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ABSTRACT
Several lines of evidence have suggested that Delta Opioid Receptor (DOP)
system is involved in the mechanisms underlying the pathophysiology of fear
and anxiety, as DOP is abundant in brain regions involved in emotion regulation
systems. Recently, DOP agonists have attracted much attention as a promising
new psychotropic agent for anxiety. Post-Traumatic Stress Disorder (PTSD)
is a condition in which an individual who has experienced a traumatic event
continues to have recurrent flashbacks of the event, resulting in increased fear
and anxiety. In the pathophysiology of PTSD, persistence of traumatic fear
memories and impairment of fear extinction have been implicated. Several
studies have focused on pharmacological agents to facilitate fear extinction.
However, because of difficulties in the regulation of fear memory to specifically
induce extinction, no clinically usable treatments have been developed to date.
We recently found that a novel selective DOP agonist KNT-127 produced robust
anxiolytic-like effects, and demonstrated facilitating effects on fear extinction
learning in fear conditioning test of mice, a widely accepted model of PTSD
that is frequently used to examine fear memory not only in rodents but also in
humans. Interestingly, another DOP agonist SNC80 did not cause any facilitating
effects, although anxiolytic-like effects were observed. Previous studies have
shown that SNC80 effectively induces the recruitment of -arrestin, whereas
KNT-127 is an intermediate its recruiters, although the inhibitory effects on the
forskolin-induced cAMP production in HEK293 cells expressing DOP showed

INTRODUCTION
Several lines of evidence have suggested that the Delta (δ) Opioid
Receptor (DOP) system is involved in the mechanisms underlying the
pathophysiology of fear and anxiety, as DOP is abundant in brain regions
involved in emotional regulation systems [1]. A previous study indicated
that DOP-deficient mice exhibit strong anxiety-like and depressive-like
behaviors, and DOP is thought to be involved in the control of these
behaviors [2]. Other studies have shown that changing opioid signaling
have been observed with currently used treatments for depression and
pathophysiology of Post-Traumatic Stress Disorder (PTSD) [3-5]. In
addition, there have been many suggestions that DOP agonists produce
potent anti-depressant and anxiolytic-like effects in rodents. Thus,
DOP has become an attractive target for psychotropic drugs. However,
several prototype DOP agonists have been reported to have severe side
effects, such as seizures in rodents and monkeys, which have limited
their clinical development [6]. Recently, novel selective and potent DOP
agonists that do not produce convulsions have been developed, unlike
prototype DOP agonists. We found that a DOP agonist with a morphine
structure, KNT-127, produced no convulsive effects, even at 100 times
higher doses, indicating anti-depressant and anxiolytic-like in rodents
[7]. Recently, in a placebo-controlled pilot trial, the selective DOP
agonist AZD2327 was reported to likely have a better anxiolytic effect
profile in patients with Anxious Major Depressive Disorder (AMDD)
[8]. Now, DOP agonists have attracted much attention as a promising
new psychotropic agent for anxiety disorders, including PTSD.

