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Abstract: The design and development of analgesics with mixed-opioid receptor interactions has
been reported to decrease side effects, minimizing respiratory depression and reinforcing prop-
erties to generate safer analgesic therapeutics. We synthesized bis-cyclic guanidine heterocyclic
peptidomimetics from reduced tripeptides. In vitro screening with radioligand competition bind-
ing assays demonstrated variable affinity for the mu-opioid receptor (MOR), delta-opioid receptor
(DOR), and kappa-opioid receptor (KOR) across the series, with compound 1968-22 displaying good
affinity for all three receptors. Central intracerebroventricular (i.c.v.) administration of 1968-22
produced dose-dependent, opioid receptor-mediated antinociception in the mouse 55 °C warm-water
tail-withdrawal assay, and 1968-22 also produced significant antinociception up to 80 min after oral
administration (10 mg/kg, p.o.). Compound 1968-22 was detected in the brain 5 min after intravenous
administration and was shown to be stable in the blood for at least 30 min. Central administration of
1968-22 did not produce significant respiratory depression, locomotor effects or conditioned place
preference or aversion. The data suggest these bis-cyclic guanidine heterocyclic peptidomimetics with
multifunctional opioid receptor activity may hold potential as new analgesics with fewer liabilities
of use.

Keywords: heterocyclic peptidomimetics; combinatorial chemistry; solid-phase synthesis; opioid
receptors; multifunctional opioid agonist; antinociception

1. Introduction

Pain is a major health problem that substantially reduces quality of life and imparts
high health costs and economic loss to society. The urgent medical need for novel and safe
analgesics with high efficacy has fueled intense research. The pharmacological differences
produced by activation of the three opioid receptors encourage the search for compounds
that produce analgesia without the deleterious side effects of morphine or other clinically
used opioid analgesics. Despite more than 60 years of effort to understand the pharmaco-
logical intricacies of the opioid receptor family [1-6], most current clinically-used opioid
analgesics are mu-opioid receptor (MOR) agonists and retain serious side effects [4,7-9].
Analgesic effects can also be mediated through other members of the opioid receptor
family, such as the kappa-opioid receptor (KOR) and delta-opioid receptor (DOR), and
the related nociceptin/orphanin FQ peptide receptor (NOP receptor) [9-11]. There is a
growing interest for the generation of multifunctional ligands: novel opioid analgesics that
can bind with high affinity and activate multiple receptors, opioid or otherwise [10,12-19].
Opioids possessing activity at more than one receptor have been suggested to produce
potent analgesia with reduced undesirable effects [20]. Examples of multifunctional opioid
receptors ligands targeting multiple opioid receptors with improved analgesic effects and
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reduced side effects include the bifunctional MOR/NOP receptor agonists SR16835/ AT-202
and SR14150/AT-200, which have been shown to simultaneously activate both NOP and
mu-opioid receptors to produce a wider therapeutic window and alleviate severe pain
conditions [16,21]. Another example is the multifunctional opioid agonist dihydroetor-
phine, which binds the three opioid receptors with nanomolar affinity or better [22,23], and
produces analgesia up to 12,000-fold more potent than morphine [16,22,23]. Similarly, the
efficacy of LP1 in the treatment of persistent pain conditions has been ascribed to its dual
MOR/DOR agonist activity [14,24,25]. Seeking promising analgesics with mixed-opioid
agonism, we recently reported the synthesis of a series of diazaheterocyclics from reduced
tripeptides and their in vitro screening with radioligand competition binding assays [13].
We identified compounds with varying affinity for the three opioid receptors in vitro, with
subsequent antinociception in vivo of the diimidazodiazepine 14 (Figure 1) being attributed
to agonist activity at all three opioid receptors (although with a preference for DOR [13]).
Compound 14 showed limited tolerance when administered i.c.v. and tested in an acute
tolerance paradigm [13], consistent with evidence suggesting multifunctional opioids may
produce less tolerance. Moreover, upon central administration of doses producing maximal
antinociception, compound 14 did not produce effects in place-conditioning or locomotor
assays. Together, these results suggest possible advantages for mixed-activity opioid ago-
nists in the face of clinical liabilities produced by morphine and other receptor-selective
opioid agonists [13]. Structurally diverse ligands are also useful probes for studying the
mechanisms of analgesic efficacy, addiction, and tolerance, let alone to develop effective
new analgesics or other therapeutics [2,4,10,26,27].

Diimidazodiazepine 14 '3

p= Ki: 721 £35nM
x=Ki: 23 £12 nM
o: Ki= 3216 nM

Figure 1. Structure and opioid receptor affinity of the diimidazodiazepine, 14 (from ref!3).

Extending our earlier studies synthesizing novel agents from resin-bound peptides, we
report presently the synthesis and in vitro and in vivo characterization of opioid activity of
a series of bis-cyclic guanidine compounds derived from resin-bound reduced tripeptides:
the TPI-1968-series. We have previously used our approach for the exhaustive reduction
of resin-bound amides to generate resin-bound polyamines, used in turn as templates
for the solid-phase synthesis of highly diverse heterocyclic libraries [28-38]. The amino
acid side chains in polypeptide hormones, neurotransmitters, growth factors, substrates,
antigens, and other bioactive peptides have been established as important pharmacophores
for receptor/acceptor binding and signal transduction, and are determinant for the iden-
tification of new analgesics [39-45]. Previous reports from our lab show the utility of the
transformation of linear peptides to peptidomimetics and heterocyclic peptidomimetics for
the identification of several low-molecular-weight compounds in opioid receptor binding
assays as potential pain modulators [13,31,45-49]. Likewise, we and others have validated
cyclic guanidine analogs as potential pain modulators. Guanidinium and amino imida-
zolinium derivatives of N-4-piperydyl-propanamides were shown to have high affinity
for mu-opioid receptors [50]. Interestingly, guanidines were used to improve the physic-
ochemical characteristics of the putative endogenous MOR agonist EM-1, subsequently
achieving greater blood-brain barrier (BBB) permeation [50]. Our group reported the
screening and deconvolution of a bicyclic guanidine library derived from resin-bound
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reduced tripeptides led to the identification of an individual bicyclic guanidine with good
affinity (ICs value = 37 nM) for the KOR [51]. We also identified novel potent, low-liability
antinociceptive pyrrolidine-tethered bis-cyclic guanidines from the direct in vivo screening
of a large mixture-based combinatorial library [49]. Two compounds so identified demon-
strated a dose-dependent antinociception three to five-times greater than morphine that
was antagonized by mu- and/or kappa-opioid receptor-selective antagonists, and yet did
not produce significant respiratory depression, hyperlocomotion, or conditioned place
preference [49].

Presently, the TPI-1968 series compounds were subjected to initial pharmacological
screening in vitro for opioid receptor affinity with radioligand competition binding assays.
The antinociceptive activity of six opioid ligands so identified were then characterized
in vivo with the mouse 55 °C warm-water tail-withdrawal test after (i.c.v.) administration,
and for lead bis-cyclic guanidine 1968-22, oral (p.o.) administration, and opioid receptor
agonist and antagonist profiles were assessed. Bioavailability of 1968-22 in both the blood
and brain was evaluated up to 30 min after intravenous (i.v.) administration. Finally, the
effect on acute antinociceptive tolerance, coordinated locomotor activity, respiration, and
place-conditioning preference was investigated to evaluate potential liabilities of use.

2. Results

We successfully used resin-bound polyamines for the generation of a large number
of heterocyclic compounds [30,35,52]. We performed the parallel synthesis of 64 bis-cyclic
guanidine’s analogs of the highly active permethylated YYF that was previously identified
(at a screening concentration of 0.5 nM) as a MOR antagonist [31]. As outlined in Scheme 1,
chiral polyamines were generated in our laboratory following exhaustive reduction of
resin-bound peptides [30,35]. The reaction conditions were successfully optimized and
all chemical modifications of the functionalized amino acid side chains were studied. As
was reported in numerous publications, typical reaction conditions consist of the treatment
of resin-bound polyamides with the complex BH3-THF [28,30]. The generated resin-
bound tetraamines containing three secondary amines and one terminal primary amine
(Scheme 1) were treated with cyanogen bromide to promote cleavage from the resin of the
corresponding bis-cyclic guanidines in the TPI-1968 series.

1
H B9y B y K R NH
M e B @R A R e | L
) " Gt e i N
o R2 O R2 2) HF \\(_>>N\)\
R1 R2 R3
R! R?and R®
PN PN TPI-1968

Scheme 1. Parallel synthesis of bis-cyclic guanidines from resin-bound reduced tripeptides.

Based on previous studies from our laboratory [31,45,48,53-57] and other groups [39,43,44,58],
tyrosine and aromatic residues were universally found in the expansive family of opioid
peptide and peptidomimetic ligands. As analogs of phenyl and hydroxyphenyl groups, we
also used the non-natural amino acid 2,6-dimethyl-L-tyrosine (Dmt), which has become
one of the most widely used amino acids in the synthesis of opioid peptides and pseu-
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OH

1968-22
C27H38N60O2
Exact Mass: 478.31
p: Ki=7 nM
k: Ki= 218 nM
3: Ki= 265 nM

220

1968-13
Ca5H34N6O
Exact Mass: 434.28
p: Ki= 16 nM
k: Ki= 264 nM
5: Ki= 798 nM

OH

dopeptides [43,59-61]. The residue Dmt plays a crucial role in the proliferation of opioid
peptides with high receptor affinity (with a K; value equal to or less than 1 nM) and potent
bioactivity [59]. Thus, selecting Phe, Tyr, Ala and Dmt for the first position of diversity
(R'), and Phe, Tyr, Leu and Dmt for the positions of diversities (R?) and (R%), we performed
the parallel synthesis of 64 (4 x 4 x 4) bis-cyclic guanidines. All the compounds were
purified and tested in competitive radioreceptor assay for opioid activity in mu, delta, and
kappa-opioid receptors (see Supplementary Materials). Twenty-six bicyclic guanidines
with activities (K; values) ranging between 7 and 93 nM for the MOR were identified
(Supplementary Materials), with eight compounds demonstrating MOR affinity of 30 nM
or less (Scheme 2). Some of the compounds also demonstrated modest affinity for kappa
and/or delta-receptors, notably 1968-19 (with a K; value of 66 nM for the KOR), and to a
lesser degree 1968-22, with moderate K; values of 218 nM and 265 nM for the KOR and
DOR, respectively.

