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Abstract: The dopamine D, receptor, which belongs to the family of G protein-coupled receptors
(GPCR), is an important and well-validated drug target in the field of medicinal chemistry due to its
wide distribution, particularly in the central nervous system, and involvement in the pathomechanism
of many disorders thereof. Schizophrenia is one of the most frequent diseases associated with
disorders in dopaminergic neurotransmission, and in which the D, receptor is the main target for
the drugs used. In this work, we aimed at discovering new selective D, receptor antagonists with
potential antipsychotic activity. Twenty-three compounds were synthesized, based on the scaffold
represented by the D2AAK2 compound, which was discovered by our group. This compound is
an interesting example of a D; receptor ligand because of its non-classical binding to this target.
Radioligand binding assays and SAR analysis indicated structural modifications of D2AAK2 that are
possible to maintain its activity. These findings were further rationalized using molecular modeling.
Three active derivatives were identified as D, receptor antagonists in cAMP signaling assays, and the
selected most active compound 17 was subjected to X-ray studies to investigate its stable conformation
in the solid state. Finally, effects of 17 assessed in animal models confirmed its antipsychotic activity

in vivo.
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1. Introduction

G protein-coupled receptors, also termed seven transmembrane (7TM) receptors,
are commonly considered the largest group of molecular targets for medications on the
market [1,2]. According to estimates, around one-third of approved drugs act through
interacting with this group of proteins [3], which may be explained by the multitude of
physiological processes that are regulated by these receptors and their impact on signaling
pathways associated with the pathology of many medical conditions, such as metabolic
and endocrine disorders, infections, cancer, and central nervous system disorders [4].

Dopamine receptors constitute one of the most important subfamilies within Class A
of the G protein-coupled receptors (GPCRs), playing a vital role in regulating several key
processes in the human body such as mood, learning, attention, and motor skills [5,6].
In particular, the dopamine D, receptor is assigned an extremely important role in the
pathomechanism of diseases of the central nervous system. One of the most common, and
at the same time one of the most difficult to treat among the diseases related to disorders in
dopaminergic transmission, is schizophrenia. Its clinical manifestations include positive
symptoms (delusions, hallucinations), negative symptoms (anhedonia, social withdrawal),
and cognitive symptoms associated with memory deficits and information-processing
disorders [7]. Based on their mechanism of action, antipsychotics are classified into so-
called classical drugs (first generation), which are non-selective D; receptor antagonists,
and atypical drugs (second and third generation), which usually display a weaker effect on
the D, receptor, but possess a higher affinity for additional molecular targets, especially
serotonin 5-HT,a and 5-HT receptors. However, the D, receptor still remains the main
target for antipsychotic drugs and is crucial for the treatment of the main symptoms of
schizophrenia, i.e., positive ones [8,9].

In previous studies, Kaczor et al. conducted a virtual screening campaign aimed at
identifying ligands of the dopamine D, receptor for potential use as lead structures for the
development of new antipsychotic drugs, followed by a pharmacological evaluation of
the activity of selected entries in relation to D,, as well as other dopamine and serotonin
receptors [10]. Among the identified hits, the structure of compound 2 (hereinafter referred
to as D2AAK2), shown in Figure 1, is of particular novelty due to the lack of a basic nitrogen
atom, which constitutes a key element in the classical pharmacophore model for orthosteric
ligands of aminergic GPCRs. When protonated at physiological pH, this nitrogen is able
to form an ionic bond with aspartic acid Asp 3.32 at the orthosteric binding site of the
receptor, which is usually considered the main interaction stabilizing the ligand-receptor
complex. Despite the lack of a protonatable nitrogen atom, D2AAK?2, as demonstrated in
radioligand binding assays, shows an affinity for the D, receptor (K; = 321 nM). Moreover,
it also exhibits high selectivity over other closely related targets, as it is not active at the
tested dopamine D and D3, and serotonin 5-HTj 4 and 5-HT,4 receptors.

