transmission within the nucleus accumbens: Dramatic difference between morphine and oxycodone delivery. Eur. J. Neurosci.
2014, 40, 3041–3054. [CrossRef]

30. Di Chiara, G.; Imperato, A. Opposite effects of mu and kappa opiate agonists on dopamine release in the nucleus accumbens and
in the dorsal caudate of freely moving rats. J. Pharmacol. Exp. Ther. 1988, 244, 1067–1080.

31. Murphy, N.P.; Lam, H.A.; Maidment, N.T. A comparison of morphine-induced locomotor activity and mesolimbic dopamine
release in C57BL6, 129Sv and DBA2 mice. J. Neurochem. 2001, 79, 626–635. [CrossRef]

32. Barber, D.L.; Blackburn, T.P.; Greenwood, D.T. An automatic apparatus for recording rotational behaviour in rats with brain
lesions. Physiol. Behav. 1973, 11, 117–120. [CrossRef]

121



Molecules 2021, 26, 4355

33. Christie, J.E.; Crow, T.J. Turning behaviour as an index of the action of amphetamines and ephedrines on central dopamine-
containing neurones. Br. J. Pharmacol. 1971, 43, 658–667. [CrossRef]

34. Pycock, C.J. Turning behaviour in animals. Neuroscience 1980, 5, 461–514. [CrossRef]
35. Blundell, C.; Crossman, A.R.; Slater, P. The effect of morphine on turning behaviour in rats and mice with unilateral 6-

hydroxydopamine lesions [proceedings]. Br. J. Pharmacol. 1976, 57, 456p.
36. Jacquet, Y.F.; Carol, M.; Russell, I.S. Morphine-induced rotation in naive, nonlesioned rats. Science 1976, 192, 261–263. [CrossRef]
37. Lever, C.; Burton, S.; O’Keefe, J. Rearing on hind legs, environmental novelty, and the hippocampal formation. Rev. Neurosci.

2006, 17, 111–133. [CrossRef] [PubMed]
38. Rodriguiz, R.M.; Wetsel, W.C. Frontiers in Neuroscience Assessments of Cognitive Deficits in Mutant Mice. In Animal Models of

Cognitive Impairment; Levin, E.D., Buccafusco, J.J., Eds.; CRC Press/Taylor & Francis, Taylor & Francis Group, LLC.: Boca Raton,
FL, USA, 2006.

39. Van Lier, H.; Drinkenburg, W.H.; van Eeten, Y.J.; Coenen, A.M. Effects of diazepam and zolpidem on EEG beta frequencies are
behavior-specific in rats. Neuropharmacology 2004, 47, 163–174. [CrossRef]

40. Alves, R.; Carvalho, J.G.B.d.; Venditti, M.A.C. High-and Low-Rearing Rats Differ in the Brain Excitability Controlled by the
Allosteric Benzodiazepine Site in the GABA A Receptor. J. Behav. Brain Sci. 2012, 2, 315–325. [CrossRef]

41. Walsh, R.N.; Cummins, R.A. The Open-Field Test: A critical review. Psychol. Bull. 1976, 83, 482–504. [CrossRef]
42. Kuzmin, A.; Sandin, J.; Terenius, L.; Ogren, S.O. Dose- and time-dependent bimodal effects of kappa-opioid agonists on locomotor

activity in mice. J. Pharmacol. Exp. Ther. 2000, 295, 1031–1042. [PubMed]
43. Kilkenny, C.; Browne, W.J.; Cuthill, I.C.; Emerson, M.; Altman, D.G. Improving bioscience research reporting: The ARRIVE

guidelines for reporting animal research. PLoS Biol. 2010, 8, e1000412. [CrossRef]
44. NHMRC. Australian Code for the Care and Use of Animals for Scientific Purposes, 8th ed.; National Health and Medical Research

Council: Canberra, Australia, 2013.
45. Festing, M.F.; Altman, D.G. Guidelines for the design and statistical analysis of experiments using laboratory animals. ILAR J.

2002, 43, 244–258. [CrossRef]
46. Heilborn, U.; Rost, B.R.; Arborelius, L.; Brodin, E. Arthritis-induced increase in cholecystokinin release in the rat anterior cingulate

cortex is reversed by diclofenac. Brain Res. 2007, 1136, 51–58. [CrossRef] [PubMed]
47. Duan, B.; Cheng, L.; Bourane, S.; Britz, O.; Padilla, C.; Garcia-Campmany, L.; Krashes, M.; Knowlton, W.; Velasquez, T.; Ren, X.;

et al. Identification of spinal circuits transmitting and gating mechanical pain. Cell 2014, 159, 1417–1432. [CrossRef]
48. Khroyan, T.V.; Polgar, W.E.; Cami-Kobeci, G.; Husbands, S.M.; Zaveri, N.T.; Toll, L. The first universal opioid ligand, (2S)-2-

[(5R,6R,7R,14S)-N-cyclopropylmethyl-4,5-epoxy-6,14-ethano-3-hydroxy-6-meth oxymorphinan-7-yl]-3,3-dimethylpentan-2-ol
(BU08028): Characterization of the in vitro profile and in vivo behavioral effects in mouse models of acute pain and cocaine-
induced reward. J. Pharmacol. Exp. Ther. 2011, 336, 952–961. [CrossRef] [PubMed]

49. Harris, L.S.; Pierson, A.K. Some narcotic antagonists in the benzomorphan series. J. Pharmacol. Exp. Ther. 1964, 143, 141–148.
[PubMed]

122



molecules

Article

Antipruritic Effect of Nalbuphine, a Kappa Opioid Receptor
Agonist, in Mice: A Pan Antipruritic

Saadet Inan 1,*, Nae J. Dun 2 and Alan Cowan 1,2,†

Citation: Inan, S.; Dun, N.J.;

Cowan, A. Antipruritic Effect of

Nalbuphine, a Kappa Opioid

Receptor Agonist, in Mice: A Pan

Antipruritic. Molecules 2021, 26, 5517.

https://doi.org/10.3390/

molecules26185517

Academic Editors: Mariana Spetea

and Richard M. van Rijn

Received: 13 August 2021

Accepted: 7 September 2021

Published: 11 September 2021

Publisher’s Note: MDPI stays neutral

with regard to jurisdictional claims in

published maps and institutional affil-

iations.

Copyright: © 2021 by the authors.

Licensee MDPI, Basel, Switzerland.

This article is an open access article

distributed under the terms and

conditions of the Creative Commons

Attribution (CC BY) license (https://

creativecommons.org/licenses/by/

4.0/).

1 Department of Neural Sciences, Center for Substance Abuse Research, Lewis Katz School of Medicine at
Temple University, Philadelphia, PA 19104, USA

2 Department of Pharmacology, Lewis Katz of Medicine at Temple University, Philadelphia, PA 19104, USA;
ndun@temple.edu

* Correspondence: sinan@temple.edu
† This author has passed away.

Abstract: Antipruritic effects of kappa opioid receptor (KOR) agonists have been shown in rodent
models of acute and chronic scratching (itchlike behavior). Three KOR agonists, nalfurafine, dife-
likefalin, and nalbuphine, are in clinical studies for antipruritic effects in chronic itch of systemic
and skin diseases. Nalfurafine (in Japan) and difelikefalin (in the USA) were approved to be used
in the treatment of chronic itch in hemodialysis patients. The FDA-approved nalbuphine has been
used in clinic for over 40 years, and it is the only narcotic agonist that is not scheduled. We aimed to
study (a) antiscratch activity of nalbuphine against TAT-HIV-1 protein (controls HIV transcription)-,
deoxycholic acid (DCA, bile acid)-, and chloroquine (CQ)-induced scratching in a mouse model of
acute itch; and (b) whether the effect of nalbuphine is produced via KORs. First, dose–responses
were developed for pruritogens. Mice were pretreated with nalbuphine (0.3–10 mg/kg) and then a
submaximal dose of pruritogens were administered and the number of scratching bouts was counted.
To study if the antiscratch effect of nalbuphine is produced via KOR, we used KOR knock out mice
and pharmacologic inhibition of KORs using nor-binaltorphimine, a KOR antagonist. For this aim, we
used CQ as a pruritogen. We found that: (a) TAT-HIV-1 protein elicits scratching in a dose-dependent
manner; (b) nalbuphine inhibits scratching induced by TAT-HIV-1, DCA, and CQ dose-dependently;
and (c) nalbuphine inhibits scratching induced by CQ through KORs. In conclusion, nalbuphine
inhibits scratching elicited by multiple pruritogens.

Keywords: nalbuphine; kappa opioid receptor agonist; pruritis; scratching; mice; TAT-HIV; cholesta-
sis; chloroquine; deoxycholic acid

1. Introduction

As of today, three kappa opioid receptor (KOR) agonists, nalfurafine (TRK-820,
Remich®), difelikefalin (CR845, Korsuva™), and nalbuphine (Haduvio™, KOR agonist
and a weak mu opioid receptor partial agonist) (Figure 1) are in clinical studies for treating
chronic itch of chronic kidney disease, cholestatic liver disease, and atopic dermatitis [1–4].
Further, nalfurafine was approved in Japan and recently, difelikefalin was approved by the
FDA in the USA (https://korsuva.com) (accessed on 2 September 2021) for the treatment
of chronic itch in hemodialysis patients. Evidence for the involvement of KORs and for
the antipruritic activity of KOR agonists go back to early 1980s. Gmerek and Cowan [5]
introduced a rat model that allowed quantitative measurements of scratching (itch like
behavior) by intracerebroventricular administration of bombesin, a tetradecapeptide origi-
nally isolated from frog skin and a homolog of mammalian gastrin-releasing factor (GRP).
Bombesin induced excessive grooming and scratching of the face, head, and neck with
the hindpaws in a dose-dependent manner [5]. Later, GRP was identified as one of the
mediators for itch transmission at the spinal cord level [6,7]. For the first time, Gmerek
and Cowan reported that systemic administration of early benzomorphan KOR agonists
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(e.g, bremazocine, cyclazocine, ketocyclazocine and pentazocine) significantly reduced
bombesin-induced grooming and scratching in rats in a dose-dependent manner in 1984 [8].
Another early piece of evidence was the observation of excessive scratching in monkeys
during withdrawal from chronic administration of the KOR agonist U50,488 [9]. Recently,
it was shown that B5-I inhibitory neurons express Dynorphin, an endogenous KOR agonist,
and inhibit itch sensation at the spinal level [10,11].
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Our interest was predominantly in nalbuphine, an FDA-approved analgesic that has
been known over 40 years. It is the only narcotic agonist currently unscheduled. Based on
GTPgS binding assays, nalbuphine was described as a full agonist on kappa opioid recep-
tors and a weak partial agonist on mu opioid receptors. Nalbuphine both stimulated [35S]
GTPgS binding mediated by the mu opioid receptor and inhibited DAMGO-stimulated
[35S] GTPgS binding in cultured cells [12–14]. The results of the earliest preclinical and clin-
ical studies suggest that nalbuphine is a highly effective analgesic with minimal respiratory
depression, inhibition of gastrointestinal transit, analgesic tolerance, physical dependence,
and psychotomimetic potential (dysphoria only at doses beyond the therapeutic range) [15].
Hawi et al. [16] showed antiscratch activity of nalbuphine in mice against Substance-P-
induced acute scratching. We reported that acute systemic administration of nalbuphine
also significantly reduced scratching in mice with chronic contact dermatitis [17]. Chronic
itch is a very unpleasant symptom of skin and systemic diseases such as chronic kidney
disease, cholestatic liver disease, some cancers, hematologic diseases, psychiatric diseases,
and neuropathies, or is idiopathic with no reason. One third of the dermatology patients
have chronic itch [18] and, overall, nearly 15% of the general population have this symp-
tom [19,20]. The quality of life of patients with chronic itch is affected seriously. Patients
can suffer from sleep deprivation, agitation, depression, suicidal thoughts, and difficulty
concentrating [21,22]. Chronic itch is also reported in HIV-infected patients with or without
skin conditions [23,24]. Chronic itch could be related common forms of dermatosis, such
as seborrheic dermatitis, psoriasis, prurigo nodularis, as well as HIV-associated pruritic
popular eruptions, and eosinophilic folliculitis. TAT-HIV-1, a viral protein that controls
HIV-transcription, plays an important role in the development of HIV-1 infection as well
as in the pathogenesis of complications such as dementia, cardiovascular diseases, and
retinal diseases. For example, it was shown that exposure of TAT-HIV-1 induces cytotoxic
effects in human brain microvascular endothelial cells [25] and causes apoptotic cell death
in retinal pigment epithelial cells [26]. We aimed to study whether nalbuphine would be
effective against scratching in mouse models of HIV and cholestasis, as well as chloroquine
(CQ)-induced scratching. We first studied whether behind the neck injection of TAT-HIV-1
protein would elicit scratching in mice. We used previously shown induction of scratching
by behind the neck injection of a bile acid, deoxycholic acid to study cholestasis [27,28]. We
had shown previously that nalfurafine inhibits scratching induced by CQ [29], so lastly,
we studied whether nalbuphine, like nalfurafine, would inhibit scratching in mice. We
also studied whether antiscratch activity of nalbuphine is produced through KORs in
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mice injected with CQ. The results of these studies will be beneficial for treatment of HIV-
and cholestasis-related chronic itch, as well as itch due to CQ for treatment for malaria in
susceptible individuals [30].

2. Results
2.1. TAT-HIV-1 Induces Scratching and Nalbuphine Inhibits Scratching in a
Dose-Dependent Manner

As seen in Figure 2a, behind the neck (s.c.) administration of TAT-HIV-1 elicited
scratching dose-dependently in mice. TAT-HIV-1 at 0.3 and 1 mg/kg doses induced scratch-
ing behavior significantly compared to saline (one-way ANOVA followed by Dunnett’s
multiple comparison, *** p < 0.001, **** p < 0.0001). At 1 mg/kg, 124 ± 6 scratching bouts
was observed in 30 min. Next, we pretreated (−30 min) mice with either saline or nal-
buphine (0.3–10 mg/kg, s.c.) and then a submaximum dose (0.3 mg/kg) of TAT-HIV-1
was injected the nape of the mice. Nalbuphine alleviated TAT-HIV-1-induced scratch-
ing in a dose-dependent manner (Figure 2b). Nalbuphine at 3 and 10 mg/kg inhibited
scratching significantly compared to control (* p < 0.05, ** p < 0.01). As seen in Figure 2c,
nalbuphine at 10 mg/kg also significantly inhibited scratching elicited by the maximum
dose of TAT-HIV-1 (1 mg/kg) (**** p < 0.0001).
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Figure 2. Subcutaneous behind the neck injection of TAT-HIV-1 induces scratching in a dose-
dependent manner. (a) Mice were administered saline (s.c., flank area) and then 30 min later they
were injected with either saline or TAT-HIV-1 (0.1–1 mg/kg, behind the neck). One min following in-
jections, the number of scratching bouts was counted for 30 min. Both TAT-HIV-1 at 0.3 and 1 mg/kg
elicited scratching significantly compared to saline (one-way ANOVA followed by Dunnett’s multiple
comparison; *** p < 0.001, **** p < 0.0001; n = 6). Nalbuphine inhibits TAT-HIV-1-induced scratching
in a dose-dependent manner; (b) Nalbuphine at 3 and 10 mg/kg doses inhibited scratching elicited
by submaximal dose of TAT-HIV-1 (0.3 mg/kg) significantly compared to control (one-way ANOVA
followed by Dunnett’s multiple comparison; * p < 0.05, ** p < 0.01; n = 6). Nalbuphine at 10 mg/kg
also alleviated scratching induced by maximum dose of TAT-HIV-1 (1 mg/kg); (c) (unpaired Student’s
t-test; **** p < 0.0001; n = 6). Swiss–Webster mice were used for these studies.

2.2. Nalbuphine Inhibits Deoxycholic Acid-Induced Scratching

Deoxycholic acid in doses of 0.3–10 mg/kg induced scratching (Figure 3a). While the
number of scratching bouts was 47.5 ± 11 at 0.3 mg/kg, 144 ± 40 scratching bouts was
observed at 10 mg/kg dose of DCA. Nalbuphine at 10 mg/kg was administered 30 min
before DCA 3 mg/kg to test whether nalbuphine also inhibits DCA-induced scratching.
As seen in Figure 3b, nalbuphine significantly reduced scratching bouts induced by DCA
(Unpaired Student’s t-test; ** p < 0.01).
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mg/kg elicited scratching significantly compared to saline (one-way ANOVA followed by Dunnett’s 
multiple comparison; *** p < 0.001, **** p < 0.0001; n = 6). Nalbuphine inhibits TAT-HIV-1-induced 
scratching in a dose-dependent manner. Panel (b) Nalbuphine at 3 and 10 mg/kg doses inhibited 
scratching elicited by submaximal dose of TAT-HIV-1 (0.3 mg/kg) significantly compared to control 
(one-way ANOVA followed by Dunnett’s multiple comparison; * p < 0.05, ** p < 0.01; n = 6).      
Nalbuphine at 10 mg/kg also alleviated scratching induced by maximum dose of TAT-HIV-1 (1 
mg/kg). Panel (c) (unpaired Student’s t-test; **** p < 0.0001; n = 6). Swiss–Webster mice were used 
for these studies. 
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Figure 3. Nalbuphine inhibits DCA-induced scratching. DCA at 1, 3, and 10 mg/kg induces
significant scratching compared to saline. (a) (one-way ANOVA followed by Dunnett’s multiple
comparison; * p < 0.05, *** p < 0.001; n = 7–8). Pretreatment with nalbuphine 10 mg/kg significantly
reduces the number of scratching bouts in 30 min; (b) (unpaired Student’s t-test; ** p < 0.01); n = 6).
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2.3. Nalbuphine Inhibits CQ-Induced Scratching through KOR

Nalbuphine (1–10 mg/kg) significantly inhibited scratching bouts induced by submax-
imal dose of CQ, as seen in Figure 4a (* p < 0.05, *** p < 0.001). Next, we studied whether
the antipruritic effects of nalbuphine function via through KORs. WT C57BL/6J mice did
not respond to nalbuphine 10 mg/kg in the same manner as did Swiss–Webster mice. As
seen in Figure 4b, nalbuphine at 10 mg/kg did not significantly reduced the number of
scratching bouts induced by CQ. Then, we tried nalbuphine at 20 mg/kg in C57BL/6J mice.
The animals moved freely and did not show behavioral depression against a higher dose
of nalbuphine. A significant decrease in scratching was observed with nalbuphine on WT
mice. However, nalbuphine did not have any effect on KOR KO mice. The pharmacological
inhibition of KORs using nor-BNI also showed similar results. In Swiss–Webster mice
pretreated with nor-BNI, nalbuphine did not inhibit CQ-induced scratching (Figure 4c).
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Figure 4. Nalbuphine significantly reduced CQ-induced scratching bouts in a dose-dependent
manner. (a) Swiss–Webster mice were injected with either saline or nalbuphine (1, 3, or 10 mg/kg).
Thirty min later, they were administered a submaximal dose (10 mg/kg, s.c., behind the neck) of
CQ. Then, the number of scratching bouts was counted for 30 min. Nalbuphine did not decrease
scratching in KOR KO mice; (b) Nalbuphine at 10 mg/kg did not have significant effect in C57BL/6J
WT mice as in Swiss–Webster. Nalbuphine at 20 mg/kg significantly reduced scratching induced by
CQ in WT mice, but not in KOR KO mice. Nalbuphine had no antiscratch effect in Swiss–Webster
mice pretreated with nor-BNI; (c) Mice were administered with nor-BNI or saline 20 h before the
nalbuphine injection. Then, mice received either saline or nalbuphine. Thirty min later, they were
injected with CQ. Nalbuphine significantly reduced scratching in mice pretreated with saline the
day before; however, no significant effect was observed in mice pretreated with nor-BNI. (one-
way ANOVA followed by Dunnett’s multiple comparison; * p < 0.05, ** p < 0.01, *** p < 0.001,
**** p < 0.0001; n = 7–8).

3. Discussion

The results of these studies clearly indicate that nalbuphine, a kappa opioid receptor
agonist, alleviate scratching bouts elicited by chemically different pruritogens, TAT-HIV-1
protein, DCA, and chloroquine. Additionally, we have shown that antiscratch effect of
nalbuphine in CQ-induced scratching operates via KORs. Here, for the first time we report
that TAT-HIV-1 protein induces scratching behavior in mice in a dose-dependent manner
when it is given s.c. behind the neck. As expected, DCA also elicited scratching in our
study in mice, as previously reported [27,28]. Nalbuphine inhibited scratching induced by
CQ as well.
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As seen in Figure 2a, the TAT-HIV-1 protein elicited scratching behavior
dose-dependently. The highest dose (1 mg/kg) that we used caused average of 124 ± 6
scratching bouts in 30 min. Pretreating mice with nalbuphine (10 mg/kg) significantly
reduced scratching to an average of 20 ± 7 (Figure 2b). Previously, it was reported that
U50,488, a KOR agonist, inhibited HIV-1 expression in human microglia and
macrophages [31,32]. Additionally, neurotoxicity-induced by HIV-1 was suppressed by
U50, 488 in human microglia cell culture [32]. In the same study, the authors additionally
reported that neuroprotective effect of U50,488 was through KORs. In another study,
inhibition of TAT-HIV-1-induced production of chemokine, chemoattractant protein-1 in
human astrocytes by U50,488 was reported via KORs since nor-BNI blocked the effect of
U50,488 [33]. Skin diseases can develop in almost 90% of HIV-positive patients [24,34,35].
Prevalence of chronic pruritus in HIV-positive patients has been reported as 31% from a
study conducted in Spain [36] and 45% from a study conducted in southeastern United
States [37]. In the later study, itch was found to have a significant negative impact on
quality of patient life. In a study including over 4000 HIV patients, it was shown that
African Americans are at a higher risk of developing pruritic skin conditions compared to
race-matched controls and white patients [38]. TAT-HIV-1 protein might be a contributing
factor in the pathogenesis of chronic itch in HIV-positive patients. HIV-infected patients
can be targeted with the antipruritic effect of nalbuphine in clinical studies.

As expected, the behind the neck injection of DCA induced scratching beginning at
1 mg/kg in a dose-dependent manner (Figure 3a). Nalbuphine 10 mg/kg was studied
against one dose of DCA (3 mg/kg) and it was found that nalbuphine significantly reduced
DCA-induced scratching bouts, as shown in Figure 3b. Pathogenesis of chronic pruritus of
cholestasis is still elusive. It was reported that multiple mediators contribute in the same
way as bile acids (by activating TGR5 receptors), endogenous opioid peptides, activation
of autotoxin [39,40]. Still, there is no effective treatment against pruritus of cholestasis;
however, promising clinical studies with KOR agonists are being developed (https://www.
caratherapeutics.com/our-pipeline/; https://www.trevitherapeutics.com/pipeline/ (ac-
cessed on 10 August 2021)). Golpanian et al. [41] reported that butorphanol, a partial KOR
agonist and mu opioid receptor antagonist, significantly reduced itch severity in five out of
eight patients. We have previously reported that nalfurafine inhibits scratching in rats with
cholestasis induced by chronic ethylene estradiol injections [42]. In a recently developed
mice model of cholestasis (partial ligation of bile duct), authors reported that naloxone,
U50,488, and clonidine (an α2-adrenoceptor agonist) significantly reduced scratching [43].

CQ has been shown to cause scratching in both humans and in rodents. CQ induce
itch in healthy volunteers [44] and in patients during the treatment of malaria [45]. CQ
elicits scratching behavior in rats [46] and in mice [29,47]. It was shown that CQ binds
to Mas-related G-protein coupled receptor (Mrgprs) A3/X1 [48]. Multiple mediators and
receptors are also involved in CQ-induced itch and are accepted as non-histaminergic
itch [30]. Previously, we reported that CQ elicited-scratching was significantly reduced
by pretreatment with nalfurafine in mice [29]. Munanairi et al. [49] reported that KOR
and GRPR overlap at the spinal cord and activation of KOR inhibits GRPR-mediated
itch in mice. Here, we showed that nalbuphine also inhibits CQ-induced scratching and
antiscratch activity of nalbuphine is through KORs in mice.

In conclusion, nalbuphine is effective to reduce the itch like behavior induced by the
TAT-HIV-1 protein (a protein is responsible for transcription of viruses and infection), DCA
(one of the mediators responsible for cholestatic pruritus), and CQ in mice model acute itch.
Since all these three conditions cause clinical itch in humans, we suggest that nalbuphine,
a drug that has been in clinical use for over 40 years and is not a scheduled agent, will be
effective for treating chronic itch in humans. Nalbuphine is already in clinical studies for
cholestasis, but a clinical trial for chronic itch in HIV patients could be added.
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4. Materials and Methods
4.1. Animals

Male Swiss–Webster mice (Taconic Biosciences, Germantown, NY, USA) and male
C57BL/6J WT and KOR KO mice (007558-B6.129S2-Oprk1tm1Kff/J, Jackson Laboratories,
Bar Harbor, ME, USA) weighing 25–30 g were used. WT and KOR KO mice were generated
by homozygous breeding. Animals were housed in a temperature- and humidity-controlled
environment with a 12-hr light–dark cycle. They were supplied with food and water ad
libitum. Before any procedure was initiated, the mice were acclimated for a week in the
animal facility. Behavioral testing was performed between 11:00 A.M. and 5:00 P.M. All ani-
mal care and experimental procedures were approved by the Institutional Animal Care and
Use Committee of Temple University (protocol number 5021), conducted according to the
NIH Guide for the Care and Use of Laboratory Animals. Between 6 and 8 animals/group
were used for experiments.

4.2. Observation of Scratching Behavior

Acute scratching mouse model of itch described previously by Kuraishi et al. [50]
was used. Mice were acclimated individually in rectangular observation boxes for at least
an h before any injection or observation. Following acclimation, mice were injected s.c.
in the area behind the neck with either saline or TAT-HIV-1 (0.1–1 mg/kg), deoxycholic
acid (DCA, 0.3–10 mg/kg) to examine and develop dose–responses. One min after the
injections, mice were observed for 30 min and the number of hindleg scratches directed
to the back of the neck was counted by an observer. Since we have previously reported
dose–response for CQ, we only used a submaximal dose (10 mg/kg) of CQ for the studies.
To study whether nalbuphine would inhibit scratching induced by TAT-HIV, DCA, or CQ,
mice were pretreated with nalbuphine (0.3–10 mg/kg, s.c.) at −30 min. Then, they were
administered a fixed dose (submaximal dose) of pruritogen behind the neck area and they
were observed, and scratching bouts were counted.

To study whether nalbuphine alleviates scratching acting on KORs, both genetic and
pharmacologic approach was used to eliminate KORs. For the genetic approach, KOR
knock out (KO) and wildtype (WT) littermates of C57BL/6J mice were used. CQ was
chosen as pruritogen for this aim. Nalbuphine at 10 mg/kg, which significantly reduces
scratching in Swiss–Webster, mice did not inhibit scratching induced by CQ in C57BL/6J
mice. Then, we tried nalbuphine at 20 mg/kg, and we did not observe any behavioral
depression following administration. Mice were injected with nalbuphine or saline and
30 min later they were administered CQ behind the neck and the number of scratches was
counted for 30 min. For pharmacologic approach, Swiss–Webster mice were pretreated with
either saline or norbinaltorphimine (nor-BNI, 20 mg/kg, intraperitoneally) at −20 h. The
next day, mice were administered either saline or a fixed dose of nalbuphine (10 mg/kg).
Thirty min later, saline or CQ was injected behind the neck of the mice. One min following
injection, the scratching bouts were counted for 30 min.

4.3. Chemicals

Nalbuphine HCl, deoxycholic acid, and chloroquine were purchased from Sigma-
Aldrich (St. Louis, MO, USA) and dissolved in saline. TAT-HIV-1 (32–62) was a generous
gift from Phoenix Pharmaceuticals (Burlingame, CA, USA) and dissolved in saline. Com-
pounds were administered as 0.1 mL/10 g body weight.
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Abstract: Neuropeptides serve as neurohormones and local paracrine regulators that control neural
networks regulating behavior, endocrine system and sensorimotor functions. Their expression
is characterized by exceptionally restricted profiles. Circuit-specific and adaptive expression of
neuropeptide genes may be defined by transcriptional and epigenetic mechanisms controlled by
cell type and subtype sequence-specific transcription factors, insulators and silencers. The opioid
peptide dynorphins play a critical role in neurological and psychiatric disorders, pain processing
and stress, while their mutations cause profound neurodegeneration in the human brain. In this
review, we focus on the prodynorphin gene as a model for the in-depth epigenetic and transcriptional
analysis of expression of the neuropeptide genes. Prodynorphin studies may provide a framework
for analysis of mechanisms relevant for regulation of neuropeptide genes in normal and pathological
human brain.

Keywords: prodynorphin; epigenetics; transcription; human brain

1. Introduction

Neuropeptides serve as neurohormones and local paracrine regulators. They control
activity of neural circuits processing information relevant for behavioral, sensorimotor,
endocrine and other processes [1]. Circuit functions and interaction between circuits are
ultimately defined by cell-lineage and cell-type specific neuropeptide transcription that is
regulated by epigenetic machinery.

Opioid peptides constitute the largest neuropeptide family. They include dynorphins,
enkephalins, endorphins, and nociceptin/orphanin FQ that are processed from the pro-
dynorphin (PDYN), proenkephalin, proopiomelanocortin, and pronociceptin precursor
proteins. Effects of these peptides are mediated by κ- (KOR), δ-, µ-opioid receptors, and
nociceptin receptor. Dynorphins are endogenous KOR ligands [2,3] acting through mitogen-
activated protein kinases [4]. Dynorphins are expressed in the striatum, hippocampus,
hypothalamus, amygdala and other brain areas, and, at the highest levels, in the pituitary
gland suggesting their neuroendocrine functions [5,6].

The PDYN/KOR system regulates processing of reward, mood, nociception, stress
response, and motor and cardiovascular functions [2,3,7–10]. Dysregulation of opioid
peptides may cause depression, epilepsy and substance dependence [11–17]. Strikingly,
mutations in dynorphins cause spinocerebellar ataxia SCA23 characterized by profound
neurodegeneration in the brain of affected subjects [18–20]. Dynorphin expression and/or
release is activated by stress [21]. The unique feature of KOR ligands is that they elicit
dysphoric effects when administered to humans [22] and aversion in rodents [12,23,24].
Dysphoria and anxiety evoked by stress contribute to drug abuse in humans [25] and
reinstatement of drug seeking in experimental animals [26]. Dysphoria induced by repeated
stress is mediated by dynorphins [7]. The prodynorphin gene (PDYN) is identified as a hub
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associated with the neuroticism that predicts psychological disorders [27]. Experiments
with KOR antagonists and gene deletion demonstrate that the endogenous dynorphins
are involved in regulation of alcohol consumption and alcohol dependence [12,28–31].
Withdrawal developed due to discontinuation of drug use is severely dysphoric. The KOR
mediated dynorphin effects may lead to negative mood and trigger “relief craving”, i.e.,
desire to suppress negative mood that often provokes drug-seeking in both human subjects
and laboratory animals. Genetic studies associate polymorphisms in the PDYN gene and
OPRK1, the KOR-encoding gene with heroin addiction, alcoholism, novelty seeking and
positive reward traits [32–37]. PDYN variations are also linked to negative craving in
alcohol-dependent subjects [38]. These pharmacological and genetic findings imply that
KOR antagonists have a potential for treatment of depression and alcoholism including
negative craving and relapse [39,40].

In this review, we focus on in-depth analysis of epigenetic and transcription mecha-
nisms of PDYN regulation in the human brain. Understanding of these mechanisms could
uncover general principles of regulation of neuropeptide genes that are specific for cell
types, neuronal subtypes, and neural circuits. Selective regulation of neuropeptides by
transcriptional and epigenetic mechanisms may underlie formation and rewiring of neural
circuits in the human brain as the cellular basis of behavior and cognition.

2. Prodynorphin Transcripts and Proteins in the Human Brain

The human PDYN gene gives rise to mRNAs translated to the full-length (FL) and
N-terminally truncated proteins (Figures 1 and 2).
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Two transcription start sites (TSSs) were identified in the human PDYN gene by tar-
geted gene analysis [42] and FANTOM transcriptome analysis [43] (Figure 1c). The first 
TSS cluster determines the 5′-end of exon 1, while the second cluster is located in the cod-
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Figure 1. Human PDYN gene (modified screenshot from UCSC Genome Browser). (a) Gene structure.
(b) Promoter PDYN region with VNTR and TSSs. Conservation across vertebrates. (c) Canonical
PDYN mRNAs and transcripts initiated in exon 4. Their conservation across vertebrates. Non-
coding sequences are shown by thin dark blue line; coding sequences by thick dark blue line; dynorphin
peptides-encoding sequences by yellow. CN, caudate nucleus; NAc, nucleus accumbens; Put, putamen.
Modified from [41].

Two transcription start sites (TSSs) were identified in the human PDYN gene by
targeted gene analysis [42] and FANTOM transcriptome analysis [43] (Figure 1c). The
first TSS cluster determines the 5′-end of exon 1, while the second cluster is located in the
coding segment of exon 4. PDYN mRNA giving rise to the full-length protein (FL1-PDYN
mRNA) consists of four exons and three introns (Figure 2a). Testis-specific transcripts with
alternative first exons (Taf I and Taf II) and the second FL mRNA (FL2), all differ from FL1
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in exon 1 structure [42,44]. Three variants (GTEx 1-3) of dominant FL-PDYN transcripts
that differ in the length of exon 1, the presence of exon 2 were identified by RNA-Seq
analysis (http://www.gtexportal.org/home/, accessed on 6 May 2021 and Figure 2a). Sp1
and Sp2, and T1-T3 mRNAs are alternatively spliced 5′-truncated transcripts giving rise
to N-terminally truncated (T) proteins (Figure 2b). A fragment of coding exon 4 is absent
in Sp1, while exons 2 and 3 and a fragment of exon 4 are missed in Sp2 [42]. T1 and T2
are transcribed from the sites located between sequences coding for α-neoendorphin and
dynorphin A. TSSs in exons are not unique for PDYN and were identified in other genes
(Figure 2b) [45].
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Figure 2. PDYN mRNAs coding for the full-length (FL, (a)) and truncated proteins (b). (a) Transcripts
encoding FL-PDYN protein. The dominant FL1-PDYN and shorter transcripts including FL2-PDYN
and GTEx1-3 and testis-specific Taf I and Taf II transcripts differ in the first and second exons, and
in TSS. (b) PDYN mRNAs encoding truncated PDYN proteins including alternatively spliced Sp1,
Sp2, ∆SP-PDYN and ∆SP/NLS-PDYN transcripts, and transcripts initiated within the coding part of
exon 4 (T1 and T2). Signal peptide is truncated in both ∆SP- and ∆SP/NLS-PDYN. Putative nuclear
localization signal (NLS) is located in the dynorphin domain. Curved arrows show initiation of
translation. Modified from [46].

Exon 4 of human PDYN contains neuropeptide-encoding sequences, and also exhibits
a promoter activity enabling transcription of T1- and T2-PDYN mRNAs from the intragenic
TSSs. These variants give rise to N-terminally truncated 12 and 6 kDa PDYNs that lack a
signal peptide. In cellular models, T1- and T2-proteins are targeted to the cell nucleus sug-
gesting their non-canonical functions [42]. Transcripts initiated in exon 4 are produced in
the amygdala, striatum and hippocampus (Figure 1c). The dynorphin encoding sequences
are also hot spot for mutations that cause the neurodegenerative disorder spinocerebellar
ataxia type 23 [18–20] (Figure 3a).
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Figure 3. Structure of ΔSP-PDYN mRNA and protein, PDYN pathogenic mutations causing SCA23, 
and nuclear localization of ∆SP-PDYN protein. (a) ΔSP-PDYN encode ΔSP-PDYN protein with trun-
cated signal peptide. Sequences of opioid peptides α-neoendorphin (α-NE), dynorphin A (Dyn A), 
dynorphinB (Dyn B), and big dynorphin (Big Dyn) are shown in yellow. Pathogenic mutations form 
a mutational hot spot that is localized within the pathogenic big dynorphin sequence with dy-
norphin A as a core. (b,c) PDYN immunoreactivity (red) in the nuclei (green) of neurons in the 
human caudate nucleus. (d) Double labeling (yellow) of neuronal nuclei (arrows) in 3D confocal 
reconstruction projections. Scale bar, 20 μm. Modified from [46]. 
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Figure 3. Structure of ∆SP-PDYN mRNA and protein, PDYN pathogenic mutations causing SCA23,
and nuclear localization of ∆SP-PDYN protein. (a) ∆SP-PDYN encode ∆SP-PDYN protein with
truncated signal peptide. Sequences of opioid peptides α-neoendorphin (α-NE), dynorphin A
(Dyn A), dynorphinB (Dyn B), and big dynorphin (Big Dyn) are shown in yellow. Pathogenic
mutations form a mutational hot spot that is localized within the pathogenic big dynorphin sequence
with dynorphin A as a core. (b,c) PDYN immunoreactivity (red) in the nuclei (green) of neurons in
the human caudate nucleus. (d) Double labeling (yellow) of neuronal nuclei (arrows) in 3D confocal
reconstruction projections. Scale bar, 20 µm. Modified from [46].