CURRENT STATUS AND ISSUES IN THE DEVELOPMENT OF THERAPEUTIC DRUGS FOR PTSD
PTSD is a condition in which, after facing the danger of death, the
memory of the experience keeps coming back like a flashback or
nightmare, regardless of one’s will, resulting in increased anxiety and
tension, and a loss of reality. In the pathophysiology of PTSD, persistence
of traumatic fear memories and impairment of fear extinction has been
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similar effects on both these drugs. Although DOP agonists have a common
robust anxiolytic-like effect, the mechanism of extinction-facilitating effect of DOP
agonists is a different from the anxiolytic-like effect. The mechanism may involve
the -arrestin independent properties of DOP agonists. We propose that biased
DOP agonists are expected to be an excellent candidate compound as therapeutic
targets for PTSD.
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implicated [9–11]. Fear extinction is an inhibitory learning process by
which a fear response developed in traumatic event is reduced after
long or repetitive retrieval of the memory of the event and is considered
as biological process underlying exposure therapy, one of a form of
cognitive behavioral therapy, for the treatment of PTSD [12,13]. From a
clinical point of view, therefore, facilitating fear extinction has attracted
attention as an effective method to enhance the exposure therapy [14].
In laboratory experiment, fear conditioning test is widely accepted as
a model of PTSD and frequently used to examine fear memory not
only in rodents but also in humans [15-17]. Briefly, fear extinction is
assessed using a serial re-exposure protocol. First, subjects are exposed
to an Unconditioned Stimulus (US), such as electrical foot shock in
combination with a Conditioned Stimulus (CS), such as a tone, light,
or experimental context. Next, subjects are re-exposed to the same CS
without US presentation as the memory retrieval session. When the
duration of the memory retrieval session is long enough, or the session is
repeated over time, fear extinction occurs and reduces the fear response.
In rodents, fear memory is evaluated by measuring a fear response
termed freezing behavior, which is complete immobilization except for
body movements necessary for respiration [18]. Another method used
to evaluate fear extinction is the fear potentiated startle paradigm [13].
Rodents that have undergone fear conditioning show a stronger startle
response to acoustic sound presentation. Fear conditioning can also be
utilized in humans [19].
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It should be noted that the relapse of fear response after exposure
therapy is one of the problems observed after the exposure therapy in
the treatment of PTSD. In animal study, there are several types of fear
relapse:
1. Spontaneous recovery, a phenomenon where extinguished fear
response reappear with the passage of time after extinction training.
2. Renewal, a phenomenon where changes in the context evoke a
recovery of fear response to an extinguished CS when the subjects reexposed to a different CS where extinction training conducted and
3. Reinstatement, a phenomenon where an extinguished fear response
recovers after the presentation of an even weaker US in the extinction
context after extinction training.
A great amount of research has conducted to establish the methods
that prevent the relapse of fear. Numerous studies have assessed
pharmacological agents capable of facilitating fear extinction
and preventing recovery of fear response, a partial agonist for
NMDA receptors, D-cycloserine, AMPA receptor potentiator,
4-(2-(phenylsulfonylamino)ethylthio)-2,6-difluoro-phenoxyacetamide
(PEPA), a selective reuptake inhibitor of endocannabinoids, AM404,
and a histone deacetylase inhibitor, valproic acid facilitate fear extinction
[12,20-23]. However, because of difficulty in the regulation of fear
memory to specifically induce extinction, these drugs are unavailable
for the clinical use to date. In actual clinical practice, monoaminergic
antidepressants such as selective serotonin reuptake inhibitors have
been used to treat PTSD, but their therapeutic effects have been
insufficient. Today, there is a need for the development of psychotropic
drugs with novel mechanisms that have a reliable therapeutic effect.

FACILITATING EFFECTS ON FEAR EXTINCTION
LEARNING OBSERVED WITH DOP AGONISTS
We recently found that systemic administration of KNT-127, a
selective DOP agonist, has an extinction-facilitating effect in the fear
conditioning test. Mice were contextually fear conditioned with eight
foot shocks (0.8 mA, 1 s duration, 30 s interval). Twenty-four hours
after conditioning, mice were re-exposed to the same context without
presentation of foot shocks. Next, 30 min before re-exposure, the mice
were intraperitoneally injected with KNT-127. On day 3, the mice were
re-exposed to the same context without foot shocks and KNT-127.
In the behavioral test on day 3, mice treated with KNT-127 showed
significant reduction in freezing behaviors. These results suggested that
in contextually conditioned fear, KNT-127 produced the anxiolytic-like
effect on day 2 and then facilitating effect on fear extinction learning
on day 3. This protocol is generally used to assess drug effects on
extinction facilitation. Interestingly, although another DOP agonist
SNC80 also produced the decreases in the freezing behaviors on day
2, SNC80 produced no effects on the day 3. These results suggested
that SNC80 produced anxiolytic-like effects, while no effects on the
extinction learning [24]. This notion is supported by the fact that
clinically available anxiolytic drug, Benzodiazepines, significantly
reduce freezing behavior only in the re-exposure on day 2, but not that
on day 3 [25].