To date, very few D, receptor ligands are known that lack a basic nitrogen atom and
thus do not follow the classical pharmacophore model for binding to this target. As an
example, Free et al. developed a series of selective dopamine D, receptor antagonists, most
of which lack a protonatable amino nitrogen group [11,12]. In particular, the compound
ML321 was selected and evaluated in detail, which confirmed its high selectivity for the
D, receptor, both in vitro and in vivo. In addition, molecular modeling has shown that the
proton of the amide group present in the molecule can form a hydrogen bond with the
carboxyl group in the side chain of Asp 3.32 [11].

The aim of our work presented here was to investigate which structural features of
D2AAK?2 are crucial for ensuring its affinity for the dopamine D, receptor and how the
introduction of various structural modifications affects this activity. For this purpose, a
series of D2AAK?2 derivatives were designed and synthesized. Their activity at the D,
receptor was then assessed in radioligand binding assays. A summary of the introduced
structural modifications and their effect on the activity of the obtained derivatives is
shown in Figure 1. As it turned out, only minor changes involving the para substituent
in the D2AAK?2 phenyl ring are tolerated to maintain activity at the D, receptor. Both
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substitutions in a different position of the phenyl and modifications of the remaining
fragments of the molecule are highly unfavorable and lead to loss of activity. This indicates
that the para-substituted aniline and benzothiazinone systems are crucial for the binding
of D2AAK?2 and its corresponding analogs to the D, receptor. Subsequently, selected
compounds that showed activity in radioligand binding assays were evaluated in the
functional assays of cCAMP signaling, which revealed their antagonist properties at the D,
receptor. Molecular modeling was utilized to investigate the binding mode and interaction
of the studied compounds in the complexes with the receptor. In addition, for compound
17, which showed the highest, comparable to D2AAK2, an affinity for the D, receptor out
of the obtained series, crystallographic studies were performed, which enabled to study
of its detailed conformation in a single crystal. This derivative has also been evaluated in
a panel of behavioral tests to investigate its activity as a potential drug candidate for the
treatment of schizophrenia.

other para substituents are
tolerated to maintain activity;
ortho and meta substitutions
are disadvantageous

shortening the linker by one
methylene group results in an
inactive derivative

any modification introduced to
the benzothiazinone system
leads to a drastic loss of activity

Figure 1. Chemical structure of D2AAK?2 and the summary of SAR studies for its derivatives.

2. Results and Discussion
2.1. Chemistry

Compounds 1-23 were obtained according to the synthetic route shown in Scheme 1,
which consisted of two steps. Initially, suitable anilines underwent acylation with chloroacetyl
chloride or 3-chloropropionyl chloride. Following this step, the resulting intermediates
(1a—15a) were employed for the alkylation of the respective lactam or sulfonamide, ultimately
yielding the final compounds. Some of these lactams (1b-3b), were not commercially avail-
able, thus they were synthesized according to the synthetic pathways shown in Scheme 1.
Benzo[d]thiazol-2(3H)-one and benzo[d]oxazol-2(3H)-one were obtained following the pre-
viously reported green method for synthesis of 2-substituted benzoxazoles and benzothia-
zoles [13]. 2H-benzo[b][1,4]thiazin-3(4H)-one, in turn, was synthesized by adopting the known
method, in the reaction of 2-aminothiophenol with ethyl chloroacetate [14].
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Scheme 1. Synthetic route for obtaining compounds 1-23. Reagents and conditions: (i) acetone,
reflux, 1 h; (ii) KoCO3, ACN, reflux, overnight (for 1-3, 5, 7-23); K,CO3, DMF, rt., overnight (for 4);
KOH, DMSO, rt., overnight (for 6); (iii) water, reflux, 36 h; (iv) KOH, ethanol 96°, reflux, 3 h.