Besides FL1-PDYN mRNA, the gene gives rise to ∆SP-PDYN and ∆SP/NLS-PDYN
mRNAs that are alternatively spliced variants (Figure 2b). ∆SP-PDYN mRNA contains two
introns and three exons, and produces the ∆SP-PDYN protein that is translated from the
Met14 and therefore lacks thirteen amino acids of the signal peptide (Figures 2b and 3a).
The ∆SP/NLS-PDYN protein in addition lacks α-neoendorphin and dynorphin A se-
quences [46]. ∆SP-PDYN mRNA is expressed in the striatum where its levels constitute
approximately 30% of total PDYN mRNA, while in other brain areas its expression is negli-
gible. ∆SP-PDYN protein has a putative bipartite nuclear localization signal (NLS) that has
a high score and is located in the opioid domain [46]. The NLS targets ∆SP-PDYN protein
to the cell nuclei. Biochemical methods and confocal imaging identified endogenous PDYN
protein in the nucleus of neurons in the human striatum (Figure 3b–d) [46]. Consistently,
electron microscopic analysis of rat nucleus accumbens demonstrated the presence of Pdyn
protein and dynorphin A in the neuronal nuclei along with its location in the smooth
endoplasmic reticulum [47]. Proenkephalin, another opioid peptide precursor, was found
in the cell nucleus in several cell lines [48,49].
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Bioinformatics analysis of PDYN, proenkephalin and proopiomelanocortin predicts
that these opioid peptide precursors may serve as DNA-binding proteins. They have
zinc-finger and helix-loop-helix domains that are similar to those of twist, hunchback, tal
and lil-1 transcription factors [50]. The cystein-rich pattern is perfectly conserved in the
opioid peptide precursors and fits to the pattern of zinc-finger domains of transcription
factors. Furthermore, the enkephalin sequences represent heptapeptide repeats typical for
helix-loop-helix DNA-binding motif.

Nuclear localization of neuropeptide precursor proteins is unusual phenomenon that
along with structure similarity with transcription factors predicts a novel transcriptional
and/or epigenetic function of these proteins. This function may be essential, at least for
PDYN, for area-specific regulations. This is supported by the presence of ∆SP-PDYN
mRNA in the human striatum but not in other human brain regions.

Long non-coding RNAs are RNA molecules that are not translated into proteins and
may function as gene-specific regulators of transcription and epigenetic modifications. The
AK090681 gene is transcribed from the opposite strand relative to PDYN in the locus and
gives rise to non-coding RNA [51]. The nucleus accumbens and cerebellum strongly differ
in PDYN and AK090681 expression. The levels of PDYN mRNA are 1,000-fold higher while
those of the AK090681 RNA are 20-fold lower in the nucleus accumbens vs. the cerebellum.
Long non-coding AK090681 RNA may be involved in regulation of PDYN transcription
(see Section 5.1).

In conclusion, transcription of the human PDYN gene is highly plastic resulting in
generation of a variety of mRNAs that give rise to several proteins serving as opioid peptide
precursors, or nuclear proteins that may regulate transcriptional and epigenetic processes.

3. PDYN Promoter Mapping and Identification of Transcription Factors

The conservation of PDYN promoter is weak across vertebrates besides short, about
300 nucleotides segment located upstream of the main TSSs (Figure 1b). At the same
time, the 1.25 kb PDYN promoter region shows similarity among humans, great apes and
monkey (Figure 1b). This region may be an example of the recent unique positive selection
of cis-regulation in human genome [52]. The low similarity between human and rodent
suggests that rodent models are not suitable for analysis of PDYN regulation associated
with human disorders.

The conserved 300 bp of human PDYN promoter fragment is responsible for basal and
protein kinase A-activated transcription. This fragment includes a downstream response
element (DRE) that mediates transcriptional repression. DRE is a DNA binding element
for the transcriptional repressor downstream regulatory element antagonist modulator
(DREAM), the Ca2+-binding transcriptional repressor [53]. DREAM inhibits PDYN tran-
scription while its genetic deletion results in upregulation of expression of this gene [54].
Complexing with alphaCREM, the CREM repressor isoform prevents DREAM–DRE bind-
ing and allows the cyclic AMP-dependent PDYN de-repression [55,56].

NF-κB, a nuclear factor kappa-light chain-enhancer of activated B cells, and YY1,
Yin-Yang1 transcription factors may regulate PDYN transcription [57–59]. They target the
exon 4 PDYN DNA sequences that encode dynorphin peptides. These findings suggest
that the neuropeptide sequences that are short, well conserved and present in several
copies in neuropeptide-encoding genes, may serve as binding elements for sequence-
specific transcription factors. These unique sequences may represent DNA signatures—
identifiers of the neuropeptide genes, allowing their selective transcriptional regulation.
This hypothesis is supported by the findings that the neuropeptide encoding sequences
in exon PDYN 4 may function as gene promoter and activate transcription of a reporter
gene [42].

Animal studies suggest that Pdyn may be regulated by ∆FosB, a component of Activa-
tor protein 1 (AP-1) transcription factor that consists of two protein subunits [60]. ∆FosB, a
truncated FosB protein was proposed as the major transcriptional integrator in addictive,
stress and psychiatric disorders [61]. Still, no detailed transcriptional analysis of ∆FOSB
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in human brain supports this hypothesis, and no study assessed yet if ∆FOSB is present
in the AP-1 complex and regulates human PDYN transcription. The expression levels
of ∆FOSB are very low or negligible in the human brain compared to those of two other
FOSB proteins. No changes in the levels of this protein were detected in addicted human
brain, and this protein is not present in the AP-1 transcription factor that targets the PDYN
AP-1 binding element [62]. Instead, the AP-1 dimer consists of FOSB and JUND subunits
in human brain. Thus, there is no evidence that ∆FosB is involved in human addiction
disorders [62].

4. Genetic Factors Contributing to PDYN Regulation

Human studies identified strong associations of SNPs in PDYN with alcoholism, drug
addiction, emotions and memory. Alcoholism and alcohol dependence are associated
with several SNPs in the PDYN 5′-promoter, exons 3 and 4, and 3′-untranslated region
(3′-UTR) [35]. The 3′-UTR contains of six SNPs that form a haplotype block associated
with alcohol dependence [35]. The risk haplotype is also associated with combined cocaine
dependence and cocaine–alcohol co-dependence along with cocaine dependence, and
likely enables low PDYN expression in the caudate and nucleus accumbens [63]. The
PDYN rs2281285-rs1997794 haplotype is associated with alcoholism and susceptibility for
drinking in negative emotional states [38,64].

Variable number tandem repeats (VNTR) are often associated with complex disease
traits. The 68 bp VNTR is located upstream of the PDYN main TSSs (Figure 4b). The
VNTR copy number varies from one to five in humans while a single copy is present in
nonhuman primates, and none in other animals [52]. The human VNTR elements have
five substitutions that differentiate them from chimpanzees. The DNA sequence similar
to the AP-1 binding element is located in the PDYN VNTR and may serve as a target for
this transcription factor [65]. The VNTR elements may contribute to PDYN regulation that
is dependent on their number, and cellular context [66]. The PDYN VNTR variants are
associated with epilepsy [11,67], cocaine dependence and abuse [68], schizophrenia [69],
opioid addiction [38,70,71], methamphetamine dependence [72,73], and cocaine/alcohol
co-dependence [74]. However, attempts to replicate these studies were generally unsuc-
cessful [6,75,76].
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5. PDYN Epigenetic Mechanisms
5.1. PDYN Regulation in Chromosomal Context

Strong signals of CTCF, the CCCTC-binding factor in the PDYN locus were detected
in a variety of cell lines in the genome-wide screen (Figure 4a). CTCF is a pleiotropic
transcription factor that may activate or repress gene transcription, and contribute to gene
insulation and imprinting. CTCF possesses eleven zinc fingers that may bind to diverse
DNA sequences and, by this virtue, may mediate intra- and interchromosomal interactions
by chromatin looping between insulators targeted by CTCF [77]. Chromatin domains
in these loops may be either activated [78] or repressed for their gene transcription [77]
through facilitation or inhibition of interactions of the enhancers and inhibitors with gene
promoters. Strong peaks of CTCF are located at putative boundaries of the PDYN gene
(Figure 4a) where they overlap with strong REST, MYC, MAX, USF1, EGR1 and ZNF143
signals. Localization of the sites occupied by CTCT corresponds to exons 3 and 4 of
long non-coding AK090681 RNA that are positioned on the complementary DNA strand
(Figure 4a).

Besides CTCF, the PDYN locus is regulated by RE1-Silencing Transcription Factor
(REST) that targets the neuron-restrictive silencer element RE-1 and acts as a transcriptional
repressor (Figure 4a; see Section 5.4). REST forms two peaks with the first located upstream
of the gene in proximity to the upstream CTCF site proximally to the gene. The second
peak is in the 3′-UTR. The emerging mechanism is that these two transcription factors may
control the locus specific PDYN transcription that is insulated from AK090681 by formation
of the chromatin loops due to CTCF binding (Figure 4a). Similar to other long non-coding
RNAs, the AK090681 long non-coding RNA may be involved in the regulation of gene
transcription by coordinating intrachromosomal looping and recruiting the chromatin
modifying factors.

Lack of cellular and animal models is a limiting factor in analysis of human PDYN
transcription in chromosomal context. Cell lines of rodent and human origin do not
generally express prodynorphin or transcribe it at much, approximately 1000-fold lower
levels compared to the brain. Furthermore, in in vitro cellular models PDYN transcription
is not responsive to pharmacological treatments that upregulate expression of this gene in
animal models.

5.2. DNA Methylation

The PDYN gene is transcribed mostly in neurons in the human brain [79,80]. The
neuronal expression may be controlled through methylation of two short adjacent differ-
entially methylated regions, DMR1 and DMR2 in the promoter. Methylation patterns are
opposite between neurons and glia for each DMR, and also between the DMRs (Figure 5).
DMR1 comprises of a short, nucleosome size CpG island (CGI) that is hypomethylated
and enriched in 5-hydroxymethylcytosine in neurons, while hypermethylated in other
cell types.

The current paradigm is that DMRs are associated with CGI shores but not with core
of the CGIs [81,82]. In contrast to this pattern, methylation of the PDYN CGI is different
among neurons and other cell types. This CGI is also enriched in 5-hydroxymethylcytosine
suggesting its function as active regulatory domain characterized by high cytosine methy-
lation turnover rate [79]. Methylation of individual CpGs in the CGI is highly coordinated
in neurons, that is not observed in other PDYN promoter areas in these and other cell
types. This pattern in the PDYN CGI is analogous to contiguous methylation clusters
characterized by high correlations among CpG methylation in other genes [83].

The CGI methylation may differ in its chromatin organization between neurons and
glia. In cells that do not transcribe the PDYN gene, the CGI is wrapped in a nucleosome, a
feature of the repressive chromatin [79]. Thus, the CGI may serve as the PDYN promoter
module, which cycling between the methylated and occupied by a nucleosome state, and
hydroxymethylated nucleosome free state, is locally regulated. These DNA and chromatin
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modifications may allow interactions with sequence–specific transcription factors that
could delineate cell-type specific PDYN transcription.

The opposite pattern is observed for DMR2 that is hypermethylated in neurons and
hypomethylated in glia and other cell types (Figure 5). This pattern and also negative
correlations between methylation of the two DMRs imply that the mechanisms that are
autonomic for each DMR and coordinated between them, regulate their methylation,
and consequently their complementary role in PDYN expression. Hypermethylation of
DMR2 in neurons may enable binding of MeCP2 or other factors that binds to methylated
DNA and activate gene transcription. In non-neuronal cells, PDYN may be repressed
through interactions of DREAM, a methylation sensitive transcriptional repressor, with
non-methylated DMR2 [84]. There epigenetic mechanism may control cell type-specific
control of PDYN transcription in human brain.

Molecules 2021, 26, x FOR PEER REVIEW 8 of 18 
 

 

cell types. This pattern in the PDYN CGI is analogous to contiguous methylation clusters 
characterized by high correlations among CpG methylation in other genes [83]. 

The CGI methylation may differ in its chromatin organization between neurons and 
glia. In cells that do not transcribe the PDYN gene, the CGI is wrapped in a nucleosome, 
a feature of the repressive chromatin [79]. Thus, the CGI may serve as the PDYN promoter 
module, which cycling between the methylated and occupied by a nucleosome state, and 
hydroxymethylated nucleosome free state, is locally regulated. These DNA and chromatin 
modifications may allow interactions with sequence–specific transcription factors that 
could delineate cell-type specific PDYN transcription. 

The opposite pattern is observed for DMR2 that is hypermethylated in neurons and 
hypomethylated in glia and other cell types (Figure 5). This pattern and also negative cor-
relations between methylation of the two DMRs imply that the mechanisms that are au-
tonomic for each DMR and coordinated between them, regulate their methylation, and 
consequently their complementary role in PDYN expression. Hypermethylation of DMR2 
in neurons may enable binding of MeCP2 or other factors that binds to methylated DNA 
and activate gene transcription. In non-neuronal cells, PDYN may be repressed through 
interactions of DREAM, a methylation sensitive transcriptional repressor, with non-meth-
ylated DMR2 [84]. There epigenetic mechanism may control cell type-specific control of 
PDYN transcription in human brain. 

Figure 5. Model for epigenetic and transcriptional regulation of neuronal PDYN transcription. In 
neurons, USF2 binds to E-box in the promoter CGI that is hypomethylated and enriched in 5-hy-
droxymethylcytosine (5-hmC). In glia, the CGI is hypermethylated. DMR2 and DMR1/CGI exhibit 
methylation patterns that are opposite between them and between neurons and glia for each of 
them. In non-neuronal cells, DMR2 may be targeted by methylation-sensitive transcriptional re-
pressor such as DREAM, while in neurons by a methylation-dependent transcriptional activator. In 
glia, the DMR1/CGI may be wrapped in a nucleosome, that prevents transcriptional initiation. These 
mechanisms may underlie contrasting PDYN expression in neurons and glia. Modified from [79]. 

One more CpG island is located in the coding part of exon 4 of the PDYN gene (Figure 
4b). High methylation of cytosine residues in exons [85] were detected in many genes that 
was positively associated with gene transcription levels [86,87]. The exon 4 PDYN CpG 
island possesses a promoter activity, transcription factor binding sites, and the second 
cluster of TSSs, along with SNP associated with alcoholism [35,42,57–59]. This island is 
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Figure 5. Model for epigenetic and transcriptional regulation of neuronal PDYN transcription.
In neurons, USF2 binds to E-box in the promoter CGI that is hypomethylated and enriched in 5-
hydroxymethylcytosine (5-hmC). In glia, the CGI is hypermethylated. DMR2 and DMR1/CGI exhibit
methylation patterns that are opposite between them and between neurons and glia for each of them.
In non-neuronal cells, DMR2 may be targeted by methylation-sensitive transcriptional repressor
such as DREAM, while in neurons by a methylation-dependent transcriptional activator. In glia,
the DMR1/CGI may be wrapped in a nucleosome, that prevents transcriptional initiation. These
mechanisms may underlie contrasting PDYN expression in neurons and glia. Modified from [79].

One more CpG island is located in the coding part of exon 4 of the PDYN gene
(Figure 4b). High methylation of cytosine residues in exons [85] were detected in many
genes that was positively associated with gene transcription levels [86,87]. The exon 4
PDYN CpG island possesses a promoter activity, transcription factor binding sites, and
the second cluster of TSSs, along with SNP associated with alcoholism [35,42,57–59]. This
island is similarly hypermethylated in the brain and blood DNA in which the levels of
FL-PDYN transcript are high or negligible, respectively [80]. DNA methylation profile in
this domain is well conserved across human individuals, whereas differs among brain and
peripheral tissues, and among brain regions [79]. Epigenetic mechanisms may remodel
chromatin structure in the exon 4 PDYN CpG island that may result in transcription of this
gene from intragenic TSSs or regulate elongation of transcription and mRNA splicing.

5.3. The CpG-SNP Hypothesis: Epialleles of PDYN SNPs Associated with Alcoholism

The current paradigm is that the environmental, epigenetic and genetic factors in-
fluence the phenotype and contribute to the propensity for disorders by altering gene
transcription. SNPs are much more abundant at the CpG dinucleotides than predicted [88]
and may form or disrupt a CpG sequence. Methylation and hydroxymethylation of CpG-
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SNPs is allele-specific. Environmental, epigenetic and genetic factors may mechanistically
integrate on CpG-SNPs which genetic variants may determine the phenotype while the
cytosine methylation—the demethylation state may control transcription from the C-allele
(Figure 6a). Two SNP alleles and three cytosine epialleles including its unmethylated,
methylated and hydroxymethylated states may differentially contribute to a vulnerability
of a disease.
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Figure 6. The CpG-SNP hypothesis. (a) Genetic, epigenetic and environmental factors are mechanis-
tically integrated at CpG-SNPs that may be methylated and hydroxymethylated at the C-allele. Two
alleles and three cytosine epialleles may differentially affect gene transcription and thereby differently
contribute to deasease predisposition [89]. (b) PDYN SNPs variants associated with alcoholism are
shown in blue while those forming CpGs in red. (c) T-allele-binding factor (Ta-BF) has high affinity
for the T and methylated C alleles of the 3′-UTR CpG-SNP but not to unmethylated C allele. The
high affinity interaction may be a basis for transcriptional activation by this DNA-binding protein.

Five PDYN SNPs are associated with alcoholism with high significance [89]. Three of
them form or disrupt CpG sites (rs1997794; rs6045819 and rs2235749; Figure 6b). To test
the CpG-SNP hypothesis we analyzed methylation of these three PDYN CpG-SNPs in the
human dlPFC. Alcoholism is associated with hypermethylation of the C allele of 3′-UTR
CpG-SNP rs2235749 (C > T) in the human brain, and its methylation levels positively
correlate with PDYN expression suggesting a functional link between these two processes.
Analysis of DNA-binding factors targeting this area identified a novel T-allele-binding
factor (Ta-BF). This 63 kDa protein has high affinity for the T and methylated C alleles of
the 3′-UTR CpG-SNP but not for unmethylated C allele (Figure 6c).

Positive correlation between the 3′-UTR CpG-SNP methylation and PDYN expression
suggests that the Ta-BF binding to the 3′-UTR may activate PDYN transcription [89].
Thus, the environmental, epigenetic and genetic factors associated with alcoholism may
be mechanistically integrated on the PDYN 3′-UTR CpG-SNP, and Ta-BF may read the
resulting methylation signals and translate them into disease predisposition through
changes in PDYN transcription.

Several gene-centric and genome wide human studies lend support for the CpG-SNP
hypothesis. Many well-known polymorphic sites associated with psychiatric disorders
form CpG-SNPs. CpG-SNPs of the catechol-O-methyltransferase, GABA(A) receptor
beta(2) (GABRB2) and µ-opioid receptor genes are the examples. Methylation of the
cytosine allele at these sites is a part of the mechanism that controls gene transcription
and contributes to the phenotype [90–95]. Thus, modifications of CpG-SNPs may have an
essential epigenetic function that mediates the effects of a changing environment on the
polymorphism dependent genome expression.
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5.4. PDYN Regulation by REST

REST is a master regulator of neuronal phenotype acting through neuron-restrictive
silencer element (RE1) and inhibiting transcription of its target genes [96,97]. The REST
effects are mediated by epigenetic mechanisms that recruit inhibitory enzymatic activities
to its target elements leading to long-term alterations in gene transcription.

Chromatin immunoprecipitation data generated by ENCODE [98,99] demonstrate
that PDYN has two binding sites for REST (Figure 4a) [100,101]. They are located 12 kb
upstream of the PDYN gene and in its 3′-UTR, respectively [102]. Functional inactivation
of REST with a dominant negative mutant REST protein [103,104] increases PDYN tran-
scription in cellular models [104]. Consistently analysis of the human dlPFC by Chromatin
Immunoprecipitation quantitative real-time PCR assay revealed REST bound to the RE1
located upstream of PDYN, while binding to the 3′-UTR RE1 element was negligible [104].

REST is regulated by the microRNA MIR-9, and they together control chromatin
remodeling that determines cell phenotype [105,106]. Analysis of the human brain demon-
strates that REST and MIR-9 negatively correlate suggesting the negative feedback mech-
anism. Thus, REST may repress PDYN transcription while this transcription factor is
negatively controlled by MIR-9 microRNA [104].

5.5. Dual Epigenetic and Transcriptional Mechanism Controls Neuronal PDYN Expression

Expression of the neuropeptide genes including PDYN is confined to specific cell
types and neuronal lineages that may be coordinated by epigenetic and transcriptional
mechanisms. These mechanisms may permit and restrict, activate or inhibit gene tran-
scription depending on cell type. We tested this hypothesis by the in-depth analysis of the
opioid PDYN transcription in the human brain [79]. Our strategy was to detect sequences
in the PDYN locus that are differentially methylated between neurons and other cell types,
and to identify sequence-specific methylation-sensitive transcription factors that target
these DMRs, and therefore may control the methylation-regulated PDYN expression in
specific cell types.

The previous sections described that the PDYN promoter has the DMR1 with a short
CGI as a core that is hypomethylated and enriched in 5-hydroxymethylcytosine in neurons
(Figure 5) [79]. When unmethylated this CGI serves as a binding site for USF2, E-box
transcription factor that does not interact with methylated sequences. USF2 activates
PDYN transcription in model cell systems, and is physically associated with unmethylated
E-box in the PDYN CGI in human brain. Consistently, expression of USF2 and PDYN is
correlated (Figure 7a,b). USF2 and PDYN proteins are co-expressed in the same neurons in
the human dlPFC; only USF2-producing cells synthesize dynorphins (Figure 7c–e). Thus,
two conditions may be obligatory for the neuron-specific PDYN transcription that are the
CGI hypomethylation and USF2 expression.

144



Molecules 2021, 26, 3458
Molecules 2021, 26, x FOR PEER REVIEW 11 of 18 
 

 

 
Figure 7. Correlation of USF2 and PDYN (a,b), and their co-localization (c–e) in the human dlPFC. 
(a,b) The estimated effect with 95% confidence interval. Immunoreactivity of (c) PDYN, and (d) 
USF2 in the cytoplasm and nuclei of the layer V neurons, respectively. (e) Double labeling of PDYN 
and USF2 in the same neuron. Scale bars, 50 μm (c,d); and 25 μm (e). Modified from [79]. 

In rodents, Ptf1a, Pax2, Neurod1/2/6 and Bhlhb5 transcription factors enable Pdyn 
expression in cell type and cell lineage-specific patterns in the dorsal spinal cord and Islet-
1 in the striatum [107–112]. USF2 and these transcription factors are E-box proteins (USF2, 
Ptf1a and Neurod1/2/6), or regulate E-box dependent transcription. Thus, formation of 
cellular prodynorphin phenotype in the human and rodent central nervous system is de-
termined by E-box transcription factors. 

6. PDYN Transcriptional Adaptations Concomitant with Neuronal Decline in Human 
Alcoholics 

Alcoholism is associated with cognitive impairments that may develop due to aber-
rant neurotransmission and neurodegeneration. Several lines of evidence suggest that dy-
norphin opioid peptides have a role in cognitive decline [113–117]. In animal experiments, 
dynorphins administered into the hippocampus impair spatial learning [118]. Dynorphins 
also contribute to the stress and age-related learning and memory deficits [113–115]. In 
elderly humans, PDYN polymorphism is associated with memory loss [116]. Dynorphins 
are elevated in the prefrontal cortex of patients with Alzheimer’s disease, and their levels 
correlate with neuropathological score [117]. Consistently, it was hypothesized that the 
PDYN/KOR system is dysregulated in the dlPFC and hippocampus of alcoholics, and that 
these changes contribute to cognitive impairments [119,120]. This notion gains a support 
in animal model of cognitive deficits induced by alcohol binge drinking [120–122]. The 
PDYN/KOR system mediated impairments of spatial learning and memory in this model 

Figure 7. Correlation of USF2 and PDYN (a,b), and their co-localization (c–e) in the human dlPFC.
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In rodents, Ptf1a, Pax2, Neurod1/2/6 and Bhlhb5 transcription factors enable Pdyn
expression in cell type and cell lineage-specific patterns in the dorsal spinal cord and Islet-1
in the striatum [107–112]. USF2 and these transcription factors are E-box proteins (USF2,
Ptf1a and Neurod1/2/6), or regulate E-box dependent transcription. Thus, formation
of cellular prodynorphin phenotype in the human and rodent central nervous system is
determined by E-box transcription factors.

6. PDYN Transcriptional Adaptations Concomitant with Neuronal Decline in Human Alcoholics

Alcoholism is associated with cognitive impairments that may develop due to aberrant
neurotransmission and neurodegeneration. Several lines of evidence suggest that dynor-
phin opioid peptides have a role in cognitive decline [113–117]. In animal experiments,
dynorphins administered into the hippocampus impair spatial learning [118]. Dynorphins
also contribute to the stress and age-related learning and memory deficits [113–115]. In
elderly humans, PDYN polymorphism is associated with memory loss [116]. Dynorphins
are elevated in the prefrontal cortex of patients with Alzheimer’s disease, and their levels
correlate with neuropathological score [117]. Consistently, it was hypothesized that the
PDYN/KOR system is dysregulated in the dlPFC and hippocampus of alcoholics, and that
these changes contribute to cognitive impairments [119,120]. This notion gains a support
in animal model of cognitive deficits induced by alcohol binge drinking [120–122]. The
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PDYN/KOR system mediated impairments of spatial learning and memory in this model
while selective κ-antagonist nor-binaltorphimine reversed these impairments by decrease
in the ethanol-induced elevation of glutamate overflow.

In line with these studies, changes in the PDYN/KOR system are considered as
a molecular mechanism that underlies the long-term effects of addicted substances on
behavior, cognitive impairment and loss of control over intake of addictive substances and
alcohol [12,30,120,123–129]. This hypothesis was addressed by analysis of the expression
levels and co-expression (transcriptionally coordinated) patterns of PDYN and OPRK1
(KOR) genes in the dlPFC of alcoholics; 53 alcoholics were compared with 55 control
subjects [127,128]. PDYN was found to be downregulated in the addicted brain, while the
OPRK1 expression was not altered. Thus, the effects of alcoholism on these two genes were
not mechanistically coordinated.

Early postmortem morphological studies revealed marked reduction in the number of
neurons in the dlPFC of alcoholics [130,131]. More recently this was confirmed by analysis
of neuronal proportion in the epigenome-wide DNA methylation study, and by analysis of
neuronal and glial markers [132]. Importantly, the PDYN mRNA levels were not affected
by the decline in the neuronal number. Instead, their alterations were likely caused by
transcriptional adaptations [79,127,128]. Another issue that is important for regulation of
the PDYN/KOR system is that the absolute levels of PDYN mRNA were markedly lower
compared to those of KOR (OPRK1). Thus, PDYN transcription may be a limiting factor
in the PDYN/KOR signaling. Therefore, a decrease in PDYN transcription may further
diminish efficacy of PDYN/KOR signaling in dlPFC of alcoholics. Resulting overactivation
of neurotransmission in cortical neurocircuits that is negatively controlled by dynorphins,
may be a gross effect of PDYN/KOR downregulation that contributes to formation of
alcohol-induced impairments in behavior.

Addictive substances may cause similar downstream molecular adaptations—the gen-
eral molecular syndrome that mediates the lasting nature of the addictive state [133]. PDYN
transcription is downregulated in the dlPFC and dorsal striatum in alcoholics [127–129],
and in the dorsal striatum in cocaine addicts [63]. These changes may be a part of the
general adaptive syndrome caused by addictive substances.

7. Conclusions

The specific feature of neurons and neural circuits is their neuropeptide phenotype.
In short, conserved and repetitive neuropeptide sequences are a distinctive feature of
neuropeptide genes. In this property these sequences are similar to DNA-binding sites
for sequence-specific transcription factors. The opioid peptide sequences in the PDYN
gene overlap with or are situated in close proximity to multiple TSSs, splice junctions,
and CpG-SNP that is associated with psychiatric phenotype (Figure 6b). YY1 and NF-κB
through binding to these sequences may activate transcription from a cryptic promoter
located in this area [42,57–59]. This region is hypersensitive to DNAase I, suggesting that
chromatin is open in the short CpG island that is a core of this region (Figure 4b). Strikingly,
the dynorphin-encoding sequences may be a mutational hot spot; their missense mutations
cause profound neurodegeneration in human subjects with neurodegenerative disorder
SCA23 [20,134–136]. SCA23 mutations are enriched in CpGs suggesting a link of their
origin or a pathogenic mechanism with methylation/demethylation processes [79,137].
Together these findings lend support for the hypothesis that the neuropeptide-encoding
sequences may have regulatory functions. They may have a role in transcriptional initi-
ation, elongation, and RNA splicing leading to synthesis of transcripts that give rise to
protein variants with non-canonical functions. A unique combination of transcriptional
mechanisms regulated by conventional enhancer and promoter, and by the neuropeptide-
encoding sequences may determine cell-type and cell lineage-specific gene expression.
Whether neuropeptide-encoding sequences are gene signatures targeted by epigenetic
mechanisms that define neuropeptide phenotype of neural circuits, is important to address
in future studies.
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Dysregulation of neural circuits expressing neuropeptides may cause neurological
and psychiatric disorders including spinocerebellar ataxia 23, epilepsy, depression and
substance dependence. Not all functions of neuropeptide precursors might have been iden-
tified. The unusual nuclear localization of PDYN and proenkephalin was demonstrated,
and predicts novel epigenetic or transcriptional functions for nuclear variants of these
proteins. Knowledge of the mechanisms that regulate epigenome and transcriptome in the
neuropeptide producing neurons is essential for understanding of normal and dysfunc-
tional neural circuits. Studies focused on individual neuropeptide genes and functions of
their protein products complement, specify and further advance multi-omics analysis of
human brain relevant for psychiatric disorders.
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Abstract: Accumulated preclinical and clinical data show that peripheral restricted opioids provide
pain relief with reduced side effects. The peripherally acting opioid analgesic HS-731 is a potent
dual µ-/δ-opioid receptor (MOR/DOR) full agonist, and a weak, partial agonist at the κ-opioid
receptor (KOR). However, its binding mode at the opioid receptors remains elusive. Here, we
present a comprehensive in silico evaluation of HS-731 binding at all opioid receptors. We provide
insights into dynamic interaction patterns explaining the different binding and activity of HS-731
on the opioid receptors. For this purpose, we conducted docking, performed molecular dynamics
(MD) simulations and generated dynamic pharmacophores (dynophores). Our results highlight two
residues important for HS-731 recognition at the classical opioid receptors (MOR, DOR and KOR),
particular the conserved residue 5.39 (K) and the non-conserved residue 6.58 (MOR: K, DOR: W and
KOR: E). Furthermore, we assume a salt bridge between the transmembrane helices (TM) 5 and 6 via
K2275.39 and E2976.58 to be responsible for the partial agonism of HS-731 at the KOR. Additionally,
we experimentally demonstrated the absence of affinity of HS-731 to the nociceptin/orphanin FQ
peptide (NOP) receptor. We consider the morphinan phenol Y1303.33 responsible for this affinity
lack. Y1303.33 points deep into the NOP receptor binding pocket preventing HS-731 binding to
the orthosteric binding pocket. These findings provide significant structural insights into HS-731
interaction pattern with the opioid receptors that are important for understanding the pharmacology
of this peripheral opioid analgesic.

Keywords: GPCR; opioid receptor; HS-731; peripheral opioid agonist; analgesia; binding; selectivity;
molecular docking; molecular dynamics simulations

1. Introduction

Opioid receptors are membrane-bound receptors belonging to the family of G protein-
coupled receptors (GPCRs) [1]. There are four opioid receptor subtypes, including the
three classical opioid receptors, µ (MOR), δ (DOR) and κ (KOR), and the more recently
discovered nociceptin/orphanin FQ peptide (NOP) receptor [1]. The central role of the
opioid system (opioid receptors and their endogenous and exogenous ligands) in pain
treatment has been long recognized, with activation of each opioid receptor subtype leading
to pain relief [2,3]. Because of their therapeutic relevance, the opioid receptors are among
the few GPCRs determined in different activation states [4].

The most common strategy for the treatment of severe pain is by targeting the
MOR [2,3,5]. Clinically used MOR agonists (e.g., morphine, oxycodone and fentanyl)
are capable of producing potent and effective analgesia, but they also cause unwanted
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and numerous side effects, such as respiratory depression, constipation, sedation, nausea,
tolerance, dependence and addiction [2–4]. Opioid misuse and opioid-induced overdoses
and death have become a global medical and socioeconomical issue leading to the ongoing
opioid epidemic [6,7]. Recently, it was reported that the overdose deaths from opioids was
increased to 56,064 in 2020 in the USA [8]. Therefore, the development of safer analgesics
with lower or no abuse liability and other undesirable side effects is highly needed [9–11].
Diverse approaches in the design of safer analgesics include targeting multiple receptors
simultaneously (bi- and multifunctional ligands) [11–13], functional selectivity at GPCRs
(biased agonists) [11,14–16] and peripheralization of opioid receptor agonists [2,11,17,18].

Opioid receptors are expressed in the central and peripheral nervous systems (CNS
and PNS), and various non-neuronal tissues (immune, neuroendocrine and ectodermal
cells) [2,3,19,20]. Preclinical and clinical studies have shown that selective activation of
peripheral opioid receptors leads to effective pain relief and reduced CNS-mediated side ef-
fects [2,17,18,21–23]. Increasing the hydrophilicity of opioids to limit their access to the CNS,
and thus to minimize the incidence of undesirable CNS effects comprises diverse chemical
modifications, such as incorporation of quaternary or amphiphilic molecules, which contain
hydrophilic and hydrophobic components, pH-sensitive activation of analgesic compounds
and synthesis of peptide-derived analgesics. The goal of achieving analgesia while avoiding
CNS penetration has focused on both small molecules and peptides [2,17,18,21,22,24].

Among the first generation of peripherally restricted opioid compounds was the MOR
agonist loperamide [25] (clinically used in the control of diarrhea), which is completely ex-
cluded from the CNS by the action of P-glycoprotein [18]. Asimadoline [26], an amphiphilic
molecule, was the first peripherally selective agonist with activity at the KOR evaluated in
humans for the treatment of peripheral pain. Unfortunately, asimadoline did not achieve
clinically relevant efficacy at doses that lacked CNS adverse effects [17,21]. Through com-
puter simulations at low pH, the fluorinated fentanyl analogue, NFEEP, was identified as a
potent antinociceptive activating specifically the MOR in acidified peripheral tissues and to
lack the typical opioid side effects in animals [18,21,27]. Peripheral restriction can also be
achieved with peptidic agonists that produce analgesia by activating the MOR or KOR in
the periphery [17,22,28]. The most advanced peripherally restricted KOR agonist under
clinical development for acute postoperative pain and chronic pain is the tetrapeptide
CR845 (also known as difelikefalin) [17,22].

Chemical and pharmacological work from our laboratory in the field of peripheral
opioid analgesics from the class of opioid morphinans targeted the attachment of amino
acid residues and dipeptides at the C6 position of the centrally acting MOR agonist 14-
O-methyloxymorphone [29–37]. It was established that inclusion of an ionizable group,
such as amino acid residues and sulfate conjugates, in morphinans leads to increased
hydrophylicity and consequently reduced penetration into the CNS, by having greater
selectivity towards peripheral tissues [31,32,34,35,37–40]. Inclusion of an ionizable group,
such as amino acid residues, leads to increased hydrophylicity and consequently reduced
penetration into the CNS, by having greater selectivity towards peripheral tissues. Sev-
eral zwitterionic analogues were profiled as very potent MOR/DOR agonists producing
antinociception after systemic administration in various pain models in rodents (mice
and rats) via activation of peripheral opioid receptors [37]. A prominent representative of
the series is HS-731, the 6β-glycine substituted derivative of 14-O-methyloxymorphone
(Figure 1) [29], showing high affinity, potent and full agonism at the MOR and DOR, and a
weak, partial agonism at the KOR (Table 1). In addition, HS-731 has been demonstrated
to effectively induce peripheral opioid antinociception in a multitude of pain conditions,
including acute nociception (tail-flick test) [31], visceral pain (acetic acid-induced writhing
assay) [34,37], inflammatory pain (formalin test [31,33] and carrageenan-induced hyper-
algesia [32]), neuropathic pain (sciatic nerve ligation) [33] and migraine pain (eye-wiping
trigeminal nociceptive test) [36] in rodents. In acute thermal nociception, HS-731 was up
to 200-fold more potent than morphine and had similar potencies to fentanyl when given
systemically subcutaneous (s.c.), with considerably long-lasting antinociceptive effects. A
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significant and prolonged duration of the antinociceptive effect (up to 4 h) with a peripheral
site of action was shown after oral administration of HS-731 to rats with carrageenan-
induced inflammatory pain [32]. Recent data were reported on the absence of analgesic
tolerance for HS-731 in rats upon chronic s.c. treatment for 14 days [23].