OH

HNJghiH/\ HN\iiL/g\ HN\(NHp/
ﬁ/ HNS:RHMQ ©5/ HN//\'\NH N %N\:;S:RHY

OH
1968-16 1968-4 1968-19

Ca2s5H34N6O2 C31H3N6O2 C22H36N6O
Exact Mass: 450.27 Exact Mass: 526.31 Exact Mass: 400.30

p: Ki= 8 nM p: Ki= 13 nM p: Ki= 15 nM

k: Ki= 269 nM k: Ki= 244 nM k: Ki= 66 nM

8: Ki=697 nM 8: Ki= 874 nM 8: Ki= 1095 nM

OH

NH Q HN\(
N\/\N N\/\N N\/\wa
HN//\"NH //\NNH/d ©§ HN//\N é

HO OH
1968-55 1968-7 1968-1
C31H38N6O2 C31H3sN6O3 C31H38N6O
Exact Mass: 526.31 Exact Mass: 542.30 Exact Mass: 510.31
p: Ki= 30 nM p: Ki= 30 nM p: Ki= 30 nM
x: Ki= 579 nM x: Ki= 1388 nM k: Ki= 763 nM
8: Ki= 1219 nM 8: Ki=1997 nM 8: Ki=526 nM

Scheme 2. Chemical structures of the most active bis-cyclic guanidines with affinity for MOR, KOR
and DOR receptors.

2.1. In Vivo Pharmacological Evaluation

Selected 1968-series compounds were initially evaluated for their antinociceptive ac-
tivity in the 55 °C warm-water tail-withdrawal assay in C57BL/6] mice following i.c.v.
administration (Figure 2). All of the compounds produced time- and dose-dependent
antinociception (each p < 0.05; Two-way RM ANOVA; see Table 1). On balance, peak
antinociception was produced 20 min after i.c.v administration for all compounds except
1968-4 and the reference compound morphine, which both displayed peak antinociception
30 min after administration. At maximum doses tested, the duration of significant antinoci-
ception (p < 0.05; Dunnett’s post hoc test) varied from 60 min (1968-4, -45 and -47) to 70 min
(1968-16, -22 and -24). All of the compounds exhibited full and potent antinociception
except for compounds 1968-4 and 1968-47 (Figure 2A), which produced approximately 60%
and 72% antinociception, respectively, at the highest dose tested (30 nmol). Morphine and
the 1968-series compounds all displayed varying potencies, with 1968-22 proving signifi-
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% Antinociception (+ SEM)

cantly different (F(5 214y = 62.8; p < 0.0001, nonlinear regression modeling; Figure 2A). While
the potencies of most 1968 compounds were comparable to that of morphine (Table 1), the
EDs5g (and 95% confidence interval) value of 1968-22 was 0.011 (0.005-0.026) nmol, i.c.v.,
over 264-fold more potent than morphine. Moreover, both 1968-4 and 1968-22 demon-
strated significant antinociception (F1,77) = 4.72, p < 0.0001; Two-way RM ANOVA) in the
tail-withdrawal assay after oral (p.0.) administration of a 10 mg/kg dose (Figure 2B). While
antinociception induced by 1968-4 was brief, 1968-22 produced significant antinociception
up to 80 min after oral administration (p < 0.05, Sidak’s multiple comparison test).

—®— Morphine

—=— 1968-4 —BW— 196822 —@— 1968-45 B
—A— 1968-16

100
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Figure 2. Antinociceptive activity of 1968-series compounds in the 55 °C warm-water tail-withdrawal
assay. (A): Dose-dependent antinociception following i.c.v. administration of 1968-series compounds
in C57BL/6] mice. Morphine is included as positive control. All points represent antinociception
at peak response, which occurred 20-30 min after administration. (B): Antinociceptive time course
of vehicle (1:1:8) 1968-4 or 1968-22 following oral (p.o.) administration. Points represent average
% antinociception = SEM from eight mice (16 for 1 nmol dose of morphine) for each set presented.
*p < 0.05 vs. vehicle at matching time point; Sidak’s post hoc test.

Table 1. Summary of in vivo opioid antinociceptive activity of morphine and the 1968-series compounds.

EDs5g (and 95% Confidence Interval (C.I.)) Values

Compound i.c.v. (nmol) Two-Way RM ANOVA
1968-4 * 20.8 (5.52-127.1) Fo4. 204 = 4.51, p < 0.0001
1968-16 2.00 (0.5-7.45) Fa0,350) = 9:98, p < 0.0001
1968-22 0.011 (0.005-0.026) F(35,204) = 19.8, p < 0.0001
1968-24 3.76 (2.21-6.52) F16,168) = 34.1, p < 0.0001
1968-45 429 (1.33-13.1) F21,196) = 7.09, p < 0.0001

1968-47 * 5.72 (1.13-29.6) F1,196) = 5.79, p < 0.0001
Morphine 3.09 (2.76-3.50) -

* Maximum antinociception (~80%) not achieved, EDs( value estimated from available values. Two-way ANOVA
values report factors Dose x Time, with Dunnett’s post hoc testing.

2.2. Opioid Receptor Selectivity of Antinociception Induced by 1968-Series Compounds

Pretreatment of mice with the opioid antagonist naloxone (10 mg/kg, s.c., —15 min)
was used to assess receptor contribution to the observed antinociception induced by
maximal tested doses of each 1968-series compound tested. Naloxone pretreatment (15 min)
demonstrated opioid receptor mediation of all antinociception, as this opioid antagonist
significantly reduced the antinociceptive effects of all five analogs (F(5 g4) = 7.12, p < 0.0001,
two-way ANOVA with Sidak’s post hoc test; Figure 3A). As 1968-16 and 1968-22 proved
most susceptible to antagonism by naloxone, the individual opioid receptor contributions
to their observed antinociception were then determined by pretreating the mice with
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[:l 1968-series compound alone (nmol, i.c.v.)
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Naloxone (10 mg/kg, s.c. -15 min), then:
1968-series compound (nmol, i.c.v.)

4
30

1968 compound (Dose nmol, i.c.v.)

the receptor-selective antagonists 3-FNA (10 mg/kg, i.p., —24 h; for the MOR), nor-BNI
(10 mg/kg, i.p., —24 h; for the KOR), or naltrindole (20 mg/kg., i.p., —20 min; for the DOR),
before administering 1968-16 (at 30 nmol, i.c.v.) or 1968-22 (at 0.3 nmol, i.c.v.; Figure 3B).
Treatment with these antagonists significantly reduced antinociception produced by either
compounds (F(3 56) = 84.56, p < 0.0001, two-way ANOVA). 3-FNA, nor-BNI, and naltrindole
all significantly antagonized the antinociception of each compound (p < 0.0001, Tukey’s
post hoc test). Collectively, these results suggest that all three opioid receptors contributed
to the antinociception produced by these two bicyclic guanidine compounds.

1968 Compound (i.c.v.) with pretreatment:
[l 16 alone W22 alone

B [16 + B-FNA N 22 + B-FNA

16 + nor-BNI B8 22 + nor-BNI

T r Bl 16 + Naltrindole 8 22 + Naltrindole

100
90
80
70

60 |-
50 +
40
30 +
20 |
10

*

*
*

NN
ANNNNNNNNNNSN
AONNNNNNNNY

16 22 24 45 47
30 03 10 30 10

1968-16 1968-22
30 nmol 0.3 nmol

% Antinociception £ SEM

Figure 3. Evaluation of opioid receptor involvement in the antinociceptive activity of the 1968-series
bicyclic guanidine compounds in the 55 °C warm-water tail-withdrawal assay at peak antinociception
after (A) i.c.v. administration in mice pretreated with the non-selective opioid receptor antagonist
naloxone (10 mg/kg., s.c., —15 min), or (B) 20 min after i.c.v. administration in mice pretreated with
the selective MOR antagonist 3-FNA (10 mg/kg, i.p., —24 h), the selective KOR antagonist nor-BNI
(10 mg/kg, i.p., —24 h), or the selective DOR antagonist naltrindole (20 mg/kg, i.p., —20 min). Points
represent average % antinociception £ SEM from eight mice for each bar. * significantly different from
response of 1968-series compound alone (p < 0.05; two-way ANOVA with (A) Sidak’s or (B) Tukey’s
multiple comparisons post hoc test).

2.3. Determination of Opioid Receptor-Mediated Selective Antagonist Activity of 1968-22

Potential opioid antagonist activity of 1968-22 was next assessed, with mice pretreated
with 1968-22 administered either the KOR-selective agonist U50,488 (10 mg/kg, i.p.), the
MOR-preferring agonist morphine (10 mg/kg, i.p.), or the DOR-selective agonist SNC-80
(100 nmol, i.c.v.). A 2.5 h pretreatment with 1968-22 (0.3 nmol, i.c.v.) did not have an effect
on morphine- or U50,488-induced antinociception, but significantly antagonized SNC-80
(Fo,55) = 6.27, p = 0.004, two-way ANOVA with Sidak’s post hoc test; Figure 4A). 1968-22
antagonism of SNC-80 proved to be dose-dependent (F(439) = 9.43, p < 0.0001, one-way
ANOVA with Dunnett’s post hoc test), with a maximal antagonism observed with a 3 nmol,
i.c.v. pretreatment (Figure 4B). Collectively, these results suggest that 1968-22 possesses
multifunctional pan-opioid agonist/DOR antagonist activity.

2.4. Assessment of Pharmacokinetic Stability and CNS Penetration of Bis-Cyclic Guanidine 1968-22

The most potent of the tested compounds, 1968-22, was selected for further study. To
assess the stability of 1968-22 in plasma and evaluate CNS penetration, blood and perfused
brains were collected from mice 5, 15, and 30 min after (i.v.) administration of the bis-cyclic
guanidine (10 mg/kg, i.v.). 1968-22 was readily detected by LC—MS/MS analysis in serum
samples within 5 min of administration and remained detectable 30 min later (Figure 5),
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indicating stability in mouse plasma. In contrast, negligible levels of 1968-22 were detected
in perfused brain samples at any time point, further suggesting poor penetration across the
blood-brain barrier.

mmmm Morphine (10 mg/kg, i.p.)
mmm U50,488 (10 mg/kg, i.p.) B
mmmm SNC-80 (100 nmol, i.c.v.)

100
90

1968-22
—- SNC-80 (100 nmol, i.c.v.)