2.2. Affinity of Compounds at D, Receptor and Structure-Activity Relationship

In order to assess the affinity of the synthesized compounds for dopamine D, receptor,
the whole series was subjected to evaluation in competition radioligand binding assays.
Experiments were carried out in membranes isolated from a CHO-K1 cell line stably
overexpressing the cloned human Dsg receptor. In an initial screening, the compounds
were tested at a single concentration of 107> M, and concentration-response curves were
carried out for those that showed more than 50% inhibition of the specific radioligand
binding. K; values were determined for the compounds that achieved full displacement of
the specific radioligand binding in a concentration-dependent manner at the concentrations
assayed (concentration ranges from 1071 or 1072 M to 10~° or 10~% M). Affinities of the
compounds, expressed as K; [nM] or as % of inhibition of specific radioligand binding
at the concentration of 107> M (% inh.), are shown in Table 1. Competition radioligand
binding curves for the most active compounds 14, 1, 7 and 23, and for haloperidol, which
was used as the reference standard, are shown in Figure 2.

Analyzing the structure-activity relationship among the obtained series of compounds,
it appears evident that only the replacement of the substituent in the para position of
the phenyl ring is a tolerable structural modification that allows maintaining the activity
towards the D, receptor. The structure-activity relationship (SAR) for this series appears to
be relatively flat. A chloro substituent is preferred, resulting in an affinity comparable to
that of the trifluoromethyl group in the D2AAK?2 structure [10]. In turn, both methyl and
nitro substituents lead to an approximately two-fold lower affinity for the studied receptor.
The least preferred substitution at this position appears to be a methoxy group. Changing
the position of the substituents from para to meta or ortho results in a loss of activity, however,
it seems that of the two positions, the meta position is preferable. The lack of substitution on
the phenyl ring also results in a similar loss of activity as in the case of installing substituents
at the meta position, indicating the importance of the para substitution in maintaining the
activity of the compound. The introduction of any modifications to the benzothiazinone
system, as well as the shortening of the linker connecting the distal fragments of the
molecule by one methylene group, results in inactive derivatives, which again underlines
the fact that only minor structural modifications of the D2AAK2 compound are acceptable
to maintain an affinity for the D, receptor.
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Table 1. Competition radioligand binding data at human D, receptor. Data are expressed as % inh.
at 10 pM, or and K;j (nM) when full displacement was achieved (mean £ SEM of 2-3 independent
experiments performed in duplicate).
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Table 1. Cont.
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n
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20 4-OCHj3 2 47 +1
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Figure 2. Competition radioligand binding curves for compounds 14, 17 and 23, and haloperidol as a
standard competitor ligand at the human-cloned D, receptor. The graph shows the data (mean + SEM)
of a representative experiment out of 2-3 independent experiments performed in duplicate.

2.3. Determination of the Affinity Profile of Selected Compounds for Additional GPCRs of Interest

Compounds 14, 17, and 23, which showed good to moderate affinity at the D, receptor,
were subjected to further evaluation in order to determine their selectivity over additional
GPCRs, namely dopaminergic D; and D3, and serotonergic 5-HT; 4, 5-HT, and 5-HT;
receptors stably overexpressed in cell lines. None of the compounds showed affinity at the
tested receptors, proving their high selectivity towards the D, receptor (Table 2). This is in
line with the receptor profile of the compound D2AAK2 [10], indicating that changing the
substituent in the phenyl ring while retaining its position maintains selective activity at the
D; receptor.
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Table 2. Competition radioligand binding data for compounds 14, 17, and 23 at human-cloned Dy, D3,
5-HTa, 5-HT2a and 5-HT7 receptors. Data (mean + SEM of 2 independent experiments performed
in duplicate) are expressed as % of inhibition of specific radioligand binding at 10 uM compound
concentration (% inh.).

huD1 huD3 huS-HTlA hu5-HT2A hu5-HT7
% inh. % inh. % inh. % inh. % inh.
at 10 uM K; (nM) at 10 uM K; (M) at 10 uM K; (nM) at 10 uM K; (nM) at 10 uM K; (nM)