Figure 1. Structure of HS-731 and the acid-base equilibrium under physiological conditions.

Table 1. In vitro binding affinities and agonist activities of HS-731 at the opioid receptors.

Receptor Rat Opioid
Receptor Human Opioid Receptor

Binding affinity Binding affinity Functional activity
Ki (nM) Ki (nM) EC50 (nM) % stim.

MOR 0.83 ± 0.02 a 0.90 ± 0.14 b 3.78 ± 0.73 b 98 ± 9 b

DOR 7.86 ± 0.64 a 10.1 ± 2.7 b 7.92 ± 1.63 b 103 ± 7 b

KOR 44.8 ± 0.1 a - c 361 ± 154 b 82 ± 9 b

NOP - c >10,000 - d - d

a Binding affinities (Ki, nM) to the opioid receptors in the rat brain were determined in competitive radioligand
binding assays; data from [30]. b Binding affinities (Ki, nM) to the human opioid receptors expressed in CHO cells
were determined in competitive radioligand binding assays; data from [35]. Potencies (EC50, nM) and efficacies
(% stimulation expressed as percentage relative to the maximum effect of a selective, full opioid agonist) to the
human opioid receptors expressed in CHO cells were determined in the [35S]GTPγS binding assays; data from [35].
c—denotes not determined. d—denotes not applicable. Values are means ± SEM (n = 3 independent experiments
performed in duplicate).

In the present study, we present the first mechanistic in silico investigation of the
binding mode and interaction mechanisms of HS-731 to the three classical opioid receptors
and rationalize why HS-731 does not bind to the NOP receptor.

2. Results and Discussion
2.1. HS-731 Shows No Specific Binding to the NOP Receptor

We have reported previously on the specific binding of HS-731 to the three classical
opioid receptors, MOR, DOR and KOR, in the rat brain and to the recombinant human
receptors expressed in Chinese hamster ovary (CHO) cells (Table 1). HS-731 shows high
binding affinities in the low nanomolar range to the MOR and DOR, and reduced affinity
to the KOR [30,35]. In the present study, the first data on the binding affinity of HS-731 to
the NOP receptor is reported. Competitive inhibition of [3H]nociceptin binding by HS-731
to the NOP receptor was assessed using in vitro competitive radioligand binding assays
with membranes of CHO cells expressing the human NOP receptor. HS-731 displayed no
substantial binding to the NOP receptor up to a concentration of 10 µM. In the same assay,
the reference nociceptin ligand had a very high binding affinity (Ki = 0.17 ± 0.04 nM) to
the NOP receptor (Figure 2 and Table 1).
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Figure 2. Binding curves of HS-731 to the human NOP receptor determined in the competitive radioli-
gand binding assay. Concentration-dependent inhibition by HS-731 and nociceptin of [3H]nociceptin
binding to membranes from CHO cells stably expressing the human NOP receptor. Values are means
± SEM (n = 3 independent experiments performed in duplicate).

2.2. Homology Modeling Is Suitable to Predict the Active State Human Nociceptin Receptor

In order to characterize binding of HS-731 in a comprehensive way, an investigation
of both the inactive conformation, but also the active conformation is necessary. Since no
active-state crystal structure of the NOP receptor is available we modeled the active state
human NOP receptor structure using the crystal structure of the κ-opioid receptor (KOR,
PDB-ID: 6B73 [41]). Model generation was carried out as described in the Section 3 and
resulted in a model with a 0.7 Å root mean square deviation (RMSD) between the α-carbon
atoms between NOP receptor and active conformation KOR template, indicating a correct
global fold. The NOP receptor homology model contains no atom clashes and only two
phi/psi angle outliers, suggesting a high-quality homology model (Figure 3, see Section 3
for details).

Figure 3. Ramachandran plot of the NOP receptor homology model. Angles within the orange range
angles are plausible (yellow spheres) and angles within the green space are optimal (green spheres).
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2.3. Water Molecules Are Important for HS-731 Binding to the Opioid Receptors

Water-mediated hydrogen bonds between ligand and receptor are known to occur
within opioid receptor crystal structures [41–43]. Both MOR and DOR x-ray crystal struc-
tures [42,43] contain crystal water molecules. In the MOR, three polar interactions between
ligand and protein are mediated by water molecules, namely those to K2335.39, H2976.52

and Y1483.33 (the numbering refers to the mouse MOR; the respective residues in the hu-
man MOR are K2355.39, H2996.52 and Y1503.33, superscripts denote Ballesteros-Weinstein
numbering [44]) were reported [42]. Mutagenesis studies have revealed all three residues
to be involved in MOR binding and selectivity [45]. Therefore, the water molecules in
the MOR structure were retained. The DOR structure with PDB-ID 6PT2 published by
Claff et al. [43] contains three water molecules, which mediate interactions to K2145.39 and
Y1293.33. In mutagenesis studies, Y1293.33 was shown to contribute to affinity and activity
of DOR agonists [43,46], while K2145.39 contributes to agonist binding and selectivity [47].
Therefore, all three water molecules were retained. For the KOR, no crystal waters are
experimentally resolved. ‘Interaction potential maps’ implemented in MOE were there-
fore used to identify a single potential conserved water position. The same workflow
was applied to the NOP receptor homology model and the NOP receptor inactive crystal
structure. For all three structures water molecule between the transmembrane helices 5
and 6 (TM5/TM6) were identified that are capable to mediate interactions to the backbone
carbonyl of K5.39, an interaction highlighted previously in opioid receptors [41–43]. The
predicted water molecule in the KOR occupies the same coordinates as a preserved water
molecule present in the MOR (PDB-ID: 5C1M).

2.4. Docking Reveals a Common Binding Mode for HS-731 to the Opioid Receptors

HS-731 contains the same morphinan scaffold (Figure 4) as the co-crystallized ligands
of the active X-ray crystal structures used in this study (KOR co-crystalized with MP1104,
PDB-ID: 6B73 [41], and MOR co-crystalized with BU72, PDB-ID: 5C1M [42], Figure 4). In
contrast, the active state DOR structure used in this study contains a peptidic ligand [43].
Nevertheless, MP1104 is known to be a potent agonist at the MOR, DOR and KOR [41,48].
Thus, a maximal scaffold overlay of HS-731 and MP1104 or BU72, and additionally a
common binding mode within the opioid receptors was aimed.

Figure 4. Chemical structures of (A) a morphinan scaffold and co-crystallized ligands (B) BU72 in
MOR (PDB-ID: 5C1M) and (C) MP1104 in KOR (PDB-ID: 6B73) under physiological pH (7.4).

To obtain a common binding mode of HS-731 in all opioid receptors, we docked
HS-731 into the prepared MOR, KOR, DOR x-ray crystal structures, as well as into the
NOP receptor active state homology model and the NOP receptor inactive crystal structure.
All protein structures contain water molecules in the TM5-6 region that is surmised to be
important for ligand binding [41]. Docking revealed a common binding pose of HS-731 in
the classical opioid receptors with the phenolic moiety establishing hydrogen bonding to
the water molecules coordinating the K5.39 backbone carbonyl in TM5. The morphinan
amine interacts with D3.32 via a salt bridge. The HS-731 carboxylate moiety points upwards
to the extracellular domain (Figure 5A). An ionic interaction between the side chain of K5.39
and the carboxylate of HS-731 occurs in all the three classical opioid receptors. In the MOR,
the carboxylate moiety also forms an ionic interaction with a second lysine positioned in
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TM6 (K3056.58). While K5.39 is conserved among the classical opioid receptors, residue 6.58
is not conserved, with the positively charged K3056.58 in the MOR, neutral W2846.58 in the
DOR, and negatively charged E2976.58 in the KOR. Thus, HS-731 is only able to form ionic
interactions with both lysine residues in the MOR, explaining the highest affinity of HS-731
to this receptor. In contrast, HS-731 only can exhibit one ionic interaction to K5.39 in the
KOR and DOR (Figure 5B–C).

Figure 5. Binding modes of HS-731 to the classical opioid receptors. (A) Global view on the MOR
binding pocket with docked HS-731. (B) Binding pocket of the MOR. Residues 297–303 and 322–325
are not shown for better visualization. (C) Binding pocket of the KOR. Residues 289–294 and 311–318
are not shown for better visualization. (D) Binding pocket of the DOR. Residues 275–282 are not
shown for better visualization. Blue star indicates positive ionizable interactions, red stars negative
ionizable interactions, yellow spheres lipophilic contacts, green arrow hydrogen bond donors and
red arrows hydrogen bond acceptors. Water molecules are depicted as red spheres.
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Even though residue 6.58 did not participate in an interaction with HS-731 in the
KOR, it could have an influence on ligand binding. In the KOR, K2275.39 and E2976.58

could interact with each other in an ionic protein-protein-interaction. Subsequently the
carboxylate of HS-731 would have to compete with E2976.58 for K2275.39 as interaction
partner. This competition would likely weaken the strength of the ligand interaction
to K2275.39 and reduces HS-731′s affinity to the KOR. The neutral W2846.58 in the DOR
cannot participate in an ionic interaction. Nonetheless, it could take part in a weaker
π-cation interaction with K2145.39. No geometrically plausible π-cation between W2846.58

and K2145.39 could be observed in our model. Subsequently, we surmise that W2846.58

does not influence ligand binding resulting in a better affinity value compared to the KOR.
Additionally the non-conserved residue 6.58 is a known selectivity-determinant at the
classical opioid receptors [45,47,49], and therefore its influence on ligand binding could
contribute to the affinity pattern of HS-731 at the opioid receptors.

A feature only visible in the binding hypothesis generated at the MOR is an ionic
interaction between the secondary amine of HS-731 and D56 of the N-terminus. The MOR is
currently the only solved opioid receptor crystal structure in which the N-terminus covers
the binding site [42]. Thus, possible interactions between HS-731 and the N-terminus of
the KOR or DOR were not detectable, even though the unresolved parts of the N-termini
of both receptors contain negatively charged residues that could be oriented towards the
binding pocket. Hence, the ionic interaction between the secondary amine of HS-731 and
the N-terminus of the MOR was not investigated in this study.

Experimentally, HS-731 did not exhibit specific binding to the NOP receptor (Figure 2
and Table 1). Therefore, the generated binding hypothesis to the NOP receptor predomi-
nately served to give insights into the reasons for the lack of affinity to this receptor and
to assess if HS-731 could be active in higher concentrations than experimentally tested.
As there is no data about the activity profile of HS-731 at the NOP receptor available we
conducted docking to the modeled active state NOP receptor as well as to the inactive state
NOP receptor (crystal structure, PDB-ID: 5DGH). For the active state homology model no
valid and plausible docking solution for the orthosteric binding pocket with the essential
ionic interaction to D1303.32 could be obtained. Residue Y1303.33 is likely to cause this ex-
clusion effect as it points deeper into the NOP receptor binding pocket than in the classical
opioid receptors (Figure 6). A superimposition of NOP receptor with the classical opioid re-
ceptors in complex with HS-731 revealed atom clashes between the morphinan scaffold and
Y1303.33 (Figure 6). This steric hindrance precludes HS-731 from binding to the active state
NOP receptor orthosteric binding pocket. Additionally, Akuzawa et al. [50] demonstrated
abolished binding of the endogenous ligand nociceptin to the NOP receptor mutant Q280A,
which indicates an important role of Q280 in anchoring NOP agonists. Residue Q280 is
positioned deep in the orthosteric binding pocket; therefore, it could not mediate HS-731
binding to the active conformation of the NOP receptor. Also, for the inactive state NOP
receptor (as obtained from the crystal structure with PDB-ID 5DGH), no reasonable binding
mode could be obtained. The binding site in the inactive NOP receptor conformation is
enlarged allowing HS-731 to bind to the lower part of the orthosteric binding pocket as
does the co-crystallized antagonist C-35. However, HS-731 adopted a different orientation
within the binding pocket and exhibited a distinct interaction pattern compared to known
NOP antagonists [51,52] as no 3D pharmacophore overlay could be detected (Figure S2).
Furthermore, HS-731 was not able to stabilize its two charged moieties outside the morphi-
nan scaffold in ionic interactions resulting in an enthalpically unfavorable binding mode.
Unlike endorphins, enkephalins and dynorphins, the endogenous NOP receptor ligand
nociceptin contains FGGF instead of YGGF in its message domain [50,51,53]. The additional
hydroxyl group is considered to function as a discriminator feature between classical opioid
receptors and the NOP receptor [51] with dynorphin A (Y1) showing no activity at the
NOP receptor [54]. The phenyl group of nociceptin is considered to point deeply into the
orthosteric binding pocket [51]. The discriminative hydroxyl group of HS-731 was similarly
oriented further indicating an implausible binding mode for HS-731.
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Figure 6. Superimposition of the NOP receptor and the classical opioid receptors in complex with
HS-731. Atom clash is indicated by the bold black line.

Altogether, the absence of affinity of HS-731 to the NOP receptor is in line with reports
indicating that NOP ligands often exhibit binding and activity patterns to the NOP receptor
not observed in the classical opioid receptors [1]. Furthermore, the lack of plausible docking
poses implies inactivity of HS-731 to the NOP receptor even for high ligand concentrations.
Hence, the binding poses at the NOP receptor were not further assessed in MD simulations.

2.5. Molecular Dynamics Simulations Revealed Additional Interactions for HS-731 Binding to the
Opioid Receptors

To obtain dynamic information for the opioid receptor-HS-731 complexes, we per-
formed MD simulations and analyzed the interactions using the in-house developed
Dynophore software [55], that calculates dynamic pharmacophores (‘dynophores’). Table 2
shows the frequency of the ionic interactions between HS-731 and the three opioid receptors,
MOR, DOR and KOR, during the simulations performed. Notably, the salt bridge between
the morphinan amine and D3.32 that is known to be crucial for binding of positively
charged ligands [56,57] occurred in 100% of the trajectory. In the case of the MOR, MD
simulations resulted in the same four ionic interactions observed in the static model. The
ionic interactions occurred with high frequencies, suggesting strong salt bridges between
HS-731 and the MOR binding pocket (Table 2). Dynophore analysis obtained from the DOR
and KOR complexes with HS-731 revealed additional, ionic interactions between the ligand
and extracellular loops (DOR: R291ECL3; KOR: K200ECL2) that were not seen in the static
model. The occurrence of ionic interactions with residues of the ECLs could be explained by
a tilt of the loops towards the binding pocket during the simulations. Moreover, dynophore
analysis revealed four stabilizing ionic interactions between ligand and protein in case of
the KOR, but only three in case of the DOR (Table 2). Furthermore, the frequency of the
ionic interaction between the morphinan amine and K5.39 is as frequent in the KOR as in
the DOR, even though a lower frequency in case of the KOR was predicted due to possible
intramolecular interaction between K2275.39 and E2976.58 as discussed in Section 2.4. The
last two findings seem in disagreement with the higher affinity of HS-731 towards the DOR
than to the KOR (Table 1). To explain these observations, we analyzed the geometry of
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the stabilizing salt bridges between HS-731 and the opioid receptors residues (Table 2) as
described in the next section.

Table 2. Ionic interaction occurrence between HS-731 and the three classical opioid receptors during
MD simulations.

InteractionType
Interaction Partners

HS-731 MOR DOR KOR

Cationic
interaction

morphinan
amine

D1493.32(100%) D1283.32

(100%)
D1383.32

(100%)
Cationic

interaction
secondary

amine
D56N-terminus

(73.7%)
Not present E209ECL2

(12.5%)

Anionic
interaction

Carboxylate
K2355.39

(81.3%)
K2145.39

(65.0%)
K2275.39

(63.3%)
K3056.58

(75.0%)
R291ECL3

(9.2%)
K200ECL2

(15.7%)
The frequency is given as an average of five simulation replicates per system.

Detailed root-mean-square deviation (RMSD) plots of HS-731 and the protein backbone
can be found in the Supplementary Materials (Figures S3–S8). Additionally, the supportive
information provide a comparison of the binding modes of HS-731 at the end of the
simulation time with the docking pose (Figures S9–S11).

2.6. Interaction Distance Assessment Confirms Binding Hypothesis

We measured the distances between the interaction partner atoms to examine the
quality of the ionic interactions occurring during MD simulations. Ionic interactions are
known to be strongly distance-dependent and the energy of ionic interactions is determined
by an exponential term, i.e., the strength of the interaction decreases rapidly by increasing
distance [58]. The distance measurement between the carboxylate moiety of HS-731 and
K5.39 at the MOR revealed short distances throughout the majority of the MD simulation
(Figure 7A). The large extent of strong interactions implies stable ligand binding over the
simulation time and the higher amount compared to the other opioid receptors contributes
to the superior affinity of around one order of magnitude exhibited at the MOR.

The corresponding distance assessment at the DOR and KOR revealed far more short-
distance interactions at the DOR than at the KOR (Figure 7B). Thus, even though the
interaction frequency at the DOR and KOR was very similar, the interaction was much
stronger at the DOR, explaining the increased affinity of HS-731 at the DOR compared to
the KOR (Table 1). Additional interactions between the carboxylate and the basic residues
in the ECLs in both receptors (R291ECL3 in the DOR, K200ECL2 in the KOR) only occurred
with low frequency and long interaction distances rendering their effect on ligand binding
negligible (Figure S12A). The ionic interaction in the KOR between E209ECL2 and the
secondary amine of HS-731 also only occurred with low frequency and again the distance
assessment revealed mostly long distances, rendering its effect on ligand binding trivial
(Figure S12B).

To explain the activity profile of HS-731 as a partial agonist at the KOR (Table 1),
the possible interaction between K2275.39 and E2976.58 to the KOR was assessed. This is
because a salt bridge between K2275.39 and E2976.58 at the KOR is assumed to hamper KOR
activation in that the interaction between the TM5 and TM6 hinders TM6 from its outward
movement [59]. At the same time, the translocation of TM6 is important for receptor
activation at GPCRs like the opioid receptors [4,60] and interactions between TM5 and TM6
are considered to hamper activation in other GPCRs [61]. This hypothesis is supported by
the fact that the salt bridge between K2275.39 and E2976.58 at the KOR only occurs in the
inactive conformation (PDB-ID: 4DJH [56]), but was broken up in the active crystal structure
(PDB ID: 6B73 [41]). The partial adoption of an intermediate state conformation with a
less pronounced outward movement due to K2275.39–E2976.58 interaction would explain
the partial agonism of HS-731 at the KOR. Our simulation shows that the two residues
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interact with each other during 45.6% of the time indicating that the surmised intermediate
state is indeed relevant. Furthermore, the proposed hindered TM6 outward movement at
KOR was confirmed by a distance measurement between the alpha carbonyl atoms of the
opposing residues 6.31 at the bottom of TM6 (MOR: R2786.31, DOR: R2576.31, KOR: R2706.31)
and 4.40 at the bottom of TM4 (MOR: R1844.40, DOR: A1634.40, KOR: L1734.40) over the
simulation time (Figure 8). Thus, the K2275.39–E2976.58 interaction appears to induce a
less active conformation at KOR explaining the observed partial agonism of HS-731 at
the KOR. A comparison between the active state KOR (PDB-ID: 6B73) and one exemplary
intermediate state conformation can be found in the Supplementary Materials (Figure S13).

Figure 7. Ionic interaction distances. (A) Distances between K2355.39 (Nz) or K3056.58 (Nz) in the
MOR and the carboxylate of HS-731. (B) Distances between K2275.39 (KOR, Nz) or K2145.39 (DOR,
Nz) and the carboxylate moiety of HS-731. Dashed lines represent quantile. The width of the plot
corresponds to the frequency of the measured distance.
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Figure 8. TM6 translocation. Measurement between the alpha carbon atoms of 6.31 at the bottom of
TM6 (MOR: R2786.31, DOR: R2576.31, KOR: R2706.31) and 4.40 at the bottom of TM4 (MOR: R1844.40,
DOR: A1634.40, KOR: L1734.40) over the simulation time. The width of the plot corresponds to the
frequency of the measured distance. Dashed black lines represent quantile. Yellow solid lines indicate
the analog measured distances at the active state crystal structures (PDB-ID: 5C1M for MOR, 6PT2
for DOR and 6B73 for KOR) and inactive state crystal structures (PDB-ID: 4DKL for MOR, 4N6H for
DOR and 4DJH for KOR).

In the case of the MOR and DOR, which do not exhibit negatively charged residues
in the upper half of TM6, no similar interaction occurred, in accordance with the HS-731
full agonism observed at these receptors (Table 1). To ensure that all influencing factors for
TM5–TM6 interactions in the DOR were properly considered, the occurrence of cation–π-
interactions between W2846.58 and K2145.39 were determined. As surmised this interaction
was not detectable in MD simulations confirming the hypothesis of partial agonism in the
presence of TM5–TM6 interactions.

Definition of the intermediate state for all opioid receptors based on the TM6 deflection
measured between the alpha carbonyl atoms of the opposing residues 6.31 and 4.40 at
the respective active state crystal structures (PDB-ID: 5C1M for MOR, 6PT2 for DOR
and 6B73 for KOR) and inactive state crystal structures (PDB-ID: 4DKL for MOR, 4N6H
for DOR and 4DJH for KOR) clearly indicates a maximum within the intermediate area
for KOR, but also for MOR while DOR only very rarely adopts such a state (Figure 8).
Nonetheless, the number of intermediate state conformations observed for all three opioid
receptors during the simulation time reflects the order of activation potential measured
in the [35S]GTPγS binding assay (Table 1). The KOR-HS-731 complex exhibits 51.9% of
the time an intermediate state conformation corresponding to 82% stimulation in the
[35S]GTPγS binding assay and partial agonism. The MOR-HS-731 complex in contrast only
adopts an intermediate conformation in 44.6% of the simulation time correlating to 98%
stimulation in the [35S]GTPγS binding assay and full agonism. The DOR-HS-731 complex
reaches 103% stimulation in the [35S]GTPγS binding assay and full agonism with only 5.3%
intermediate states.

3. Materials and Methods
3.1. Chemicals and Materials

HS-731 was prepared as previously described [29]. Radioligand [3H]nociceptin
(119.4 Ci/mmol) was purchased from PerkinElmer (Boston, MA, USA). Tris(hydroxymethyl)
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aminomethane (Tris), bovine serum albumin (BSA) polyethylenimine (PEI) and nociceptin
were obtained from Sigma-Aldrich Chemicals (St. Louis, MO, USA). Cell culture media
and supplements were obtained from Sigma-Aldrich Chemicals (St. Louis, MO, USA). All
other chemicals were of analytical grade and obtained from standard commercial sources.
Test compounds were prepared as 1 mM stocks in water and further diluted to working
concentrations in 50 mM Tris-HCl buffer (pH 7.4).

3.2. Cell Culture and Membrane Preparation

CHO cells stably expressing the human NOP receptor (CHO-hNOP cell line) was
kindly provided by Dr. Lawrence Toll (SRI International, Menlo Park, CA, USA). CHO-
hNOP cells were grown at 37 ◦C in Dulbecco’s Modified Eagle’s Medium (DMEM) culture
medium supplemented with 10% fetal bovine serum (FBS), 0.1% penicillin/streptomycin,
2 mM L-glutamine and 0.4 mg/mL geneticin (G418). Cells were maintained in a humidified
atmosphere of 95% air and 5% CO2. Membranes from CHO-hNOP cells were prepared as
described previously [62]. Briefly, CHO-hNOP cells grown at confluence were removed
from the culture plates by scraping, homogenized in 50 mM Tris-HCl buffer (pH 7.7) using
a Polytron homogenizer, then centrifuged once and washed by an additional centrifugation
at 27,000× g for 15 min at 4 ◦C. The final pellet was resuspended in 50 mM Tris-HCl buffer
(pH 7.7) and stored at –80 ◦C until use. Protein content of cell membrane preparations was
determined by the method of Bradford using BSA as the standard [63].

3.3. [3H]NOP Receptor Binding Assay

Competitive binding assays at the human NOP receptor stably transfected into CHO
cells were performed according to the published procedure [62]. Cell membranes (15 µg)
were incubated in 50 mM Tris-HCl buffer (pH 7.4) with [3H]nociceptin (0.1 nM) and various
concentrations of test compounds in a final volume of 1 mL, for 60 min at 25 ◦C. Non-
specific binding was determined using 10 µM of unlabeled nociceptin. After incubation,
reactions were terminated by rapid filtration through 0.5% PEI-soaked Whatman GF/C
glass fiber filters. Filters were washed three times with 5 mL of ice-cold 50 mM Tris-
HCl buffer (pH 7.4) using a Brandel M24R cell harvester (Brandel, Gaithersburg, MD,
USA). Radioactivity retained on the filters was counted by liquid scintillation counting
using a Beckman Coulter LS6500 (Beckman Coulter Inc., Fullerton, CA, USA). Inhibition
constant (Ki, nM) values were determined by the method of Cheng and Prusoff [64] from
concentration-response curves by nonlinear regression analysis using the GraphPad Prism
5.0 Software (GraphPad Prism Software Inc., San Diego, CA, USA). All experiments were
performed in duplicate and repeated three times with independently prepared samples.
Data are presented as means ± SEM.

3.4. Protein Preparation and Modeling of the KOR Active Conformation

For classical opioid receptors, X-ray crystal structures of the active state proteins are
published and provided in the protein data bank (PDB [65]). The respective structures with
PDB-IDs 5C1M for the MOR [42], 6PT2 for the DOR [43] and 6B73 for the KOR [41] were
prepared using MOE v2020.0901 [66]. The X-ray crystal structure of the inactive state NOP
receptor (PDB-ID: 5DGH) was prepared analog. Only the chain with the best resolution
was processed. Fusion proteins (antibody fragment in MOR, thermostabilized cytochrome
b562 (BRIL) in the DOR, nanobody in the KOR) and the unresolved parts of the N-terminus,
as well as of the C-terminus of the opioid receptors were deleted. Thermostabilizing
mutations in the DOR and KOR were subsequently reverted to the human wild-type
sequence obtained from the UniProt-Databank [67] (human DOR: P41143, human KOR:
P41145). The MOR structure (PDB-ID: 5C1M) is of a murine receptor. Hence, the sequence
was manually mutated to obtain the human wild-type MOR model (UniProt-ID: P35372).
The NOP receptor structure already contained the human sequence. Missing side chain
atoms were automatically generated using the protein builder integrated in MOE. The
unresolved parts of ECL2, ECL3 and ICL3 of the KOR and ICL2 of the NOP receptor were
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modeled using the loop modeler panel within MOE. To obtain high quality structures,
Ramachandran outliers [68] and atom clashes were resolved using energy minimization
with the OPLS-AA force field [69].

Homology modeling of the active state NOP receptor was performed using MOE
v2020.0901 with default settings in a similar as described in [70]. The chain with the best
resolution (3.10 Å) of the active KOR structure (PDB-ID: 6B73, sequence identity of 59% and
sequence similarity of 73%) with the NOP receptor (Figure S1) served as a template. The
protein target sequence (human NOP receptor) was obtained from the UniProt-Database
(human NOP receptor P41146). Both Ramachandran outliers as shown in Figure 3 are
located in flexible loops far away from the binding site (T206 of extracellular loop 2, ECL2,
and S251 of intracellular loop 3, ICL3). Hence, we assume that these Ramachandran
outliers are unlikely to influence ligand binding. Visual inspection revealed that the side
chain orientations of the residues forming the orthosteric binding pocket, including D3.32
(number denote Ballesteros–Weinstein numbering [44]), responsible for the crucial ionic
interaction between opioids and their receptors, show a similar orientation in the generated
model as in the template.

‘Interaction potential maps’ as implemented in MOE v2020.0901 were used to deter-
mine putatively relevant water molecules inside the binding site of the KOR (resolution too
low to determine co-crystallized waters) and the NOP receptor (homology model without
water coordinates; too low resolution in the crystal structure). The interaction potential is
an energy-based function that probes water molecules within the protein and calculates
the interaction energy between water molecule and protein [66]. For this calculation the
KOR binding site was defined as all residues within 4.5 Å around the crystalized ligand
MP1104 in the KOR structure (PDB-ID: 6B73). Since the KOR and NOP receptor share a
high sequence identity (59%) the same resides were used to define the NOP binding site in
the active state homology model. For the NOP receptor crystal structure again, all residues
within 4.5 Å around the crystalized ligand C-35 were used.

3.5. Protein-Ligand Docking

The starting conformation of HS-731 (IUPAC name: 2-[(4,5α-epoxy-3-hydroxy-14β-metho
xy-17-methylmorphinan-6β-yl)amino]acetic acid) was generated using Corina v3.00 [71,72].
All five opioid receptor structures were protonated at a pH of 7.0 using the protonate
3D function [73] included in MOE (v2020.0901). GOLD v5.2 [74] was used for docking
HS-731 into the receptors. The binding site was defined as a 20 Å sphere around the side
chain carboxylate C (γC)-atom of D3.32 and restricted to the solvent-accessible surface.
Pyramidal nitrogen atoms in the ligand were allowed to flip during the docking process. A
total of 30 genetic algorithm runs per receptor structure were performed, generating diverse
solutions (the root mean square deviation between docking poses was more than 1.5 Å). The
generated binding hypotheses were scored using the GoldScore docking function [75,76].
The search efficiency was held at 100%. A constraint maintaining a maximum distance of
5.5 Å between the nitrogen in the morphinan scaffold and the γC-atom of D3.32 was set to
ensure a crucial ionic interaction [41,56,57,77].

The obtained binding poses were energy-minimized in the protein environment using
the MMFF94 force field [78] implemented in LigandScout v4.4.3 [79,80]. The binding poses
of HS-731 in complex with the MOR, DOR and KOR were visually inspected and filtered
according to the reported binding mode of the morphinan scaffold of opioid agonist BU72
co-crystallized with the MOR (PDB-ID: 5C1M [42]) and the morphinan scaffold of the
opioid agonist MP1104 co-crystallized with the KOR (PDB-ID: 6B73 [41]). Additionally,
MP1104-KOR interactions were used to score the DOR docking results as MP1104 also
exhibits full agonism at the DOR. The relevant interactions are summarized in Table 3.
Rescoring of the MOR and KOR clearly identified one docking result as most plausible
that was chosen for further evaluation. At the DOR however, several docking results were
scored equal. Thus, the pose with the lowest distance between the positively charged
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nitrogen in the morphinan scaffold and the carboxylate of D3.32 out of the best scored
docking results was chosen at the DOR.

Table 3. Ligand–receptor interactions used for rescoring of docking results.

Interaction
BU72 MP1104

MOR DOR KOR NOP

PI D1493.32 D1283.32 D1383.32 D1303.32

HY M1533.36 M1323.36 M1423.36 M1343.36

HY V2385.42 V2175.42 V2305.42 I2195.42

HY I2986.51 - - -
HY V3026.55 V2816.55 I2946.55 2836.55

HY W3207.35 - - -
HBA - Y1293.33 Y1393.33 -

HBA/HBD HOH525/508 HOH101/1301/1302 HOH HOH
PI, positive ionizable interaction; HY, hydrophobic interaction; HBA, hydrogen bond acceptor; HBD, hydrogen
bond donator; HOH refers to water molecules.

None of the crystallized opioid ligands exhibit agonist activity to the NOP receptor,
but due to high identity and similarity to the classical opioid receptors (Figure S1) a
similar binding mode of HS-731 in all active state opioid receptors was assumed. MP1104
shares the morphinan scaffold of HS-731 and an alignment and superposition of the KOR
crystal structure and the NOP receptor homology model revealed the same orientation
of the residues that interact with MP1104 in the MP1104-KOR-complex and their NOP
receptor equivalent, with the exception of Y1313.33. Therefore, the binding poses were
evaluated according to the geometry of the other interactions detected in the MP1104-KOR
complex (Table 3). For the inactive state NOP receptor (PDB-ID: 5DGH) the orientation
and interaction pattern of the cocrystallized ligand C-35 was used to evaluate the docking
poses. C-35 only exhibit the crucial ionic interaction towards D1303.32 as well as several
hydrophobic interactions (to I1273.29, I1293.31, Y1313.33, M1343.36, V2796.51, V2836.55).

3.6. Molecular Dynamics Simulations and Analysis to Evaluate Docking Poses

Five replicates of molecular dynamics (MD) simulations of 100 ns were performed
for each receptor-ligand complex. The systems were set up using Maestro v2020-4 [81]
and parametrized using the OPLS 2005 force field [82,83]. The MD simulations were
performed using Desmond v2020-4 [84]. The protein was placed in a cubic box with 10 Å
padding either side to the protein surface filled with TIP4P water molecules [85] and
ions (0.15 M NaCl), to ensure isotonic conditions, and was embedded in a 1-palmitoyl-
2-oleoylphosphatidylcholine (POPC) bilayer. The membrane placement was carried out
according the OPM database (PDB-ID: 5C1M for the MOR, 6PT2 for the DOR, 6B73 for the
KOR). The simulation was performed under periodic boundary conditions as an NPγT
ensemble, i.e., a constant number of particles, pressure (1.01325 bar), lateral surface tension
(0 N/m) and temperature (300 K) throughout the simulation. Each simulation resulted in
1000 system conformations, according to a 100 ps recording interval. VMD v1.9.3 [86] was
used to center the protein and to align the trajectory onto the backbone heavy atoms of the
starting protein conformation.

For MD simulation analysis, dynamic pharmacophores, so called dynophores [55,87],
were calculated. Dynamic pharmacophores encompass pharmacophoric information de-
rived from an ensemble of protein conformations obtained from MD simulations. Interac-
tions are grouped into feature groups according to their interaction type (e.g., lipophilic
interaction, hydrogen bond acceptor, hydrogen bond donator). The interaction occurrence
over the trajectory of each interaction group is statistically determined and reported as
percentages. The dynophore algorithm is implemented the ilib framework, on which
also LigandScout [79,80] is based upon. To assess the quality of interactions occurring
during the MD simulations distances between HS-731-COO-(C-atom)-KOR-K2275.39 (Nz),
HS-731-COO-(C-atom)-DOR-K2145.39 (Nz), HS-731-COO-(C-atom)-MOR-K2355.39 (Nz)
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and HS-731-COO-(C-atom)-MOR-K3056.58 (Nz), HS-731-COO-(C-atom)–DOR-R291 (Cz),
HS-731-COO-(C-atom)-KOR-K200, and HS-731-secundary amine-KOR-E209 (CD) were
measured using VMD. The violin plots (Figure 7) representing the distribution of measured
distances were generated using the python v3.8.5 [88] packages seaborn v0.11.2 [89] and
matplotlib v3.4.3 [90].

4. Conclusions

In this study, we assessed the difference in binding affinity and activity values of the
peripheral opioid antinociceptive, HS-731, at the opioid receptors, and generated a binding
hypothesis at each opioid receptor subtype. HS-731 shows extensive ionic interactions with
the classical opioid receptors, MOR, DOR and KOR, and the differences in the frequency
and quality of those interactions mediate differences in the affinity and activity of HS-731 to
these receptors. At the MOR, HS-731 forms four ionic interactions over the majority of the
MD simulations. At the DOR and KOR, there were only two noteworthy ionic interactions
present. A closer examination of the interaction quality facilitated by an interaction distance
assessment revealed by far the strongest ionic interactions at the MOR followed by the
DOR. The quality at the KOR was much weaker than at the DOR. A salt bridge between
K2275.39 and E2976.58 was observed in about 50% in the case of the KOR. This interaction
is likely to cause the KOR to adopt an intermediate-state conformation as supported by
the decreased distance between the bottom of TM6 and TM4 as a surrogate parameter
for the TM6 translocation and GPCR activation, and therefore could explain the partial
agonism of HS-731 to the KOR. The MOR and DOR that did not exhibit TM5-TM6 ionic
interactions, and thus were not forced to adopt an intermediate state conformation are able
to be fully activated by the agonist HS-731.The present results highlight the importance
of ionic interactions for the binding of the 6β-glycine substituted agonist HS-731 to the
opioid receptors, and accentuate the non-conserved residue 6.58 and the N-terminus, as
important selectivity determinants for the classical opioid receptors. We experimentally
demonstrate that HS-731 displayed no substantial binding to the NOP receptor. We surmise
that Y1313.33 is responsible for this observation, in that it points further into the active
state binding pocket than in the classical opioid receptors and prevents HS-731 binding
within the orthosteric binding pocket. Furthermore, the hydroxyl group of HS-731 is likely
to abolish ligand binding to the NOP receptor in that it mimics the tyrosine within the
message address of endogenous peptides for the classical opioid receptors instead of the
phenylalanine within the message address of the NOP receptor agonist nociceptin.