- +

80
70
60
50
40
30
20
10

0 1111l L1011l 1

S
-t -+ S0 03 13

LI [N B S B N N N N N B B B N B |

% Antinociception (+ SEM)

1968-22 (0.3 nmol, i.c.v.; -2.5 h)

S 1968-22 (nmol, i.c.v.; -2.5 h)

Figure 4. Opioid antagonist activity of 1968-22 in the 55 °C warm-water tail-withdrawal assay.
(A): Mice were pretreated with 1968-22 (0.3 nmol., i.c.v.) 2 h prior to the administration of the
MOR-preferring agonist morphine (10 mg/kg., i.p.), the KOR-selective agonist U50,488 (10 mg/kg.,
i.p.), or the DOR-selective agonist SNC-30 (100 nmol, i.c.v.) to assess potential antagonism through
the reduction of the antinociceptive effect of the opioid agonist. (B): 1968-22 dose-dependently
antagonizes SNC-80. Mean % antinociception == SEM from eight mice for each bar. * significantly
different from response of agonist alone (p < 0.05); (A) two-way ANOVA or (B) one-way ANOVA
with (A) Tukey’s or (B) Dunnett’s multiple comparison post hoc test.

20000-
= 15000-
Ll
(/)]
41 10000
&)
2 5000
04
s e e 3
z

Minutes after harvest

O
)

Figure 5. LC-MS/MS analysis of 1968-22 (10 nmol, i.v.) in blood and brain samples isolated from
treated mice over 30 min. Control mice received vehicle (10% Ethanol/10%Tween-80/80% 0.9%
saline) and were harvested immediately. Points are mean AUC 4 SEM for the summed ion extracted
chromatographs of 1968-22 from three mice/time points.

2.5. In Vivo Assessment of Opioid-Related Liabilities of 1968-22

Given its potency and multifunctional pharmacological activity, 1968-22 was subsequently
assessed for several potential liabilities produced by opioid agonists, specifically analgesic
tolerance, hyperlocomotion, respiratory depression, and conditioned place preference.
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2.6. Assessment of Acute Antinociceptive Tolerance

1968-22 was tested in a model of acute antinociceptive tolerance with repeated dosing
(at 0 and 8 h, 0.001-100 nmol, i.c.v.) of morphine or 1968-22 [62,63]. The development
of acute antinociceptive tolerance was assessed by pretreating with the EDsj i.c.v. dose
of the test compound, followed 8 h later by treatment with one of a range of graded
doses; antinociceptive tolerance was indicated by a significant increase in the ED5( value
compared to the value observed in naive animals. As expected, morphine demonstrated
acute antinociceptive tolerance, with a 7.71-fold rightward shift in the dose-response
curve of the second dose administered (to 23.8 (17.0-31.6) nmol, i.c.v.; Figure 6). 1968-22
demonstrated greater acute antinociceptive tolerance than morphine, with a 14.6-fold
rightward shift in its second dose-response curve (to 0.18 (0.09-0.32) nmol, i.c.v).

Morphine 1968-22
—8— TimeOh -€-+8h —@— TimeOh -g--+8h

M

100
90
80
70
60
50
40
30
20
10

0 1 Lol 1 1aiiin L1l Ll Lo

0.001 001 0.1 1 10 100
Dose (nmol, i.c.v.)

Ll

% Antinociception + S

Figure 6. Assessment of potential acute antinociceptive tolerance in the 55 °C warm-water tail-
withdrawal assay following i.c.v. administration of morphine (circles) or 1968-22 (squares). Points
report antinociception at peak response in naive mice (Time 0 h) and mice that were previously
administered an ED5 dose of test compound (as listed) prior to additional administration of a dose
of test compound eight hours later (Time 8 h). Points represent average % antinociception = SEM
from 8 to 12 mice for each set presented.

2.7. Evaluation of Respiratory and Spontaneous Locomotor Effects of 1968-22

Mice were tested in the Comprehensive Laboratory Animal Monitoring System
(CLAMS) to assess the effect of 1968-22 on spontaneous respiration rates and locomo-
tor activity (Figure 7). As expected, over 2 h the positive control morphine (100 nmol,
i.c.v.) produced significant, time-dependent respiratory depression compared to vehicle
(040 min; F(5 g5, = 2.74, p = 0.02, two-way RM ANOVA with Dunnett’s multiple comparison
post hoc test; Figure 7A), whereas treatment with 1968-22 (100 nmol, i.c.v.) resulted in signif-
icant (F(20255) = 2.75, p = 0.0001, two-way RM ANOVA), dose- and time-dependent increases
in respiration rates (20-40 and 60-80 min; p < 0.05, Dunnett’s post hoc test; Figure 7A).
Lower doses of 1968-22 (0.3, 1 or 10 nmol, i.c.v.) did not have any significant effect on
respiration compared to vehicle (Figure 7A). Of interest, a 100 nmol i.c.v. dose of both
morphine (F(5g5 = 6.60, p < 0.0001, two-way RM ANOVA) and 1968-22 (F (29255 = 3.52,
p <0.0001, two-way RM ANOVA) had significant effects on ambulation compared to ve-
hicle, demonstrating elevated ambulations at several time points (Figure 7B). In contrast,
lower doses of 1968-22 were without significant effect (1 or 10 nmol), or produced brief
reductions in ambulations (0.3 nmol, i.c.v., 0-20 min; p = 0.03, Dunnett’s post hoc test).
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Figure 7. Effects of 1968-22 on (A) respiration and (B) ambulation in C57BL/6] mice tested in
the CLAMS/Oxymax system. Respiration and ambulation were monitored after administration of
morphine (100 nmol, i.c.v.), 1968-22 (0.3, 1, 10 or 100 nmol, i.c.v.) or vehicle using the CLAMS/Oxymax
system. Data from eight mice presented as % vehicle response = SEM; breaths per minute, BPM (A)
or ambulation, XAMB (B). * significantly different from vehicle control response (p < 0.05); two-way
RM ANOVA with Dunnett’s multiple comparison post hoc test.

2.8. Evaluation of Potential Reinforcing or Aversive Properties of 1968-22

1968-22 was assessed with a conditioned place preference assay (Figure 8). After
two days of place conditioning, morphine (10 mg/kg, i.p.) induced significant place
preference for the morphine-paired chamber, whereas U50,488 (10 mg/kg, i.p.) induced a
significant conditioned place avoidance (F 4,0y = 7.37, p < 0.0001; two-way ANOVA with
Sidak’s multiple comparison post hoc test; Figure 8). However, mice place conditioned
with 1968-22 at doses of 0.1, 1 or 10 nmol, i.c.v. demonstrated no significant preference or
aversion for their respective drug-paired chamber.
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Figure 8. Assessment of potential rewarding or aversive properties of 1968-22 in the conditioned
place preference test. Counterbalanced place conditioning of C57BL/6] mice was performed daily for
two days with morphine or U50,488 (100 nmol, i.c.v., each), or 1968-22 (0.1, 1 or 10 nmol, i.c.v.). Data
are presented as mean difference in time spent on the drug-paired side + SEM, with positive and
negative values indicating a preference for and avoidance of the drug-paired chamber, respectively.
The left bar in each pair is the pre-conditioning response, and the right (striped) bar in each pair is
the post-conditioning response. * Significantly different from matching pre-conditioning preference
(p < 0.05), two-way ANOVA. n = 15-22 mice/compound.
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3. Discussion

Extending our previous studies, the current TPI-1968 series of bis-cyclic guanidine
compounds derived from resin-bound reduced tripeptides demonstrates the potential
of multifunctional opioid agonists in the ongoing search for efficacious analgesics with
reduced side effects. Central (i.c.v.) administration of the lead compound 1968-22 produced
opioid receptor-mediated antinociception without antinociceptive tolerance, locomotor
hyperactivity or impairment, or conditioned place preference. Moreover, 1968-22 demon-
strated antinociception lasting at least 120 min after oral (p.0.) administration in the
tail-withdrawal assay. LC—MS/MS analysis detected significant levels of 1968-22 in blood,
but not brain, samples analyzed up to 30 min after i.v. administration, strongly suggesting
compound stability in plasma with negligible CNS penetration.

Compound 1968-22 demonstrates a profile of multifunctional opioid agonism in vivo,
displaying potent dose- and time-dependent antinociception blocked fully by pretreat-
ment with the opioid antagonist, naloxone, or significantly by individual opioid receptor-
selective antagonists. These results are consistent with previous demonstrations where
multifunctional opioids produce a potent antinociception attributed to synergistic agonist
activity at multiple opioid receptors, such as the synergistic MOR/KOR agonist activity
observed with the cyclic tetrapeptide cyclo[Pro-Sar-Phe-D-Phe] [64,65]. Notably, activa-
tion of multiple opioid receptors to produce synergistic analgesia has been demonstrated
repeatedly through studies co-administrating MOR, KOR and DOR agonists [66,67], in-
cluding a study co-administering the MOR agonist DAMGO and either the KOR agonist
U50,488 or DOR agonist DPDPE that generated dose-dependent, synergistic increases in
antinociception [68,69]. The three opioid receptors are expressed in the peripheral sensory
neurons, spinal cord and supraspinal regions that regulate nociception [69], supporting the
interpretation that activation of all three types of opioid receptors could produce additive
or synergistic antinociception of greater potency, as observed presently.

A major liability of clinically used MOR-selective agonists is that they cause significant
tolerance upon repeated administration. Consistent with this and earlier demonstrations [63],
a second administration of morphine presently produced acute antinociceptive tolerance.
Compounds possessing multifunctional opioid agonism have been reported to produce less
tolerance [13]. Our lead compound 1968-22 demonstrated mixed opioid receptor agonist ac-
tivity, producing antinociception through the MOR, KOR, and DOR (though with perhaps a
higher preference for DOR). However, in contrast with the absence of acute antinociception
tolerance attributed to the mixed-opioid agonist activity for diimidazodiazepine 14 [13] or
other mixed-opioid agonists [70-75] in other models, 1968-22 showed significant tolerance
when administered i.c.v. and tested in an acute tolerance paradigm [63].