14 15+2 8+t4 27 +£2 15+1 0

17 21+2 6+3 29+9 28+ 1 5+11

23 12+2 4+3 22 £3 23+3 0
Haloperidol 6.31 +£0.79 495+ 1.13

5-CT 0.12 + 0.02

Risperidone 0.42 +0.03
Methiothepin 2.78 £1.37

2.4. Efficacy of Selected Compounds at D, Receptor

The efficacy of compounds 14, 17, and 23 as antagonists of the D, receptor was
evaluated in functional assays of cAMP signaling in CHO-K1 cells stably overexpressing the
human cloned dopamine Dyg receptor, with the use of haloperidol as a reference antagonist
of D, receptor. The estimated potencies of the studied compounds extracted from the
assays are expressed as pKp, and K, (nM) values (Table 3). According to the obtained
results compounds 14, 17, and 23 display antagonism at the dopamine D, receptor, with
potencies in good agreement with their rank of affinities toward this target. Based on the
radioligand binding assays and functional assays results, compound 17 was chosen for
further evaluation as the most active compound from the series.

Table 3. Antagonist potency of selected compounds at D; receptor. Compounds were evaluated
in cell-based functional assays of second messenger production (inhibition of forskolin-stimulated
cAMP production) in cells stably overexpressing the cloned human receptor. D, antagonistic activity
of the compounds was quantified as inhibition of 1 uM dopamine (DA) response. The table shows
potency values, expressed as pKj, (-logK;) and Kj, (nM). K}, values were calculated from the inhibition
concentration-response curves of the compounds against a single agonist concentration of 1 uM. The
average ECsg value for DA in this assay was 203 nM (pECsy DA (mean + SEM) = 6.69 =+ 0.14). Data
shown in the table are mean & SEM of three independent experiments performed in duplicate.

D, Signalling (cAMP)

PKp Kp (nM)
(Mean + SEM) (Mean)
14 6.93 + 0.11 119
17 7.57 + 0.19 27
23 6.95 + 0.19 113
Haloperidol 9.97 £0.22 0.11

2.5. Molecular Modeling

The original D2AAK2 structure was discovered using virtual screening, with the D,
receptor homology model as the target. Since then, various X-ray and cryo-EM structures
of the D, receptor have been reported, revealing significant variability in the conformations
of extracellular loops ECL1 and ECL2 that impact the binding pocket’s shape [15-17].
Based on these findings, we investigated the docking poses of D2AAK2 and its derivatives
at different conformations of the inactive-state D, receptor, represented by the structures
deposited to date. Our goal was to identify which of these conformations are most favorable
for D2AAK?2 binding and find the most plausible ligand binding mode, allowing us to
rationalize further attempts at structure optimization.

The earliest report on inactive D, receptor structure was provided by Wang et al. in
2018 [15]. Their 2.87 A X-ray structure (PDB ID: 6CM4) differs significantly from other
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D;-family receptor structures in the arrangement of ECL1, with a very distinct, exposed
conformation of the conserved Trp100 residue. The authors of the contribution mention
the apparent interactions of the extracellular loops with the engineered T4 lysozyme in the
crystal lattice. While in their interpretation those interactions were too weak to induce the
rearrangement, such conformation is not seen in any other D,-family receptor resolved
structure, including the more recent structure by Im et al. [17] (PDB ID: 7DFP) of the
D, receptor binding spiperone, which, similarly to risperidone, reaches the deep secondary
binding pocket in the area of the conserved Trp 6.48. In the latter structure, in contrast
to risperidone from the earlier report, ECL1 is arranged in a way analogical to other
available dopamine receptor structures [18,19], and accommodates its outward-protruding
aromatic moiety in a cleft created by Phe 3.28 rotation. However, the 7DFP structure
contains an antibody bound to the extracellular side of the receptor, with some of the
antibody residues reaching down to the area neighboring the orthosteric pocket, leading
to a question of whether the conformation of the ligand is affected by this interaction.
In the work of Fan et al. [16] the authors did not use any antibody, and the construct
was similar to the 6CM4 structure with the T4L fragment used to replace intracellular
loop ICL3 (PDB ID: 6LUQ). In that structure, while ECL2 engages in crystal-packing
interactions and remains flipped outward compared to other D,-family receptor structures
similar to 6CM4, ECL1 assumes more conventional conformation, but compared to 7DFP
structure, the Phe 3.28 side chain is flipped inward. Therefore, likely due to a different
experimental setup, all the mentioned structures differ in the manner significantly affecting
the extracellular side of the binding pocket.