In conclusion, our findings offer significant structural insights into HS-731 interactions
with the opioid receptors that are important for understanding the pharmacology of this
peripheral opioid analgesic.
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S10: Comparison of the binding modes of HS-731 at the DOR derived by docking and after MD
simulations. Figure S11: Comparison of the binding modes of HS-731 at the KOR derived by docking
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the active state KOR and the intermediate state KOR.
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Abstract: In our society today, pain has become a main source of strain on most individuals. It
is crucial to develop novel treatments against pain while focusing on decreasing their adverse
effects. Throughout the extent of development for new pain therapies, the nociceptin/orphanin FQ
receptor (NOP receptor) has appeared to be an encouraging focal point. Concentrating on NOP
receptor to treat chronic pain with limited range of unwanted effects serves as a suitable alternative
to prototypical opioid morphine that could potentially lead to life-threatening effects caused by
respiratory depression in overdose, as well as generate abuse and addiction. In addition to these
harmful effects, the uprising opioid epidemic is responsible for becoming one of the most disastrous
public health issues in the US. In this article, the contributing molecular and cellular structure in
controlling the cellular trafficking of NOP receptor and studies that support the role of NOP receptor
and its ligands in pain management are reviewed.

Keywords: nociceptin/orphanin FQ receptor; NOP receptor; ligands; opioid receptor; nociceptin;
N/OFQ; analgesia

1. Introduction

Persistent pain affects more than 30% of North America’s population throughout their
life and it attributes to substantial expense in the US with annual costs ranging between $560
and $635 billion, which is larger than the cost of the nation’s priority health conditions [1].
This main socio-economic issue is expected to have a two-fold increase within the next
10 years especially in the elderly, as reported by the 2010 Medical Expenditure Panel Survey
(MEPS). Despite the life- threatening effect caused by respiratory depression in overdose
and the potential of high abuse, opioid analgesics stand as the conventional choice of
treatment for moderate to severe pain [2–6]. As a result of misuse and extensive diversion,
the use of opioids has become a leading crisis in the US, which was declared by the United
States Department of Health and Human Service (HHS) in 2017 [7,8]. According to the
Centers for Disease Control and Prevention (CDC), a significant increase in overdose-
related deaths occurred in 2020 in which the involvement of synthetic opioids was over
60% [9]. For this reason, several research institutes have made it a priority to develop
safe, effective, and non-addictive therapeutics for chronic pain management and address
opioid-use disorders with innovative medications, to save lives and encourage recovery.

Opioids exert their effect via opioid receptors, a member of a large superfamily of
seven-transmembrane-spanning (7TM) G-protein-coupled receptors (GPCRs), mu (MOP
receptor), kappa (KOP receptor), delta (DOP receptor), and nociceptin (NOP receptor) [10].
Since NOP receptors are distributed in various regions (dorsal root ganglia (DRG), spinal
dorsal horn (SDH), and brain) that are involved in pain transmission, NOP receptor ligands
are under investigation primarily as an alternative for MOP receptor opioid analgesic
in addition to their anxiolysis and antidepressant-like effect [11–13]. However, the NOP
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receptor was considered a controversial drug target for analgesics because of its unique
pharmacological effects in pain modulation (antinociceptive vs. nociceptive effects) in the
earlier phases of discovering nociceptin [14–19]. Currently, the NOP receptor has become a
main focus as a promising target for analgesics as NOP receptor ligands have reported to
show antinociceptive effects in non-human primates regardless of their administered doses
and administration routes (spinal or supraspinal).

Moreover, the bifunctional and multifunctional NOP/opioid receptor agonists have re-
cently displayed potent antinociceptive activity with favorable side effect profiles. Among
these agonists, cebranopadol represents a promising therapeutic candidate for pain, accord-
ing to the results of its clinical trials. In this article, the current literature for NOP receptor’s
crystal structure, distribution, signaling pathway, and the rational design of NOP receptor
ligands with various pharmacological profiles as a promising alternative for conventional
opioid analgesic is reviewed to assess its therapeutic potential as analgesics.

2. Structure of NOP Receptor

In the mid 1990s, the human cDNA clone that encodes the NOP receptor was first
isolated from the human and mouse brainstem and was then identified in several murine
genomes including rat, pig, and guinea pig [20–25]. It was previously known as “orphanin
FQ”, “nociceptin,”, or “ORL-1” for opioid receptor-like 1 receptor, due to the lack of its
endogenous peptide ligand in the binding assays; however, nociceptin or orphanin FQ
(N/OFQ) that closely resemble dynorphin A, a selective KOP receptor endogenous peptide,
was characterized a year later by applying reverse pharmacology as the endogenous
neuropeptide for NOP receptor [14,15]. This endogenous neuropeptide has 17 amino
acids, Phe-Gly-Gly-Phe-Thr-Gly-Ala-Arg-Lys-Ser-Ala-Arg-Lys-Leu-Ala-Asn-Gln, which
have quite unique features. The Phe-Gly-Gly-Phe amino terminal is noticeably comparable
to the Tyr-Gly-Gly-Phe that is conserved in other classical opioid peptides [26,27]. Moreover,
the number of Lys and Arg residues that are found in N/OFQ are similar to dynorphin A.
Along with this resemblance, the gene structure of opioid peptide genes (preprodynorphin
and preproenkephalin) and nociceptin precursor gene are also similar [27,28]. Multiple
conserved amino acid residues and motifs specifically in the transmembrane helices and
the intracellular loops have been identified by comparing the cDNA-derived amino acid
sequence of the NOP receptor protein with that of other opioid receptors, indicating that
NOP receptor belongs to GPCR Class A (rhodopsin-like) receptors, as the fourth and last
characterized opioid receptor [29]. Consequently, the IUPHAR nomenclature defined this
receptor and its peptide which are currently named NOP receptor and N/OFQ [30].

To date, three crystal structures of human NOP receptor have been solved with three
piperidine-based antagonists (Banyn Compound-24 (C24), SB-612111, and Compound-35
(C-35)) at a resolution of 3 Å [31,32]. These crystal structures provide a perspective into
the atomic details of the molecular structure of the NOP receptor and support previous
homology models developed to further understand the functional mechanism of NOP
receptor. In all three structures, the protonated nitrogen of the piperidine interacts with
the D1303.32 (superscripts indicate the Ballesteros Weinstein TM helix residue numbering)
residue in NOP receptor which leads to the formation of a salt bridge, implying the high
affinity for these ligands. Consistent with NOP receptor crystal structure in its inactive state,
the previous homology models of NOP receptor in complex with N/OFQ further support
that the N-terminal amino groups of an endogenous neuropeptide agonist, N/OFQ, interact
with D1303.32 [33–35]. This indicates the important role of this residue which is conserved
in other canonical opioid receptors on the binding of NOP receptor ligands. Moreover, the
replacement of D1303.32 into alanine or asparagine in the mutagenesis studies abolished
N/OFQ binding, emphasizing the negative charge essentiality at this location [32].

Computer aided molecular docking studies of the selective NOP receptor agonist Ro
64-6198 into the first active state NOP receptor homology model, have also indicated signs
for the mentioned NOP receptor selectivity enhancing of interactivity [34]. In this model,
the amide hydrogen in Ro 64-6198 directly interacts with T3057.39 to form a hydrogen

174



Molecules 2022, 27, 595

bond that takes place at the extracellular end of the orthosteric binding site, while the
phenalenyl ring of Ro 64-6198 and the hydrophobic V2796.51 residue interact together inside
the binding site.

Despite these studies that have highlighted the key residues and structures that are
involved with ligand binding, receptor activation, and signaling, the determination of
NOP receptor in its active state is required to illuminate the conformational changes in
receptor’s architecture.

3. The Distribution and Signaling Pathway of NOP Receptor

Several techniques and animal model including in situ hybridization, immunohisto-
chemistry, autoradiography, RT-PCR, knock-in mice with a fluorescent-tagged NOP recep-
tor (NOP receptor-eGFP) in place of the native NOP receptor, and [35S]-GTPγS assay were
employed to reveal the tissue distribution of NOP receptor. It is widely expressed in the
human and other animal species both in the central and peripheral nervous systems [12,36].
Peripherally, the human immune cells (lymphocytic B and T-cell lines, monocytic cell lines,
and circulating lymphocytes and monocytes) express NOP receptor mRNA [37]. Centrally,
the NOP receptor mRNA is detected in the cortical areas, hypothalamus, mammillary
bodies, the substantia nigra, thalamus nuclei, limbic structures (the hippocampus and
amygdala), brainstem (colliculi, the ventral tegmental area, the locus coeruleus), and the
pituitary gland [37,38].

Because NOP receptor activation modulates several physiological functions and phar-
macological roles including, but not limited to, pain sensation, mood, learning, memory,
cardiovascular control, and immune response [39], it is important to understand its signal-
ing pathways and subsequent trafficking events. NOP receptor has shown a high sequence
identity and homology in the TM helices and intracellular loops with other classical opioid
receptors (DOP receptor, MOP receptor, and KOP receptor) which couple to inhibitory G
proteins, suggesting a similar activation mechanism upon ligand binding. This binding
triggers the heterotrimeric dissociation of Gαβγ subunits following the replacement of
guanosine diphosphate (GDP) by guanosine triphosphate (GTP) at Gα subunit and sub-
sequently induces multiple intracellular signaling pathways [40,41]. The dissociated Gα

subunit suppresses adenyl cyclase and cAMP production, while Gβγ subunits directly cou-
ple with different ion channels such as Ca2+ and Kir3 [42–44]. NOP receptor also regulates
the voltage-dependent Ca2+ channels by modulating Rho-associated coiled-coil-containing
protein kinase (ROCK) and LIM domain kinase (LIMK) [45]. Like canonical opioid receptor,
the suppression of pre and postsynaptic Ca2+ influx, the activation of G protein gated
inward rectifying potassium (GIRKs) conductance, as well as the inhibition of various ions
channels such as Na+ channel resulted in cellular hyperpolarization and attenuation of
neuronal excitability and nociceptive stimuli transmission, thus producing antinociceptive
effects [46]. In addition to ion channels, the activation of NOP receptors also modulates
all three mitogen-activated protein kinase (MAPK). MAPK activity thereby regulates cell
proliferation, progression, and differentiation (ERK1/ERK2), as well as the response to
cellular stressors (p38 and JNK1/JNK2/JNK3) [47,48]. Moreover, the neurotransmitter
release of serotonin, noradrenaline and glutamate, as well as the phospholipase (PLC) A2
and C signaling, are induced by NOP receptor activation [49–52].

Within minutes of NOP receptor activation, the uncoupling of NOP receptor to G
protein is facilitated by a desensitization process, a feedback mechanism to control the
receptor overstimulation during acute and chronic exposure to the ligand [53]. This process
is regulated by various kinases such as GPCR kinases (GRKs) that mediate the phospho-
rylation, and the arrestin ligation to the C-terminus of the opioid receptor. Besides GRKs,
second messenger-dependent protein kinases including protein kinase A (PKA), protein ki-
nase C (PKC), and calcium/calmodulin-dependent protein kinase II have also been shown
to phosphorylate and desensitize the NOP receptor [54,55]. The receptor desensitization
is suppressed through the inhibition of mitogen activated protein dependent kinase that
could interfere with the arrestin recruitment. After the GRK/arrestin recruitment, the
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NOP receptor is translocated into the intracellular compartment through clathrin-mediated
endocytosis into which the receptor is recycled and re-sensitized to restore the receptor
function back again.

4. Ligands of NOP Receptor

Analgesia is one of the potential clinical indications of NOP receptor due to its wide
distribution in the nervous system (central and peripheral) which are involved in the pain
processing pathways. In this review, NOP receptor ligands including N/OFQ-related
peptides, nonpeptidic, and bifunctional compounds with different pharmacological profiles
(full agonist, partial agonist, and antagonist) that represent viable drug target for pain are
spotlighted. Initially, intrathecally (i.t) administered N/OFQ produces dose-dependent
analgesia in the tail flick assay and flinching behavior in the formalin test without caus-
ing sedation as well as promotes antinociceptive effect of morphine in both rats and
monkey [16–19]. Whereas opposite effects like hyperalgesia and a decrease in locomotor
activity are produced as a result of the intracerebroventricular (i.c.v) N/OFQ adminis-
tration in the hot plate test and the tail flick test in mice [14,15]. The unexpected action
of i.c.v. N/OFQ administration resulted from both the anti-opioid activity (antagonizing
MOP receptor, DOP receptor, and KOP receptor antinociception activity) via NOP receptor
stimulation in the periaqueductal gray (PAG) neurons and the reversal of opioid induced
analgesia of N/OFQ opposed to the nociceptive activity as proposed previously [56–58].
These findings indicate the dual actions of N/OFQ that mainly depend on the administered
dose, pain models (chronic or acute), examined species, and the route of administration
as illustrated in Figure 1. The reason behind this discrepancy across species is not known
yet; however, some studies (reviewed in [29,59]) suggest that the difference in neuronal
circuitry of pain between different species could be the reason for NOP receptor system
having opposite effects in pain processing. Furthermore, the effectiveness of NOP receptor
agonists in addressing chronic pain (over acute pain), can be explained by the varying
levels of NOP receptor mRNA and NFQ peptide induced by chronic inflammation.

Figure 1. N/OFQ effect in rodent and non-human primates on pain response. (A) Supraspinal
administration of N/OFQ produces hyperalgesia and blocks morphine-induced analgesia in rodent,
whereas the opposite effect of analgesia and the promotion of an antinociceptive effect are produced
in non-human primates. (B) Spinal administration of N/OFQ produces dose-dependent analgesia
in both rodent (nanomoles and higher doses) and non-human primates (nanomoles and ultra-low
doses) as well as promotes an antinociceptive effect of morphine, while ultra-low doses of N/OFQ
induce hyperalgesia in rodent.
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In this section, the relevant pharmacological features of NOP receptor ligands in-
cluding peptide, nonpeptide, and bifunctional and mixed NOP receptor compounds are
explored with a focus on their role in modulating pain to further comprehend the nature of
the N/OFQ–NOP receptor system within these processes.

4.1. Peptide Ligands Related to N/OFQ Targeting Pain

Earlier systematic SAR studies revealed that both truncation and amidation of N/OFQ
are required to sustain the biological activity of N/OFQ and avoid the N-terminus degra-
dation by proteases, respectively [60]. As a result, N/OFQ(1-13)-NH2, which is the shortest
peptide sequence that maintains the potency, efficacy, and affinity as N/OFQ, has been
used as a template to design a new series of N/OFQ analogues. In the frame of SAR
studies, several peptides with distinct pharmacological activity have been identified such
as [Phe1Ψ(CH2-NH)Gly2]N/OFQ(1-13)NH2, UFP-101, and [Nphe1]N/OFQ(1-13)NH2
(NOP receptor antagonists), UFP-112 (highly potent NOP receptor agonist), and UFP-113
(partial NOP receptor agonist) [61–65]. The peptides that have antinociceptive activity are
summarized in Table 1 and described below.

Table 1. The peptides that have antinociceptive activity are summarized.

Name/Structure Category

In Vitro Human NOP Receptor In Vivo Ref

Receptor
Binding

pKi
[35S]GTPγS

pKB/pA2

Ca+2

Mobilization
pKB/pA2

Administration
Route/Dose/Species Effect

[Nphe1]N/OFQ(113)NH2

Selective
NOP receptor

antagonist
8.39 7.33 6.29

(30 nmol)
i.c.v.
mice

Analgesia
Promote

morphine-
induced

analgesia.

[61]

[Nphe1, Arg14,
Lys15]N/OFQ-NH2

(UFP-101)

Selective
NOP receptor

antagonist
10.24 8.85 7.66

(10 nmol)
i.c.v.
mice

Long lasting
analgesia

Block N/OFQ
effect on

locomotor
activity

[62]

(10 nmol)
i.t.

mice

Block N/OFQ
(i.t.1 nmol)

analgesic effect
[66]

[(pF)Phe4Aib7Arg14Lys15]N/OFQ-
NH2

(UFP-112)

Selective
NOP receptor

agonist

10.55 10.55 9.05

(1–100 pmol)
i.c.v.
mice

Hyperalgesia
Decrease

locomotor
activity

[67]

(1–100 pmol)
i.t.

mice

Long lasting
dose

dependent
analgesia

[67]

(0.1 and
10 nmol/kg)

Intravenous (i.v.)
rats

Decrease heart
rate

Decrease blood
pressure
Decrease
urinary
sodium

excretion
Increase urine

flow

[67]

(1–10 nmol)
i.t.

monkey

Dose-
dependent
analgesia
without

inducing itch
Promotes
morphine-
induced

analgesia
without

increasing itch
response

[68]
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Table 1. Cont.

Name/Structure Category

In Vitro Human NOP Receptor In Vivo Ref

Receptor
Binding

pKi
[35S]GTPγS

pKB/pA2

Ca+2

Mobilization
pKB/pA2

Administration
Route/Dose/Species Effect

[Phe1Ψ(CH2-
NH)Gly2(pF)Phe4Aib7Arg14Lys15]

N/OFQ-NH2
(UFP-113)

Selective NOP
receptor

partial agonist
10.26 9.72 7.97

(0.001–1 nmol)
i.t.

rats
Analgesia [69]

PWT2-N/OFQ

Selective NOP
receptor
agonist

10.3 10.12 8.83

(250 pmol)
i.c.v.
mice

Decease
locomotor

activity
[70]

(2.5–250 pmol)
i.t.

mice

Dose-
dependent
analgesia

[71]

(0.3, 1, and
3 nmol)

i.t.
monkey

Analgesia
No itching

No sedation
No

impairment in
motor activity

[71]

4.1.1. [Nphe1]N/OFQ(1-13)NH2

A preliminary hypothesis regarding the behavior of NOP receptor-active compounds
stated that if N/OFQ induces pain, antagonists are likely to exhibit antinociceptive activity.
To test this, [Nphe1]N/OFQ(1-13)-NH2, the first reported peptide with antagonist activity,
was generated by shifting the side chain of Phe1 from C to N atom in the amidated N/OFQ.
A binding assay using Chinese hamster ovary (CHO) cells that express recombinant human
NOP receptor and cyclic AMP accumulation in CHO cells identified the antagonistic
properties of [Nphe1]N/OFQ(1-13)-NH2. The mouse tail withdrawal assay revealed that
a single i.c.v. administration of [Nphe1]N/OFQ(1-13)NH2 increased the tail withdrawal
latency time, while a combinational administration of [Nphe1]N/OFQ(1-13)NH2 with
N/OFQ and morphine inverted the reduction of tail withdrawal latency time latency and
promoted the antinociceptive effect of morphine, respectively, implying the analgesic action
of this ligand [61,72].

4.1.2. [Nphe1, Arg14, Lys15]N/OFQ-NH2 (UFP-101)

Previous studies have shown that the binding of C-terminus-amidated N/OFQ to
the acidic restudies at the ECL2 of NOP receptor was enhanced by inserting Arg and
Lys [35,73]. Combination of [Nphe1]N/OFQ(1-13)-NH2 and [Arg14, Lys15]N/OFQ-NH2
led to the generation of a new peptide [Nphe1, Arg14, Lys15]N/OFQ-NH2, also called UFP-
101 [62]. In vitro assays including functional binding assays using (CHO cells expressing
human NOP receptor and [35S]-GTPγS), cyclic AMP accumulation experiment, and Schild
regression analysis of electrically stimulated isolated peripheral (rats, mice, and guinea
pigs) and central tissues (rat) showed that UFP-101 competitively antagonized the effects
of N/OFQ. Similar to [Nphe1]N/OFQ(1-13)-NH2, i.c.v. administration of 10 nmol UFP-101
produced antinociceptive effect in the mouse tail withdrawal assay, but with higher potency
and longer duration of action, indicating that the presence of Arg14 and Lys15 may promote
either the binding of UFP-101 to NOP receptor and/or the UFP-101 metabolic stability.
Since UFP-101 is a selective NOP receptor antagonist, it has been also used as a research tool
to confirm that NOP receptor mediates both the inhibition of spinal excitatory transmission
in vitro as well as the spinal antinociception in vivo [66].

4.1.3. [(pF)Phe4Aib7Arg14Lys15]N/OFQ-NH2 (UFP-112)

The chemical modifications of the phenyl ring in Phe4 residue that is essential for
NOP receptor activation by inserting pF along with the replacement of Ala at position 7 by
α-aminoisobutyric acid (Aib) in N/OFQ sequence resulted in generation of more potent lig-
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ands [74–76]. By applying these two chemical modifications to [Arg14, Lys15]N/OFQ-NH2,
[(pF)Phe4Aib7Arg14Lys15]N/OFQ-NH2, also known as (UFP-112), was synthesized [67].
This ligand acts as a potent (100-fold higher than N/OFQ) and a selective NOP receptor
agonist. A long-lasting dose dependent antinociceptive effect was observed after the i.t.
administration of UFP-112 (1–100 pmol) in the mouse tail withdrawal assay. In contrast,
the same dose of UFP-112 produced a pronociceptive effect and a long-lasting reduction in
the locomotor activity when it was administered intracerebroventricularly. Subsequent to
intravenous (i.v.) administration of UFP-112 in rats, diuresis as well as reduction in heart
rate, blood pressure, and urinary sodium excretion were significantly observed. Consistent
with the mouse tail withdrawal assay finding, a long-lasting dose dependent antinoci-
ceptive effect was also observed after the i.t. administration of UFP-112 (1–10 nmol) in
monkeys without inducing itching by using acute and chronic primate pain modalities
(acute noxious stimulus and capsaicin-induced thermal hyperalgesia, respectively) [68].
Notably, the spinal administration of a subthreshold dose of UFP-112 (1 nmol) synergized
a morphine analgesic effect without increasing pruritus.

4.1.4. [Phe1Ψ(CH2-NH)Gly2(pF)Phe4Aib7Arg14Lys15]N/OFQ-NH2 (UFP-113)

The combination of [Phe1Ψ(CH2-NH)Gly2](N/OFQ-NH2 that was synthesized to further
avoid the protease degradation [63] and the mentioned above [(pF)Phe4Aib7Arg14Lys15]
N/OFQ-NH2, UFP-112, led to the generation of [Phe1Ψ(CH2-NH)Gly2(pF)Phe4Aib7Arg14

Lys15]N/OFQ-NH2, also referred to as UFP-113 [77]. In vitro pharmacological characterization
studies that include the functional [35S]-GTPγS binding in CHO cells that express the human
NOP receptor and electrically stimulated mouse and rat vas deferens and guinea pig ileum
tissues, reveals that UFP-113 acts as a selective partial agonist for NOP receptor [77]. The
spinal catheterization of UFP-113 induced an analgesic response in rats at doses that range
between (0.001 and 1 nmol); however, in the knockout of rats for the NOP receptor gene the
analgesic effect no longer persisted, implying that the antinociceptive effect of UFP-113 is
mediated through the NOP receptor stimulation [69].

4.1.5. PWT2-N/OFQ

By employing a novel chemical strategy using peptide wilding approach (PWT), three
tetrabranched derivatives of N/OFQ that include PWT1-N/OFQ, PWT2-N/OFQ, and
PWT3-N/OFQ were generated [78]. Both in vitro ([35S]-GTPγS binding, calcium mobiliza-
tion, and electrically stimulated mouse vas deferens assays) and in vivo studies using NOP
receptor gene knocked out [NOP receptor (−/−)], revealing that these PWT derivatives
act as full NOP receptor agonists that have high potency and a long duration of action
of, particularly in PWT2-N/OFQ (40-fold more potent than N/OFQ) [70]. Additionally,
analgesic effects were reported after the spinal administration of PWT2-N/OFQ using the
nociceptive pain model (tail withdrawal assay) and the neuropathic pain model (chronic
constriction injury) in mice and monkeys [71]. PWT2-N/OFQ exhibited higher potency
(40-fold more potent) and longer duration (10-fold longer duration of action) in comparison
to N/OFQ.

Despite having high potency and selectivity of the previously mentioned NOP receptor
peptides in targeting NOP receptor, their pharmacokinetic properties, specifically their poor
penetration across the blood-brain barrier have limited their therapeutic indications. How-
ever, these peptides have substantially contributed to the detailed understanding of the
various responses of the peripheral (respiratory, gastrointestinal, genitourinary, immune,
and cardiovascular systems) and central (pain transmission, anxiety, food intake, locomo-
tion, and drug addiction) systems that are related to the N/OFQ–NOP receptor system.

4.2. Non-Peptide NOP Receptor Ligands Targeting Pain

To overcome the poor metabolic stability of peptide ligands related to N/OFQ and
require to be administered either intrathecally or intracerebroventricularly, several studies
were conducted to identify new selective non-peptide ligands that are suitable for in-
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traperitoneal or oral administration. High-throughput screening and medicinal chemistry
research have led to the discovery of multiple classes of chemical compounds including
piperidines, spiropiperidines, nortropanes, 4-amino-quinolines, and quinazolines that act
as NOP receptor ligands with enhanced metabolic stability. The non-peptides that have
antinociceptive activity are summarized in Table 2 and described below.

Table 2. Non-peptide NOP receptor ligands targeting pain.

Name/Structure Category
In Vitro Human NOP Receptor In Vivo Ref

Receptor
Binding pKi

[35S]GTPγS
pEC50

Ca+2

MobilizationpEC50

Administration
Route/Dose/Species Effect

Ro 65-6570

NOP receptor
non

peptide agonist
8.6

(0.1–1 mg/kg)
(0.03 to 1 µmol/kg)

i.v.
mice

Analgesia [79,80]

Ro 64-6198

NOP receptor
nonpeptide

agonist
9.41 8.09 7.98

(3 mg/kg)
(1 mg/kg)

intraperitoneal (i.p)
mice

(0.3 to 3 mg/kg)
i.p.

mice

Analgesia
Additive
analgesia

anxiolytic-like
effects

[81–83]

(0.001–0.06 mg/kg),
subcutaneous (s.c.)

monkey

Analgesia
No depression

No itching
No reinforcing

[17]

SCH221510 Selective NOP
receptor

nonpeptide
agonist

0.3 12

1–30 mg/kg)
peroral (p.o.)

rat

anxiolytic-like
effects [84]

(0.1–3.0 mg/kg)
i.p., p.o.,

intracolonic
mice

potent anti-
inflammatory
and analgesic

effect

[85]

4.2.1. Ro 65-6570

The high-throughput screening of 8-acenaphthene-l-yl-l-phenyl-l,3,8-triaza-spiro[4.5]decan-
4-one was performed to develop Ro 65-6570, 8-(1,2-dihydroacenaphthylen-1-yl)-1-phenyl-1,3,8-
triazaspiro[4,5]decan-4-one, by a group of scientists at Roche laboratories [86]. In vitro studies
that include radioligand binding and cAMP inhibition assays in (CHO) cells expressing the
recombinant human NOP receptor indicated that Ro 65-6570 acts as a NOP receptor full agonist
with poor selectivity in comparison to other opioid receptors [87]. In mice, i.v. administration
of Ro 65-6570 resulted in dose-dependent antinociceptive effects without modifying motor
coordination using formalin paw and orofacial formalin (OFF) tests [79,80]. Further in vitro
functional selectivity studies such as the BRET-based assay revealed that Ro 65-6570 is a G
protein-biased agonist which exhibited antinociceptive effects in β-arrestin 2 knockout mice as
compared to the wild-type [88,89].

4.2.2. Ro 64-6198

In an effort to develop a new NOP receptor agonist with high selectivity (greater than
100-fold over canonical opioid receptors) and potency, [(1S,3aS)-8-(2,3,3a,4,5, 6- hexahydro-
1H-phenalen-1-yl)-1-phenyl-1,3,8-triaza- spiro[4.5] decan-4-one], also known as Ro 64-6198,
was identified by a group of scientists at Hoffman La Roche in Switzerland [81,90,91].
Using Ro 64-6198 as a valuable pharmacological tool highlighted therapeutic applica-
tions for NOP receptor agonist such as anxiety, neuropathic pain, addiction, cough, and
anorexia, in addition to the undesirable effects it has on learning, memory, motor activity,
and body temperature (hypothermia) [92]. Similar to morphine, analgesic effects in the
hot plate and shock threshold assays were observed after the systemic administration of
Ro 64-6198 (3 mg/kg, intraperitoneal (i.p)) in wild-type mice but not in NOP receptor
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knockout mice [82,83]. Conversely, increased pain sensitivity was observed as an opposite
effect in the tail flick assay, implying the complex role of NOP receptor in pain process-
ing. Furthermore, coadministration of low doses (1 mg/kg) of Ro 64-6198 and morphine
resulted in an additive analgesic effect [83]. Consistent with these findings, analgesic
effects without causing depression, itching, and reinforcing responses were observed after
the subcutaneous (s.c.) administration of Ro 64-6198 (0.001–0.06 mg/kg) in both acute
(acute noxious stimulus) and chronic (capsaicin-induced neuropathic pain) pain modalities
in monkeys [93]. Pretreatment with J-113397 (0.1 mg/kg), a selective nonpeptidic NOP
receptor antagonist, blocked Ro 64-6198-induced antinociception, emphasizing that the
antinociceptive actions of Ro 64-6198 is mediated via NOP receptor. Despite the robust
analgesic effects of systemically administered Ro 64-6198 in non-human primates, several
in vivo studies using tail flick and immersion, tactile or cold water stimulation and foot
shock assays revealed that Ro 64-6198 does not modulate pain processing in rodents, except
mouse hot plate assay [81,83,93–95].

4.2.3. SCH221510

SCH221510 is a potent and selective non-peptide NOP receptor agonist that was re-
ported to induce analgesia in neuropathic pain when administered orally and intrathecally
in mice and rat models, respectively [96–98]. It is also reported to attenuate the respira-
tory depression and itch response that were observed after the systemic administration
of buprenorphine to a non-human primate, as well as reinforcing MOP receptor agonists
induced responses in rats [97,99]. Conversely, a s.c. administration of SCH221510 (3 and
10 mg/kg) in hot-plate test did not produce analgesia, while SCH221510 administration
(3 mg/kg) reduced morphine-induced analgesia. The co-administration of SCH221510
(3 mg/kg) and morphine (10 mg/kg) accelerated the tolerance development to the antinoci-
ceptive effect of morphine in female mice [100].

4.3. Bifunctional and Mixed NOP Receptor Compounds

Considering the potential ability of intracerebroventricularly administered N/OFQ to
attenuate morphine tolerance and suppress drug reinforcing response, the development
of new synthetic agonists may constitute an innovative pharmacological approach for
analgesics that target both MOP receptor and NOP receptor to enhance their analgesic
effect and minimize their side effects as depicted in Figure 2 [99,101–105]. Additionally,
multiple pathophysiological pathways are involved in the pain process, so developing
analgesic agents with multiple mechanisms of actions could be an innovative strategy
for developing new effective and safe analgesics [106]. Accordingly, several compounds
including AT-121 (a partial agonist of NOP receptor and MOP receptor), buprenorphine
(semisynthetic multifunctional opioid), and its analogue BU08028 were synthesized (re-
viewed in [107–109]).

4.3.1. SR 16435

SR 16435 (Figure 3), also referred to as [1-(1-(bicyclo[3.3.1]nonan-9-yl)piperidin-4-
yl)indolin-2-one] behaved as a bi-functional NOP receptor /MOP receptor partial agonist
with high binding affinity was synthesized by Toll group [110]. In mice, SR 16435 ad-
ministration produced an analgesic effect (s.c. and i.t.) which was effective and potent
in attenuating both neuropathic and inflammatory pain (i.t) with diminished tolerance
development to the antinociceptive effect of SR 16435 [96,110]. Nonetheless, the condi-
tioned place preference (CPP) that was primarily mediated by MOP receptor activation was
induced after the administration of SR 16435. This finding emphasizes that full agonistic
activity at NOP receptor could be required to reduce the rewarding properties associated
with MOP receptor [110].
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Figure 2. Rational design of new safer analgesics. (A) Beneficiary and side effects produced by
MOP receptor activation. (B) Beneficiary (synergizing analgesic effect) and protective (ameliorating
typical-opioid side effect profile) effects produced by developing a new compound with simultaneous
agonistic activity at NOP receptor and MOP receptor.

Figure 3. Chemical structures and in vitro pharmacological profiles of bifunctional and mixed NOP
receptor ligands that target pain [99,110–119].
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4.3.2. AT-121

AT-121 (Figure 3) is a non- morphinan compound which acts as a bifunctional NOP
receptor /MOP receptor partial agonist with high binding affinity [114]. It was synthesized
to optimize the pharmacological profile of MOP receptor agonists by synergizing their
therapeutic effects (analgesia and treatment of substance abuse) and minimizing their side
effects (respiratory depression, tolerance dependent, and abuse liability) via targeting NOP
receptor. In monkeys, s.c. administration of AT-121 produced morphine-like analgesic and
antiallodynic effects using the warm water tail-withdrawal assay and capsaicin-induced
allodynia, respectively, without trigging itch, physical dependence, respiratory depression,
and hyperalgesia mediated by opioid. These effects were confirmed to be mediated by
MOP receptor and NOP receptor activation by using selective dose of MOP receptor and
NOP receptor antagonists, J-113397 (0.1 mg/kg) and naltrexone (0.03 mg/kg), respectively.
Additionally, AT-121 could be therapeutically implicated for opioid addiction as it lacks the
abuse potential (reinforcing effects) and diminished oxycodone reinforcing response.

4.3.3. Buprenorphine and Its Analog BU08028

Buprenorphine (Figure 3) is a natural derived alkaloid of the opium poppy with a
mixed pharmacological activity (MOP receptor /NOP receptor partial agonist and DOP
receptor /KOP receptor low partial agonist) clinically approved to treat pain and substance
abuse [99,115]. In rodent, full analgesic effects were produced after the administration of
buprenorphine in both chronic and acute pain models [120]. After a systemic administration
of 0.01–0.1 mg/kg to a non-human primate, an antinociceptive effect was present in a
dose-dependent manner. A resultant respiratory depression and itch were observed and
subsequently confirmed to be induced by MOP receptor activation. These side effects
associated with buprenorphine were found to be attenuated by the co-administration of
an NOP receptor selective agonist such as Ro 64-6198 and SCH 221510 [99]. As such,
the combination emphasized the therapeutic potential of mixed MOP receptor /NOP
receptor agonists as innovative analgesics. A buprenorphine analog that is known as
BU08028 (Figure 3) demonstrated a similar binding profile to buprenorphine with improved
binding affinity and efficacy to NOP receptor. In mice, an intrathecal administration of
BU08028 produced an analgesic effect, which was more potent than morphine in attenuating
both neuropathic and inflammatory pain [96]. Consistent with these results, a systemic
administration of BU08028 to a non-human primate produced a long-lasting analgesic
effect (>24 h) with a reduced reinforcing effect as compared to cocaine, remifentanil, or
buprenorphine and without causing respiratory depression and CVS adverse effects [121].

4.3.4. BPR1M97

By applying a high-throughput screening, BPR1M97 (Figure 3) was identified as a
dual agonist that produced a significant analgesic effect in a tail-flick assay in mice [122].
Both in vitro assays (radioligand binding, c-AMP production, membrane potential, β-
Arrestin-2 recruitment, and internalization assays) and in vivo behavior assays (tail flick
and clip, respiratory and cardiovascular functional, acetone drop, von Frey hair, charcoal
meal, glass bead, locomotor activity, conditioned place preference (CPP) and naloxone
precipitation assays) proved that BPR1M97 behaved as a dual agonist for MOP receptor
(full agonist) and NOP receptor (G-protein biased agonist) [118]. Notably, rapid analgesic
actions (more potent than morphine in cancer-induced sensory allodynia) were observed
after the BPR1M97 s.c. administration with less undesirable side effect as compared
to morphine.

4.3.5. BU10038

A naltrexone-derived bifunctional MOP receptor /NOP receptor agonist, also referred
to as BU10038 (Figure 3), behaved as a partial MOP receptor and NOP receptor agonist
was synthesized by Husbands and Ko groups [117]. In non-human primate, both sys-
temic (0.001–0.01 mg/kg) and intrathecal (3 mg) administrations of BU10038 resulted in a
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long-lasting antinociceptive with neither reinforcing effects nor other effects like itching,
respiratory depression, and tolerance when administered repeatedly.