However, 1968-22 presently lacked many of the characteristic liabilities of established
MOR agonists, including respiratory depression or conditioned place preference indica-
tive of abuse potential. Multifunction opioids have been previously reported to display
fewer side effects and clinical liabilities than observed by receptor-selective agonists [20].
For instance, the multifunctional KOR partial agonist/MOR antagonist nalbuphine pro-
duces analgesia with negligible respiratory effects and minimal abuse potential in both
human and animal studies [76,77], and a number of multifunctional MOR agonists/DOR
antagonists have demonstrated potent antinociception in animal studies with significantly
reduced tolerance and physical dependence [17]. Admittedly, these examples draw on a
combination of opioid agonist and antagonist activity. The demonstrated DOR antagonism
of 1968-22 might have provided this benefit, although this pharmacological activity was
mostly observed at higher doses than required for antinociceptive activity. Alternatively, the
contrasting side effects of MOR and KOR agonism identified in 1968-22 may further coun-
teract one another’s undesired effects, improving the therapeutic index. For instance, while
MOR-selective agonists induce hyperlocomotion and are reinforcing, and KOR-selective
agonists such as U50,488 both suppress coordinated locomotor activity [78] and cause con-
ditioned place aversion [79,80], multifunctional opioids such as cyclo[Pro-Sar-Phe-D-Phe]
demonstrate no such effects; behaviors attributed to the offsetting contributions of MOR
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and KOR agonism [62,65]. Notably, a handful of reports have shown KOR agonists to in-
crease respiration, reversing MOR agonist-mediated respiratory depression [81,82]. Similar
to these observations, the absence of respiratory depression induced by cyclo[Pro-Sar-Phe-
D-Phe] was attributed to contributions of KOR agonist activity to the multifunctional
MOR/KOR agonism [65]. These effects were confirmed by robust respiratory depression
when the multifunctional cyclic tetrapeptide was administered to KOR KO mice [65]. To-
gether with the present findings, the combination of multifunctional agonist activity at
the three opioid receptors seems to minimize typical side effects relative to the gains in
antinociceptive efficacy, as demonstrated by 1968-22. It should be acknowledged that
1968-22 may display liabilities in different assays such as rodent self-administration, or
different testing conditions such as peripheral administration of higher doses. Still, the
current results suggest future work exploring the ratio of opioid receptor agonism required
to modulate and /or mitigate liabilities of receptor-selective agonists, such as with opioid
receptor knockout mice, would be of value to better understand this relationship.

Finally, while our data suggests 1968-22 is orally active, it must be noted that limited
supply of 1968-22 precluded expanded studies utilizing peripheral administration. Such
testing is of interest, as 1968-22 was detectable in plasma but not the brain after i.v. admin-
istration. These results raise the interpretation that 1968-22 is poorly or impermeable to
the blood-brain barrier. Notably, our diimidazodiazepine 14 [13] also showed minimal
brain penetration after oral administration [13], and was subsequently suggested to be
peripherally restricted. While the current multifunctional data were deliberately based on
central (i.c.v.) administration to avoid potential confounds of biological barrier permeabil-
ity, additional studies of this property with both pharmacokinetic and pharmacological
methods such as systematic application of naloxone methiodide [13] are warranted to
address this question.

In conclusion, our synthesis of bis-cyclic guanidine heterocyclic peptidomimetics from
reduced tripeptides yielded compounds with a variable range of affinities for the three
opioid receptors, with compound 1968-22 displaying good affinity for MOR, DOR and KOR.
Central intracerebroventricular (i.c.v.) administration of 1968-22 produced dose-dependent,
opioid receptor-mediated antinociception in the mouse 55 °C warm-water tail-withdrawal
assay, but did not produce locomotor effects, or conditioned place preference or aversion.
The data suggest these bis-cyclic guanidine heterocyclic peptidomimetics with mixed-
opioid receptor activity may hold potential as new analgesics with fewer liabilities of use.

4. Materials and Methods
4.1. Chemistry Synthesis

All the reagents, amino acids, and solvents were commercial grade. LC-MS (ESI)
traces were recorded on samples with concentrations of 1 mg/mL in 50:50 MeCN /water
at both 214 nm and 254 nm using a reverse phase Vydac column with a gradient of 5 to
95% formic acid in MeCN. The purity of the crude samples was estimated based on the
UV traces recorded (214 nm and 254 nm). Hydrofluoric acid cleaves were performed in
specially equipped and ventilated hoods with full personal protective equipment. All
synthesized compounds were purified by RP-HPLC (Shimadzu Prominence HPLC system,
Kyoto, Japan).

The identity and purity of the compounds were verified by Shimatzu HPLC and
mass spectra under the following conditions: column, Phenomenex Luna 150 x 21.20 mm,
5 micron, C18; mobile phase, (A) H,O (+0.1% Formic acid)/(B) MeCN (+0.1% Formic acid),
and 3 gradient methods used based on compound hydrophobicity (2% B to 20% B, 11 min;
25% B to 45% B, 31 min; 45% B to 65% B, 21 min); flow rate, 12 mL/min; detection, UV
214 nm. All chirality data were generated from the corresponding amino acids. Under our
reaction conditions, the epimerization is minimized to less than 5% [31,35,83,84].
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4.2. Typical Procedure for the Individual Synthesis of Bis-Cyclic Guanidine

All individual 1968 series compounds were synthesized in parallel following the
strategy outlined in Scheme 1 [85]. 100 mg of p-methylbenzdrylamine (pMBHA) resin per
compound (1.2 mmol/g, 100-200 mesh) was sealed in a mesh “tea-bag”, [86] neutralized
with 5% diisopropylethylamine (DIEA) in dichloromethane (DCM), and subsequently
swelled with additional DCM washes. Boc-amino acid (6 equiv., 0.1 M in DMF) was
coupled to MBHA resin using the classical coupling reagents, DIC and HOBt (6 equiv.
each), for 2 h at room temperature, followed by washes with DMF and DCM (3 times). The
Boc group was deprotected using 55% TFA in DCM for 30 min, followed by neutralization
with 5% DIEA in DCM. Subsequent couplings of Boc-amino acid and deprotections of the
Boc group were performed to yield a tripeptide. The completeness of the couplings was
monitored by the ninhydrin test.

Exhaustive reduction of the amide bonds: the resin-bound tripeptides were treated
in 50 mL glass conical tubes under nitrogen with borane-THF complex (1 M, 40 equiv.)
at 65 °C for 72 h, followed by decantation of the reaction solution and quenching with
MeOH [30]. Following washes with THF (4 times), the resin was treated with piperidine
at 65 °C for 20 h to disproportionate the borane complexes. Following decantation of
the piperidine-borane solution, the resin packet was washed with DMF (4 times), DCM
(4 times) and MeOH (2 times), and dried.

The generated resin-bound tetra-amine was treated with CNBr (3 equiv., 0.02 M in
DCM) under anhydrous conditions for 3 h, followed by washes with DCM (3 times). The
desired compound was cleaved from the resin in the presence of anhydrous HF/anisole
(95:5) at 0 °C for 1.5 h, and the cleaved product was extracted with 95% acetic acid in HO
and lyophilized.

Physiochemical properties and results of analysis with "H NMR and '3C NMR are reported
for the lead compounds 1968-1, 1968-4, 1968-16 and 1968-22 in the Supplementary Materials.

4.3. In Vitro Radioligand Competition Binding Assays

MOR binding assay: Rat cortices were homogenized using 50 mM Tris, pH 7.4, and
centrifuged at 16,500 rpm for 10 min. The pellets were resuspended in fresh buffer and
incubated at 37 °C for 30 min. Following incubation, the suspensions were centrifuged as
before, the resulting pellets were resuspended in 100 volumes of 50 mM Tris, pH 7.4 plus
2 mg/mL bovine serum and the suspensions combined. Each assay tube contained 0.5 mL
of membrane suspension, 2 nM [*H]-DAMGO, and 0.02 mg/mL mixture in a total volume
of 0.65 mL [13,45,53,55].

KOR binding assay: Guinea pig cortices and cerebella were homogenized using 50 mM
Tris, pH 7.4, 10 mM MgCl,-6H,0, 200 uM and centrifuged and incubated as above. Each
assay tube contained 2 nM [PH]U69,593. Assay tubes were incubated for 2 h at 25 °C.
Unlabeled U50,488 was used as a competitor to generate a standard curve and determine
nonspecific binding [31,55].

DOR binding assay: Rat cortices were homogenized using 50 mM Tris, pH 7.4, 10 mM
MgCl,-6H,0, 200 pM PMSE, centrifuged and incubated as above. Each assay tube contained
2 nM [*H]-DPDPE. Assay tubes were incubated for 2.5 h at 25 °C. Unlabeled DPDPE was
used as a competitor to generate a standard curve and determine nonspecific binding [45].

All three binding assays were terminated by filtration through GF/B filters, soaked in
5 mg/mL bovine serum albumin, 50 mM Tris, pH 7.4, on a Tomtec Mach II Harvester 96.
The filters were subsequently washed with 6 mL of assay buffer. Bound radioactivity was
counted on a Wallac Betaplate Liquid Scintillation Counter. Experiments were conducted
using two replicates and repeated twice. Values in Scheme 2 represent the mean £ SD of
two experiments with two replicates in each test.
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4.4. In Vivo Testing
4.4.1. Animals and Drug Administration

Adult male wild-type C57BL/6] mice weighing 20-25 g were obtained from Jackson
Labs (Bar Harbor, ME, USA). Food pellets and distilled water were available ad libitum.
All mice were kept on a 12 h light—-dark cycle and were housed and cared for in accordance
with the 2011 National Institute of Health Guide for the Care and Use of Laboratory Animals.
All results of animal testing are reported in accordance with ARRIVE guidelines [87]. All of
the procedures used herein were preapproved by the Institutional Animal Care and Use
Committee at the University of Florida, under protocol #201910926.

For intracerebroventricular (i.c.v.) administration, the 1968-series compounds were
dissolved in dimethyl sulfoxide (DMSO), followed by the addition of sterile saline (0.9%)
so that the final vehicle was 50% DMSO and 50% saline, and the i.c.v. injections were
performed as described previously [88]. For per os (p.0.) administration, 1968-4 and
1968-22 were administered in 10% Ethanol/10%Tween-80/80% 0.9% saline. All solutions
for animal administration were prepared fresh daily.

4.4.2. Antinociceptive Testing

The 55 °C warm-water tail-withdrawal assay was performed in mice as previously
described [13,89], with the latency of the mouse to withdraw its tail from the water taken as
the endpoint (a cut-off time of 15 sec was used in this assay). Antinociception was calculated
according to the following formula: % antinociception = 100 X (test latency — control
latency)/ (15 — control latency). Tail-withdrawal data points are the means of 8-16 mice,
unless otherwise indicated, with SEM shown by error bars.

The opioid receptor involvement in the agonist activity of the heterocyclic pep-
tidomimetics was determined by pretreating mice with a single dose of 3-funaltrexamine
(B-FNA, 10 mg/kg, i.p.) or nor-BNI (10 mg/kg, i.p.) 24 h in advance of administration of a
dose of 1968-series compound. Additional mice were pretreated with a single dose of nalox-
one (10 mg/kg, s.c.) or naltrindole (20 mg/kg, i.p.) 15 min in advance of administration of
the 1968-series compound.