Among the results of D2AAK2 docking to all three structures, poses at the 6CM4
structure were the least consistent regarding the ligand orientation. Moreover, only in
this structure does a large fraction of the top-scored results places the ligand’s condensed
ring moiety at the extracellular side of the binding pocket. This can be attributed to the
unusual location of the Trp100 side chain, engaging in favorable aromatic interactions
with the ligand (Figure 3). This is contrary to conformations obtained during the virtual
screening campaign, as well as in the docking poses at 7DFP and 6LUQ structures, where
the benzothiazinone moiety and its analogs are usually situated deeper and near the
TMb5. Such orientation is assumed in a vast majority of docking poses in these structures.
Furthermore, docking to the 6LUQ structure accurately identifies D2AAK?2 as the best-
fitting compound from the set, and ranks another active molecule, 4, in second place
(Figure 4). Ligand positions in the docking to 7DFP structure are generally very similar
to those seen in both docking to 6LUQ and the virtual screen, except for the apparent
preference of the trifluoromethyl moiety to occupy the cleft created after Phe 3.28 rotation,
not present in other structures (Figure 5). Such consistency of docking poses, together with
satisfactory ranking of ligands by scoring function suggests that 7DFP and 6LUQ X-ray
structures are more likely to represent protein conformations corresponding to the one
responsible for binding D2AAK2 and its derivatives than the 6CM4 structure.

Results of the molecular docking were further analyzed to better understand ligand-
protein interactions and rationalize the observed structure-activity relationship. The
visual inspection of the docking poses well explains the complete loss of activity in
derivatives 5 and 6, as they are deprived of the aromatic ring supposed to bind in the
region of TM5, responsible for accommodating aromatic moieties of both endogenous and
exogenous ligands in aminergic receptors. This observation provides further support to
the assumption of 7DFP and 6LUQ structures better representing the D2A AK2-binding
conformation, as in the results of docking to the 6CM4 structure the TM5-neighbouring
part of the binding pocket is in most cases occupied by the phenyl moiety (Figure 3). The
lack of activity of the derivative 7 can be therefore explained by the methyl substituent
disrupting T-stacking interaction with Trp 6.48 or being forced against Ser 5.42 and Ser 5.43
residues, as well as by locating sulfonamide in a hydrophobic pocket composed of Trp 6.48,
Phe 6.51 and Phe 6.52. The latter would also apply to the derivative 8.
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Figure 3. Prevailing binding mode of D2AAK2 and its derivatives as seen in the results of docking
to the 6CM4 structure. Apparent T-stacking of the ligand’s condensed ring and the conserved
Trp100 residue seem to stabilize this orientation.

Figure 4. Binding poses of the active compounds D2AAK2 (violet) and its derivative 4 (green), as
docked to the structure 6LUQ with top scoring values.