4.3.6. JTC-801

JTC-801 (Figure 3), also referred to as [N-(4-amino-2-methylquinolin-6-yl)-2-(4-ethylph-
enoxymethyl) benzamide hydrochloride], behaved as a NOP receptor antagonist and was
developed by a group of scientists at the Central Pharmaceutical Research Institute [119].
JTC-801 produced antinociceptive effects in a hot plate test and a formalin test using
mice and rats, respectively. Although the injectable and oral formulations of JTC-801
entered Phase II of its clinical trials in both Japan and the UK to treat the neuropathic and
postoperative pain, it was suspended for unknown reasons [123].

4.3.7. Cebranopadol

The rational optimization strategy of spiro[cyclohexanedihydropyrano[3,4-b]indole]-
amine resulted in the discovery of cebranopadol (Figure 3) that represents the first in its class
to be a highly potent and efficacious antinociceptive agent with combined agonistic activity
at MOP receptor, NOP receptor (subnanomolar affinity), KOP receptor, and DOP receptor
(low nanomolar affinity) [111,112,124]. Behavior in vivo studies including acute and chronic
pain models in rodents (tail-flick, formalin test, rheumatoid arthritis, bone cancer, spinal
nerve ligation, diabetic neuropathy) further indicated the high potency and extremely
long-lasting analgesic effect of cebranopadol in comparison with selective MOP receptor
agonist, particularly in the chronic pain model [111,125]. Extensive preclinical safety and
tolerability studies have been conducted on rodent models to reveal the possible side effects
on the CNS, the respiratory system, and the gastrointestinal system (reviewed in [126]).
Limited range of unwanted effects were also observed, as cebranopadol did not decrease
respiratory rate, develop a tolerance, or impair the motor coordination, unlike the effects
of morphine. The G-protein-biased agonistic activity at NOP receptor could be the reason
behind these favorable side effect profiles of cebranopadol [125]. Notably, cebranopadol
is equipotent and equi-efficacious toward the G protein activation at both MOP receptor
and NOP receptor without inducing phosphorylation or NOP receptor internalization
and without recruiting B-arrestin2 at NOP receptor only in BRET assay [125,127]. The
noncompartmental analysis in phase I and phase II clinical trials was used to assess the
pharmacokinetics profiles of cebranopadol. The maximum plasma concentration [Cmax]
(4–6 h) with a long half-value duration (14–15 h) was reached after oral administration
of immediate release formulation of cebranopadol. After the administration of multiple
once-daily oral doses of cebranopadol in patients, the steady state was reached in nearly
2 weeks. Following single- and multiple-doses administration of cebranopadol in healthy
subjects and patients, a two-compartment disposition model with first-order elimination
process and a two lagged transition compartments was observed [128]. Several phase
II clinical trials were conducted and listed as complete in patients suffering from acute
(bunionectomy trial) and chronic (diabetic neuropathy, osteoarthritis, chronic low back
pain, and diabetic polyneuropathy) pain to evaluate the efficacy, safety, and tolerability of a
single oral dose of cebranopadol [129–135]. While most phase III clinical trials have recently
proven the effectiveness, safety, and tolerability of cebranopadol when administered orally
(200–1000 µg per day) to cancer patients who suffer from moderate to severe chronic
pain [136,137].

5. Future Directions and Conclusions

In this review, the rational design of NOP receptor ligands with various pharmacolog-
ical profiles as a promising alternative for conventional opioid analgesic is discussed. The
crystal structure, distribution, and signaling pathway of NOP receptor are also highlighted.
It is important to note that other therapeutic indications for NOP receptor in the treatment
of various neurological disorders and alcohol abuse have not been explored in this review.
Notably, NOP receptor-related peptides have substantially attributed in expanding our
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knowledge regarding the various peripheral and central responses related to N/OFQ–NOP
receptor system, but their poor bioavailability has limited their therapeutic implications.
Regardless of the controversial results between the spinal and supraspinal administration
of endogenous neuropeptide of NOP receptor that remains poorly understood, the NOP
receptor ligands exhibit favorable pharmacological activity and side effects, particularly
the mixed which target multiple opioid receptors. So far, cebranopadol represents the
most promising NOP receptor ligand to treat acute and chronic pain without reducing
respiratory rate, developing a tolerance, or impairing the motor coordination as compared
to the clinically approved opioid analgesic. However, further work needs to be done
to resolve the high-resolution structure of NOP receptor in its active state to elucidate
the distinct residues responsible for NOP receptor agonist binding [138]. Conceivably,
a deep understanding of the NOP receptor signaling pathway and structure along with
computer-aided molecular docking and behavior studies will facilitate the discovery of
polypharmacological ligands that target multiple receptors including NOP receptor as new
effective and safe analgesics.
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Abstract: The current protocols for neuropathic pain management include µ-opioid receptor (MOR)
analgesics alongside other drugs; however, there is debate on the effectiveness of opioids. Nev-
ertheless, dose escalation is required to maintain their analgesia, which, in turn, contributes to a
further increase in opioid side effects. Finding novel approaches to effectively control chronic pain,
particularly neuropathic pain, is a great challenge clinically. Literature data related to pain transmis-
sion reveal that angiotensin and its receptors (the AT1R, AT2R, and MAS receptors) could affect the
nociception both in the periphery and CNS. The MOR and angiotensin receptors or drugs interacting
with these receptors have been independently investigated in relation to analgesia. However, the
interaction between the MOR and angiotensin receptors has not been excessively studied in chronic
pain, particularly neuropathy. This review aims to shed light on existing literature information in
relation to the analgesic action of AT1R and AT2R or MASR ligands in neuropathic pain conditions.
Finally, based on literature data, we can hypothesize that combining MOR agonists with AT1R or
AT2R antagonists might improve analgesia.

Keywords: µ-opioid analgesics; angiotensin receptors; chronic pain; neuropathic pain

1. Introduction

Among different types of chronic pain, neuropathic pain is defined by the Interna-
tional Association for the Study of Pain (IASP) as pain caused by a lesion or disease of
the somatosensory nervous system (IASP 2012). There are many available treatment ap-
proaches for the management of neuropathic pain. Yet, despite these advances, it remains
an unmet medical need because most of the treatment approaches intended to halt this
pain condition are not effective enough or sometimes effective but limited by side effects.
Thus, finding new targets and innovative future strategies that might help to improve
neuropathic pain control are of clinical need.

µ-Opioid receptor (MOR) agonists are the mainstay treatment for different forms of
chronic pain [1–4]. However, their efficacy in the management of neuropathic pain is a long-
standing question of debate. Yet, international guidelines restrict opioids to second- or third-
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line therapy, with no clear consensus on their effect [5–7]. MOR agonists with significantly
higher intrinsic efficacy than morphine produced acceptable analgesia in preclinical models
of neuropathic pain [8,9]; however, this has not been successfully utilized clinically because
clinical trials showed controversial results related to their efficacy and liability for side
effects [10–13]. In response to this argument, many studies have been conducted to increase
the efficacy and decrease the side effects of opioids when used in the management of
neuropathic pain. Some of the encouraging strategies that aim to improve the analgesic
effect and decrease the side effects of currently used analgesics, such as opioids, are based
on combining two or more different agents. However, so far, clinical research data that is
based on combination strategies have not met expectations [14]. Chaparro et al., reviewed
clinical trials on the efficacy and safety of various agent combinations for neuropathic
pain [14]. Their analysis revealed that the combination of opioids with gabapentin was
significantly better than gabapentin alone in reducing the symptoms. However, the number
of treated patients that was required for a single patient to benefit was still 9.5, and
significantly more participants experienced side effects and thus dropped out of the studies
with opioids plus gabapentin than with gabapentin alone [14]. On the other hand, studies
assessing the effects of opioids in combination with other sensory-sensitization blocking
agents could be of high clinical value. Thus, continuing preclinical research based on the
application of multi-target drugs or combination strategies that involve implementing
different agents might bring a new treatment option for neuropathic pain. In the former
case, for instance, applying opioid receptor ligands that display agonist and non-opioid
effects, such as tapentadol, display both the MOR agonist and norepinephrine reuptake
inhibitory effects in the same molecule [15]. Recently, our group reported on the promising
effect of the combination of glycine transporter 1 and 2 inhibitors in the management of
neuropathic pain evoked by sciatic nerve ligation [16]. In such a strategy, we need to
consider how the individual drugs affect pain transmission.

Accumulating evidence has proven that drugs affecting the renin–angiotensin system
can modulate pain transmission [17–34]. Recent studies have also shown that drugs mimic or
antagonize angiotensin type 1 and 2 (AT1R and AT2R) receptor-mediated actions do produce
a beneficial analgesic effect in rodent models of chronic pain types [17,20,22,28,29,35–38].
The analgesic effect of ligands affecting angiotensin receptors in neuropathic pain is ex-
plained by the contribution of these receptors to neuroregeneration and neuroprotection—
partially by reducing neural inflammatory processes [18,24,37,39–41]. Nevertheless, much
remains unclear regarding the role and clinical utility of these receptors in analgesia.

This review briefly highlights how the effect of MOR agonist-induced analgesia is
altered under neuropathic pain conditions, showing the advantages and drawbacks, as
well as principal factors that negatively impact the analgesic effect of MOR analgesics in
this pain entity. The next sections review the implication of angiotensin and its receptors in
chronic pain, particularly that associated with neuropathy, and also the neuroanatomical
overlap between MORs and angiotensin receptors in relation to pain. Finally, according to
the reviewed data, perspectives on the future drug combination-based research strategy
to treat neuropathic pain are provided. With respect to angiotensin IV and its receptor,
the presence of the peptide has been reported in human dorsal root ganglia (DRG) and
trigeminal nucleus (TG) [42,43]. However, there are little data related to their analgesic
effect. Thus, they will not be discussed in the present review.

2. The Opioid System and the µ-Opioid Receptor in Different Pain Entities

The opioid system is a physiological system for controlling pain, but it also participates
in addictive behaviors and immune defense, among others. Mammalian endogenous
opioid peptides and exogenous natural, semisynthetic and synthetic opioid agonists can
produce their effects through the activation of opioid receptors, namely µ-(MOR), δ-(DOR),
and κ-(KOR) opioid receptors. Opioid receptors belong to the class A G-proteins of the
pertussis toxin-sensitive Gi/Go family. Their effectors include adenylyl cyclase, N- and
L-type Ca2+ channels, and inwardly rectifying K+ channels. Upon activation, adenylyl
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cyclase and Ca2+ channels are inhibited, whereas K+ channels are activated. Thus, both
the limitation of Ca2+ entry and the hyperpolarization of the cells may give a tenable
explanation for the inhibition of transmitter release at pain traffic points [44,45]. With
respect to pain, central MORs are the principal target for mediating the analgesic effects of
opioids. As in MOR-knockout mice, selective MOR agonists failed to produce analgesia as
well as MOR-induced opioid side effects, such as respiratory depression, gastrointestinal
transit inhibition, and addiction liability [46,47]. Since the identification of functional
peripheral MORs, it has become obvious that the analgesic effects of opioids do not
solely depend on MORs at the central nervous system (CNS) [48]. It is worth noting that
achieving peripheral analgesia requires prerequisite factors that are related both to the
physicochemical properties of opioid analgesics (limited CNS penetration) and pain entity.
In the case of the latter, the pathological state of pain largely reflects the effects of opioid
analgesics. In inflammatory or acute non-inflammatory pain, MORs number is increased
or maintained at normal level, respectively [9,48–50]. Several opioid researchers have
proven that functional MORs in the periphery are targetable, particularly in inflammatory
pain types [51–54]. However, under neuropathic pain conditions, several studies have
demonstrated the downregulation of MORs in the dorsal spinal cord and DRG [9,55]. The
efficacy of currently available MOR agonists in neuropathic pain is a question of debate.
Taken together, in cases of acute or inflammatory pain types, opioid analgesics can provide
adequate pain control, which is somewhat hampered by above mentioned unwanted effects.
However, in the case of neuropathic pain, the desired analgesia itself is often unachievable,
consequently demanding dose-escalation, therefore causing more pronounced side effects
(Figure 1A) (Karádi and Al-Khrasani, unpublished data) and (Figure 1B) (adopted from
our previous work [16]).

Figure 1. (A) The analgesic effect of morphine measured on a dynamic plantar aesthesiometer (DPA)
test at 30 min, after s.c. administration to mononeuropathic animals. Columns represent the paw
withdrawal threshold of the animals in grams ± S.E.M. Asterisks indicate the significant differences
between treatment groups or operated (R) and non-operated (L) hind paws (* p < 0.05; *** p < 0.001
and **** p < 0.0001). Statistical differences were determined with one-way ANOVA and Tukey
post-hoc test. Data represent means ± S.E.M (n = 5–12 per group). (Karádi, D.Á.; Al-Khrasani, M.;
unpublished data). (B) Effect of the systemic administration of morphine to the motor function of
rats. Columns represent the time latency of the animals in sec ± S.E.M. at 30 min post-treatment in
the rotarod test. Asterisks indicate the significant differences compared to the saline group (one-way
ANOVA, Newman–Keuls post-hoc test; *** p < 0.001). In each treatment group, 4–7 animals were
used. These results were adopted from our previous work [16].
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For restoring the effect of opioids in neuropathic pain, many attempts have been
focused on the mechanisms related to changes in the number of functional MORs on sensory
neurons in subjects with painful neuropathy. In our and other studies carried out in rats
with neuropathic pain induced either by streptozotocin (STZ) or chronic constriction injury
(CCI), the number of MORs was found to be decreased in DRG and spinal tissue [9,56,57].
This reduction in MOR number was accompanied by a decrease in the analgesic effects
of opioids.

3. Angiotensin Receptor Mimetics and Antagonists in Relation to Pain
3.1. Endogenous Angiotensin Ligands and Angiotensin Receptors

Components of the renin–angiotensin system (RAS) have been previously reviewed
or discussed extensively [19,24,58–64]. Nevertheless, the main findings are briefly sum-
marized here for an overview. Among the endogenous peptides of the RAS, neuronal
angiotensin II (Ang II) is the most significant in relation to pain. Ang II is an octapeptide
derived from the inactive precursor angiotensinogen, which is initially cleaved by renin,
resulting in the inactive intermediate angiotensin I (Ang I). Ang II is cleaved from Ang
I by the angiotensin-converting enzyme 1 (ACE1). Ang II equally binds to and activates
the AT1R and AT2R (see later on). Another relevant endogenous peptide of the RAS to
this review is angiotensin 1-7 (Ang (1-7)), which is cleaved by the angiotensin-converting
enzyme 2 (ACE2) from Ang II or by ACE1 from Ang I via the intermediate angiotensin 1-9.
Ang (1-7) activates the Ang (1-7) receptor or MAS receptor, but it can also bind with lower
affinity to AT2R.

There are four angiotensin receptor types known so far within the RAS; namely
angiotensin II type 1 and 2 receptors, the angiotensin IV receptor, and the Ang (1-7) receptor
or MAS receptor (abbreviated as AT1R, AT2R, AT4R, and AT7R or MASR, respectively).
Additionally, in mice and rats, two AT1R isoforms have been identified, namely AT1aR and
AT1bR [65,66]. In relation to the RAS, this review will focus on data of AT1R, AT2R, and
MASR, with respect to pain, particularly from preclinical studies. They all belong to the
rhodopsin-like G-protein coupled receptor family (GPCR); however, they differ significantly
in terms of activation of signaling pathways and cellular and tissue distribution patterns.
The latter will be discussed in detail in a separate section. The AT1R is a prime example
of a GPCR that upon activation can be dependent and independent from heterotrimeric
G-proteins, allowing the receptor to have a wide range of signaling responses to Ang II.
In terms of G-protein dependent signaling pathways, the AT1R couples to multiple types
of Gα, (Gq/11, Gi, G12, and G13), but it also includes the activation of small G-proteins.
G-protein independent signaling of AT1R involves β-arrestin 1 and 2, tyrosine kinase-
related signaling, reactive oxygen species signaling, receptor-interacting scaffold proteins,
or heterodimerization with AT2R or MASR. In the case of AT2R, signaling pathways are still
not fully elucidated, in spite of the intensive research. In fact, it is one of the least understood
areas of the renin–angiotensin system. Most interestingly, it fails to demonstrate classic
GPCR signaling features, such as affecting second messengers (e.g., cAMP, diacylglycerol)
or the lack of phosphorylation-induced receptor desensitization, or internalization in most
tissue types. However, it has been proven that AT2R is sensitive to GTPγS and pertussis
toxin in rat locus coeruleus, indicating Gi/o coupling [67]. AT2R can also stimulate protein
phosphatases and nitric oxide production. In addition, AT2R mediates the inactivation of
mitogen-activated protein kinase (MAPK) inhibition which is important in the induction of
apoptosis [60,67]. The AT2R and Ang II interaction leads to neurite formation and growth
via the modulation of polymerized β-tubulin, microtubule-associated proteins (MAP),
the activation of the p42/p44 MAPK phosphorylation of trkA. MASR, similar to AT1R
and AT2R, can couple to many downstream signaling pathways via Ang (1-7) activation.
These include the activation of phospholipase C and A2, arachidonic acid release, or
calcium-independent nitric oxide synthase activation. MASR also modulates several
kinase-related pathways/effectors, such as the p38 MAPK, ERK1/2, phosphatidylinositol
3-kinase/Akt, RhoA, and cAMP/PKA, in different cell lines. MASR was also demonstrated
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to constitutively couple to Gαi, Gαq, and Gα12/13 [63]. On the other hand, similar to
AT2R, in most cases, MASR fails to induce the conventional G-protein mediated signaling
response, defined by the levels of classical second messengers, such Ca2+, or inositol
trisphosphate (IP3), despite belonging to the GPCR family.

3.2. AT1 and AT2 Receptor Agonists

Following the discovery of the neuronal RAS, numerous studies have reported on the
implication of AT1R/AT2R agonists on nociception [27,30,33,68–76]. In spite of the high
number of studies conducted, literature data remain highly controversial. Some publica-
tions describe the analgesic activity of AngII, AngIII, or renin on acute pain tests following
central (intracerebroventricular [27,69,71,72,76] or intrathecal [33]) administration. These
reports proposed different possible mechanisms of action behind the observed effects.
Many of them indicate the role of the endogenous opioid system as the analgesic activity of
test compounds was naloxone-sensitive [27,33,69,71,72]. Next, Shimamura et al., suggested
a kinetic interaction between AngIII and met-enkephalin, namely the inhibition of cleavage
of the latter [71]. Georgieva et al., found that AngII administered intracerebroventricularly
(icv.) produced an antinociceptive effect in the acetic-acid writhing pain model, yet the
AngII-induced antinociception was blocked by PD123319, an AT2R selective antagonist
but not by losartan, an AT1R antagonist [75]. In this study, the authors concluded that
AT2Rs but not AT1Rs are involved in the mechanism behind the analgesic action in acute
inflammatory pain. Since then, studies assessing the effects of RAS peptides (angiotensino-
gen, AngI, AngII, or AngIII) microinjected into different regions of the periaqueductal gray
(PAG) were conducted in rats. In these studies, all test peptides were proven to be anal-
gesic on the tail-flick assay, and their effect was AT1R or AT2R antagonist reversible [77].
Another observation is that spontaneously hypertensive rats show longer latency on the
hot plate but not on the tail-flick test, when compared to wild-type animals. Moreover, this
increase in latency can be reversed by orally administered captopril or losartan, but not by
antihypertensive agents which are acting on targets other than the RAS [73]. In contrast to
the above-mentioned studies, Cridland et al., reported that AngII failed to show either anti-
or pronociceptive effect [72]. However, at present, we cannot judge this issue because, to
the best of our knowledge, there is no other study that supports Cridland’s observations.
It is also worth considering the article of Pavel et al., which examined the effect of AngII
and losartan in rats undergoing CCI. In these animals, intraperitoneal AngII was found to
be pronociceptive in the von Frey test (mechanical stimuli), constant hot- and cold-plate
tests and decremental cold plate test (thermal stimuli). Losartan fully reversed the effect of
AngII in case of mechanical stimuli, partially reversed it in case of constant cold-plate test,
but further aggravated it in the decremental cold plate test. In the incremental hot plate
test, the pain threshold was unchanged both following AngII or AngII + losartan admin-
istration [78]. The differences observed in this study between the effect of angiotensin in
response to constant or decremental/incremental thermal stimuli is difficult to explain.

Further on, the direct pronociceptive activity of AngII and AngIII was described as
spontaneous painful behavior (scratching) was observed following intrathecal administra-
tion [40,41]. It is worth noting that the study of Cridland et al., showed neither anti- nor
pronociceptive action of AngII, whereas Nemoto and coworkers reported a pronociceptive
action. Despite the similar administration route, the phenotype of the animals, as well
as the dose applied, was different in these studies [40,41,73]. Therefore, further studies
are needed to elucidate the effect of AngII at the spinal level. Indirectly supporting the
pronociceptive action of AngII, Kaneko et al., reported icv. administered AngII to attenu-
ate the analgesic activity of morphine in a dose-dependent manner in hot plate and tail
pinch tests [69]. Similarly, Yamada et al., found that icv. administrated AngII or the AT2R
agonist novokin decreased the antinociceptive effect of morphine in the tail-pinch test [79].
Shepherd et al., also reported an increased mechanical but not thermal allodynia following
intraplantar AngII administration in mice after spared nerve injury (SNI) [80].
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There is large literature data on neural regeneration and differentiation mediated by
the AT2R, which were recently reviewed by Danigo et al. [24]. From this aspect, activating
the AT2R induces positive changes in terms of neural injury. This neuroprotective action
linked to the AT2R has been associated with an increase in neuronal BDNF expression by
several reports. The AT2R agonist “compound 21” (C21) has been reported to increase neu-
rite growth following spinal nerve injury [81] and to improve survival while attenuating
post-stroke neurological deficit in mice [82]. Under these conditions, the common feature
was an increase in neuronal BDNF expression. In contrast, increasing BDNF level is not
necessarily beneficial in cases of peripheral nerve injury from the aspect of pathological
pain, since Madara et al., showed that BDNF could induce glutamate release by enhancing
the action of presynaptic NMDA receptors [83]. BDNF release governs the spinal long-term
potentiation of C-fibers [84]. Long-term potentiation and a consequently increased gluta-
matergic tone, involving the increased activity of spinal NMDA receptors, are hallmarks
of neuropathic pain or other chronic pain states [85,86]. Furthermore, Chen et al., proved
that spinal NMDA receptor-potentiation on primary afferents in neuropathic pain could be
blocked either by the BDNF scavenger trkB-Fc or by the trkB receptor antagonist ANA-
12 [87]. The contribution of BDNF to pain was validated by Sikandar et al., where they
demonstrated that the conditional knockout of BDNF from mouse sensory neurons results
in unchanged response to most acute pain types and displayed hypoalgesia in chronic
inflammatory or neuropathic pain [88].

3.3. MAS Receptor Agonists

Primarily the Ang (1-7)-MASR branch of RAS acts as an antagonist of the AngII-AT1R
activity. The activity linked to AT2Rs is similar in general; however, with respect to pain
transmission, this is not the case. The possible analgesic effect of Ang (1-7) was investigated
following mostly local (intraplantar [21,23] or intrathecal [34,89–93]) administration. Stud-
ies using intraplantar administration reported that Ang (1-7) attenuated PGE2 [21,23,90,91]
or carrageenan [23] induced inflammatory mechanical hyperalgesia. The antihyperalgesic
effect of Ang (1-7) was lost in MASR KO mice [23] and was reversible by MASR, nNOS,
guanylyl cyclase, or ATP-sensitive potassium channel blockers [94] as well as by different
adrenergic antagonists [21], but not by naloxone [95].

Intrathecal administration of Ang (1-7) resulted in a decrease in spontaneous nocicep-
tive behavior induced by intrathecal AngII [91], AngIII [92], substance P or NMDA [34].
Furthermore, intrathecal Ang (1-7) showed an antiallodynic and antihyperalgesic effect
in neuropathic pain induced by CCI [89], STZ [90], or genetic model of diabetes (ob/ob
mice) [93]. Moreover, several authors reported that Ang (1-7) effectively decreased the
pathological increased p38 phosphorylation in the spinal cord [90–92,96]. Similar results
were reported following intrathecal administration of ACE2 activator DIZE, namely re-
duced nociceptive behavior in the formalin test and decreased spinal p38 phosphoryla-
tion [96]. On the other hand, intraplantar Ang (1-7) was ineffective in the treatment of CCI
induced neuropathic pain [23].

The effect of systemic (ip.) administration of Ang (1-7) on bone cancer pain was investi-
gated by Forte et al., In this model, Ang (1-7) reduced spontaneous pain reactions, increased
von Frey threshold and tail immersion latency following acute or chronic administration.
The authors reported no anti-tumor activity [97].

3.4. AT1 and AT2 Receptor Antagonists

A growing body of literature data supports that antagonists of the AT1R, such as losar-
tan, candesartan, or telmisartan, among others, display analgesic action in different pain
models, including acute thermal, inflammatory, or neuropathic pain [17,23,30,35,36,39–41].
With respect to the analgesic effect of telmisartan, our unpublished results also support
such findings because it could reduce the partial sciatic nerve CCI-induced allodynia after
systemic administration in rats (Figure 2) (Karádi and Al-Khrasani, unpublished data)).
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Figure 2. The analgesic effect of telmisartan measured on a dynamic plantar aesthesiometer (DPA)
test at 120 min, after p.o. administration to mononeuropathic animals induced by partial sciatic nerve
ligation rat model described by Seltzer et al. [98]. Columns represent the paw withdrawal thresh-
old (PWT) of the animals in grams ± S.E.M. Asterisk indicates the significant differences between
treatment groups or operated (R) and non-operated (L) hind paws (** p < 0.01 and **** p < 0.0001). Sta-
tistical differences were determined with one-way ANOVA and Tukey post-hoc test. Data represent
means ± S.E.M (n = 5 per group). (Karádi, D.Á.; Al-Khrasani, M.; unpublished data).

In addition, intrathecal administration of losartan has been reported to block AngII-
induced spontaneous pain [39], both phases of formalin test [41], and STZ-induced al-
lodynia [99]. On the other hand, microinjection of AT1R and AT2R antagonists into the
PAG has been reported to aggravate incisional allodynia [26,77]. Local administration of
losartan was also investigated by Costa et al., In this study, intraplantar (ipl.) losartan
effectively reversed prostaglandin E2 (PGE2) and carrageenan-induced mechanical hyper-
algesia but was ineffective in CCI induced neuropathic pain [23]. In contrast, numerous
publications have reported that systemic administration of AT1R antagonists to be benefi-
cial [17,20,35,36,79]. Most of these reports suggest that blocking AT1R could also attenuate
the inflammatory reaction in DRG [35,36] or the sciatic nerve [17] and elevate the decreased
BDNF level in the sciatic nerve [17] following neuronal damage.

Bessaguet et al., investigated the effect of candesartan on resiniferatoxin-induced neu-
rotoxic thermal hypoalgesia in mice and proved that intraperitoneal candesartan was able
to reverse the evoked hypoalgesia in this assay, yet the same effect was achieved following
the treatment with AT2R antagonist, EMA200 (PD123319). The authors proposed that can-
desartan may increase the AT2R binding of endogenous AngII, thus lowering the thermal
threshold of animals. This proposal is further supported by the lack of efficacy of can-
desartan in AT2R KO mice [20]. In agreement with these results, Hashikawa-Hobara et al.,
reported that hypoesthesia caused by fructose induced diabetes was reversible by orally
administered candesartan [100]. Obagata et al., showed that intrathecal losartan can atten-
uate the allodynia evoked by STZ in mice. In addition, they found that Ang II, as well as
ACE expression, were increased, indicating the involvement of AngII in neuropathic pain
conditions. It has also been reported that candesartan is capable of inducing neuroprotec-
tive, anti-inflammatory, and pro-angiogenetic effects accompanied by an increase in BDNF
expression [101,102]. In these studies, the beneficial effects of AT1R antagonism were re-
versible by the AT2 receptor antagonist, EMA200 [101,102]. Similar to the above-mentioned
studies, the authors hypothesized that AT1R antagonism causes a shift in endogenous
AngII binding from the AT1R to the AT2R, thus indirectly causing AT2R activation.

There are numerous studies indicating that AT2R antagonism can be beneficial in
treating different pain entities. In case of inflammatory pain types, the proposal that reduc-
tion in hyperinnervation can attenuate pain is in agreement with literature data [103,104].
Chakrabarty et al., reported that EMA200 reduced thermal hyperalgesia, mechanical allo-
dynia, and pathological hyperinnervation of inflamed tissue in a model of inflammatory
pain induced by complete Freund’s Adjuvant (CFA) [18,22]. The same compound was
also effective in the treatment of cancer-induced bone pain, which is mostly an inflam-
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matory pain type, strongly depending on local inflammatory mediators [105]. The most
clinically promising results, however, came from the investigation of the analgesic effect of
EMA200 and its analogs in neuropathic pain, partially contradicting the above-mentioned
data [28,29,37,38,80,106–108]. These include rodent models of mononeuropathic pain and
even human clinical trials. AT2R antagonists were shown to be able to attenuate mechani-
cal [37,38,81,107,108] and cold [107] allodynia in different mononeuropathic models, such
as CCI or SNI. Moreover, the effect of EMA200 was validated on complex behavioral pain
assays as well [109]. The most clinically relevant result, however, is that the analgesic
effect of EMA401, the orally available analog of EMA200, was tested in clinical trials for
postherpetic neuralgia [28,29] and diabetic neuropathy [28]. The efficacy in attenuating
symptoms of the patients enrolled was acceptable in both conditions; however, two of
the three studies were prematurely terminated because of preclinical data on the possible
hepatotoxic effect of the test compound upon long-term administration [28]. There is
no clear consensus whether AT2Rs are expressed on sensory neurons creating a direct
pharmacological target for analgesia [18,37,38,106,107,110], or the observed beneficial ef-
fect is mediated by immune cells infiltrating injured nerves [80,107]. The neuro-immune
cross-talk proposed by the latter studies was recently reviewed by Balogh et al. [19].

4. Neuroanatomical Distribution of the µ-Opioid and Angiotensin Receptors in Areas
Related to Pain
4.1. The µ-Opioid Receptor

The neuroanatomical distribution of the MOR is now well-established by immunohis-
tochemistry, autoradiography, in situ hybridization, and fluorescence techniques [109–113].
Accordingly, MORs can be found at supraspinal, spinal, and peripheral levels [114–116].
MORs are enriched in the descending pain modulatory pathway, involving the periaque-
ductal gray (PAG) matter, rostral ventromedial medulla (RVM), locus coeruleus (LC), and
the dorsal horn of the spinal cord [115,117]. In addition, they can be found in brain regions
that are strongly related to pain perception and integration, such as the cerebral cortex, tha-
lamus, striatum, amygdala, hippocampus, nucleus accumbens, and the ventral tegmental
area (VTA) [115,117]. Within the dorsal horn of the spinal cord, MORs are densely localized
in the lamina I-II superficial layers on interneurons and projection neurons [115,118]. The
dorsal root ganglia are also a significant locus for MORs attributed to pain [115,119]. MORs
can also be found on C- and A-fibers and near primary afferent nociceptors [117].

4.2. Angiotensin Receptors and Endogenous Angiotensin Ligands

The components of neuronal angiotensin system are found in anatomical regions
hosting different key points in pain pathways, including the dorsal horn of the spinal
cord, dorsal root ganglia (DRG and identical structures, such as the spinal trigeminal tract
and trigeminal ganglion), or peripheral nerves. Angiotensinogen mRNA can be found
ubiquitously in the mammalian brain [120], spinal cord [99], and almost all cells in the
DRG [42,43]. The angiotensinogen level in the CNS is not affected by STZ treatment-
induced diabetes; however, it is elevated following peripheral inflammation [22,121].

There are contradictory data in the literature about the localization of neuronal renin,
the primary activating enzyme of the renin–angiotensin system [42,43,100]. AngI mRNA is
present in the human DRG and trigeminal ganglion (TG) [42,43], whereas its protein form
was described in rat DRG [121]. AngII was found in rat and human DRG [18,37,43,106,107],
TG [42], neurons, satellite cells, and CD3+ T-cells [106]. The colocalization of AngII
alongside components involved in pain sensation, such as substance P (SP) and vanil-
loid transient receptor potential channels, was reported as well on small and medium
neurons [18,37,42,43,106]. In rodent, AngII can be found ubiquitously in the spinal cord;
its level was highest in the superficial laminae of the dorsal horn, which could suggest
a possible role of AngII in nociception [41,99]. Furthermore, AngII levels have been re-
ported to be increased following mono- or polyneuropathic pain evoked by CCI [106] or
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STZ, respectively [41,99]. Furthermore, this change in AngII levels was also seen in pain
conditions induced by intraplantar formalin injection [41,99] or in bone cancer pain [105].

With respect to the receptors, several studies have reported on the distribution
of AT1R on key points related to nociceptive transmission both in mice [39,40] and
rats [31,36,43,122–129]. These areas include sciatic nerve [31,127,130], DRG [36,43,123,
125,127–131], and spinal cord [22,39,40,129,132]. Moreover, it can be found in different
brain regions, such as the spinal trigeminal tract and raphe nuclei [122]. These data also
provide strong evidence on a large amount of AT1aR, and smaller amounts of AT1bR
mRNA [43,127,129,132], and the receptor protein [31,36,39,40,123,125,127–129] was also
shown in the mentioned regions. In the DRG, the receptor protein was found on satel-
lite cells and neurons of all sizes with a greater extent on smaller ones [36,110,128,130].
In the spinal cord, similarly to AngII, AT1R level was the highest in the superficial dorsal
horn [39,128].

In contrast to AT1R, AT2R localization and the above-mentioned function in relation to
nociception are controversial subjects. At present, little data are available on the ganglional
or sensory neural expression of AT2R as many of the currently commercially available AT2R
antibodies used for immunohistochemistry seem to show inappropriate specificity [131].
Therefore, it is important to evaluate the results of studies using antibodies with appropriate
criticism—especially in case of earlier works.

Early autoradiographic studies found significant inhibition of AngII binding by AT1R
but not by AT2R antagonists on the sciatic nerve, spinal cord, and (upper cervical) sensory
ganglion [31,128]. AT2 mRNA was found in the DRG and sciatic nerve of rats [43,127].
The receptor protein was found by many research groups on neurons (IB4+ [132]), satellite
cells [106,127], and CD3+ T-cells [106] and in the rat DRG as well [101,106,107,110,125,130].
Indeed, in a few studies, the AT2 antibody specificity was verified on AT2R KO mice,
further reinforcing the results [37,123]. On the other hand, Shepherd and colleagues were
not able to find AT2R mRNA or protein in the DRG of mice or humans [80]. In their study
using Agtr2GFP reporter mice, the AT2 positivity in the sciatic nerve was detectable and
increased after SNI but because of macrophage infiltration instead of neural expression.
Taken together, Shepherd’s group claims that AT2R is not expressed on sensory neurons
involved in nociception [107]. In contrast, Benitez et al., found AT2 immunoreactivity in
rat DRG mostly on non-peptidergic (IB4+) C- and Aδ-fibers showing high colocalization to
AT1 yet using an antibody with specificity verified on AT2R KO mice. In their study, the
level of AT2 increased in an inflammatory state following treatment with CFA [123]. It is
important to mention that mice were used in the study conducted by Shepherd in contrast
to rats used by Benitez. A very recent review published in 2021 by Danigo et al., provides
detail on how to solve this contradiction and lists species differences as well as the possible
gene duplication of AT2R (similar to AT1R) in mice which could cause a lack of signal in
the reporter mice [24].

Angiotensin-converting enzyme 2 (ACE2) is a carboxypeptidase enzyme regulating
the local levels of AngII and Ang 1-7 (metabolizes AngII to Ang 1-7). Its mRNA and protein
were found in human DRG samples, colocalizing with nociceptor neuronal markers [133].
It is also expressed in mouse spinal cord, where it is localized on neurons and microglia but
not on astrocytes [93]. Finally, MASR expression was shown in rat DRG [91,92], PAG [134]
and in mouse spinal cord [93]. However, to the best of our knowledge, the localization of
the Ang (1-7) peptide has not been fully described. The neuroanatomical localization of
key elements of the RAS and µ-opioid receptors have been summarized in Table 1.
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Table 1. Neuroanatomical distribution of ligands and receptors in the renin–angiotensin system with importance in pain
transmission and the µ-opioid receptor (MOR).