To determine antagonist activity, mice were pretreated with 1968-22 110 min prior to
the administration of the MOR-preferring agonist morphine (10 mg/kg, i.p.), KOR-selective
agonist U50,488 (10 mg/kg, i.p.) or DOR-selective agonist SNC-80 (100 nmol, i.c.v.); at this
time, the antinociceptive activity of 1968-22 had dissipated. Antinociception produced by
the established opioid agonists was then measured 40 min after their administration.

4.4.3. Acute Antinociceptive Tolerance Determination

A standardized state of tolerance was induced by administration of morphine or test
compound at times 0 and 8 h [54,62,90] to quantitatively evaluate development of acute
opioid tolerance. This assay was used to efficiently measure the potential of compounds
to cause tolerance using a minimum amount of compound, while yielding reliable results.
Mice were administered an EDsg dose (i.c.v.) of test compound in the morning (time = 0)
and a second dose (varying between 0.001-100 nmol, i.c.v.) 8 h later. The degree of
tolerance was calculated from the shift in ED5; value from the singly to repeatedly treated
condition [63,91]. All compounds were administered i.c.v., with antinociception assessed
30 min after injection of morphine or at 20 min, the time of the peak antinociceptive effect
of 1968-22, as determined in their initial antinociceptive characterization.

4.4.4. Respiration and Ambulation

Respiration rates (in breaths per minute) and animal locomotive activity (as ambula-
tions) were assessed using the Oxymax/CLAMS system (Columbus Instruments, Colum-
bus, OH), as described previously [62,63]. Mice were habituated to their individual sealed
housing chambers for 60 min before testing. Mice were administered 1968-22 (0.3-100 nmol,
i.c.v.), morphine (100 nmol, i.c.v.), or vehicle, as indicated, and five min later confined to
the CLAMS testing chambers. Pressure monitoring within the sealed chambers measured
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frequency of respiration. Infrared beams located in the floor measured locomotion as
number of beam breaks. Respiration and locomotive data were averaged over 20 min
periods for 120 min post-injection of the test compound. Data are presented as % vehicle
response = SEM, ambulation or breaths per minute.

4.4.5. Evaluation of Potential Conditioned Place Preference and Conditioned Place Aversion

An automated, balanced three-compartment place-conditioning apparatus (San Diego
Instruments, San Diego, CA, USA) and a 2-day counterbalanced place-conditioning design
were used, similar to methods previously described [13,92]. The amount of time subjects
spent in each of the three compartments was measured over a 30 min testing period. Prior
to place conditioning, an initial preference test was performed in which the animals could
freely explore all open compartments; the animals did not demonstrate significant differ-
ences in their time spent exploring the outer left (554.6 4= 17.4 s) versus right (543.1 & 12.7 s)
compartments (p = 0.65, Student’s t-test). For place conditioning, mice were administered
0.9% saline (i.p.) and consistently confined in a randomly assigned outer compartment:
half of each group in the right chamber, and half in the left chamber. Four hours later,
mice were administered the test compound and confined to the opposite compartment for
40 min. To determine if 1968-22 across a range of doses (0.1, 1 or 10 nmol, i.c.v.) produced
CPP or CPA, mice were place conditioned in this way for two days, with a final preference
test taken on the fourth day, as this has been shown to produce dependable morphine CPP
and U50,488-induced CPA [80]. Additional groups of mice were place conditioned with
morphine or U50,488 (100 nmol, i.c.v.) as positive controls.

4.5. Statistical Analysis

All dose-response lines were analyzed by regression, and EDs (effective dose produc-
ing 50% antinociception) values and 95% confidence intervals (C.I.) were determined using
individual data points from graded dose-response curves with Prism 8.0 software (Graph-
Pad, La Jolla, CA, USA). Percent antinociception was used to determine within group
effects and to allow comparison to baseline latency in tail-withdrawal experiments. The
statistical significance of differences between EDs5( values was determined by evaluation
of the EDs( value shift via nonlinear regression modeling with Prism software. Signifi-
cant differences in behavioral data were analyzed by ANOVA (one-way or two-way with
repeated measures (RM), as appropriate). Significant results were further analyzed with
Sidak’s, Tukey’s, or Dunnett’s multiple comparison post hoc tests, as appropriate. Data for
conditioned place preference experiments were analyzed by two-way RM ANOVA, with
analyses examining the main effect of the conditioned place preference phase (e.g., pre- or
post-conditioning) and the interaction of drug pretreatment. Significant effects were further
analyzed using Sidak’s HSD post hoc testing. All data are presented as mean + SEM, with
significance set at p < 0.05.

Supplementary Materials: The supporting information can be downloaded at: https://www.mdpi.
com/article/10.3390/ijms23179623/s1.
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Abbreviations

BBB blood-brain barrier

IBCNMR  C-nuclear magnetic resonance

CHO Chinese hamster ovary

CI confidential interval

CPP conditioned-place preference

DAMGO  H-Tyr-D-Ala-Gly-NMe-Phe-Gly-ol

DMSO dimethyl sulfoxide

Dmt 2’,6’-dimethyltyrosine

DOR delta opioid receptor

DPDPE c[D-Pen2,D—Pen5]encephalin

ECs concentration for 50% of maximal effect

EDsg dose for 50% of maximal effect

ESI-MS electron spray ionization mass spectrometry

HBSS Hank’s balanced salt solution

HCV hepatitis C virus

'THNMR  H-nuclear magnetic resonance

icw. intracerebroventricular

ip. intraperitoneal

iv. intravenous

KOR kappa opioid receptor

KORKO  kappa opioid receptor gene-disrupted mice

LC-MS liquid chromatography coupled to mass spectrometry
1,3-[(2R,6R,11R)-8-hydroxy-6,11-dimethyl-1,4,5,6-tetrahydro-2,6-methano-3-

LP . .
benzazocin-3(2H)-yl]-N-phenylpropanamide

MMP matrix metalloproteinase

MOR mu opioid receptor

MORKO  mu opioid receptor gene-disrupted mice

MRM multiple reaction monitoring

MS mass spectrometry

nor-BNI nor-binaltorphimine

NTPase Nile virus nucleoside triphosphatases

PBS phosphate buffered saline

PMSF phenylmethanesulfonyl fluoride

RP-HPLC reverse phase high-performance liquid chromatography

s.C. subcutaneous

TACE TNF-alpha converting enzyme

TFA trifluoroacetic acid

uv ultra violet

References

1. Ballantyne, J.C. The brain on opioids. Pain 2018, 159 (Suppl. S1), S24-S30. [CrossRef] [PubMed]
2. Volkow, N.D.; Blanco, C. The changing opioid crisis: Development, challenges and opportunities. Mol. Psychiatry 2021, 26,

218-233. [CrossRef] [PubMed]

Ll

Inturrisi, C.E. Clinical pharmacology of opioids for pain. Clin. J. Pain 2002, 18, S3-S13. [CrossRef] [PubMed]
Stein, C. New concepts in opioid analgesia. Expert Opin. Investig. Drugs 2018, 27, 765-775. [CrossRef]

5. Nuckols, TK.; Anderson, L.; Popescu, I.; Diamant, A.L.; Doyle, B.; Di Capua, P.; Chou, R. Opioid prescribing: A systematic review
and critical appraisal of guidelines for chronic pain. Ann. Intern. Med. 2014, 160, 38—47. [CrossRef]
6.  Mercadante, S.; Arcuri, E.; Santoni, A. Opioid-Induced Tolerance and Hyperalgesia. CNS Drugs 2019, 33, 943-955. [CrossRef]


http://doi.org/10.1097/j.pain.0000000000001270
http://www.ncbi.nlm.nih.gov/pubmed/30113944
http://doi.org/10.1038/s41380-020-0661-4
http://www.ncbi.nlm.nih.gov/pubmed/32020048
http://doi.org/10.1097/00002508-200207001-00002
http://www.ncbi.nlm.nih.gov/pubmed/12479250
http://doi.org/10.1080/13543784.2018.1516204
http://doi.org/10.7326/0003-4819-160-1-201401070-00732
http://doi.org/10.1007/s40263-019-00660-0

Int. ]. Mol. Sci. 2022, 23, 9623 16 of 19

10.

11.

12.

13.

14.
15.
16.
17.
18.
19.

20.
21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

Ehrlich, A.T.; Kieffer, B.L.; Darcq, E. Current strategies toward safer mu opioid receptor drugs for pain management. Expert Opin.
Ther. Targets 2019, 23, 315-326. [CrossRef]

Spetea, M.; Asim, ML.E; Wolber, G.; Schmidhammer, H. The p opioid receptor and ligands acting at the p opioid receptor, as
therapeutics and potential therapeutics. Curr. Pharm. Des. 2013, 19, 7415-7434. [CrossRef]

Busserolles, J.; Lolignier, S.; Kerckhove, N.; Bertin, C.; Authier, N.; Eschalier, A. Replacement of current opioid drugs focusing on
MOR-related strategies. Pharmacol. Ther. 2020, 210, 107519. [CrossRef]

Witorek, K.; Piekielna-Ciesielska, ].; Janecki, T.; Janecka, A. The search for opioid analgesics with limited tolerance liability. Peptides
2020, 130, 170331. [CrossRef]

Turnaturi, R.; Chiechio, S.; Salerno, L.; Rescifina, A.; Pittala, V.; Cantarella, G.; Tomarchio, E.; Parenti, C.; Pasquinucci, L. Progress
in the development of more effective and safer analgesics for pain management. Eur. . Med. Chem. 2019, 183, 111701. [CrossRef]
[PubMed]

Azzam, A.A.H.; McDonald, J.; Lambert, D.G. Hot topics in opioid pharmacology: Mixed and biased opioids. Br. |. Anaesth. 2019,
122, e136—-e145. [CrossRef] [PubMed]

Eans, 5.0.; Ganno, M.L.; Mizrachi, E.; Houghten, R.A_; Dooley, C.T.; McLaughlin, J.P.; Nefzi, A. Parallel Synthesis of Hexahy-
drodiimidazodiazepines Heterocyclic Peptidomimetics and Their in Vitro and in Vivo Activities at p (MOR), 6 (DOR), and «
(KOR) Opioid Receptors. J. Med. Chem. 2015, 58, 4905-4917. [CrossRef] [PubMed]

Bird, M.F,; Lambert, D.G. Simultaneous targeting of multiple opioid receptor types. Curr. Opin. Support. Palliat. Care 2015, 9,
98-102. [CrossRef] [PubMed]