Dependence of ligand activity on the size of the lactam ring and substituting sulfur
with oxygen seems to result from a combination of three factors: protein-ligand shape
complementarity, hydrogen bonding with Ser 5.42 and Ser 5.43, and aromatic stacking
with Trp 6.48. Replacing the benzothiazine ring with a more strained 2-benzothiazole
in derivative 2 results in a more rigid and flat condensed ring system, apparently less
complementary to the shape of the binding pocket, potentially causing the carbonyl oxygen
position to be less favorable for establishing hydrogen bonds with TM5 serine residues.
The same mechanism would apply to compound 3. The seven-membered ring of 4, in
turn, seems to fit the binding pocket, while still decreasing activity compared to the initial
compound by 10-fold, probably due to disturbance of aromatic stacking with Phe 6.51
and Phe 6.52. The case of compound 1 is particularly interesting, as the replacement of
sulfur with oxygen alone cancels the activity of the compound completely, which is even
more surprising considering the neighborhood of TM5 serines that could be suspected to
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form hydrogen bonds with oxygen. This would suggest that hydrogen bonds, if present,
are formed rather with the carbonyl oxygen of the lactam ring. In that case, a possible
explanation of the activity loss would be the decrease in spatial complementarity due to
the alteration of angles in the ring, which could also move the carbonyl oxygen into an
orientation unfavorable for hydrogen bonding.

Figure 5. The docking pose of the compound 7238240766 (compound 22 in Kaczor et al., 2016 [10]) in the
7DFP structure indicates the possibility of filling the cleft created by Phe 3.28 rotation with -CF5 substituent.

While the docking position of the benzothiazinone moiety is very consistent in 7DFP
and 6LUQ structures and corresponds to the observed SAR, it is more difficult to draw con-
clusions and make predictions about the effects of possible modifications of the phenyl moi-
ety, as it is docked differently in both target structures. Especially surprising is the decrease
in the activity of the Enamine compound 7238240766 (compound 22 in Kaczor et al. [10])
derivative reported in our previous work [10], where the trifluoroethoxy substituent seems
to perfectly fit the cleft under ECL2 of the 7DFP structure. This, together with the inactivity
of the 4-methoxy derivative 20 shows that neither extending the para substituent nor intro-
ducing a methylene linker between amide and phenyl groups is desired, and the phenyl
moiety may prefer a different arrangement. On the other hand, the moiety seems to fit a
well-defined pocket as seen in 7DFP dockings rather than protrude to the solvent as in
6LUQ-derived poses, since moving the trifluoromethyl or methyl substituent to meta or
ortho position results in complete loss of activity, while substitutions in para position seem
to be more acceptable. Moreover, the area near the disulfide bridge under ECL2 would
seem to be a plausible candidate for trifluoromethyl moiety binding, as such substituents
are known to form favorable interactions with sulfur [20].

Figure 6 shows the docking poses of the most potent compound 17 in the binding
pocket of dopamine D, receptor (X-ray models, PDB IDs: 6LUQ and 7DFP; 6CM4 omitted
for clarity). Notably, the binding pose of compound 17 overlaps in all three considered
X-ray models of dopamine D2 receptor, in contrast to the poses of the virtual hit D2AAK2.
It should be stressed that the interaction of the amide group of compound 17 with the
conserved Asp3.32 is key in the case of this compound, irrespectively of the used X-ray
receptor model. Interestingly, the positions of Phe3.28 and Tyr7.35 side chains in 6LUQ
PDB structure (but not in 7DFP structure), directed to the receptor interior and involved
in interactions with compound 17 tighten the pocket around the 4-chlorophenyl moiety,
which would pose a steric hindrance to meta-substituted derivatives and thus explain their
lack of potency.
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Figure 6. Docking poses of compound 17 in X-ray models of dopamine D, receptor (PDB IDs: 6LUQ,
sidechains in dark gray; and 7DFD, sidechains in white).