Ligand/Receptor Species
mRNA
/Peptide/
Protein

Method Details
Changes

References
Inflammation Neuropathy

Peripheral nerves

Angiotensinogen rat p IHC detected increased - [22]

AT1 receptor rat p autorad detected - - [31]
rat r PCR detected - increased [124]

AT2 receptor

rat p autorad not detected - - [31]
rat r PCR detected - increased [124]

AgtrGFP
reporter
mouse

p reporter
mouse

detected on thick
non-peptidergic

neurons
-

increased
(macrophage
infiltration)

[107]

MAS receptor mouse p IHC detected - increased [135]

MOR
rat p IHC detected increased - [136]

human p IHC
detected on CGRP

positive skin sensory
nerves

no change - [137]

Dorsal root ganglia

Angiotensinogen

rat p IHC detected increased - [22]

rat r and p PCR and
IHC detected - - [121]

rat r PCR and
ISH detected on all cells - - [43]

Angiotensin I human p RIA detected - - [43]

Angiotensin II

rat and
human p IHC and

RIA
colocalized with SP

and CGRP - - [43]

rat p IHC colocalized with
neuronal markers

increased
(bone

metastasis)
- [105]

rat p IHC and
WB

colocalized with SP
and NF200 - increased [37]

human p IHC
colocalized with

TRPV1 on small and
medium neurons

- - [18]

rat p IHC on neurons, satellite
cells, and T cells - increased [106]

Angiotensin (1-7) human p IHC not detected - - [18]

AT1 receptor

rat r PCR detected - no change [124]
rat r PCR detected - - [43]

rat p IHC
detected on Schwann

cells, satellite cells,
and neurons

- decreased
(DM) [127]

rat
(isolated
neurons)

r and p PCR, WB,
and RB detected decreased

(TNFα) - [129]

rat p IHC detected on small and
large neurons - increased [125]

rat p IHC detected on neurons
and satellite cells - - [36]

rat p IHC
detected on all
neurons, higher

expression on small

increased on
large neurons - [123]
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Table 1. Cont.

Ligand/Receptor Species
mRNA
/Peptide/
Protein

Method Details
Changes

References
Inflammation Neuropathy

AT2 receptor

rat r PCR detected - increased [124]

rat r and p PCR and
IHC detected - - [121]

rat r PCR detected - - [43]

rat p IHC
detected on Schwann

cells, satellite cells,
and neurons

- increased
(DM) [127]

rat (cell
culture) p WB detected - increased

(DM) [100]

rat p IHC colocalized with
neural markers - - [37,105]

rat
(neona-

tal)
r and p PCR, WB,

and IHC
detected on IB4+

neurons - - [132]

rat p IHC
detected on neurons,

satellite cells, and
T-cells

- no change [106]

rat p IHC

detected on all
neurons, mostly

non-peptidergic C and
Aδ, high colocalization

with AT1

increased - [123]

AgtrGFP
reporter
mouse

and
human

r and p
PCR and
reporter
mouse

not detected - - [80]

AgtrGFP
reporter
mouse

p reporter
mouse not detected - no change [107]

MAS receptor

rat p IHC detected - - [95]

rat r and p PCR and
WB detected - increased [89]

rat r and p PCR and
WB detected - - [138]

mouse p WB detected
increased

(bone
metastasis)

- [97]

MOR

rat p IHC detected mainly on
small neurons increased - [136]

rat p IHC

detected on small and
medium neurons,
highly colocalized
with CGRP and SP

- - [139]

rat p IHC detected increased - [50]
rat r PCR detected increased decreased [140]

human r PCR

detected on approx.
50% of neurons,

mainly
capsaicin-responsive

small neurons

- - [119]
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Table 1. Cont.

Ligand/Receptor Species
mRNA
/Peptide/
Protein

Method Details
Changes

References
Inflammation Neuropathy

Spinal cord

Angiotensin II mouse p IHC
detected ubiquitously,
highest in laminae I

and II
increased increased [41,99]

AT1 receptor
rat p

IHC,
autorad,
and ISH

detected in the
superficial DH and on
cholinergic neurons in

the VH

- - [126,128]

mouse p IHC detected in the
superficial DH - - [39,40]

AT2 receptor

rat p IHC
detected in laminae I

and II and colocalized
with IB4 and SP in

- - [123]

AgtrGFP
reporter
mouse

p reporter
mouse

detected in the deep
DH and VH and
colocalized with

neuronal markers

- no change [107]

MAS receptor

mouse p WB detected - - [93]

mouse p IHC
detected and

colocalized with NK1
and NMDA receptors

- - [34]

MOR

rat/guinea
pig p autorad detected in the

superficial dorsal horn - - [113]

rat p IHC detected on laminae
I-II increased - [136]

rat p IHC present - - [139]

rat p IHC postsynaptic MOR is
restricted to lamina II - - [141]

rat p IHC

detected, half of MOR
immunoreactivity in
the SC is on primary

afferents

- - [142]

rat r PCR detected no change no change [140]

rat p IHC detected -
decreased

(reversible by
NGF)

[57]

Abbreviations: p: peptide/protein; r: mRNA; IHC: immunohistochemistry; autorad: autoradiography; PCR: polymerase chain reaction; ISH:
in situ hybridization; RIA: radioimmunoassay; WB: Western blot; DM: diabetes mellitus; DH: dorsal horn; VH: ventral horn; SP: substance
P; CGRP: calcitonin gene-related peptide; NF200: neurofilament protein 200; TRPV1: transient receptor potential cation channel subfamily V
member 1; IB4: isolectin B4; NK1: neurokinin 1; NMDA: N-methyl D-aspartate. A hyphen indicates no assessment by the indicated studies.

5. Possible Link between MOR Analgesics and Ligands Affecting Angiotensin
Receptors in Relation to Pain

Rather than dose escalation of MORs analgesics which is associated with an increase in
the incidence of side effects, augmenting MORs-mediated analgesia would be an important
strategy in the management of neuropathic pain. In regard to the interaction between
opioid and angiotensin systems, to the best of our knowledge, the first study published
in 1983 by Haulica et al., described that AngII produced naloxone reversible analgesia
following icv. administration in rat tail-flick test; therefore, these results showed the
implication of endogenous opioid system in the effect of AngII [68]. In a later study, the
same research group also reported that naloxone or saralasin attenuates stress analgesia
in rats [70]. Based on another study by Han et al., icv. administered AngII was able to
reverse the antinociceptive action of sc. morphine [76]. Similarly, Yamada et al., showed
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that AT2R activation decreases the analgesic effect of morphine [79]. On the other hand,
a previous study by Mojaverian et al., reported that orally administered ACE inhibitor
enalapril failed to influence morphine analgesia [143]. Recently, Taskiran and Avci reported
that systemic captopril alone was able to increase tail-flick and hot plate latency, and it
also increased the analgesic effect of systemic morphine. Furthermore, the co-treatment
with captopril reduced morphine-induced analgesic tolerance development. Captopril also
reduced the inflammatory and endoplasmatic stress response in the DRG caused by acute
or chronic morphine treatment [32]. It is important to note however, that ACE inhibition
could result in a diverse molecular effect, partly independent from RAS—such as the
inhibition of the catabolism of endogenous opioids and peptide mediators, among others.
Next, connection between Ang (1-7), MASRs and the opioid system is unclear as to the
best of our knowledge there are little data available at present. In this respect, Costa et al.,
reported that endogenous opioids do not play a role in the analgesic action of Ang (1-7)
as it was not sensitive to naloxone [95]. This does not necessarily mean that there are no
possible interactions between the two systems. Indeed, there are several reports, indicating
opioids are capable of changing physiological parameters, most notably changes in the
blood pressure [144–148] or drinking-response to AngII [149–151]. However, regarding the
relationship between RAS and the opioid system only a small proportion of these address
the role of interactions in analgesia. We have summarized the outcomes of relevant studies
in Table 2.

Table 2. Reported connections between the opioid and renin–angiotensin systems in relation to pain.

RAS Ligand/Receptor Method Outcome Reference

Angiotensin II rat tail-flick test AngII mediated analgesia is reversible by
naloxone. Haulica et al., 1983 [68]

rat tail-flick test AngII is able to attenuate morphine
analgesia. Han et al., 2000 [76]

Angiotensin-converting
enzyme

rat tail-flick test ACE-inhibition cannot influence morphine
analgesia. Mojaverian et al., 1984 [143]

rat tail-flick and hot
plate test

ACE-inhibition enhances morphine analgesia
and decreases the development of opioid

analgesic tolerance.
Taskiran et al., 2021 [32]

ELISA
ACE-inhibition decreases inflammatory
cytokine levels in the DRG of morphine

tolerant animals.
Taskiran et al., 2021 [32]

AT2 receptor
mouse tail/pinch

test AT2 activation decreases morphine analgesia Yamada et al., 2009 [79]

rat tail-flick test Saralasin (AT2 partial agonist) decreases
stress analgesia. Haulica et al., 1986 [70]

Abbreviations: ELISA: enzyme-linked immunosorbent assay.

With respect to neuropathic pain, Khan and coworkers showed that allodynia caused
by CCI of the sciatic nerve was attenuated by a systemic single dose of EMA300, a small
molecule AT2R antagonist [106]. In this study, the authors also proved that the nerve
growth factor (NGF) level was significantly reduced in the ipsilateral lumbar DRGs of
neuropathic rats. In addition, treatment with EMA300 could restore the decreased NGF
level. Furthermore, several studies have shown that MOR reserve in the spinal cord and
DRG is decreased in rodents with neuropathic pain. It is worth noting that administration
of exogenous NGF does restore both MOR numbers and their analgesia at main relay
points along the pain pathways, such as the spinal cord [58]. These results support a
hypothesis on the possible existence of a link between MORs and angiotensin receptor
affecting ligands which may provide a new strategy for the treatment of neuropathic pain.
Namely, AT2R blockade was reported to restore pathologically decreased NGF levels in
neuropathy, which, in turn, could positively influence the MOR number in the DRG and
spinal cord, thus restoring the analgesic effect of MOR agonists (Figure 3). An opposing
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viewpoint is the implication of NGF in pain induction which is not the scope of the present
review but has been reported by other researchers [152–154]. Finally, whether activation or
blockade of AT2R would be of value in managing neuropathic pain, we could propose that
AT2R inhibition attenuates pain mediated by largely unidentified pathways. On the other
hand, the neural growth and remodeling induced by AT2R activation may be beneficial for
neuroregeneration, though undesired effects on the symptoms of neuropathy may occur.

To the best of our knowledge, so far, no publication has investigated the possible con-
nections between the opioid system and the Ang (1-7)—MAS receptor branch of the RAS.

Figure 3. Possible links between neuropathy, the renin–angiotensin system, MORs and NGF. Red
arrows indicate a reducing effect, while the blue ones indicate an increasing effect. In neuropathic
conditions, the MOR reserve is decreased, resulting in impaired opioid analgesia. The receptor
number can be restored by administration of NGF, the level of which is also reduced in the spinal
cord in neuropathy. AT2 antagonists are capable of restoring the lowered NGF level, thus possibly
restoring the analgesic effect of opioids. To the best of our knowledge, there is no evidence of the
direct connection between MORs and the renin–angiotensin system. The figure was constructed
based on literature discussed in Section 5.

6. Concluding Remarks and Future Directions

MOR analgesics alleviate neuropathic pain; however, high doses are needed, which,
in turn, result in serious side effects both in preclinical and human studies. Current
evidence indicates that AT1, AT2, and MASRs are involved in the control of neuropathic
pain; however, their mechanism of action related to neuropathic pain has not yet been
fully verified. Nevertheless, AT1, AT2, and MASRs are expressed in key areas related to
pain where MORs agonists halt pain sensation. In neuropathic conditions, peripheral and
central AT1 blockade and spinal MASRs activation appear to be beneficial. Data on the
impact of AT2R in neuropathic pain are contradictory, though its activation or inhibition
can result in neuroprotection or analgesia, respectively; however, future studies are needed
to justify this issue. So far, there are no angiotensin receptor affecting agents that have
been utilized clinically; however, there are clinical studies on AT2R inhibitors that have
entered phase II trials but did not proceed further due to their toxicity. It is important to
note that these clinical studies prove that such AT2R inhibitors showed equipotent efficacy
with gabapentin. In neuropathic pain, the MOR receptors and NGF levels are decreased.
Treatment with NGF results in restoring MOR and their analgesic activity in preclinical pain
studies. On the other hand, there are studies reporting the increase in pain sensation upon
NGF use, which is not the scope of the present review. Furthermore, some studies revealed
that angiotensin AT2R inhibitors do increase NGF in neuropathic pain and thus normalize
MOR levels. Therefore, we can speculate that drugs affecting angiotensin receptors could
restore the effect of MOR analgesics, which results in avoiding dose escalation of opioids
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upon the treatment of neuropathic pain. Finally, these strategies might offer a bridge upon
titration of drugs with delay in onset used in the treatment of neuropathic pain.
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Non-Peptide Opioids Differ in Effects

on Mu-Opioid (MOP) and Serotonin

1A (5-HT1A) Receptors

Heterodimerization and Cellular

Effectors (Ca2+, ERK1/2 and p38)

Activation. Molecules 2022, 27, 2350.

https://doi.org/10.3390/

molecules27072350

Academic Editors: Mariana Spetea

and Richard M. van Rijn

Received: 7 February 2022

Accepted: 2 April 2022

Published: 6 April 2022

Publisher’s Note: MDPI stays neutral

with regard to jurisdictional claims in

published maps and institutional affil-

iations.

Copyright: © 2022 by the authors.

Licensee MDPI, Basel, Switzerland.

This article is an open access article

distributed under the terms and

conditions of the Creative Commons

Attribution (CC BY) license (https://

creativecommons.org/licenses/by/

4.0/).

molecules

Article

Non-Peptide Opioids Differ in Effects on Mu-Opioid (MOP)
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Abstract: The importance of the dynamic interplay between the opioid and the serotonin neuromod-
ulatory systems in chronic pain is well recognized. In this study, we investigated whether these
two signalling pathways can be integrated at the single-cell level via direct interactions between the
mu-opioid (MOP) and the serotonin 1A (5-HT1A) receptors. Using fluorescence cross-correlation
spectroscopy (FCCS), a quantitative method with single-molecule sensitivity, we characterized in
live cells MOP and 5-HT1A interactions and the effects of prolonged (18 h) exposure to selected
non-peptide opioids: morphine, codeine, oxycodone and fentanyl, on the extent of these interactions.
The results indicate that in the plasma membrane, MOP and 5-HT1A receptors form heterodimers
that are characterized with an apparent dissociation constant Kapp

d = (440 ± 70) nM). Prolonged
exposure to all non-peptide opioids tested facilitated MOP and 5-HT1A heterodimerization and
stabilized the heterodimer complexes, albeit to a different extent: Kapp

d, Fentanyl = (80 ± 70) nM),

Kapp
d,Morphine = (200 ± 70) nM, Kapp

d, Codeine = (100 ± 70) nM and Kapp
d, Oxycodone = (200 ± 70) nM. The

non-peptide opioids differed also in the extent to which they affected the mitogen-activated protein
kinases (MAPKs) p38 and the extracellular signal-regulated kinase (Erk1/2), with morphine, codeine
and fentanyl activating both pathways, whereas oxycodone activated p38 but not ERK1/2. Acute
stimulation with different non-peptide opioids differently affected the intracellular Ca2+ levels and
signalling dynamics. Hypothetically, targeting MOP–5-HT1A heterodimer formation could become a
new strategy to counteract opioid induced hyperalgesia and help to preserve the analgesic effects of
opioids in chronic pain.

Keywords: chronic pain; fluorescence cross-correlation spectroscopy (FCCS); G protein-coupled
receptor (GPCR); opioid; serotonin

1. Introduction

Chronic pain is a major health issue worldwide [1] that enacts considerable
suffering [2,3]. Despite the limited effects of available drugs for the treatment of pain,
chronic pain patients are often treated with opioids, which have a controversial role in
chronic pain management. In fact, patient follow-ups and population studies reveal the low
long-term analgesic efficacy of opioids that is accompanied by the development of tolerance,
opioid induced hyperalgesia (OIH), adverse side-effects, addiction, and opioid-related
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deaths [4,5]. New strategies to avoid the aversive effects of opioids while preserving their
analgesic properties are therefore needed.

In this perspective, the serotonin 1 A receptor (5-HT1A) emerges as a promising candi-
date. 5-HT1A is an inhibitory presynaptic autoreceptor on serotonergic neurons and is also
expressed postsynaptically in terminal regions innervated by serotonergic neurons [6]. In
animal studies, 5-HT1A agonists have been reported to counteract opioid-induced hyper-
algesia, opioid tolerance and to improve the analgesic potency of opioids while reducing
their rewarding effects [6–8]. Contrary to opioids, a first order pronociceptive effect fol-
lowed by an analgesic effect was documented for 5-HT1A agonists, suggesting opposing
effects between opioids and 5-HT1A agonists [8]. Therefore, hypothetically, 5-HT1A/opioid
interactions could be time-dependent with 5-HT1A antagonists initially enhancing opioid
analgesia [9,10] and 5-HT1A agonists, having beneficial long-term effects when OIH has
developed [6–8]. In agreement with this, a genetically inferred reduction of serotonergic
signalling was associated with an increased analgesic response to the opioid drug fentanyl
in healthy human subjects [11]. Furthermore, gene-to-gene interactions between the mu-
opioid receptor (MOP) gene (OPRM1) and the serotonin transporter (5-HTT) or 5-HT1A
(HTR1A) genes had antagonistic effects on endogenous descending pain modulation in
healthy subjects and in fibromyalgia patients [12].

In the human brain, high densities of 5-HT1A [13] and MOP [14] have been reported in
regions implicated in pain modulation, and high 5-HT1A binding potential was associated
with more efficient endogenous pain inhibition [15]. Moreover, significant positive associ-
ations were found between the serotonin and the opioid systems in networks known to
regulate pain and mood, including the cingulate cortex, thalamus, dorsolateral prefrontal
cortex, amygdala, and the left parietal cortex [16]. The exact mechanisms responsible
for the physiological, pain-related interactions between the opioid and the serotonergic
signalling systems are not known [6]. One possible mechanism is the opioid-induced
activation of 5-HT1A–expressing glial cells through the Toll-like receptor 4 [17], as acti-
vated glia has been implicated in the development of OIH and opioid tolerance [18,19].
In accordance with this reasoning, extensive cortical glia activation was documented in
patients suffering from fibromyalgia [20], a chronic pain syndrome with aberrations in
cerebral opioid signalling [21]. An additional explanation might be the co-localization
of MOP and 5-HT1A receptors on the same neurons. In fact, Kishimoto et al. presented
electrophysiological evidence of their co-localization on individual presynaptic GABAergic
nerve terminals, and demonstrated that they synergistically inhibited GABA release in
the periaqueductal gray (PAG), a structure that mediates opioid-based pain control [22].
In addition, the activation of GABAA receptors in PAG projecting neurons was shown to
have a net pronociceptive effect [23]. Further support for interactions between MOP and
5-HT1A at the cellular level comes from a study showing that they can form functional
heterodimers and that signalling of one receptor in the heterodimer is inhibited by the
activation of the other [24]. We thus hypothesize that opioid induced heterodimerization of
MOP and 5-HT1A inactivates the receptors, which then become unable to inhibit GABA
release and promote pronociceptive pathways.

The primary aim of this study was to challenge this hypothesis by quantitatively
characterizing interactions between the MOP and 5-HT1A receptors in live cells expressing
near physiological levels of these receptors, and to assess the effects of commonly used
non-peptide opioid drugs such as morphine, oxycodone, codeine, and fentanyl, on the
extent of these interactions and their downstream effects. In particular, we have focused on
intracellular Ca2+ levels and signalling dynamics, and on mitogen-activated protein kinases
(MAPKs) p38 and the extracellular signal-regulated kinase (Erk1/2), both previously
associated with the adverse effects of opioids [25,26].

2. Results

The effects of non-peptide opioids on the extent of interactions between the mu-opioid
receptor fused with the enhanced Green Fluorescent Protein (MOP-eGFP) and the sero-
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tonin 1 A receptor fused with the red fluorescent protein Tomato (5-HT1A-Tomato) were
examined in live cells using confocal laser scanning microscopy (CLSM) and fluorescence
cross-correlation spectroscopy (FCCS). FCCS, a quantitative analytical method with single-
molecule sensitivity, is succinctly described in Section 4. Materials and Methods. Primary
data, temporal autocorrelation curves (tACCs) and cross-correlation curves (tCCC) acquired
using FCCS are shown in Figure 1. Determination of the so-called relative cross-correlation
amplitude (RCCA) and its use to assess the apparent dissociation constant is described
in Section 4. Materials and Methods and in the Supplementary Materials, Section S2.
Calculation of the apparent dissociation constant and S3. Relative Cross-Correlation Am-
plitude (RCCA) increased upon opioid treatment. Verification by switching FCCS. More
information can also be found in [27].
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= 0) and the second one the apical (z = 5 µm) plasma membrane of the same cell. Fluorescence inten-
sity drops when the apical plasma membrane is crossed, as the OVE is now positioned in the sur-
rounding cell culture medium. (D) Fluorescence intensity fluctuations recorded at the apical mem-
brane of a HEK293 cell, originating from MOP-eGFP (green) and 5-HT1A-Tomato (red) lateral diffu-
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Figure 1. Fluorescence cross-correlation spectroscopy (FCCS). (A) Schematic presentation of the
instrumental setup for dual colour CLSM imaging and FCCS. Incident laser light, 488 nm (blue) and
543 nm (green), is reflected by the main dichroic beam splitter (MDBS, 488/453/633) and focused by
the objective into the sample. Fluorescence and scattered light are collected by the same objective
and fluorescence is separated from the elastically scattered light by the MDBS. The fluorescence
is spectrally separated by the secondary dichroic beam splitter (SDBS, 545) and further spectrally
narrowed by emission filters (EF) before being recorded by avalanche photo diodes (APD) detectors.
Magnified insert: Cross section through the observation volume element (OVE) in the radial (xy) plane
in the sample. Fluctuations in fluorescence intensity are generated as fluorescently labelled molecules
diffuse through the OVE (arrows). (B) CLSM image of a HEK293 cell genetically modified to stably
express MOP-eGFP (green) and 5-HT1A-Tomato (red). Scale bar 10 µm. (C) Fluorescence intensity
scan through a HEK293 cell expressing MOP-eGFP (green) and 5-HT1A-Tomato (red) in the axial
(z-axis direction). The first peak in fluorescence intensity indicates the position of the basal (z = 0) and
the second one the apical (z = 5 µm) plasma membrane of the same cell. Fluorescence intensity drops
when the apical plasma membrane is crossed, as the OVE is now positioned in the surrounding cell
culture medium. (D) Fluorescence intensity fluctuations recorded at the apical membrane of a HEK293
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cell, originating from MOP-eGFP (green) and 5-HT1A-Tomato (red) lateral diffusion in the plasma
membrane. (E) Representative auto- (green and red) and cross-correlation (black) curves recorded at
the apical membrane of a HEK293 cell. (F) Cross-correlation curves recorded in live HEK293 cells
expressing the positive (brown) and negative (champagne) control constructs. For detailed informa-
tion see Section 4. Materials and Methods and Supplementary Materials, Section S1. Transfection,
positive and negative control cells (Figures S1 and S2).

2.1. Non-Peptide Opioids Potentiate MOP and 5-HT1A Heterodimerization to a Different Extent

CLSM imaging showed clear co-localization of both receptors, MOP-eGFP (green)
and 5-HT1A-Tomato (red), in the plasma membrane in both the HEK293 (Figure 1B) and
the PC12 (Figure 2A) cells. It also showed that treatment with non-peptide opioids did
not cause the internalization of individual receptors or of heterodimer receptor complexes
(Figure 2B). This contrasts with the effects of treatment with the opioid peptide DAMGO,
which promoted MOP internalization, but not the internalization of the heterodimer MOP-
eGFP–5-HT1A-Tomato complex (Figure 2C).

Molecules 2022, 27, x FOR PEER REVIEW 4 of 21 
 

 

live HEK293 cells expressing the positive (brown) and negative (champagne) control constructs. For 
detailed information see Section 4. Materials and Methods and Supplementary Materials, section 
S1. Transfection, positive and negative control cells (Figures S1 and S2). 

2.1. Non-Peptide Opioids Potentiate MOP and 5-HT1A Heterodimerization to a Different 
Extent 

CLSM imaging showed clear co-localization of both receptors, MOP-eGFP (green) 
and 5-HT1A-Tomato (red), in the plasma membrane in both the HEK293 (Figure 1B) and 
the PC12 (Figure 2A) cells. It also showed that treatment with non-peptide opioids did not 
cause the internalization of individual receptors or of heterodimer receptor complexes 
(Figure 2B). This contrasts with the effects of treatment with the opioid peptide DAMGO, 
which promoted MOP internalization, but not the internalization of the heterodimer 
MOP-eGFP–5-HT1A-Tomato complex (Figure 2C). 

 
Figure 2. Non-peptide opioids neither induce MOP-eGFP nor MOP-eGFP-5-HT1A-Tomato heterodi-
mers internalization, whereas the opioid peptide DAMGO induces strong MOP-eGFP internaliza-
tion. CLSM images of live PC12 cells stably expressing MOP-eGFP (green) and 5-HT1A-Tomato 
(red). (A) Cultured under standard conditions, without opioid treatment (control). (B) Treated for 
18 h with 750 nM morphine. (C) Treated for 18 h with 500 nM DAMGO. Scale bar 10 µm. 

For FCCS analysis, data collected on cells expressing similar (within the experimental 
error of FCS measurements) receptor levels, NMOP = (27 ± 6) and N5-HT1A = (25 ± 3), were 
compared. At these expression levels, corresponding to concentrations: cMOP = (320 ± 70) 
nM and c5-HT1A = (300 ± 40) nM, FCCS analysis showed that MOP-eGFP and 5-HT1A-Tomato 
receptors not only co-localized in the plasma membrane, but also formed heterodimers, 
as evidenced by tCCCs (Figure 1E, black). FCCS showed that in untreated cells about 33% 
(RCCA = 0.33) of the 5-HT1A-Tomato receptors are bound in heterodimer complexes with 
MOP-eGFP (Figure 3A). Based on this, the apparent dissociation constant for a heterodi-
mer receptor complex of MOP-eGFP–5-HT1A-Tomato with a 1:1 stoichiometry was esti-
mated to be K  = (440 ± 70) nM. 

Moreover, FCCS showed that treatment with different concentrations of fentanyl in-
creased the fraction of 5-HT1A-Tomato receptors in heterodimer complexes with MOP-
eGFP (Figure 3A,B). For fentanyl, the number of heterodimer receptor-receptor complexes 
increased in a dose dependent manner, as evident from the increase in RCCA from 
RCCA   = 0.42 ± 0.09, which was not significantly different from the RCCA value 
measured in untreated cells (P = 0.067), to RCCA   = 0.49 ± 0.09 (P = 0.028) in cells 
treated with 500 nM fentanyl, and RCCA   = 0.62 ± 0.07 (P = 3.16 × 10−7) in cells treated 
with 750 nM fentanyl. From the experimentally determined concentration of heterodimer 

Figure 2. Non-peptide opioids neither induce MOP-eGFP nor MOP-eGFP-5-HT1A-Tomato het-
erodimers internalization, whereas the opioid peptide DAMGO induces strong MOP-eGFP internal-
ization. CLSM images of live PC12 cells stably expressing MOP-eGFP (green) and 5-HT1A-Tomato
(red). (A) Cultured under standard conditions, without opioid treatment (control). (B) Treated for
18 h with 750 nM morphine. (C) Treated for 18 h with 500 nM DAMGO. Scale bar 10 µm.

For FCCS analysis, data collected on cells expressing similar (within the experimental
error of FCS measurements) receptor levels, NMOP = (27 ± 6) and N5-HT1A = (25 ± 3), were
compared. At these expression levels, corresponding to concentrations: cMOP = (320 ± 70) nM
and c5-HT1A = (300 ± 40) nM, FCCS analysis showed that MOP-eGFP and 5-HT1A-Tomato
receptors not only co-localized in the plasma membrane, but also formed heterodimers, as
evidenced by tCCCs (Figure 1E, black). FCCS showed that in untreated cells about 33%
(RCCA = 0.33) of the 5-HT1A-Tomato receptors are bound in heterodimer complexes with
MOP-eGFP (Figure 3A). Based on this, the apparent dissociation constant for a heterodimer
receptor complex of MOP-eGFP–5-HT1A-Tomato with a 1:1 stoichiometry was estimated to
be Kapp

d = (440 ± 70) nM.
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Figure 3. Opioids differ in their potency to induce heterodimer formation between MOP-eGFP and
5-HT1A-Tomato in HEK293 cells. (A) Fentanyl induces a dose-dependent increase in MOP-eGFP and
5-HT1A-Tomato receptor heterodimer formation in the concentration range 0 < cFentanyl < 750 nM. For
fentanyl concentrations ≥ 1 µM, the extent of heterodimer formation drops significantly. (B) Fentanyl
dose response curve calculated from the experimentally obtained RCCA values in A and the known
concentrations of fentanyl. (C) 18 h treatment with equimolar concentrations of different opioids,
c = 750 nM induces in cells expressing the same levels of MOP-eGFP and 5-HT1A-Tomato different
extent of receptor heterodimer formation. Relative cross-correlation amplitude (RCCA), defined as the
limiting value, when the lag time τ→ 0, of the amplitude of the cross-correlation curve relative to the
amplitude of the green autocorrelation curve, yields the number of dually-labelled, i.e., heterodimer
receptor complexes (Nrg) relative to the total number of the red labelled 5-HT1A-Tomato receptors
(Nr

total = Nr + Nrg), where Nr is the number of unbound, single-labelled 5-HT1A-Tomato receptors,
and Nrg is the number of double-labelled MOP-eGFP and 5-HT1A-Tomato complexes. To reduce the
effect of noise and minimize the contribution of afterpulsing, the RCCAs values were calculated as
an average value of five points, starting with the value at the lag time of 10 µs to the lag time of 50 µs.
In the box-and-whisker plot, the solid line shows the mean value, the dashed line shows the median,
box represents the standard deviation, and the whiskers give the 5-95 percentiles. Statistical analysis:
a Student’s t-test was used to determine whether the difference between the mean values measured
in untreated and treated cells, or in cells treated with different opioids, are significantly different from
each other. The results are reported using a two-tailed p-value (p). The Benjamini–Hochberg method
to control the false discovery rate (FDR) in sequential modified Bonferroni correction for multiple
hypothesis testing showed that at an FDR value of 5%, p ≤ 0.012 was statistically significant.

Moreover, FCCS showed that treatment with different concentrations of fentanyl
increased the fraction of 5-HT1A-Tomato receptors in heterodimer complexes with MOP-
eGFP (Figure 3A,B). For fentanyl, the number of heterodimer receptor-receptor com-
plexes increased in a dose dependent manner, as evident from the increase in RCCA
from RCCA50 nM

Fentanyl = 0.42 ± 0.09, which was not significantly different from the RCCA

value measured in untreated cells (p = 0.067), to RCCA500 nM
Fentanyl = 0.49 ± 0.09 (p = 0.028) in

cells treated with 500 nM fentanyl, and RCCA750 nM
Fentanyl = 0.62 ± 0.07 (p = 3.16 × 10−7) in

cells treated with 750 nM fentanyl. From the experimentally determined concentration
of heterodimer complexes and the known concentration of fentanyl, the effect of fentanyl
on the extent of MOP-eGFP and 5-HT1A-Tomato heterodimerization could be quantified
(Figure 3B, solid red line).

By applying the standard mathematical formalism of ligand binding assays in the
absence of competing reactions [28], and considering the concentration of heterodimer
complexes as an dependent variable and the concentration of fentanyl as an independent
variable, the concentration of fentanyl at which the number of heterodimer complexes
would be doubled was determined to be (1.90 ± 0.05) µM. Unexpectedly, treatment with
such high fentanyl concentrations showed a decrease, rather than the expected increase in
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the concentration of heterodimer complexes (Figure 3B, dashed red line) and the RCCA
decreased to 0.45 (SD = 0.11, p = 0.004). This suggested that other processes, such as receptor
homodimer formation and/or higher-order receptor heterooligomer formation [29,30]
and/or desensitization or feedback processes [30] may occur at high fentanyl concentrations.
Finally, it may also happen that fentanyl at such high concentrations may be toxic to
cells [31], but we have not observed any such indication.

Due to this, concentrations higher than 750 nM were not investigated, and this con-
centration was selected in further studies to compare the effects of different opioids. FCCS
showed that for treatment with 750 nM fentanyl, the RCCA was RCCA750 nM

Fentanyl = 0.62 ± 0.07,
which was significantly different from the RCCA value measured in untreated cells
(p = 3.16 × 10−7); RCCA750 nM

Morphine = 0.47± 0.08 (p = 1.65× 10−4); RCCA750 nM
Codeine = 0.59 ± 0.07

(p = 5.25 × 10−7) and RCCA750 nM
Oxycodone = 0.47 ± 0.09 (p = 0.0117) (Figure 3C). Moreover, the

RCCA value measured for cells treated with fentanyl was significantly higher than that
measured in cells treated with equimolar concentrations of morphine (p = 2.48 × 10−4) or
oxycodone (p = 6.99 × 10−4), but not significantly higher than that for codeine (p = 0.24).
The difference in RCCA values measured in cells treated with codeine was significantly
higher than that in cells treated by morphine (p = 3.66 × 10−3). Based on these mea-
surements and using Equation (6), the apparent dissociation constants for the MOP-
eGFP–5-HT1A-Tomato heterodimer complex in the presence of equimolar concentrations
(750 nM) of different non-peptide opioids could be estimated: Kapp

d, Fentanyl = (80 ± 70) nM,

Kapp
d,Morphine = (200 ± 70) nM, Kapp

d, Codeine = (100 ± 70) nM and Kapp
d, Oxycodone = (200 ± 70) nM.

Likewise, the apparent heterodimer dissociation constants in the presence of different
concentrations of fentanyl were determined to be: Kapp

d, 50 nM Fentanyl = (260 ± 70) nM,

Kapp
d, 500 nM Fentanyl = (180 ± 70) nM, Kapp

d, 750 nM Fentanyl = (80 ± 70) nM, and Kapp
d, 1 µM Fentanyl =

(220 ± 70) nM.

2.2. Non-Peptide Opioids Increase to a Different Extent the Brightness of eGFP and Tomato

Prolonged treatment with non-peptide opioids increased eGFP brightness, as ev-
ident from the measured counts per second per molecule (CPM). In untreated cells,
average eGFP brightness was CPMeGFP

Untreated = (1.1 ± 0.3) kHz. In treated cells, eGFP
brightness nearly doubled, showing statistically significant difference for all treatments:
CPMeGFP

Fentanyl = (1.9 ± 0.7) kHz (p = 0.015), CPMeGFP
Morphine = (2.0 ± 0.5) kHz (p = 9.6 × 10−3),

CPMeGFP
Codeine = (1.9 ± 0.5) kHz (p = 5.8 × 10−3), and CPMeGFP

Oxycodone = (1.8 ± 0.7) kHz
(p = 0.027). Interestingly, an increase in Tomato brightness was also observed in cells treated
with 750 nM fentanyl or morphine, but not in cells treated with codeine or oxycodone. How-
ever, the increase in Tomato brightness was not as pronounced as for eGFP, and changed
from CPMTomato

Untreated = (0.8 ± 0.2) kHz in untreated cells to: CPMTomato
Fentanyl = (1.1 ± 0.3) kHz

(p = 0.021) for treatment with 750 nM fentanyl; CPMTomato
Morphine = (1.3 ± 0.3) kHz

(p = 3.0 × 10−3) for treatment with 750 nM morphine, whereas it remained unchanged
(within the limits of the experimental error) for treatment with 750 nM codeine,
CPMTomato

Codeine = (1.0± 0.3) kHz (p = 0.20), or 750 nM oxycodone, CPMTomato
Oxycodone = (0.9 ± 0.3) kHz

(p = 0.12). While we do not know why the brightness of fluorescence reporters has changed
following treatment with non-peptide opioids, two processes can independently and jointly
cause such effects, receptor homodimerization and/or alteration of fluorescence lifetime
due to environmental changes. However, to discern the contribution of one effect from the
other, a stringent number and brightness analysis and fluorescence lifetime measurements
would be needed. We reflect on this in more detail in Section 3.