RECENT STUDIES SUGGEST THAT DOP AGONIST
MAY HAVE BIASED LIGANDS
DOP is a G-protein-coupled receptor (GPCR) that binds primary to
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the inhibitory Gi/o family. It is now widely recognized that GPCRs
actually exist in multiple conformations and that ligands can stabilize
different active states. For example, there are two types of DOP agonists
depending on the difference in receptor internalization. Recent study
using -arrestin knockout mice indicates that high (SNC80) and low
(ARM390) internalizing DOP agonists may also differentially recruit
arrestin isoforms [26]. More recently, it is indicated that the anxiolyticlike effects of SNC80 was abolished in -arrestin knockout mice
[27]. Previous studies have shown that SNC80 effectively induces the
recruitment of -arrestin 1 and 2, whereas KNT-127 is an intermediate
β-arrestin 2 recruiters, although the inhibitory effects on the forskolininduced cAMP production in HEK293 cells expressing DOP showed
similar effects on both SNC80 and KNT-127 [28]. Taken together, we
propose that facilitating effects of fear extinction learning observed
in mice treated with KNT-127 may be mediated by an independent
mechanism of β-arrestin signaling.
Many pharmaceutical companies have tried to develop several
compounds, since DOP agonists are expected to be strong analgesics
without the risk of addiction. TAN-67 was the first non-peptide DOP
agonist and, since then, SNC80 and its derivatives were most frequently
developed [29-30]. Unfortunately, the prototype DOP agonist-like
SNC80 resulted in severe adverse effects, including convulsion and
catalepsy, in rodents and monkeys. These adverse effects remain major
issues limiting the clinical development of DOP agonists [31]. Recently,
our group succeeded in synthesizing a novel DOP agonist termed KNT127 [6,32]. KNT-127 produced neither convulsions nor catalepsy, even
at a 100-fold higher dose than that required for antidepressant-like or
anxiolytic-like effects in rodents [7]. However, the agonists did not
show a strong morphine-like analgesic effect, which inevitably led to
clinical indications as antidepressant and anxiolytic drugs.

CONCLUSION
Although DOP agonists have a common robust anxiolytic-like effect,
it has been suggested that fear extinction learning by DOP agonists
occurs through a mechanism different from that of the anxiolytic-like
effect. This mechanism may involve b-arrestin-independent properties
of DOP agonists. In summary, we propose that biased DOP agonists as
excellent candidate compounds for PTSD therapy.

DISCLOSURES
There are no conflicts of interest to declare.

REFERENCES
1. Saitoh A, Nagase H. Delta opioid receptor (DOR) ligands and pharmacology:
Development of indolo-and quinolino morphinan derivatives based on the message
address concept. Exp Pharmacol. 2016:3-19.
2. Filliol D, Ghozland S, Chluba J, et al. Mice deficient for δ-and μ-opioid receptors exhibit
opposing alterations of emotional responses. Nat Genet. 2000;25(2):195-200.
3. Gassaway MM, Rives ML, Kruegel AC, et al. The atypical antidepressant and
neurorestorative agent tianeptine is a μ-opioid receptor agonist. Transl Psychiatry.
2014;4(7):411.
4. Inturrisi CE, Alexopoulos G, Lipman R, et al. β‐endorphin immunoreactivity in the
plasma of psychiatric patients receiving electroconvulsive treatment. Ann N Y Acad Sci.
1982;398(1):413-423.
5. Nikbakhtzadeh M, Borzadaran FM, Zamani E. Protagonist Role of opioidergic system on
post-traumatic stress disorder and associated pain. Psychiatry Investig. 2020;17(6):506.
6. Nagase H, Saitoh A. Research and development of κ opioid receptor agonists and δ
opioid receptor agonists. Pharmacol Ther. 2020;205:107427.

93

Saitoh A, Kawaminami A, Yamada D. Are -Opioid Receptor Agonists with Facilitating Effects on
Fear Extinction Learning Candidates for the Treatment of Post-Traumatic Stress Disorder? J Basic Clin
Pharma.2021;12:92-94.
7. Saitoh A, Sugiyama A, Nemoto T, et al. The novel δ opioid receptor agonist KNT-127
produces antidepressant-like and antinociceptive effects in mice without producing
convulsions. Behav Brain Res.2011;223(2):271-279.

20. Chhatwal JP, Davis M, Maguschak KA, Ressler KJ. Enhancing cannabinoid
neurotransmission augments the extinction of conditioned fear. NPP. 2005;30(3):516524.

8. Richards EM, Mathews DC, Luckenbaugh DA, et al. A randomized, placebo-controlled
pilot trial of the delta opioid receptor agonist AZD2327 in anxious depression.
Psychopharmacology. 2016;233(6):1119-1130.

21. Yamada D, Zushida K, Wada K, et al. Pharmacological discrimination of extinction and
reconsolidation of contextual fear memory by a potentiator of AMPA receptors. NPP.
2009;34(12):2574-84.