Dietis, N.; Guerrini, R.; Calo, G.; Salvadori, S.; Rowbotham, D.J.; Lambert, D.G. Simultaneous targeting of multiple opioid
receptors: A strategy to improve side-effect profile. Br. |. Anaesth. 2009, 103, 38-49. [CrossRef]

Gtinther, T.; Dasgupta, P.; Mann, A.; Miess, E.; Kliewer, A.; Fritzwanker, S.; Steinborn, R.; Schulz, S. Targeting multiple opioid
receptors-improved analgesics with reduced side effects? Br. J. Pharmacol. 2018, 175, 2857-2868. [CrossRef]

Anand, J.P; Montgomery, D. Multifunctional Opioid Ligands. Handb. Exp. Pharmacol. 2018, 247, 21-51. [CrossRef]

Iwamoto, E.T.; Martin, W.R. Multiple opioid receptors. Med. Res. Rev. 1981, 1, 411-440. [CrossRef]

Machelska, H.; Celik, M. Advances in Achieving Opioid Analgesia Without Side Effects. Front. Pharmacol. 2018, 9, 1388. [CrossRef]
Schiller, PW. Bi- or multifunctional opioid peptide drugs. Life Sci. 2010, 86, 598—603. [CrossRef]

Toll, L.; Khroyan, T.V,; Polgar, W.E,; Jiang, E,; Olsen, C.; Zaveri, N.T. Comparison of the antinociceptive and antirewarding profiles
of novel bifunctional nociceptin receptor/mu-opioid receptor ligands: Implications for therapeutic applications. J. Pharmacol. Exp.
Ther. 2009, 331, 954-964. [CrossRef] [PubMed]

Ohmori, S.; Hayashi, T.; Kawase, M.; Saito, S.; Sugibayashi, K.; Morimoto, Y. Transdermal delivery of the potent analgesic
dihydroetorphine: Kinetic analysis of skin permeation and analgesic effect in the hairless rat. J. Pharm. Pharmacol. 2000, 52,
1437-1449. [CrossRef] [PubMed]

Katsumata, S.; Minami, M.; Nakagawa, T.; Iwamura, T.; Satoh, M. Pharmacological study of dihydroetorphine in cloned mu-,
delta- and kappa-opioid receptors. Eur. |. Pharmacol. 1995, 291, 367-373. [CrossRef]

Parenti, C.; Turnaturi, R.; Arico, G.; Marrazzo, A.; Prezzavento, O.; Ronsisvalle, S.; Scoto, G.M.; Ronsisvalle, G.; Pasquinucci, L.
Antinociceptive profile of LP1, a non-peptide multitarget opioid ligand. Life Sci. 2012, 90, 957-961. [CrossRef]

Pasquinucci, L.; Parenti, C.; Amata, E.; Georgoussi, Z.; Pallaki, P.; Camarda, V.; Calo, G.; Arena, E.; Montenegro, L.; Turnaturi, R.
Synthesis and Structure-Activity Relationships of (-)-cis-N-Normetazocine-Based LP1 Derivatives. Pharmaceuticals 2018, 11, 40.
[CrossRef] [PubMed]

Baumann, M.H.; Pasternak, G.W.; Negus, S.S. Confronting the opioid crisis with basic research in neuropharmacology.
Neuropharmacology 2020, 166, 107972. [CrossRef]

Coussens, N.P; Sittampalam, G.S.; Jonson, S.G.; Hall, M.D.; Gorby, H.E.; Tamiz, A.P.; McManus, O.B.; Felder, C.C.; Rasmussen, K.
The Opioid Crisis and the Future of Addiction and Pain Therapeutics. J. Pharmacol. Exp. Ther. 2019, 371, 396—408. [CrossRef]
Nefzi, A.; Dooley, C.; Ostresh, ].M.; Houghten, R.A. Combinatorial chemistry: From peptides and peptidomimetics to small
organic and heterocyclic compounds. Bioorg. Med. Chem. Lett. 1998, 8, 2273-2278. [CrossRef]

Nefzi, A.; Santos, R.T. Efficient approaches toward the solid-phase synthesis of new heterocyclic azoniaspiro ring systems:
Synthesis of tri- and tetrasubstituted 10-oxo- 3,9-diaza-6-azoniaspiro[5.5]undecanes. . Org. Chem. 2005, 70, 9622-9625. [CrossRef]
Nefzi, A.; Ostresh, ].M.; Yu, Y.; Houghten, R.A. Combinatorial chemistry: Libraries from libraries, the art of the diversity-oriented
transformation of resin-bound peptides and chiral polyamides to low molecular weight acyclic and heterocyclic compounds.
J. Org. Chem. 2004, 69, 3603-3609. [CrossRef]

Nefzi, A.; Ostresh, ].M.; Appel, ].R.; Bidlack, J.; Dooley, C.T.; Houghten, R.A. Identification of potent and highly selective chiral
tri-amine and tetra-amine mu opioid receptors ligands: An example of lead optimization using mixture-based libraries. Bioorg.
Med. Chem. Lett. 2006, 16, 4331-4338. [CrossRef] [PubMed]

Acharya, A.N.; Nefzi, A.; Ostresh, ].M.; Houghten, R.A. Tethered libraries: Solid-phase synthesis of substituted urea-linked
bicyclic guanidines. J. Comb. Chem. 2001, 3, 189-195. [CrossRef]

Ortiz, M.A.; Michaels, H.; Molina, B.; Toenjes, S.; Davis, J.; Marconi, G.D.; Hecht, D.; Gustafson, J.L.; Piedrafita, F].; Nefzi, A.
Discovery of cyclic guanidine-linked sulfonamides as inhibitors of LMTKS3 kinase. Bioorg. Med. Chem. Lett. 2020, 30, 127108.
[CrossRef] [PubMed]


http://doi.org/10.1080/14728222.2019.1586882
http://doi.org/10.2174/13816128113199990362
http://doi.org/10.1016/j.pharmthera.2020.107519
http://doi.org/10.1016/j.peptides.2020.170331
http://doi.org/10.1016/j.ejmech.2019.111701
http://www.ncbi.nlm.nih.gov/pubmed/31550662
http://doi.org/10.1016/j.bja.2019.03.006
http://www.ncbi.nlm.nih.gov/pubmed/31010646
http://doi.org/10.1021/jm501637c
http://www.ncbi.nlm.nih.gov/pubmed/25996309
http://doi.org/10.1097/SPC.0000000000000129
http://www.ncbi.nlm.nih.gov/pubmed/25872121
http://doi.org/10.1093/bja/aep129
http://doi.org/10.1111/bph.13809
http://doi.org/10.1007/164_2018_104
http://doi.org/10.1002/med.2610010406
http://doi.org/10.3389/fphar.2018.01388
http://doi.org/10.1016/j.lfs.2009.02.025
http://doi.org/10.1124/jpet.109.157446
http://www.ncbi.nlm.nih.gov/pubmed/19773529
http://doi.org/10.1211/0022357001777649
http://www.ncbi.nlm.nih.gov/pubmed/11197071
http://doi.org/10.1016/0922-4106(95)90078-0
http://doi.org/10.1016/j.lfs.2012.04.041
http://doi.org/10.3390/ph11020040
http://www.ncbi.nlm.nih.gov/pubmed/29734749
http://doi.org/10.1016/j.neuropharm.2020.107972
http://doi.org/10.1124/jpet.119.259408
http://doi.org/10.1016/S0960-894X(98)00412-0
http://doi.org/10.1021/jo0513921
http://doi.org/10.1021/jo040114j
http://doi.org/10.1016/j.bmcl.2006.05.053
http://www.ncbi.nlm.nih.gov/pubmed/16750366
http://doi.org/10.1021/cc0000803
http://doi.org/10.1016/j.bmcl.2020.127108
http://www.ncbi.nlm.nih.gov/pubmed/32192797

Int. ]. Mol. Sci. 2022, 23, 9623 17 of 19

34.

35.

36.
37.

38.

39.

40.

41.
42.

43.
44.
45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

Hensler, M.E.; Bernstein, G.; Nizet, V.; Nefzi, A. Pyrrolidine bis-cyclic guanidines with antimicrobial activity against drug-resistant
Gram-positive pathogens identified from a mixture-based combinatorial library. Bioorg. Med. Chem. Lett. 2006, 16, 5073-5079.
[CrossRef] [PubMed]

Ostresh, J.M.; Schoner, C.C.; Hamashin, V.T.; Nefzi, A.; Meyer, J.-P.; Houghten, R.A. Solid-Phase Synthesis of Trisubstituted
Bicyclic Guanidines via Cyclization of Reduced N-Acylated Dipeptides. J. Org. Chem. 1998, 63, 8622-8623. [CrossRef]
Arutyunyan, S.; Nefzi, A. Synthesis of chiral polyaminothiazoles. J. Comb. Chem. 2010, 12, 315-317. [CrossRef] [PubMed]

Nefzi, A.; Giulianotti, M.A.; Houghten, R.A. Solid-phase synthesis of bis-heterocyclic compounds from resin-bound orthogonally
protected lysine. J. Comb. Chem. 2001, 3, 68-70. [CrossRef]

Rohde, K.H.; Michaels, H.A.; Nefzi, A. Synthesis and antitubercular activity of 1,2,4-trisubstitued piperazines. Bioorg. Med. Chem.
Lett. 2016, 26, 2206-2209. [CrossRef]

Hruby, VJ.; Agnes, R.S. Conformation-activity relationships of opioid peptides with selective activities at opioid receptors.
Biopolymers 1999, 51, 391-410. [CrossRef]

Garg, S.; Nurgali, K.; Mishra, V.K. Food Proteins as Source of Opioid Peptides-A Review. Curr. Med. Chem. 2016, 23, 893-910.
[CrossRef]

Cesselin, F. Opioid and anti-opioid peptides. Fundam. Clin. Pharmacol. 1995, 9, 409-433. [CrossRef] [PubMed]

Fricker, L.D.; Margolis, E.B.; Gomes, I.; Devi, L.A. Five Decades of Research on Opioid Peptides: Current Knowledge and
Unanswered Questions. Mol. Pharmacol. 2020, 98, 96-108. [CrossRef] [PubMed]

Schiller, PW. Opioid peptide-derived analgesics. AAPS . 2005, 7, E560-E565. [CrossRef]

Remesic, M.; Lee, Y.S.; Hruby, VJ. Cyclic Opioid Peptides. Curr. Med. Chem. 2016, 23, 1288-1303. [CrossRef] [PubMed]