2.3. Non-Peptide Opioids Elicit Different Intracellular Ca2+ Signalling Dynamics

Time-lapse CLSM imaging of intracellular Ca2+ levels using the cell-permeant Fura
Red ratiometric dye (Figure 4A), showed that stimulation with equimolar concentrations
of different non-peptide opioids acutely induced different changes in the intracellular
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Ca2+ levels in HEK293 cells expressing MOP-eGFP and 5-HT1A-Tomato (Figure 4B). In
untreated cells, stationary state intracellular Ca2+ levels were observed. Following the
addition of 750 nM morphine, the stationary state appeared to have lost its stability and
sinusoidal oscillations in Ca2+ levels with smoothly increasing amplitudes and a period
of about 5 min, emerged. Treatment with 750 nM codeine also induced oscillations in
intracellular Ca2+ levels. However, these oscillations showed features of so-called relaxation
oscillations [32], which are characterized by a relatively long relaxation period during which
the system remained in a stationary state, alternating with a short period in which the
abrupt decrease in fluorescence intensity, i.e., the increase in intracellular Ca2+ level was
observed. Treatment with 750 nM fentanyl did not cause any oscillations in intracellular
Ca2+ levels, but a four-fold increase in Fura Red fluorescence intensity was noted, indicating
that intracellular Ca2+ levels decreased markedly following the addition of fentanyl. Finally,
treatment with 750 nM oxycodone induced small-amplitude relaxation oscillations with
gradually increasing amplitudes over a period of about 5 min. Of note, while the time series
shown in Figure 4 was recorded in individual cells, the dynamic behaviour is representative,
as it is most often encountered in the analysed population of cells.
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Figure 4. Stimulation with non-peptide opioids causes different intracellular Ca2+ signalling dy-
namics in HEK293 cells stably expressing MOP-eGFP and 5-HT1A-Tomato. (A) CLSM time-lapse
imaging of Ca2+ levels (Fura Red, dark violet) in HEK293 cells expressing MOP-eGFP (green) and
5-HT1A-Tomato (red) after 30 min treatment with 750 nM oxycodone. White arrows indicate oscilla-
tory changes in Fura Red fluorescence intensity, where a transient decrease in fluorescence intensity
reflects an increase in the concentration of Ca2+ ions. (B) Fluctuations in Fura Red fluorescence
intensity over time following treatment of HEK293 cells expressing MOP-eGFP and 5-HT1A-Tomato
with equimolar concentrations of different opioids.

2.4. Non-Peptide Opioids Differ in the Extent to Which They Activate Major Signal
Transduction Pathways

In order to assess the downstream effects of non-peptide opioids in HEK293 cells
expressing MOP-eGFP and 5-HT1A-Tomato, phosphorylation of MAPKs ERK1/2 and p38
was probed because MOP activation was shown to trigger the phosphorylation of both
ERK1/2 [33] and p38 [34]. Western blot analysis showed an increase in phosphorylated
ERK1/2 and p38 in cells that had been treated with 750 nM of morphine, oxycodone,
codeine, or fentanyl when compared to untreated cells (Figure 5).
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Figure 5. Opioids differ in their capacity to activate extracellular signal-regulated kinase (ERK)
and p38 mitogen-activated protein kinase (MAPK) signalling pathways in HEK293 cells stably
expressing MOP-eGFP and 5-HT1A-Tomato. Top: HRP chemiluminescence images of western
blotting membranes showing different levels p-ERK1/2 (A) and p-p38 (B) following 18 h treatment
using equimolar concentrations of different opioids. Bottom: Protein level of phosphorylated-
Erk1/2 relative to β-actin (A) and the protein level of phosphorylated-p38 relative to β-actin (B),
following 18 h treatment with 750 nM of morphine (red), codeine (green), oxycodone (blue) or fentanyl
(magenta), as compared to untreated cells (grey). Statistical analysis: Paired t-test. Experiments were
carried out in triplicate (see Supplementary Materials, Section S4. Western blotting (Figure S5)).

Fentanyl elicited the strongest ERK1/2 activation (mean = 1.156, SD = 0.183,
p = 8.52 × 10−4), unlike oxycodone (mean = 0.506, SD = 0.139, N.S). In contrast, oxycodone
elicited the strongest p38 activation (mean = 1.441, SD = 0.517, p = 0.025), while the effects
of fentanyl, morphine, and codeine were similar. Interestingly, LC-MS/MS metabolite
analysis indicated that these effects are likely attributed to the primary non-peptide opioid
compounds in their own right, as there were no common opioid metabolites detected
either in the cell culture medium or in the cell lysate (Supplementary Materials, Section S6,
Table S2).

3. Discussion

Advanced fluorescence microscopy-based techniques allow us to quantitatively charac-
terize molecular interactions in live cells and bring about new understanding of dynamical
processes that underlie complex biological functions [35–37]. They also enable us to test
with unprecedented precision new mechanistic hypotheses. In this study, FCCS, a quantita-
tive time-resolved analytical method with single-molecule sensitivity, was used to examine
in live cells the hypothesis that prolonged exposure to non-peptide opioids promotes
heterodimer formation between MOP and 5-HT1A. This hypothesis, derived from preclini-
cal [6–8] and clinical studies [11,12,20], further asserts that altered cellular signalling due to
receptor heterodimer formation may contribute to neuroplastic changes that, eventually,
lead to sensitization of pronociceptive pathways at the organism level.

To test the initial statement in this hypothesis, FCCS was used to quantitatively
characterize in live cells interactions between MOP and 5-HT1A receptors and the effects of
some of the most commonly used non-peptide opioid drugs: morphine, oxycodone, codeine
and fentanyl, on the extent of these interactions. The CLSM imaging, biochemical assays
and LC-MS/MS were used to assess the downstream consequences of these interactions.
The most important results are summarized in Table 1 and discussed below.

We found that MOP and 5-HT1A receptors associate in the plasma membrane
(Figures 1B, 2A and 3A), building heterodimer complexes characterized by an apparent
dissociation constant, Kapp

d = (440 ± 70) nM. This result, obtained nondestructively in live
cells, confirms the findings by Cussac et al. who have shown using co-immunoprecipitation
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and Bioluminescence Resonance Energy Transfer (BRET) that functional MOP and 5-HT1A
heterodimers are formed in overexpressing cells [24]. We have verified this finding in
cells expressing physiologically relevant levels of the investigated receptors and deter-
mined the apparent dissociation constants for MOP–5-HT1A heterodimers in live cells,
Kapp

d = (440 ± 70) nM. Moreover, in agreement with the results obtained by Cussac et al. [24],
we have also observed that DAMGO induces prominent MOP internalization but not the in-
ternalization of MOP–5-HT1A heterodimer complexes, whereas the non-peptide opioids did
not cause internalization, neither of individual receptors, nor of heterodimer MOP–5-HT1A
complexes (Figure 2).

Table 1. Equimolar concentrations of non-peptide opioids differently affect the apparent dissociation
constant of MOP–5-HT1A, fluorophore brightness, ERK1/2 and p38 activation, and Ca2+ levels and
signalling dynamics.

Treatment
(750 nM)

Kd
(nM)

CPMeGFP
(kHz)

CPMTomato
(kHz) ERK1/2 p38 CR

(kHz) Ca2+ Dynamics

Untreated 440 ± 70 1.1 ± 0.3 0.8 ± 0.2 40 Stationary state

Fentanyl 80 ± 70 1.9 ± 0.7 1.1 ± 0.3 + + 40 Stationary state

Morphine 200 ± 70 2.0 ± 0.5 1.3 ± 0.7 + + 120 Small-amplitude oscillations

Codeine 100 ± 70 1.9 ± 0.5 1.0 ± 0.3 + + 135 Relaxation oscillations

Oxycodone 200 ± 70 1.8 ± 0.7 0.9 ± 0.3 0 + 60 Relaxation oscillations

Prolonged exposure to all opioids tested facilitated heterodimer formation between
MOP and 5-HT1A receptors, albeit to a different extent (Figure 3), differently altered in-
tracellular Ca2+ levels and signalling dynamics (Figure 4) and activated ERK1/2 and p38
signal transduction pathways to a different extent (Figure 5). Fentanyl, the most potent
off all non-peptide opioids tested here, exhibited in the concentration range 50–750 nM,
a dose-dependent effect on MOP–5-HT1A heterodimer formation (Figure 3A,B) and sta-
bilized significantly the heterodimer complexes, as evident from the five-fold decrease
in the apparent dissociation constant from Kapp

d = (440 ± 70) nM in untreated cells, to
Kapp

d, Fentanyl = (80 ± 70) nM in cells treated with 750 nM fentanyl. It also elicited the highest
activation of the ERK1/2 and a comparably strong activation of the p38 (Figure 5). Finally,
fentanyl caused an acute decrease in Ca2+ levels, as evident from the pronounced increase
in Fura Red fluorescence (Figure 4, Table 1), which is in line with previously reported find-
ings [38]. In contrast, oxycodone elicited the weakest stabilizing effect on MOP–5-HT1A het-
erodimer formation, as evident from the two-fold reduction in Kapp

d, Oxycodone = (200 ± 70) nM
(Figure 3C) and elicited the highest activation of the p38 (Figure 5B), while causing an in-
significant activation of the ERK1/2 (Figure 5A, Table 1). Treatment with 750 nM oxycodone
did not significantly affect Ca2+ signalling dynamics, although a small reduction in Ca2+

level and the appearance of small-amplitude relaxation oscillations were noted. The very
strong activation of the p38 observed in our study is in line with recent findings in rats
showing increased p38 activity during chronic oxycodone exposure [39]. p38 activation
may also be relevant for the aversive, addictive effects of oxycodone—p38 activation was
shown to underlie opioid reward behaviour in mice [40] and the kappa opioid recep-
tor (KOP)-induced p38 activation has been shown to reinstate drug seeking behavior in
mice [41]. Based on this, a recent study argued that the addictive qualities of oxycodone
outweighed its benefits as a prescription drug [42].

Morphine and codeine showed significant differences in their potency to stabilize
MOP–5-HT1A heterodimer complexes, with codeine eliciting a higher stabilizing effect
than morphine, Kapp

d,Morphine = (200 ± 70) nM and Kapp
d, Codeine = (100 ± 70) nM (Figure 3C,

Table 1). Codeine also elicited more dramatic effects on intracellular Ca2+ signalling,
reducing to a larger extent intracellular Ca2+ levels and causing more dramatic changes
in Ca2+ signalling dynamics than morphine (Figure 4B). However, they activated the
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ERK1/2 and p38 signalling pathways to a similar extent. The unexpected observation
that codeine more strongly stabilized MOP and 5-HT1A heterodimer complexes than
morphine is contrary to the general view that codeine is an inactive prodrug with a low
affinity for MOP, the effect of which is obtained first after its metabolic conversion to
morphine [43–45] and dihydrocodeine-6-O-gluconoride [46,47]. To interrogate this further,
an LC-MS/MS analysis was deployed. The LC-MS/MS showed that the concentration of
codeine metabolites in the cell culture medium and the cell lysate, if present at all, is below
the detection limit of the applied method (Supplementary Materials, Section S6, Table S1).
This finding is in line with the fact that HEK293 cells do not express the CYP2D6 gene
(https://www.proteinatlas.org/ENSG00000100197-CYP2D6/cell, 3 February 2022), which
is crucial for metabolizing codeine [48]. Taken together, our data indicate that codeine is an
active compound in its own right. Recent studies showed that codeine has a 6-fold higher
permeability and crosses the plasma membrane faster than morphine [49], which could
potentially explain the strong response elicited in our cell model. This finding suggests that
the pharmacodynamics of codeine is not yet fully elucidated and warrants further studies.

Moreover, FCCS analysis revealed that all non-opioid peptides tested nearly doubled
eGFP brightness, while Tomato brightness was not affected to the same extent and treatment
with oxycodone and codeine did not alter Tomato brightness (Table 1). The following
processes: homodimerization of MOP and, to a lesser extent, of 5-HT1A; homo- and
heterooligomerization of MOP and 5-HT1A; and changes in fluorescence lifetime of eGFP
and Tomato due to intracellular environment changes caused by signal transduction, can
independently or jointly increase the brightness of eGFP/Tomato. Further studies are,
however, needed to distinguish the contribution of these possible mechanisms. Most
notably, stringent number and brightness analysis and fluorescence lifetime measurements
would be needed to discern the contribution of one effect from the other. Having said
this, we point out that changes in brightness consistent with the presence of higher order
oligomers were not observed.

The possibility to quantitatively characterize MOP/5-HT1A interactions in live cells
is a significant achievement of great general interest—the stability of G protein-coupled
receptor (GPCR) homo/heterodimer complexes is measured in live cells for a handful
of GPCRs, see for example [34–36,50], even though it is well recognized that numerous
GPCRs form homo- and heterodimers and that these interactions are important targets for
drug development [51]. However, some limitations of our approach are inevitably present
and warrant further discussion. Most notably, FCS/FCCS cannot detect endogenous
nonfluorescent receptors, receptor constructs with irreversibly photobleached fluorophores
or with fluorophores residing for various reasons in dark states. This affects the actual value
of the apparent dissociation constants. However, in the context of our study, this limitation
does not affect the conclusions of our work, since relative differences are analysed.

Another limitation of our study is that the work was performed using transfected
cells that express the proteins of interest through powerful promoters, which may lead
to artefacts due to over-expression. To mitigate this risk, we have generated stably trans-
formed cell lines—it is commonly known that stably transformed cells do not yield as high
expression as transiently transfected cells. Besides, we have selected for our analysis cells
expressing low levels of MOP-eGFP and 5-HT1A-Tomato—the average number of molecules
in the OVE of NMOP = (27 ± 6) and N5-HT1A = (25 ± 3) corresponds to a surface density of
about (130 ± 10) molecules/µm2. For comparison, many studies of GPCRs class A show
that the average surface density of endogenous GPCRs is typically low, <5 molecules/µm2,
in healthy but increase severalfold in disease states—a recent study showed endogenous
MOP levels of 4 molecules/µm2 [52]. However, as cautioned by the authors, one needs
to bear in mind that this value may be underestimated due to low antibody binding
efficiency—theoretical studies show that at GPCRs surface densities < 5 molecules/µm2

the receptors may be too far apart from each other to allow for the efficient build-up of Gβγ

to concentrations needed to modulate the activity of other intracellular proteins and show
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that G protein signalling occurs within nanodomains where the local density of GPCRs is
easily > 50 molecules/µm2 [53].

Furthermore, an important limitation of our study is that the effects of one concentra-
tion of non-peptide opioids is tested. A dose-response analysis is needed to characterize
cellular responses to varied amounts of the selected non-peptide opioids and stringent
control experiments are needed to examine to what extent the observed effects are me-
diated via the monomeric fraction of the receptor pool and what the contribution of the
receptor heterodimer is. In the light of our work, it is important to point out that while the
affinity of the tested non-peptide opioids for binding to MOP is in the range 1–750 nM [54]
and to 5-HT1A in the 2–20 µM range [55], pharmacologically relevant concentrations of
non-peptide opioids are considerably higher [56]. For example, in opioid-naive postop-
erative patients, an analgesic effect of fentanyl is achieved at the lowest blood plasma
fentanyl concentration levels of about 1.8–4.4 nM (0.6–1.5 ng/mL) [57]. However, much
higher concentrations were measured in cancer patients treated for pain; on average 530 nM
(178 ng/mL) [56,58]. The concentrations used in our study are therefore in the pharmacolog-
ically relevant range. Moreover, in this study we chose to study equimolar concentrations
of opioids, rather than equipotent concentrations. Although there are several conversion
tables for opioid potency, they are perceived as unreliable [59]. The few studies that have
addressed opioid equianalgesic dose/potency ratios are heterogeneous with respect to
size, subjects, specific aims, settings, and study method [60]. Thus, Rennick et al. have
concluded from their findings that there is no true universal way to accurately perform
equianalgesic conversions for opioids [60]. Given that the aim of our work was to assess the
effect of non-peptide opioids on the extent of MOP-eGFP and 5-HT1A-Tomato association
in live cells, the study design where cells with similar receptor surface density levels are
used and the effects of equimolar concentrations of non-peptide opioids are compared is
correct. It may, however, be interesting to examine in the future the effect of equipotent
concentrations of non-peptide opioids, determined with regard to a quantifiable effect,
such as the ability to alter intracellular Ca2+, ERK1/2 or p38 phosphorylation levels.

Furthermore, the treatment time length is an important variable. We have chosen
18 h, taking into consideration the cell doubling time, which is under the condition of our
experiments ~36 h for HEK293 cells and ~72 h for PC12 cells. In this way, the cells were
exposed to treatment for a considerable fraction, 0.25–0.50, of their cycle time and the effect
of the number of divisions during the course of an assay is small [61]. In future studies it
may, however, be interesting to examine the effect of treatment time length on MOP-eGFP
and 5-HT1A-Tomato association in live cells in order to understand the relevance of this
phenomenon in acute vs chronic treatment with non-peptide opioids.

Finally, we have not used in our study antagonists of MOP and 5-HT1A receptors
to block effects mediated via monomeric receptors. Consequently, we cannot discern to
what extent Ca2+ level and dynamics, and ERK1/2 or p38 phosphorylation levels change
via heterodimer-mediated pathways and whether these effects can also be blocked by the
selective antagonists of MOP and 5-HT1A.

4. Materials and Methods
4.1. Cell Culture and Transfection

Human embryonic kidney (HEK293) and rat phaeochromocytoma (PC12) cell lines
(American Type Culture Collection (ATCC)), were used because they are capable of post-
translational folding and modifications required to express MOP and 5-HT1A [62–64]. The
experiments were first performed in HEK293 cells, and key findings were validated in
PC12 cells. The HEK293 and PC12 cells were stably transformed to simultaneously express
the human MOP receptor genetically fused at the C-terminus with the enhanced Green
Fluorescent Protein (MOP-eGFP) and the human 5-HT1A receptor genetically fused at the
C-terminus with the Tomato Red Fluorescent Protein (5-HT1A-Tomato). Both constructs
were cloned into the pBudCE4.1 vector (Thermo Fisher, Munich, Germany), with the
MOP-eGFP gene being expressed under the control of the hEF-1 promoter (KpnXho) and
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5-HT1A-Tomato gene under the control of the CMV promoter (HindXba). For details, see
Supplementary Materials (Section S1, Figure S1A).

For cultivation, untransformed and stably transformed HEK293 and PC12 cells were
cultured in collagen coated T25 flasks (Sarsted) at 37 ◦C in a humidified atmosphere
containing 5% CO2. HEK293 cells were cultured in DMEM medium supplemented with 10%
Fetal Bovine Serum (FBS), 100 U/mL penicillin and 100 µg/mL streptomycin (PenStrep).
For PC12 cells, the RPMI 1640 medium supplemented with 10% Horse Serum (HS) and 5%
FBS, 100 U/mL penicillin and 100 µg/mL streptomycin was used. All cell culture reagents
were from Invitrogen, Stockholm, Sweden.

For generating the stably transformed cell lines, the HEK293 and PC12 cells were
grown to 70% confluence in 8-well chambered cover slides (Nalge Nunc International,
Rochester, NY, USA) and transfected using Lipofectamine 2000 (Invitrogen), following the
transfection protocol provided by the manufacturer. Stably expressing cell lines were iso-
lated through selection using culture medium supplemented with phleomycin D1 antibiotic
(0.4 mg/mL, Thermo Fisher). Positive and negative control cells were cultured and trans-
fected in the same way. For details, see Supplementary Materials (Section S1, Figure S1A,B).
The functionality of MOP-eGFP and 5-HT1A-Tomato receptors was validated by assessing
how treatment with the selected agonists morphine, serotonin or buspirone or their combi-
nation: morphine and serotonin, or morphine and buspirone, affects phosphorylation of
Erk1/2 and p38 MAPKs. The data show that all tested compounds and their combination
increase the protein levels of p-ERK1/2 and p-p38 as compared to their levels in untreated
cells (Section S1, Figure S1C).

4.2. Confocal Laser Scanning Microscopy (CLSM) Imaging and Fluorescence Correlation and
Cross-Correlation Spectroscopy (FCS/FCCS)

The CLSM imaging and FCS/FCCS were performed using an individually modified
ConfoCor 3 system (Carl Zeiss, Jena, Germany), as previously described [65,66]. Briefly,
the system comprises an inverted microscope for transmitted light and epifluorescence
(Axiovert 200 M); a VIS-laser module housing the Ar/ArKr (458, 477, 488 and 514 nm),
HeNe 543 nm and HeNe 633 nm lasers; a scanning module LSM 510 META modified
to enable imaging using silicon avalanche photodiodes (SPCM-AQR-1X, PerkinElmer,
Waltham, MA, USA) in order to allow studies of cells expressing low levels of the proteins
of interest; and an FCS/FCCS module with two detection channels. The C-Apochromat
40×/1.2 W UV-VIS-IR objective was used throughout. A stage incubator consisting of
a heated microscope stage (Heating insert P), incubator box (Incubator S), atmosphere-
controller (CTI-Controller 3700) and a temperature regulator (Temp control 37-2 digital),
was used to maintain the cells at 37.0 ◦C and supply them with heated humidified air
containing 5.0% CO2. The temperature and CO2 levels were continuously monitored and
regulated via a digital feedback control algorithm, allowing temperature control within
±0.2 ◦C and atmosphere control within ±0.1% CO2.

The CLSM images were acquired in a sequential, i.e., dual track mode, one channel at a
time. The eGFP fluorescence was excited using the 488 nm line of the Ar/ArKr laser. A band
pass 505–530 nm emission filter was used to spectrally narrow the emitted fluorescence.
Tomato fluorescence was excited using the 543 nm HeNe laser, and a long pass 580 nm
emission filter was used to collect the emitted fluorescence. Incident and emitted light
were separated using the main dichroic beam splitter HFT 488/543/633. The eGFP and
Tomato fluorescence were separated using a secondary dichroic beam splitter NFT 545
(Figure 1A). Images were acquired without averaging, using a pixel dwell time of 51.2 µs
and a 512 × 512 pixels format (Figure 1B).

The optical setup for FCCS was the same as for CLSM imaging described above.
Fluorescence intensity fluctuations were recorded at the apical plasma membrane of live
cells identified by an axial fluorescence intensity scan (Figure 1C). Time series were collected
in an array of 10 consecutive measurements, each measurement lasting 20 s (Figure 1D).
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4.3. Brief Background on FCS/FCCS

Fluorescence cross-correlation spectroscopy (FCCS) is a dual color variant of fluores-
cence correlation spectroscopy (FCS). The FCS measures with sub-microsecond temporal
resolution spontaneous fluctuations in fluorescence intensity around a steady state to ex-
tract quantitative information about the concentration and diffusion/size of fluorescent
molecules [67–69]. The FCS is well suited for biological applications, as it is non-destructive
and allows quantitative measurements to be performed in sub-cellular compartments [70].
The fluctuations in fluorescence intensity are recorded in a very small observation volume
element (OVE) that is typically about VOVE = 0.1–2 fL ((0.1–2) × 10−15 L). The OVE is
generated by tightly focusing the incident laser light into the sample using a high nu-
merical aperture objective. Fluorescence is collected through the same objective, and the
volume from which fluorescence is being collected is reduced by placing a pinhole in
the optically conjugate plane in front of the detector [69,71]. The spontaneous diffusion
of fluorescent molecules in and out of the OVE gives rise to fluctuations in fluorescence
intensity. The size and volume of the OVE is specific for each instrument and is determined
in calibration experiments using a reference molecule with a known diffusion coefficient,
such as Rhodamine 6G (Rh6G). Using a standard 10 nM Rh6G solution, and following the
procedure described in detail in [71], the OVE volume in our system was determined to be
VOVE = 0.2 fL [68]. For a quick estimate of the concentration, note that for a 10 nM solution
and VOVE = 0.17 fL, the average number of molecules in the OVE (N) is N = 1 [71,72].

The FCS/FCCS works best at low, sub-micromolar concentrations [71], where the
signal from a bright fluorescent molecule generates a substantial increase in fluorescence
intensity that is well above the background signal from the surrounding molecules. From
the recorded fluorescence intensity fluctuations, which are generated by the translational
diffusion of fluorescent molecules, one can extract the average number of molecules in the
OVE (N), i.e., their concentration and their average translational diffusion time (τD), which
is defined by the diffusion coefficient (D), i.e., the size of the molecule (Stokes-Einstein
equation). To extract this information from fluorescence intensity fluctuation analysis, the
most commonly employed method, which is also used here, is temporal autocorrelation
analysis. In temporal autocorrelation analysis, the signal is compared to a copy of itself
delayed for a certain lag time (τ) using the autocorrelation function:

G(τ) = 1 +
〈δF (t)·δF(t + τ)〉

〈F(t)〉2 (1)

In Equation (1), chevron brackets denote average values of the analyzed variables
over time, and fluorescence intensity fluctuation (δ(F(t)) is the deviation of the fluorescence
intensity at time t (F(t)) from the mean fluorescence intensity (〈F(t)〉), δF(t) = F(t) − 〈F(t)〉.
Accordingly, δF(t + τ) = F(t + τ) − 〈F(t)〉. When the fluctuations are not random, temporal
autocorrelation analysis yields a temporal autocorrelation curve (tACC). The tACC is char-
acterized by a maximal limiting value of G(τ) as τ→ 0 and decreases to the value G(τ) = 1
at long lag times, indicating that correlation between the fluorescence intensities is being
lost (Figure 1E, green and red). If there is only one process that gives rise to fluorescence
intensity fluctuations, the tACC shows one inflection point, that is, one characteristic decay
time. If there are more processes giving rise to fluorescence intensity fluctuations, which
occur at different time scales, the tACC assumes a more complex shape with more than one
characteristic decay time (Figure 1E, green and red). The zero-lag amplitude of the tACC,
(G0 = G(0) − 1) provides information about the concentration of fluorescent molecules as it
equals the inverse average number of molecules in the OVE (1/N). Thus, the amplitude
of the tACC decreases when N increases. The characteristic decay time of the tACC gives
information about the rates at which processes that give rise to the fluorescence intensity
fluctuations occur. When fluorescence intensity fluctuations are generated by molecular
diffusion, the characteristic decay time of the tACC reflects the average time it takes for a
molecule to cross through the OVE by translational diffusion.
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For dual colour FCCS, two spectrally distinct fluorescent molecules, such as eGFP
and Tomato, are used to render the molecules of interest visible. Fluorescence intensity
fluctuations are then simultaneously recorded for both fluorophores using overlaying
excitation pathways, but separate detector pathways (Figure 1A). The fluorescence intensity
fluctuations observed in FCCS (Figure 1D) are subjected to temporal auto- and cross-
correlation analysis. This generates two tACCs, one for each fluorophore (Figure 1E, red and
green) and, when the molecules of interest bind, one temporal cross-correlation curve (tCCC;
Figure 1E, black), which reflects the population of dually labelled molecules diffusing as
one [36,73,74]. As in FCS, the amplitudes of the individual tACCs contain information
about the total average number of green- and red-labelled molecules in the OVE, now being
the sum of unbound singly labelled molecules and the bound dually labelled complexes.
Thus, for the eGFP-labelled MOP receptors, Ng

total = Ng + Ngr, and for the Tomato-labelled
5-HT1A receptors, Nr

total = Nr + Ngr (Figure 1E). Only the dually labelled receptor-receptor
heterodimer molecules give rise to fluorescence intensity fluctuations in both detectors at
the same time, and are thus the only ones to contribute to the tCCC, obtained by calculating
the cross-correlation function:

GCC(τ) = 1 +
〈δF green(t)·δFred(t + τ)〉
〈Fgreen(t)〉〈Fred(t)〉

(2)

In contrast to the amplitudes of the tACCs (Equation (1)), which are inversely propor-
tional to the average number of molecules in the OVE (see detailed explanation in [71,75],
the zero-lag amplitude of the tCCC (Equation (2)) is directly proportional to the number of
dually labelled molecules (Ngr) and thus increases as Ngr increases:

GCC(0)− 1 ∝
Ngr(

Ng + Ngr
)
·
(
Nr + Ngr

) (3)

In order to characterize the degrees of binding between MOP-eGFP and 5-HT1A-
Tomato, i.e., to determine the number of the heterodimer receptor complexes, FCCS data
are further analysed to obtain a dimensionless value known as the relative cross-correlation
amplitude (RCCA) [75]. The RCCA is defined as the limiting value, when the lag time
approaches zero (τ→ 0), of the cross-correlation curve relative to the autocorrelation curve
for a single fluorophore. For example, the number of bound, dually labelled molecules
carrying both the green and the red label, relative to the total number of molecules carrying
the red label (Nr

total = Nr + Ngr), equals the amplitude of the cross-correlation curve
(GCC(0) − 1) relative to the amplitude of the green autocorrelation curve (GAC,g(0) − 1) [75]:

RCCA =
Gcc(0)− 1

GAC,g(0)− 1
=

Ngr

Ntotal
r

=
Ngr

Nr + Ngr
(4)

Knowing the concentration of MOP-eGFP and 5-HT1A-Tomato molecules, and the
concentration of heterodimer MOP-eGFP–5-HT1A-Tomato complexes, the apparent dissoci-
ation constant for the receptor-receptor heterodimer complex can be calculated:

Kapp
d =

cMOP
free ·c5−HT1A

free
cMOP−5−HT1A

(5)

or, when expressed using the quantities determined by FCCS:

Kapp
d =

(
Ntotal

g − Ntotal
r ·RCCA

)
·(1− RCCA)

RCCA
· 1
NA·VOVE

(6)

In Equation (6), NA is the Avogadro number. For determining the dynamic range of
the RCCA, i.e., the smallest and the largest RCCA values that could be reliably measured,
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see control experiments described in Supplementary Materials (Section S1. Transfection,
positive and negative control cells (Figure S2)). Derivation of Equation (6) is given in
Supplementary Materials, Section S2. Calculation of the apparent dissociation constant).

One challenge in dual-color FCCS that is particularly important to consider when
fluorescence proteins are being used is the risk of false-positives due to spectral crosstalk
between channels, which may lead to overestimation of the cross-correlation amplitude [75].
In order to ascertain that this error is minimized, we have validated the optical setting
using control cells—cells expressing eGFP and Tomato were used as negative control
(Supplementary Materials, Section S1. Transfection, positive and negative control cells
(Figure S2C)) and cells expressing genetically fused eGFP-Tomato were used as positive
control (Supplementary Materials, Section S1. Transfection, positive and negative control
cells (Figure S2A)). The corresponding tCCCs are shown in Figure 1F. Control experiments
showed that the dynamic range in dual-color FCCS differed from the theoretical range,
0 ≤ RCCA ≤ 1, and was determined to be, (0.10 ± 0.07) ≤ RCCA ≤ (0.80 ± 0.08). The
RCCA value determined in the negative control experiments, RCCAnc = (0.10 ± 0.07),
indicated that only values that are significantly larger then RCCAnc should be considered
as a positive indication of binding. Positive control experiments indicated that RCCA
values higher than RCCApc = (0.80 ± 0.08) may not be reached for reasons explained in
(Supplementary Materials, Section S1. Transfection, positive and negative control cells
(Figure S2E,F), and that RCCA values as high as RCCApc indicate that 100% binding
between the investigated receptors has been reached.

In order to ascertain that errors due to spectral crosstalk are minimized, the optical
setting was further validated using the so-called switching mode. In the switching mode,
the sample is alternatingly (every 240 µs) illuminated with one laser at a time to excite
one fluorophore only [69,71]. By using the switching mode, we could adjust the optical
setting so that the crosstalk is minimal when the non-switching mode is being used, as
explained in detail in [71], thus ascertaining that increased RCCA are actually being ob-
served following treatment with non-peptide opioids (Supplementary Materials, Section S3.
Relative cross-correlation amplitude (RCCA) increased upon opioid treatment. Verification
was done by switching FCCS (Figures S3 and S4). Finally, in order to account for the,
while minimized, inevitably present cross-talk-induced cross-correlation, the RCCA was
corrected by subtracting the cross-talk-induced cross-correlation from the RCCA and scaled
up as follows [36,75,76]:

RCCAcorrected =
RCCA − κ· f

1− κ· f (7)

where κ is the so-called bleed-through ratio, i.e., brightness as reflected by the counts per
second and per molecule (CPM) of the green dye in the red channel (CPMg/r) when the
red fluorophore is not present, divided by its brightness in the green channel CPMg/g,
κ = CPMg/r/CPMg/g, and f is the count rate (CR) ratio in the green and red channels,
f = CRg/CRr. For the optical setting used in our studies, κ = 0.1 and f ≤ 1.2. Following
treatment, a two-fold increase in eGFP brightness was observed, while Tomato brightness
remained largely unchanged (Table 1). To account for this, the κ factor was accordingly
scaled. Thus 0.1 ≤ κ ≤ 0.2, and the product 0.12 ≤ κ·f ≤ 0.24.

4.4. Opioid Treatment

Cells stably expressing MOP-eGFP and 5-HT1A-Tomato were cultured in 8-well cham-
bered coverslides (Nalge Nunc International, USA) at 37 ◦C in a humidified atmosphere
containing 5% CO2 using phenol red-free media, supplemented in the same way as de-
scribed above. To ascertain that MOP-eGFP is functional and integrated into cellular
physiology, the selective MOP receptor peptide agonist DAMGO ([D-Ala2, N-MePhe4,
Gly-ol5] enkephalin), was used (Figure 2) [77]. For experiments with non-peptide opioids,
the cells were incubated for 18 h with different concentrations of fentanyl (50 nM, 500 nM,
750 nM or 1 µM) or morphine (250 nM, 500 nM or 750 nM). Based on the results of these
experiments (explained in the Section 2), the 750 nM concentration was selected as suitable
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for further studies. Hence, the cells were subsequently treated with 750 nM codeine or
oxycodone. Non-peptide opioids and the peptide opioid DAMGO were all purchased from
Sigma-Aldrich.

4.5. Intracellular Ca2+ Imaging

In order to measure acute opioid-induced changes in Ca2+ levels, cells were incubated
for 30 min with Fura Red (Invitrogen), a ratiometric Ca2+ fluorescent indicator [78,79]
stimulated with 750 nM opioids and Ca2+ levels were monitored using sequential, i.e.,
dual-track time-lapse CLSM imaging. In the first track, the 488 nm line of the Ar/ArKr
laser was used to excite eGFP and Fura Red. The eGFP signal was collected using the
band pass 505-530 nm emission filter, and the Fura Red signal was collected using the long
pass 680 nm emission filter. In response to changes in Ca2+ concentrations, the excitation
wavelength of Fura Red shifts from 472 nm at low Ca2+ concentration to 436 nm at high
Ca2+ concentration [78]. As a result, the intensity of the Fura Red fluorescence signal
decreases when intracellular Ca2+ levels increase and increases as they fall again. In the
second track, the 543 nm HeNe laser was used to excite Tomato, and fluorescence was
collected using the band pass 580–620 nm emission filter. The images were collected every
30 s for 40 min (in some cases up to 80 min). The pixel dwell time was 51.2 µs, and the
images were collected without averaging.

4.6. Western Blotting

Transfected HEK293 cells expressing MOP-eGFP and 5-HT1A-Tomato were cultured
in collagen-coated T25 flasks (Sarstedt) as described in the Cell culture and transfection
section. At around 90% confluence, the cells were treated with opioids following the
protocol described in the Opioid treatment section. Adherent cells were removed from the
flasks with trypsin-EDTA (0.05%, Thermo Fisher Scientific), washed with ice-cold PBS
and centrifuged at 1500 rpm for 5 min at 4 ◦C. The cell pellets were solubilized in RIPA
lysate buffer (10 × 106 cells/mL) containing protease inhibitor and phosphatase inhibitor
(Sigma-Aldrich) and incubated for 30 min on ice. The cell solution was transferred to
Eppendorf tubes and centrifuged at 10 000 rpm for 10 min. The total protein content was
determined colorimetrically using the BioRad RC DC Protein Assay (Bio-Rad). Samples
(20 µg protein) were denatured at 70 ◦C for 10 min with 4X LDS Sample Buffer, 10X Sample
Reducing Agent (Invitrogen) and water was added to a final volume of 30 µL. Samples
were loaded on precast polyacrylamide gels (Invitrogen) along with 5 µL of pre-stained
standard protein ladder (Thermo Fisher Scientific), electrophoresed and transferred onto a
nitrocellulose membrane (Thermo Fisher Scientific). The membrane was probed overnight
with antibodies against ERK1/2 (Invitrogen and Cell Signaling Technology, Inc., Danvers,
MA, USA), phospho-ERK1/2 (Invitrogen and Cell Signaling Technology, Inc.), p38 (Cell
Signaling Technology, Inc.), phospho-p38 (Cell Signaling Technology, Inc.) or β-actin
(Invitrogen and Cell Signaling Technology, Inc.). Only one primary antibody was used at
a time and the membrane was stripped for 15 min with a western blot stripping buffer
(Thermo Fisher Scientific) in between the different primary antibodies. Depending on the
primary antibody, either biotin or horseradish peroxidase conjugated secondary antibody
(Invitrogen) was used for detection. Western blot experiments were repeated three times,
starting from different cell cultures. The same trend was observed in all repetitions. Data
from one representative experiment are shown (Supplementary Materials, Section S4.
Western blotting (Figure S5)).