9. Blechert J, Michael T, Vriends N, et al. Fear conditioning in posttraumatic stress
disorder: Evidence for delayed extinction of autonomic, experiential, and behavioural
responses. Behav Res Ther.2007;45(9):2019-2033.

22. Zushida K, Sakurai M, Wada K, et al. Facilitation of extinction learning for contextual
fear memory by PEPA: A potentiator of AMPA receptors. J Neuro Sci. 2007;27(1):158-66.

10. Fitzgerald JM, DiGangi JA, Phan KL. Functional neuroanatomy of emotion and its
regulation in PTSD. Harv Rev Psychiatry. 2018;26(3):116.
11. Rauch SL, Shin LM, Phelps EA. Neurocircuitry models of post-traumatic stress
disorder and extinction: Human neuro imaging research past, present, and future. Biol
Psychiatry. 2006;60(4):376-382.
12. Walker DL, Ressler KJ, Lu KT, et al. Facilitation of conditioned fear extinction by
systemic administration or intra-amygdala infusions of D-cycloserine as assessed with
fear-potentiated startle in rats. J Neuro Sci. 2002;22(6):2343-2351.
13. Myers KM, Davis M. Behavioral and neural analysis of extinction. Neuron.
2002;36(4):567-84.
14. Davis M, Myers KM, Chhatwal J, et al. Pharmacological treatments that facilitate
extinction of fear: Relevance to psychotherapy. Neuro Rx. 2006;3(1):82-96.
15. Delgado MR, Olsson A, Phelps EA. Extending animal models of fear conditioning to
humans. Biol Psychol. 2006;73(1):39-48.
16. Milad MR, Rauch SL, Pitman RK, et al. Fear extinction in rats: implications for human
brain imaging and anxiety disorders.
Biol Psychol. 2006;73(1):61-71.
17. VanElzakker MB, Dahlgren MK, Davis FC, et al. From pavlov to PTSD: The extinction
of conditioned fear in rodents, humans, and anxiety disorders. Neurobiol Learn Mem.
2014;113:3-18.
18. Blanchard DC, Blanchard RJ. Innate and conditioned reactions to threat in rats with
amygdaloid lesions. J Comp Physiol Psychol.1972;81(2):281.
19. Hermans D, Craske MG, Mineka S, et al. Extinction in human fear conditioning. Biol
Psychiatry. 2006;60(4):361-368.

Journal of Basic and Clinical Pharmacy

23. Bredy TW, Barad M. The histone deacetylase inhibitor valproic acid enhances acquisition,
extinction and reconsolidation of conditioned fear. Learn Mem. 2008;15(1):39-45.
24. Yamada D, Yanagisawa S, Yoshizawa K, et al. Selective agonists of the δ-opioid receptor
KNT-127 and SNC80 act differentially on extinction learning of contextual fear memory
in mice. Neuropharmacology. 2019;160:107792.
25. Sugiyama A, Saitoh A, Inagaki M, et al. Systemic administration of riluzole
enhances recognition memory and facilitates extinction of fear memory in rats.
Neuropharmacology. 2015;97:322-328.
26. Costa-Neto CM, Parreiras-E Silva LT, Bouvier M. A pluridimensional view of biased
agonism. Mol Pharmacol. 2016;90(5): 587-595.
27. Ko MJ, Chiang T, Mukadam AA, et al. β-Arrestin-dependent ERK signalling reduces
anxiety-like and conditioned fear-related behaviors in mice. Sci Signal. 2021;14(03):694.
28. Chiang T, Sansuk K, van Rijn RM. β-Arrestin 2 dependence of δ opioid receptor agonists
is correlated with alcohol intake. Br J Pharmacol. 2016;173(2):332-43.
29. Nagase H, Abe A, Portoghese PS. The facility of formation of a DELTA 6 bond in
dihydromorphinone and related opiates. J Org Chem. 1989;54(17):4120-4125.
30. Calderon SN. Nonpeptidic delta (δ) opioid agonists and antagonists of the
diarylmethylpiperazine class: What have we learned? Top Curr Chem. 2010:121-140.
31. Fujii H, Takahashi T, Nagase H. Non-peptidic δ opioid receptor agonists and antagonists
(2000–2012). Expert Opin Ther Pat. 2013;23(9):1181-1208.
32. Nagase H, Nemoto T, Matsubara A, et al. Design and synthesis of KNT-127: A
δ-opioid receptor agonist effective by systemic administration. Bioorg Med Chem Lett.
2010;20(21): 6302-6305.

94