Dooley, C.T.; Houghten, R.A. New opioid peptides, peptidomimetics, and heterocyclic compounds from combinatorial libraries.
Biopolymers 1999, 51, 379-390. [CrossRef]

Houghten, R.A.; Ganno, M.L.; McLaughlin, J.P.; Dooley, C.T.; Eans, S.O.; Santos, R.G.; LaVoi, T.; Nefzi, A.; Welmaker, G;
Giulianotti, M.A; et al. Direct Phenotypic Screening in Mice: Identification of Individual, Novel Antinociceptive Compounds
from a Library of 734,821 Pyrrolidine Bis-piperazines. ACS Comb. Sci. 2016, 18, 51-64. [CrossRef] [PubMed]

Rinnovd, M.; Nefzi, A.; Houghten, R.A. Opioid activity of 4-imidazolidinone positional analogues of Leu-Enkephalin. Bioorg.
Med. Chem. Lett. 2002, 12, 3175-3178. [CrossRef]

Hammami, S.; Mighri, Z.; Dooley, C.T.; Nefzi, A. Synthesis and analgesic activity of alkylated, reduced and constrained
oligoheterocyclic peptidomimetic analogs of Leu-enkephalin. Bioorg. Med. Chem. Lett. 2014, 24, 4482-4485. [CrossRef] [PubMed]
Reilley, K.J.; Giulianotti, M.; Dooley, C.T.; Nefzi, A.; McLaughlin, J.P.; Houghten, R.A. Identification of two novel, potent,
low-liability antinociceptive compounds from the direct in vivo screening of a large mixture-based combinatorial library. AAPS J.
2010, 12, 318-329. [CrossRef]

Montero, A.; Goya, P,; Jagerovic, N.; Callado, L.F; Meana, J.J.; Girén, R.; Goicoechea, C.; Martin, M.I. Guanidinium and
aminoimidazolinium derivatives of N-(4-piperidyl)propanamides as potential ligands for mu opioid and I2-imidazoline receptors:
Synthesis and pharmacological screening. Bioorg. Med. Chem. 2002, 10, 1009-1018. [CrossRef]

Martinez-Mayorga, K.; Medina-Franco, ].L.; Giulianotti, M.A.; Pinilla, C.; Dooley, C.T.; Appel, J.R.; Houghten, R.A. Conformation-
opioid activity relationships of bicyclic guanidines from 3D similarity analysis. Bioorg. Med. Chem. 2008, 16, 5932-5938. [CrossRef]
[PubMed]

Nefzi, A.; Appel, J.; Arutyunyan, S.; Houghten, R.A. Parallel synthesis of chiral pentaamines and pyrrolidine containing
bis-heterocyclic libraries. Multiple scaffolds with multiple building blocks: A double diversity for the identification of new
antitubercular compounds. Bioorg. Med. Chem. Lett. 2009, 19, 5169-5175. [CrossRef] [PubMed]

Dooley, C.T.; Chung, N.N.; Wilkes, B.C.; Schiller, PW.; Bidlack, ].M.; Pasternak, G.W.; Houghten, R.A. An all D-amino acid opioid
peptide with central analgesic activity from a combinatorial library. Science 1994, 266, 2019-2022. [CrossRef] [PubMed]

Harris, HM.; Eans, S.0.; Ganno, M.L.; Davis, ].C.; Dooley, C.T.; McLaughlin, ].P.; Nefzi, A. Antinociceptive activity of thiazole-
containing cyclized DAMGO and Leu-(Met) enkephalin analogs. Org. Biomol. Chem. 2019, 17, 5305-5315. [CrossRef] [PubMed]
Dooley, C.T.; Ny, P; Bidlack, ].M.; Houghten, R.A. Selective ligands for the mu, delta, and kappa opioid receptors identified from
a single mixture based tetrapeptide positional scanning combinatorial library. J. Biol. Chem. 1998, 273, 18848-18856. [CrossRef]
Li, Y.; Cazares, M.; Wu, ]J.; Houghten, R.A.; Toll, L.; Dooley, C. Potent u-Opioid Receptor Agonists from Cyclic Peptides
Tyr-c[D-Lys-Xxx-Tyr-Gly]: Synthesis, Biological, and Structural Evaluation. J. Med. Chem. 2016, 59, 1239-1245. [CrossRef]
Vanderah, T.W.; Largent-Milnes, T.; Lai, J.; Porreca, F.; Houghten, R.A.; Menzaghi, F.; Wisniewski, K.; Stalewski, J.; Sueiras-Diaz, J.;
Galyean, R.; et al. Novel D-amino acid tetrapeptides produce potent antinociception by selectively acting at peripheral kappa-
opioid receptors. Eur. J. Pharmacol. 2008, 583, 62-72. [CrossRef]

Lisowski, M.; Olczak, ]J.; Zabrocki, J. Circular dichroic properties of the tyrosine residues in tetrazole analogues of opioid peptides.
J. Pept. Sci. 2006, 12, 297-302. [CrossRef]

Bryant, S.D.; Jinsmaa, Y.; Salvadori, S.; Okada, Y.; Lazarus, L.H. Dmt and opioid peptides: A potent alliance. Biopolymers 2003, 71,
86-102. [CrossRef]

Balboni, G.; Marzola, E.; Sasaki, Y.; Ambo, A.; Marczak, E.D.; Lazarus, L.H.; Salvadori, S. Role of 2/,6 -dimethyl-1-tyrosine (Dmt)
in some opioid lead compounds. Bioorg. Med. Chem. 2010, 18, 6024-6030. [CrossRef]

Dolle, R.E.; Michaut, M.; Martinez-Teipel, B.; Belanger, S.; Graczyk, T.M.; DeHaven, R.N. Further studies of tyrosine surrogates in
opioid receptor peptide ligands. Bioorg. Med. Chem. Lett. 2007, 17, 2656-2660. [CrossRef] [PubMed]


http://doi.org/10.1016/j.bmcl.2006.07.037
http://www.ncbi.nlm.nih.gov/pubmed/16890437
http://doi.org/10.1021/jo9810617
http://doi.org/10.1021/cc9001907
http://www.ncbi.nlm.nih.gov/pubmed/20218730
http://doi.org/10.1021/cc000061t
http://doi.org/10.1016/j.bmcl.2016.03.063
http://doi.org/10.1002/(SICI)1097-0282(1999)51:6&lt;391::AID-BIP3&gt;3.0.CO;2-X
http://doi.org/10.2174/0929867323666160219115226
http://doi.org/10.1111/j.1472-8206.1995.tb00517.x
http://www.ncbi.nlm.nih.gov/pubmed/8617406
http://doi.org/10.1124/mol.120.119388
http://www.ncbi.nlm.nih.gov/pubmed/32487735
http://doi.org/10.1208/aapsj070356
http://doi.org/10.2174/0929867323666160427123005
http://www.ncbi.nlm.nih.gov/pubmed/27117332
http://doi.org/10.1002/(SICI)1097-0282(1999)51:6&lt;379::AID-BIP2&gt;3.0.CO;2-E
http://doi.org/10.1021/acscombsci.5b00126
http://www.ncbi.nlm.nih.gov/pubmed/26651386
http://doi.org/10.1016/S0960-894X(02)00678-9
http://doi.org/10.1016/j.bmcl.2014.07.090
http://www.ncbi.nlm.nih.gov/pubmed/25168746
http://doi.org/10.1208/s12248-010-9191-3
http://doi.org/10.1016/S0968-0896(01)00356-X
http://doi.org/10.1016/j.bmc.2008.04.061
http://www.ncbi.nlm.nih.gov/pubmed/18468907
http://doi.org/10.1016/j.bmcl.2009.07.010
http://www.ncbi.nlm.nih.gov/pubmed/19632841
http://doi.org/10.1126/science.7801131
http://www.ncbi.nlm.nih.gov/pubmed/7801131
http://doi.org/10.1039/C9OB00882A
http://www.ncbi.nlm.nih.gov/pubmed/31094391
http://doi.org/10.1074/jbc.273.30.18848
http://doi.org/10.1021/acs.jmedchem.5b01899
http://doi.org/10.1016/j.ejphar.2008.01.011
http://doi.org/10.1002/psc.723
http://doi.org/10.1002/bip.10399
http://doi.org/10.1016/j.bmc.2010.06.073
http://doi.org/10.1016/j.bmcl.2007.01.092
http://www.ncbi.nlm.nih.gov/pubmed/17350835

Int. ]. Mol. Sci. 2022, 23, 9623 18 of 19

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.
77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

Brice-Tutt, A.C.; Senadheera, S.N.; Ganno, M.L.; Eans, 5.0.; Khaliq, T.; Murray, T.F.; McLaughlin, J.P,; Aldrich, J.V. Phenylalanine
Stereoisomers of CJ-15,208 and [d-Trp]CJ-15,208 Exhibit Distinctly Different Opioid Activity Profiles. Molecules 2020, 25, 3999.
[CrossRef] [PubMed]

Hoot, M.R;; Sypek, E.L; Reilley, K.J.; Carey, A.N.; Bidlack, ].M.; McLaughlin, J.P. Inhibition of GBy-subunit signaling potentiates
morphine-induced antinociception but not respiratory depression, constipation, locomotion, and reward. Behav. Pharmacol. 2013,
24,144-152. [CrossRef] [PubMed]

Ferracane, M.].; Brice-Tutt, A.C.; Coleman, ].S.; Simpson, G.G.; Wilson, L.L.; Eans, S.0.; Stacy, H.M.; Murray, T.F,; McLaughlin, ].P;
Aldrich, J.V. Design, Synthesis, and Characterization of the Macrocyclic Tetrapeptide cyclo[Pro-Sar-Phe-d-Phe]: A Mixed Opioid
Receptor Agonist-Antagonist Following Oral Administration. ACS Chem. Neurosci. 2020, 11, 1324-1336. [CrossRef] [PubMed]
Brice-Tutt, A.C.; Wilson, L.L.; Eans, S.O.; Stacy, H.M.; Simons, C.A.; Simpson, G.G.; Coleman, J.S.; Ferracane, M.J.; Aldrich, J.V.;
McLaughlin, J.P. Multifunctional opioid receptor agonism and antagonism by a novel macrocyclic tetrapeptide prevents reinstate-
ment of morphine-seeking behaviour. Br. |. Pharmacol. 2020, 177, 4209-4222. [CrossRef]

Ko, M.C.; Husbands, S.M. Effects of atypical kappa-opioid receptor agonists on intrathecal morphine-induced itch and analgesia
in primates. J. Pharmacol. Exp. Ther. 2009, 328, 193-200. [CrossRef]