4.7. LC-MS/MS Opioid Metabolite Analysis

In order to assess whether opioids were active compounds in their own right, HEK293
cells expressing MOP-eGFP and 5-HT1A-Tomato were cultured in collagen-coated T25
flasks (Sarstedt) as described in the Section 4.1. At 90% confluence, the cell media was
supplemented with 750 nM of morphine, oxycodone, codeine or fentanyl. After 18 h of
incubation, the cell media was collected, the cells were lysed, and the cell culture medium
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and the lysate were stored at −20 ◦C. Prior to LC-MS/MS analysis, the samples were
thawed and allowed to reach room temperature, diluted 10×with MilliQ water and filtered
using Agilent/Whatman MiniUniPrep vials 0.2 µm PP (p/n 5190-1421). The samples
were aliquoted (in triplicate) and subjected to LC-MS/MS for metabolite analysis. To
this aim, a general protocol initially developed for urine analysis was used [80]. An LC-
MS/MS analysis tested for the presence of morphine, morphine-3-glucuronide, morphine-6-
glucuronide, normorphine, codeine, codeine-6-glucuronide, norcodeine, 6-acetylmorphine
and ethylmorphine (Supplementary Materials, Section S5. Liquid chromatography-tandem
mass spectrometry (LC-MS/MS) analysis (Tables S1 and S2)).

The analysis was performed using an ACQUITY UPLC I-Class system from Waters
(Milford, MA, USA) coupled to a Waters Xevo TQD (Waters). All systems were controlled
by MassLynx (Waters, version 4.1 SCN 940). Chromatographic separation was achieved
on an ACE Excel 2 C18-PFP column (100 mm × 2.1 mm, 1.8 µm, Aberdeen, Scotland) kept
at 60◦C. Mobile phase A consisted of 0.001% formic acid in 10 mM ammonium formate
pH 5.2 and mobile phase B consisted of 0.001% formic acid in methanol. Initial gradient
conditions were 1% B held for 1.5 min, then increasing to 5% B during 0.1 min following a
ramping of B to 41% until 7.5 min. The following gradient steps were 95% B until 8 min
following 95% B during 1 min before reaching 1% B again and equilibration during 1 min.
Total run time was 10.1 min and LC flow was 0.5 mL/min. The injection volume was
3 µL. The electro spray ionization (ESI) interface was operating in positive mode and the
mass spectrometer was operating in multiple reaction monitoring (MRM) mode with two
transitions for each analyte and one transition for each internal standard according to the
table below. Both quadrupoles were set in unit resolution. Data were processed using
TargetLynx TM (MassLynx version 4.1 SCN940).

Analytes were identified by their retention time and transition ratio. Quantification
of the analytes in the samples was performed using calibration samples with eleven
concentrations of the analyte, as shown in Supplementary Materials (Section S6, Table S1).

4.8. Statistical Analysis

A student’s t-test was used to determine whether the difference between the mean
values measured in untreated and treated cells, or in cells treated with different opioids,
are significantly different from each other. The results are reported using a two-tailed
p-value (p). The Benjamini–Hochberg method to control the False Discovery Rate (FDR) in
sequential modified Bonferroni correction for multiple hypothesis testing was thereafter
applied. At an FDR value of 5%, p ≤ 0.012 was determined to be statistically significant.

5. Conclusions

The long-term usefulness of opioids in chronic pain treatment is hampered by side
effects. Drugs targeting 5-HT1A have been shown to alleviate the adverse effects of pro-
longed opioid use, suggesting interactions between MOP- and 5-HT1A-mediated pathways.
However, details of underlying mechanisms remain obscure. The aim of our study was to
investigate whether these pathways can be integrated at the single-cell level by MOP- and
5-HT1A heterodimerisation. Our quantitative characterization of MOP-eGFP and 5-HT1A-
Tomato interactions in live cells shows that these receptors can indeed form heterodimers in
the plasma membrane of cells expressing physiologically relevant levels of these receptors.
Our data show that under the conditions of our study, a surface density of (130 ± 10)
molecules/µm2, about 33% of the 5-HT1A-Tomato receptors are bound in heterodimer
complexes with MOP-eGFP in untreated cells.

In line with our hypothesis, we found an increase in MOP–5-HT1A heterodimer for-
mation in cells simultaneously expressing MOP and 5-HT1A receptors following 18 h of
incubation with fentanyl, morphine, codeine and oxycodone. All tested non-peptide opi-
oids stabilized the heterodimer complexes and elicited a distinct down-stream cellular
signalling response, as evidenced by Ca2+ imaging and ERK1/2 and p38 activation. An opi-
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oid metabolites analysis did not show any traces of common opioid metabolites, indicating
that codeine was an active compound with a similar strength to morphine.

Taken together, our findings suggest that treatments hindering MOP–5-HT1A het-
erodimer formation could provide potentially new strategies to treat opioid induced hy-
peralgesia and help to preserve the analgesic effects of opioids. The development of new
drugs targeting these mechanisms is therefore of interest.
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Abstract: Background: Recent studies suggest that lipids, including free fatty acids (FFAs), are
necessary for proper µ opioid receptor (MOR) binding and that activation of opioid receptors (ORs)
improves intestinal inflammation. The objective of the study was to investigate a possible interaction
between the ORs and FFA receptors (FFARs) ligands in the colitis. Methods: The potential synergistic
effect of ORs and FFARs ligands was evaluated using mouse model of acute colitis induced by
dextran sulfate sodium (DSS, 4%). Compounds were injected intraperitoneally (i.p.) once or twice
daily at the doses of 0.01 or 0.02 mg/kg body weight (BW) (DAMGO—an MOR agonist), 0.3 mg/kg
BW (DPDPE—a δ OR (DOR) agonist) and 1 mg/kg BW (naloxone—a non-selective OR antagonist,
GLPG 0974—a FFAR2 antagonist, GSK 137647—a FFAR4 agonist and AH 7614—a FFAR4 antagonist)
for 4 days. Results: Myeloperoxidase (MPO) activity was significantly decreased after DAMGO
(0.02 mg/kg BW) and GSK 137647 (1 mg/kg BW) administration and co-administration as compared
to DSS group. Conclusions: Treatment with ligands of ORs and FFARs may affect the immune cells
in the inflammation; however, no significant influence on the severity of colitis and no synergistic
effect were observed.

Keywords: free fatty acid receptors; lipids; opioid receptor; DAMGO; colitis

1. Introduction

Inflammatory bowel disease (IBD), represented by Crohn’s disease (CD) and ulcerative
colitis (UC), is one of the most common gastrointestinal (GI) disorders with unknown
etiology. Chronic inflammation, visceral pain, recurrent and alternating diarrhea and
constipation are typical symptoms of IBD. Pharmacological treatment includes non-steroid
anti-inflammatory drugs (NSAIDs), corticosteroids and biological therapies, e.g., anti-
tumor necrosis factor α (anti-TNFα) and anti-α4β7 integrin antibodies. Additionally,
surgical procedures, such as resection of the intestine’s inflamed part, may be applied in
severe cases [1,2]. Unfortunately, these methods are not fully effective (only about 50% of
patients achieve remission), and they may cause serious adverse events (SAEs) [3].

Free fatty acids (FFAs) belong to signaling molecules which act through G protein-
coupled receptors (GPCRs) [4]. There are four types of receptors for FFAs: FFAR1 (former
nomenclature: GPR40), FFAR2 (GPR43), FFAR3 (GPR41) and FFAR4 (GPR120). FFAR2
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and FFAR3 are activated by short chain fatty acids (SCFAs), while FFAR1 and FFAR4
are activated by medium and long chain fatty acids (MCFAs and LCFAs, respectively).
FFAR ligands are involved in the regulation of metabolism and in inflammatory processes,
also in the gut [5]. Recent studies showed that activation of FFAR1 and FFAR4 might
decrease inflammation. In addition, it was showed that FFAR2 ligands are engaged in
neutrophil inhibition and subsequently alleviate the severity of inflammation [6–8]. These
findings suggest that FFARs have the potential to become new pharmacological targets in
the treatment of IBD.

Ligands of the µ opioid receptor (MOR) and δ opioid receptor (DOR), including
endogenous opioid peptides, such as β-endorphin and plant-derived opiates, are known for
their central and peripheral analgesic effects [9,10]. In line, endogenous opioids were shown
to be potentially engaged in pain regulation in chronic IBD [11]. Furthermore, Valdez-
Morales et al. [12] proved that the release of endogenous opioids during dextran sulfate
sodium (DSS)-induced chronic colitis in mice suppressed the excitability of nociceptive
dorsal root ganglia neurons. Interestingly, there is evidence that endogenous opioid
peptides are locally produced at the site of inflammation [13]. Consequently, Philippe
et al. [14] showed anti-inflammatory properties of MOR agonists in the treatment of colonic
inflammation in the mouse models of colitis. Furthermore, DiCello et al. [15] discovered
that DOR signaling is enhanced in the enteric nervous system in DSS-induced acute colitis,
suggesting that DORs can also be regarded as a potential pharmacological target in IBD
treatment.

On the other hand, current studies claim that lipids, including FFAs, are necessary for
proper MOR binding [16]. However, the literature on this potentially pharmacologically
relevant subject is very scarce. Based on the data summarized above, we hypothesized
that the co-administration of opioid receptor (OR) and FFAR ligands may exhibit synergy
in alleviation of inflammation and, consequently, influence the course of IBD. Therefore,
the aim of the study was to investigate a possible interaction between opioid receptor and
FFAR ligands in the mouse model of colitis.

2. Results
2.1. FFAR2 Antagonist and MOR Agonist Decreased MPO Activity, but Did Not Display
Synergistic Anti-Inflammatory Effect

To investigate the possible synergistic anti-inflammatory effect of a MOR agonist
DAMGO and a FFAR2 antagonist GLPG 0974 in the mouse GI tract, we used a well-known
mouse model of colitis induced by DSS which mimics UC. As shown in Figure 1, animals
exposed to DSS developed a severe colonic injury, evidenced by—among others—increased
macroscopic damage score and elevated MPO level compared with controls. DAMGO
(0.02 mg/kg BW) and GLPG 0974 (1 mg/kg BW), injected once daily did not influence BW
loss (Figure 1a), macroscopic score (Figure 1b), colon length (Figure 1c) and colon weight
(Figure 1d). However, the co-administration of DAMGO and GLPG 0974 non-significantly
decreased MPO activity as compared to DSS group and the compounds alone (Figure 1e).

Bootstrap for hypothesis testing revealed that Pbootstrap in case of obtained difference in
means between DSS + DAMGO vs DSS + DAMGO and GLPG 0974 ligands in macroscopic
colon damage score (Figure 1b), colon length (Figure 1c), colon weight (Figure 1d) and MPO
activity (Figure 1e) were 0.7928 (calculated absolute difference in means 0.2670), 0.5614
(calculated absolute difference in means 0.2310 cm), 0.7761 (calculated absolute difference
in means 0.0132 g) and 0.2105 (calculated absolute difference in means 3.6200 µU/g tissue),
respectively.
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Figure 1. The i.p. administration of MOR agonist DAMGO (0.02 mg/kg BW) and FFAR2 antagonist
GLPG 0974 (1 mg/kg BW) from day 3 to day 6, both once daily alleviate MPO activity, marker of
DSS-induced colitis in mice. Figure shows data for body weight loss (a), macroscopic score (b), colon
length (c), colon weight (d) and MPO activity (e). * p < 0.05, **** p < 0.0001, as compared to control
mice. Data represent mean ± SEM of 5–10 mice per group. Abbreviations: DSS—dextran sulfate
sodium, FFAR4—free fatty acid receptor type 4, i.p.—intraperitoneally, MOR—µ opioid receptor,
MPO—myeloperoxidase.

2.2. FFAR4 Antagonist Did Not Influence the Effect of MOR Agonist

MOR agonist DAMGO administered twice daily at the dose of 0.02 mg/kg BW (i.p.)
and FFAR4 antagonist AH 7614 administered twice daily at the dose of 1 mg/kg BW
(i.p.) did not attenuate DSS-induced colitis alone or in co-administration, as indicated by
inflammatory indicators (Figure 2a–d).

Bootstrap for hypothesis testing revealed that Pbootstrap in case of obtained difference
in means between DSS + DAMGO vs DSS + DAMGO and AH 7614 ligand in macroscopic
colon damage score (Figure 2b), colon length (Figure 2c) and colon weight (Figure 2d)
were 0.2445 (calculated absolute difference in means 1.300), 0.6970 (calculated absolute
difference in means 0.1240 cm) and 0.5535 (calculated absolute difference in means 0.0239 g),
respectively.
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Figure 2. The i.p. administration of MOR agonist DAMGO (0.02 mg/kg BW) and FFAR4 antagonist
AH 7614 (1 mg/kg BW) from day 3 to day 6, both twice daily did not alleviate symptoms of DSS-
induced colitis in mice. Figure shows data for body weight loss (a), macroscopic score (b), colon
length (c) and colon weight (d). * p < 0.05, ** p < 0.01, *** p < 0.001 and **** p < 0.0001 as compared to
control mice. Data represent mean ± SEM of 5–10 mice per group. Abbreviations: DSS—dextran
sulfate sodium, FFAR4—free fatty acid receptor type 4, i.p.—intraperitoneally, MOR—µ opioid
receptor, MPO–myeloperoxidase.

2.3. FFAR4 Antagonist Did Not Influence the Effect of DOR Agonist

To test the anti-inflammatory activity of DOR agonist DPDPE and FFAR4 antagonist
AH 7614 in the mouse model mimicking UC, a DSS-induced colitis was used. The i.p.
administration of DPDPE (0.3 mg/kg BW) and the i.p. administration of AH 7614 (1 mg/kg
BW), both twice daily between days 3 and 6 did not induce any improvement in the
disease score, as demonstrated by the BW loss (Figure 3a), macroscopic colon damage
score (Figure 3b), colon length (Figure 3c), colon weight (Figure 3d) and MPO activity
(Figure 3e).

Bootstrap for hypothesis testing revealed that Pbootstrap in case of obtained difference
in means between DSS + DPDPE vs. DSS + DPDPE and AH 7614 ligands in macroscopic
colon damage score (Figure 3b), colon length (Figure 3c), colon weight (Figure 3d), and
MPO activity (Figure 3e) were 0.8040 (calculated mean absolute difference in means 0.2500),
0.5160 (calculated mean absolute difference in means 0.1800 cm), 0.8918 (calculated mean
absolute difference in means 0.0044 g) and 0.6638 (calculated absolute difference in means
1.21 µU/g tissue), respectively.
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Figure 3. The i.p. administration of DOR agonist DPDPE (0.3 mg/kg BW) and FFAR4 antagonist AH
7614 (1 mg/kg BW) from day 3 to day 6, both twice daily did not alleviate symptoms of DSS-induced
colitis in mice. Figure shows data for the body weight loss (a), macroscopic score (b), colon length
(c), colon weight (d) and MPO activity (e). * p < 0.05, ** p < 0.01 and **** p < 0.0001, as compared to
control mice. Data represent mean ± SEM of 5–10 mice per group. Abbreviations: DOR—δ opioid
receptor, DSS—dextran sulfate sodium, FFAR4—free fatty acid receptor type 4, i.p.—intraperitoneally,
MPO—myeloperoxidase.

2.4. FFAR4 and MOR Agonists Decreased MPO Activity, but Did Not Display Any
Synergistic Effect

MOR agonist DAMGO at the dose of 0.02 mg/kg BW and FFAR4 agonist GSK 137647
at the dose of 1 mg/kg BW were administered i.p. twice daily from day 3 to day 6. Clinical
and macroscopic indicators of colitis, such as BW loss (Figure 4a), macroscopic colon
damage score (Figure 4b), colon length (Figure 4c) and colon weight (Figure 4d), were not
altered as compared to DSS-treated group.

Noteworthy, the anti-inflammatory effects of DAMGO and GSK 137647 alone and
the combination of DAMGO and GSK 137647 were observed on MPO activity (Figure 4e).
However, no synergistic effect between MOR and FFAR4 agonists was noted. Moreover,
investigated compounds did not influence the microscopic total damage score (Figure 4f,g).

Bootstrap for hypothesis testing revealed that Pbootstrap in case of obtained difference in
means between DSS + DAMGO vs. DSS + DAMGO and GSK 137647 ligands in macroscopic
colon damage score (Figure 4b), colon length (Figure 4c), colon weight (Figure 4d), and
MPO activity (Figure 4e) were as follows 0.2297 (calculated absolute difference between
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means 0.7340), 0.8861 (calculated absolute difference in means 0.0441 cm), 0.4470 (calculated
absolute difference in means 0.0320 g) and 0.8692 (calculated absolute difference in means
0.0400 µU/g tissue), respectively.

Figure 4. The i.p. administration of MOR agonist DAMGO (0.02 mg/kg BW) and FFAR4 agonist
GSK 137647 (1 mg/kg BW) from day 3 to day 6, twice daily alleviated established DSS-induced
colitis in mice. Figure shows data for body weight loss (a), macroscopic score (b), colon length (c),
colon weight (d), MPO activity (e) and microscopic score (f). Representative photos of hematoxylin
and eosin staining of colon samples (g). Scale bar = 100 µm. * p < 0.05, ** p < 0.01 as compared to
control mice, whereas ## p < 0.01, as compared to DSS-treated mice. Data represent mean ± SEM of
5–10 mice per group. Abbreviations: DSS—dextran sulfate sodium, FFAR4—free fatty acid receptor
type 4, i.p.—intraperitoneally, MOR—µ opioid receptor, MPO—myeloperoxidase.

2.5. FFAR4 Agonist Did Not Influence the Effect of Opioid Antagonist

A non-selective opioid receptor antagonist naloxone and FFAR4 agonist GSK 137647,
both at the dose 1 mg/kg BW, were administered twice daily from day 3 to 6. The co-
administration of naloxone and GSK 137647 in DSS-induced mouse model of colitis did
not alleviate symptoms of disease (Figure 5a–e).

Bootstrap for hypothesis testing revealed that Pbootstrap in case of obtained difference in
means between DSS + naloxone vs. DSS + naloxone and GSK 137647 ligands in macroscopic
colon damage score (Figure 5b), colon length (Figure 5c), colon weight (Figure 5d), and
MPO activity (Figure 5e) were 0.1158 (calculated mean absolute difference in means 2.1),
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0.1221 (calculated mean absolute difference in means 0.651 cm), 0.3317 (calculated mean
absolute difference in means 0.0455 g) and 0.5067 (calculated absolute difference in means
1.1000 µU/g tissue), respectively.

Figure 5. The i.p. administration of opioid receptor antagonist naloxone and FFAR4 agonist GSK
137647 (from day 3 to day 6, both 1 mg/kg BW, twice daily) did not alleviate symptoms of DSS-
induced colitis in mice. Figure shows data for body weight loss (a), macroscopic score (b), colon
length (c), colon weight (d) and MPO activity (e). * p < 0.05, ** p < 0.01 and **** p < 0.0001 as
compared to control mice. Data represent mean ± SEM of 5–10 mice per group. Abbreviations:
DSS—dextran sulfate sodium, FFAR4—free fatty acid receptor type 4, i.p.—intraperitoneally, MPO—
myeloperoxidase.

3. Discussion

Several lines of evidence suggest the interplay between the endogenous opioid system
and FFAs. In the early 1980s, the first reports showed that endogenous opioids contribute
to the pathophysiology of central nervous system trauma [17,18]. The opioid mechanism
was proved using naloxone, which significantly reversed hypotension and reduced pulse
pressure after experimental brain injury. Noteworthy, it was also demonstrated that
brain trauma might cause the release of FFAs. In 1990, Bakshi et al. [19] showed that
the κ opioid receptor (KOR) agonist (dynorphin)-induced spinal cord tissue damage was
connected with the increase in the level of total FFAs, reflecting changes in both saturated
and unsaturated fatty acids. It was also evidenced that phospholipid hydrolysis may
contribute to this type of injury. In further experiments it was indicated that dynorphin-
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induced spinal cord tissue damage may be reversed with dynorphin antagonists or non-
selective opioid antagonists. Moreover, pretreatment with nalmefene, an opioid receptor
antagonist significantly attenuated the increase in total FFAs and individual increases
in palmitic acid, stearic acid and oleic acid in spinal cord tissue, providing a potential
link between opioids and membrane lipid-dependent mechanism. Finally, Hasegawa
et al. [16] suggested that both unsaturated fatty acids and phospholipids can enhance
binding of a purified MOR. Additionally, recent studies established that bioactive lipids
and MOR cooperate in diabetes [20]. Namely, chronic oral administration of the lipid,
12(S)-hydroxyeicosatetraenoic [12(S)-HETE] reduced duodenal contractions and improved
glucose tolerance. This effect was blocked by the peroxisome proliferator-activated receptor
γ (PPARγ) antagonist GW 9662. Since 12(S)-HETE is considered as a second messenger
that transmits signals from activated MOR, further experiments examined whether MOR is
a receptor controlling intestinal contractions and glucose metabolism. The results showed
that MOR agonist DAMGO significantly decreased frequency and contraction amplitude
of the duodenum of diabetic mice; moreover, this effect was dependent on PPARγ [20].

SCFAs, which modulate FFAR2-dependent pathways, also play an important role in
IBD pathophysiology through neutrophil chemotaxis, T cell differentiation and activation
and production of cytokines, including tumor necrosis factor α (TNF-α), interleukin (IL)-1β
and IL-8 [21,22]. Pizzonero et al. [23] demonstrated that the FFAR2 antagonist GLPG
0974 contributes to inhibition of acetate-induced neutrophil migration and is responsible
for reduction of a neutrophil-based pharmacodynamics marker and CD11b activation-
specific epitope in a human whole blood assay, suggesting that FFAR2 could be a potential
pharmacological target for anti-IBD drugs. Two consecutive randomized, double-blind,
placebo-controlled, single-center phase 1 studies (NCT01496937 and NCT01721980) evalu-
ated the safety, tolerability and efficacy of GLPG 0974 in healthy subjects. Results showed
that this compound was safe and well-tolerated up to a daily dose of 400 mg [24]. In
addition, GLPG 0974 induced substantial and sustained inhibition of acetate-stimulated
neutrophil activation. In phase 2 (NCT01829321), patients with mild-to-moderate UC were
treated with GLPG 0974 at the dose of 200 mg, twice daily for 28 days. The aim of the
study was to examine potential side effects (safety and tolerability) and efficacy of the
FFAR2 antagonist. Although reduction of neutrophil activation and infiltration in GLPG
0974-treated individuals were observed, compared to those who received placebo, there
were no differences in clinical responses, including Mayo score, or histopathology scoring
of colon biopsies.

Recently, the nutritional therapy has begun to play a critical role in IBD course,
emphasizing the role of—among others—FFAs in IBD [8,25,26]. Several studies suggest
that activation of FFAR4 leads to an anti-inflammatory effect [27,28]. Moreover, patients
with IBD have increased expression of FFAR4, which positively correlates with TNF-α
level in the gut [29]. However, first reports showed contradictory properties of the selective
GPR120/FFAR4 agonist, called compound A in IBD. Oh et al. [30] showed that compound
A displays high selectivity and affinity, and is orally available; moreover, it produced potent
anti-inflammatory effect on macrophages in vitro and in vivo in obese mice. In contrast,
Wannick et al. [31] suggested that oral administration of compound A did not alleviate
tissue inflammation in the mouse models of prototypical autoimmune diseases. On the
other hand, a synthetic FFAR4 agonist GSK 137647 (administered at the dose of 1 mg/kg
BW, i.p., twice daily) alleviated DSS-induced intestinal inflammation in mice, as indicated
by significantly reduced MPO activity and macroscopic parameters, such as BW loss [28].

New therapeutics are urgently needed for patients with IBD and current research
includes compounds targeting the opioid system [11,13]. Many in vitro and in vivo studies
proved that peripherally active opioids decrease the release of pro-inflammatory cytokines
or neuropeptides and improve wound healing [21,32,33]. For example, a synthetic MOR
agonist DAMGO at the dose of 0.02 mg/kg BW administered in DSS-induced acute colitis
significantly decreased disease activity index (DAI) and MPO activity and other parameters
of inflammation, such as expression of cytokines and nuclear transcription factor-κB (NF-
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κB) [34]. Interestingly, lower (0.01 mg/kg BW) and higher (0.04 or 0.08 mg/kg BW) doses
of DAMGO did not affect the parameters of inflammation, including DAI and MPO activity
suggesting a narrow therapeutic window for the anti-inflammatory properties of this
compound [34]. Concurrently, Leanez et al. [35] discovered that a DOR agonist DPDPE
demonstrated antinociceptive effect in peripheral inflammation and suggested that it was
mainly mediated by nitric oxide derived from nitric oxide synthase 1. DPDPE is also
engaged in inhibition of plasma extravasation during chronic intestinal inflammation [36].
Finally, MOR and DOR were found to be expressed by neurons and immune cells in the
GI tract, especially in the colon [37] and they have since been considered as attractive
pharmacological targets in IBD treatment.

In the present study, the possible synergistic effect of MOR/DOR and FFAR ligands
was investigated. Of all the setups examined, the most interesting observation was that
the treatment with DAMGO and GSK 137647 alone and in co-administration may affect
the immune function in the colonic inflammation through reduction of MPO activity.
Furthermore, we evaluated the microscopic total damage to analyze the reduction of
neutrophil infiltration in tissues; however, no statistically significant results were obtained.
In addition, in our experiments we have not observed any synergistic effects. This may be
caused by the fact that no positive, anti-inflammatory effects of DAMGO alone were seen.
The probable reason for such outcomes could be the severity of inflammation or doses of
tested compounds used in our study (please see Study Limitations below).

To ensure that the revealed mean differences between MOR/DOR ligands alone and
in co-administration with FFAR ligands were not observed due to pure chance, we used
the bootstrap hypothesis testing technique with 10,000 iterations (see below Equation (1)).
The bootstrap method is a statistical procedure that resamples a single dataset to create
many simulated samples. Such approach is one of the ways to control and check the
stability of the obtained results, especially when we have relatively small sample sizes. It
is also a convenient method, often used in life sciences, that avoids the cost of repeating
the experiment to obtain other groups of sample data; moreover, it follows 3R recommen-
dations. Hypothesis testing is a fundamental statistical procedure on which all inference
is based. It evaluates two mutually exclusive statements about differences in data sets to
determine which statement is best supported by the gathered data. We believed that using
this technique would support our results and increase the power of our inference.

As indicated above, although DAMGO and GSK 137647 alone and in co-administration
decreased MPO activity, when compared to untreated group, we did not observe synergy
in their action. On the other hand, the high values of the bootstrap statistics (there were
no Pbootstrap ≤ 0.05) in our experiments indicated that there is still a chance in further
experiments of obtaining values of differences between the mean MOR and MOR + FFAR
that were greater than or equal to the results we presented.

4. Materials and Methods
4.1. Animals

Experimentally naive male BALB/c mice obtained from the vivarium of the University
of Lodz, Poland, were used in all experiments. Mice weighed 22–26 g (6–8 weeks of age) and
were housed at a constant temperature (22–23 ◦C) and maintained under a 12-h light/dark
cycle (lights on at 6.00 am) in sawdust-lined plastic cages with free access to chow pellets
and tap water. All animal protocols were approved by the local Animal Care Committee
(Protocols 3/ŁB124/2019 and 11/ŁB128/2019). All efforts were made to minimize animal
suffering and to reduce the number of animals used. Groups of 5–10 animals were used in
all in vivo experiments.

4.2. Drugs

MOR agonist—DAMGO was purchased from Sigma-Aldrich (Poznan, Poland), whereas
DOR agonist—DPDPE was obtained from TriMen Chemicals (Lodz, Poland). FFAR ligands,
including a FFAR4 agonist—GSK 137647, a FFAR4 antagonist—AH 7614 and a FFAR2
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antagonist—GLPG 0974 and naloxone were obtained from Tocris Bioscience (Bristol, UK).
DSS (MW 40,000) was purchased from PanReac AppliChem, Lot No.9J013322 (Darmstadt,
Germany). All drugs were dissolved in 5% dimethyl sulfoxide (DMSO) in saline, which was
used as a vehicle; DSS was dissolved in tap water. The vehicle in the used concentration
had no effects on the observed parameters.

4.3. Induction of Colitis

Colonic inflammation in this model was induced by DSS (4% wt/vol). DSS was added
to drinking water from day 0 to day 5. On days 6 and 7 DSS solution was changed to tap
water. Control animals were receiving tap water throughout the whole experiment. Animal
body weight and general health and disease progression were monitored daily.

4.4. Pharmacological Treatments

In the DSS model, mice were treated with various combinations of opioid receptor
and FFAR ligands, namely: DAMGO (0.02 mg/kg BW, intraperitoneally (i.p.), once or
twice daily), DPDPE (0.3 mg/kg BW, i.p., twice daily), naloxone (1 mg/kg BW, i.p., twice
daily), GLPG 0974 (1 mg/kg BW, i.p., once daily), GSK 137647 (1 mg/kg BW, i.p., twice
daily) and AH 7614 (1 mg/kg BW, i.p., twice daily), from day 3 to day 6. On day 7, animals
were sacrificed, and evaluation of colonic damage was performed. In all experiments
control animals received vehicle (100 µL, i.p.) alone. The doses of opioid receptor and
FFAR ligands used in this study were selected based on literature and preliminary studies.

4.5. Evaluation of Colonic Damage

Disease parameters were evaluated on day 7 of the experiment. After euthanasia,
the entire colon was isolated and weighed with fecal content; colon length was measured
using a caliper. Then, the colon was opened longitudinally and cleaned from the fecal
content. A total macroscopic damage score was calculated for each animal based on the
(i) stool consistency (where 0 means normal well-shaped fecal pellets and 3 means diarrhea),
(ii) colon epithelial damage based on a number of ulcers (0–3), (iii) colon length and weight
scores expressed as a percentage change of each parameter in relation to the control group
(0 points, ≤5% change; 1 point, 5–14% change; 2 points, 15–24% change; 3 points, 25–35%
change; and 4 points, ≥35% change). The presence (score = 1) or absence (score = 0) of fecal
blood was also recorded. Total score = 0 means no inflammation.

4.6. Determination of Tissue Myeloperoxidase Activity

Myeloperoxidase (MPO) activity was quantified with the method described earlier
by Salaga et al. [38]. In brief, 0.3 cm segments of colon were weighed and rapidly homog-
enized in hexadecyltrimethylammonium bromide (HTAB) buffer (0.5% HTAB in 50 mM
potassium phosphate buffer, pH 6.0; approx. 30 mg of tissue/mL). Then, the homogenate
was centrifuged for 15 min (13,200 g, 4 ◦C) and the supernatant was used in the subsequent
steps. On a 96-well plate, 200 µL of 50 mM potassium phosphate buffer (pH 6.0), containing
0.167 mg/mL of O-dianisidine hydrochloride and 0.05 µL of 1% hydrogen peroxide was
added to 7 µL of the supernatant. Absorbance was measured (in triplicate) at 450 nm
(iMARK Microplate Reader, Biorad, United Kingdom) at 0, 30 and 60 s after initiation
of reaction. MPO was expressed in milliunits per gram of wet tissue, 1 unit being the
quantity of enzyme able to convert 1 µmol of hydrogen peroxide to water in 1 min at
room temperature. Units of MPO activity per 1 min were calculated from a standard curve
prepared with the use of purified peroxidase enzyme.

4.7. Histology

Segments of the distal colon were stapled flat, mucosal side up, onto cardboard and
fixed in 10% neutral-buffered formalin for 24 h at 4 ◦C. Then, samples were dehydrated in
sucrose, embedded in paraffin, sectioned at 5 µm and mounted onto slides. Subsequently
sections were stained with hematoxylin and eosin and examined using (Axio Imager A2
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microscope, Carl Zeiss, Berlin, Germany). Microscopic total damage score was determined
based on the following parameters: presence (score = 1) or absence (score = 0) of goblet cell
depletion, the presence (score = 1) or absence (score = 0) of crypt abscesses, the destruction
of mucosal architecture (normal = 1, moderate = 2, extensive = 3), the extent of muscle
thickening (normal = 1, moderate = 2, extensive = 3) and the presence and degree of
immune cell infiltration (normal = 1, moderate = 2, transmural = 3).

4.8. Bootstrap for Hypothesis Testing in R Software

To compare numeric variables for two groups/datasets, bootstrap approach to hy-
pothesis testing was implemented. This approach was taken as an alternative to the
two-sided t-test for two samples comparing independent groups (all datasets had nor-
mal distribution). All calculations were made in RStudio software with utilizing R pro-
graming language. Specific code for all computations was written for this purpose, ac-
cording to guidelines from Marinstats lectures from the University of British Columbia
(https://statslectures.com/r-scripts-datasets, accessed on 1 April 2021). Program code
was attached in Supplementary Materials. Calculation of the absolute difference in means
for MOR vs. MOR + FFAR ligand or DOR vs. DOR + FFAR ligand in colitis was the first
step in our approach (observed_test_stat). Next, the matrix of 10,000 bootstrap resamples
with replacement from our datasets were made. Each pair of data (column) was a single
bootstrap sample. For each of such new random resampled column, the absolute difference
in means for MOR vs. MOR + FFAR ligand or DOR vs. DOR + FFAR ligand was calculated
through loop (bootstrap_test_stat [n, n + 1, n = 10,000]). Eventually, P value of bootstrap
(Pbootstrap) was calculated as follows (Equation (1)):

Pbootstrap =
bootstrapteststat1

≥ observed_test_stat + . . . + bootstrapteststat10000
≥ observed_test_stat

10000
(1)

where P value denotes the number of the bootstrap test statistics that were greater than or
equal to the observed test statistic divided by the total number of bootstrap test statistics.
For example, Pbootstrap = 0.25 (for calculated absolute difference in means = 13 units) was
interpreted as out of the 10,000 bootstrap test statistics calculated, 2500 (25%) of them had
test statistic greater than 13 units. This, in turn, was interpreted as follows: if there was no
difference between two groups, we would see a test statistic equal or higher than the value
of observed_test_stat (absolute difference in the sample means; in the example above: 13)
by chance 25% of the time. More generically p-values of bootstrap have told us what the
probability is of getting the test statistic we got, or if the null hypothesis is true (there is no
difference between two groups/datasets).

4.9. Statistics

Statistical analysis was performed using Prism 9.0.1 (GraphPad Software Inc., La Jolla,
CA, USA) and RStudio software. The data are expressed as means ± SEM. The Shapiro–
Wilk test was used to test the normality of data distribution. One-way analysis of variance
(ANOVA) followed by Bonferroni post-hoc test and student t-test were used for analysis.
To better evaluate the synergy of the opioid receptor and FFAR ligands, mainly due to
relatively small sample sizes and the low statistical power of the estimated inferences, we
employed the bootstrap hypothesis testing technique (10,000 iterations) to ensure that the
revealed differences in means between MOR vs. MOR + FFAR ligand or DOR vs. DOR
+ FFAR ligand, in colitis were not observed due to pure chance. P values and P value of
bootstrap (Pbootstrap) < 0.05 were considered as statistically significant.

5. Conclusions

Our results showed that treatment with ligands of MOR and FFAR separately and in
combination may affect immune function in the inflammation seen by altering MPO activity
even though these ligands had no significant influence on the severity of colitis. However,
MOR/DOR and FFAR ligands did not exhibit synergistic effect in colonic inflammation,
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including immune aspect. This study indicates that the interaction between the endogenous
opioid system and FFARs, although suggested by some reports, does not take place in
colonic inflammation. Nevertheless, there are some premises to continue this research; one
of them is the high values of Pbootstrap statistics in the conducted experiments. Further
validation of this interaction as a potential therapeutic target in IBD is thus needed. One
of the necessary future experiments should include higher doses of compounds (e.g.,
DAMGO). Moreover, a new possible interactions should be tested, e.g., for FFAR and
hormone binding sites.

6. Study Limitations

Although the doses of opioid receptors and FFARs ligands used in our study were
selected based on literature [14,29,35] and our preliminary results, we did not obtain any
beneficial impact on mouse colitis. Moreover, we concluded the study by investigating
whether the co-administration of opioid antagonist naloxone and FFAR4 agonist GSK
137647 may influence parameters of colitis in mice. This opposite direction of our research
also did not show any differences between treated and un-treated groups. In line, bootstrap
hypothesis testing for DOR ligand and DOR + FFAR ligands revealed the same trend of
randomness as mentioned in case of MOR ligand and MOR + FFAR ligands.

Supplementary Materials: Code Program S1: Bootstrap hypothesis test.
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