Negus, S.S.; Schrode, K.; Stevenson, G.W. Micro/kappa opioid interactions in rhesus monkeys: Implications for analgesia and
abuse liability. Exp. Clin. Psychopharmacol. 2008, 16, 386-399. [CrossRef]

Sutters, K.A.; Miaskowski, C.; Taiwo, Y.O.; Levine, ].D. Analgesic synergy and improved motor function produced by combina-
tions of mu-delta- and mu-kappa-opioids. Brain Res. 1990, 530, 290-294. [CrossRef]

Corder, G.; Castro, D.C.; Bruchas, M.R,; Scherrer, G. Endogenous and Exogenous Opioids in Pain. Annu. Rev. Neurosci. 2018, 41,
453-473. [CrossRef]

O'Brien, ].].; Benfield, P. Dezocine. A preliminary review of its pharmacodynamic and pharmacokinetic properties, and therapeutic
efficacy. Drugs 1989, 38, 226-248. [CrossRef]

Preston, K.L.; Jasinski, D.R. Abuse liability studies of opioid agonist-antagonists in humans. Drug Alcohol Depend. 1991, 28, 49-82.
[CrossRef]

Strain, E.C.; Preston, K.L.; Liebson, I.A.; Bigelow, G.E. Opioid antagonist effects of dezocine in opioid-dependent humans. Clin.
Pharmacol. Ther. 1996, 60, 206-217. [CrossRef]

Strain, E.C.; Stitzer, M.L.; Liebson, I.A.; Bigelow, G.E. Buprenorphine versus methadone in the treatment of opioid dependence:
Self-reports, urinalysis, and addiction severity index. . Clin. Psychopharmacol. 1996, 16, 58-67. [CrossRef] [PubMed]

Eder, H.; Fischer, G.; Gombas, W.; Jagsch, R.; Stiihlinger, G.; Kasper, S. Comparison of buprenorphine and methadone maintenance
in opiate addicts. Eur. Addict. Res. 1998, 4 (Suppl. S1), 3-7. [CrossRef] [PubMed]

Greenwald, M.K.; Johanson, C.E.; Schuster, C.R. Opioid reinforcement in heroin-dependent volunteers during outpatient
buprenorphine maintenance. Drug Alcohol Depend. 1999, 56, 191-203. [CrossRef]

Miller, R.R. Evaluation of nalbuphine hydrochloride. Am. J. Hosp. Pharm. 1980, 37, 942-949. [CrossRef]

Schmidt, W.K.; Tam, S.W.; Shotzberger, G.S.; Smith, D.H., Jr.; Clark, R.; Vernier, V.G. Nalbuphine. Drug Alcohol Depend. 1985, 14,
339-362. [CrossRef]

Dykstra, L.A.; Gmerek, D.E.; Winger, G.; Woods, ].H. Kappa opioids in rhesus monkeys. I. Diuresis, sedation, analgesia and
discriminative stimulus effects. J. Pharmacol. Exp. Ther. 1987, 242, 413-420.

Shippenberg, T.S.; Herz, A. Differential effects of mu and kappa opioid systems on motivational processes. NIDA Res. Monogr.
1986, 75, 563-566.

Spetea, M.; Eans, 5.0.; Ganno, M.L.; Lantero, A.; Mairegger, M.; Toll, L.; Schmidhammer, H.; McLaughlin, J.P. Selective « receptor
partial agonist HS666 produces potent antinociception without inducing aversion after i.c.v. administration in mice. Br. ].
Pharmacol. 2017, 174, 2444-2456. [CrossRef]

Dosaka-Akita, K.; Tortella, E.C.; Holaday, ].W.; Long, ].B. The kappa opioid agonist U-50,488H antagonizes respiratory effects of
mu opioid receptor agonists in conscious rats. J. Pharmacol. Exp. Ther. 1993, 264, 631-637. [CrossRef] [PubMed]

Haji, A.; Takeda, R. Effects of a kappa-receptor agonist U-50488 on bulbar respiratory neurons and its antagonistic action against
the mu receptor-induced respiratory depression in decerebrate cats. Jpn. J. Pharmacol. 2001, 87, 333-337. [CrossRef] [PubMed]
Nefzi, A.; Giulianotti, M.A.; Houghten, R.A. Solid-Phase Synthesis of Substituted 2,3-Diketopiperazines from Reduced Polyamides.
Tetrahedron 2000, 56, 3319-3326. [CrossRef]

Nefzi, A.; Giulianotti, M.A.; Ong, N.A.; Houghten, R.A. Solid-phase synthesis of bis-2-imidazolidinethiones from resin-bound
tripeptides. Org. Lett. 2000, 2, 3349-3350. [CrossRef]

Acharya, A.N.; Ostresh, ]. M.; Houghten, R.A. Solid-phase synthesis of bis-cyclic guanidines from tripeptides. Tetrahedron 2001, 57,
9911-9914. [CrossRef]

Houghten, R.A. General method for the rapid solid-phase synthesis of large numbers of peptides: Specificity of antigen-antibody
interaction at the level of individual amino acids. Proc. Natl. Acad. Sci. USA 1985, 82, 5131-5135. [CrossRef]

McGrath, J.C.; Drummond, G.B.; McLachlan, E.M.; Kilkenny, C.; Wainwright, C.L. Guidelines for reporting experiments involving
animals: The ARRIVE guidelines. Br. J. Pharmacol. 2010, 160, 1573-1576. [CrossRef]

Aldrich, J.V;; Kulkarni, S.S.; Senadheera, S.N.; Ross, N.C.; Reilley, K.J.; Eans, 5.0.; Ganno, M.L.; Murray, T.F.; McLaughlin, J.P.
Unexpected opioid activity profiles of analogues of the novel peptide kappa opioid receptor ligand CJ-15,208. ChemMedChem
2011, 6, 1739-1745. [CrossRef]


http://doi.org/10.3390/molecules25173999
http://www.ncbi.nlm.nih.gov/pubmed/32887303
http://doi.org/10.1097/FBP.0b013e32835f3d2f
http://www.ncbi.nlm.nih.gov/pubmed/23412114
http://doi.org/10.1021/acschemneuro.0c00086
http://www.ncbi.nlm.nih.gov/pubmed/32251585
http://doi.org/10.1111/bph.15165
http://doi.org/10.1124/jpet.108.143925
http://doi.org/10.1037/a0013088
http://doi.org/10.1016/0006-8993(90)91297-T
http://doi.org/10.1146/annurev-neuro-080317-061522
http://doi.org/10.2165/00003495-198938020-00005
http://doi.org/10.1016/0376-8716(91)90053-2
http://doi.org/10.1016/S0009-9236(96)90137-X
http://doi.org/10.1097/00004714-199602000-00010
http://www.ncbi.nlm.nih.gov/pubmed/8834420
http://doi.org/10.1159/000052034
http://www.ncbi.nlm.nih.gov/pubmed/9767199
http://doi.org/10.1016/S0376-8716(99)00032-0
http://doi.org/10.1093/ajhp/37.7.942
http://doi.org/10.1016/0376-8716(85)90066-3
http://doi.org/10.1111/bph.13854
http://doi.org/10.21236/ada263043
http://www.ncbi.nlm.nih.gov/pubmed/8382278
http://doi.org/10.1254/jjp.87.333
http://www.ncbi.nlm.nih.gov/pubmed/11829153
http://doi.org/10.1016/S0040-4020(00)00253-2
http://doi.org/10.1021/ol000225e
http://doi.org/10.1016/S0040-4020(01)01010-9
http://doi.org/10.1073/pnas.82.15.5131
http://doi.org/10.1111/j.1476-5381.2010.00873.x
http://doi.org/10.1002/cmdc.201100113

Int. ]. Mol. Sci. 2022, 23, 9623 19 of 19

89.

90.

91.

92.

McLaughlin, J.P; Hill, K.P; Jiang, Q.; Sebastian, A.; Archer, S.; Bidlack, ].M. Nitrocinnamoyl and chlorocinnamoyl derivatives of
dihydrocodeinone: In vivo and in vitro characterization of mu-selective agonist and antagonist activity. J. Pharmacol. Exp. Ther.
1999, 289, 304-311.

Jiang, Q.; Seyed-Mozaffari, A ; Sebastian, A.; Archer, S.; Bidlack, J.M. Preventing morphine antinociceptive tolerance by irreversible
mu opioid antagonists before the onset of their antagonism. J. Pharmacol. Exp. Ther. 1995, 273, 680—-688. [CrossRef]

Way, E.L.; Loh, HH.; Shen, EH. Simultaneous quantitative assessment of morphine tolerance and physical dependence.
J. Pharmacol. Exp. Ther. 1969, 167, 1-8. [PubMed]

Eans, S.0.; Ganno, M.L.; Reilley, K.J.; Patkar, K.A.; Senadheera, S.N.; Aldrich, ].V.; McLaughlin, J.P. The macrocyclic tetrapeptide
[D-Trp]CJ-15,208 produces short acting k opioid receptor antagonism in the CNS after oral administration. Br. J. Pharmacol. 2013,
169, 426-436. [CrossRef] [PubMed]


http://doi.org/10.1016/0167-0115(94)90428-6
http://www.ncbi.nlm.nih.gov/pubmed/5814495
http://doi.org/10.1111/bph.12132
http://www.ncbi.nlm.nih.gov/pubmed/23425081

	Introduction 
	Results 
	In Vivo Pharmacological Evaluation 
	Opioid Receptor Selectivity of Antinociception Induced by 1968-Series Compounds 
	Determination of Opioid Receptor-Mediated Selective Antagonist Activity of 1968-22 
	Assessment of Pharmacokinetic Stability and CNS Penetration of Bis-Cyclic Guanidine 1968-22 
	In Vivo Assessment of Opioid-Related Liabilities of 1968-22 
	Assessment of Acute Antinociceptive Tolerance 
	Evaluation of Respiratory and Spontaneous Locomotor Effects of 1968-22 
	Evaluation of Potential Reinforcing or Aversive Properties of 1968-22 

	Discussion 
	Materials and Methods 
	Chemistry Synthesis 
	Typical Procedure for the Individual Synthesis of Bis-Cyclic Guanidine 
	In Vitro Radioligand Competition Binding Assays 
	In Vivo Testing 
	Animals and Drug Administration 
	Antinociceptive Testing 
	Acute Antinociceptive Tolerance Determination 
	Respiration and Ambulation 
	Evaluation of Potential Conditioned Place Preference and Conditioned Place Aversion 

	Statistical Analysis 

	References