2.6. X-ray Studies

The molecular structure of compound 17 with the atomic numbering scheme is
shown in Figure 7 and selected bond distances and angles are reported in Table S1
(See Supplementary Materials). Single crystal X-ray analysis reveals that the compound
crystallizes in the centrosymmetric monoclinic system (P27 /c) with one molecule in the
asymmetric unit. The structure consists of one fused-ring system (2H-1,4-benzothiazin-
3(4H)-one fragment) linked by propanamide moiety with a 4-chlorophenyl unit. In-
teratomic distances and bond angles are in the expected ranges [21] and are compara-
ble to those observed in the related 3,4-dihydro-2H-1,4-benzothiazin-3-one [22-29] and
N-(4-chlorophenyl)propanamide [30-35] derivatives. The fused ring system is nonpla-
nar (rm.s. deviation = 0.2515 A for all non-H atoms with a maximum deviation of
—0.605(3) A for C(2)), the dihedral angle between the planes formed by non-hydrogen
atoms of the phenyl (C3/C4/C5/C5/C7/C8) and thiazine (C1/C2/51/C3/C8/N1) rings
is 15.8(2)°. The mean plane formed by non-hydrogen atoms of the fused ring system
(C1/C2/51/C3/C4/C5/C5/C7/C8/N1) is inclined to the plane of phenyl (C12/C13/C14/
C15/C16/C17) ring by 54.1(1)°. The thiazine ring is in a screw-boat conformation, as indicated
by the following puckering parameters: Q = 0.645(3)°, 6 = 65.5(4)°, ¢ = 32.3(4)° [36-38]. As can
be seen from Figure S1 in the crystal, molecules of 17 are linked by strong N2-H2- - - 02!
hydrogen-bonding interactions (symmetry code i = x, y—1, z) forming the chain structures
along [010] direction with graph-set motif C(9) (Figure S2) [39]. The hydrogen bonding
parameters are given in Table 4.

Figure 8 shows the superposition of the docked (white) and X-ray conformation (blue)
of compound 17 based on the superposition of the amide group. Importantly, while in the
docking pose the conjugated ring system is rotated, both conformations assume similar
shape and occupy similar volume. However, due to the differences in the environment and
the occurring interactions (intermolecular vs. with amino acids), it would be difficult to
draw relevant conclusions by comparing the conformation of compound 17 in the solid
state with its arrangement in the receptor.
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Table 4. Hydrogen-bond geometry for compound 17.
Hydrogen Bond [A, °]
D-H---A d(D-H) d(H---A) d(D---A) Z DHA
N2-H2N---O1 0.82(3) 2.18(3) 2.962(4) 159(4)

C13-H13---02 0.93 2.24 2.834(5) 121
Symmetry code: (i) x,y — 1, z.
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Figure 7. The molecular structures of compound 17 showing atomic labeling. Displacement ellipsoids
are drawn at the 30% probability level.

Figure 8. The superposition of docked (white) and X-ray (blue) conformations of compound 17 is
based on the superposition of the amide group.

2.7. Behavioral Studies
2.7.1. Effect of Compound 17 on Locomotor Activity in Mice

The effect of compound 17 (25, 50, and 75 mg/kg) on the spontaneous locomotor
activity in mice is shown in Table 5. Statistical analysis of the results demonstrated that 17
at doses of 25, 50, and 75 mg/kg had no statistically significant effects on the animal’s loco-
motor activity versus the control group after 10 min (one-way ANOVA: F (3, 36) = 0.7972,
p = 0.5035) and after 30 min (one-way ANOVA: F (3, 36) = 0.6207, p = 0.6062).
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Table 5. The effect of compound 17 on the spontaneous locomotor activity in mice. 17 and vehicle
were administered intraperitoneally (i.p) 60 min before the test. Distance traveled was recorded after
10 and 30 min of the test. Each experimental group consisted of ten animals. The data are presented
as the means + SEM. The results were considered statistically significant if p < 0.05 (one-way ANOVA
followed by Dunnett’s post hoc test).

Treatment Distance Traveled (cm) after 10 min Distance Traveled (cm) after 30 min
vehicle (control group) 1002 + 104.0 2529 + 460.6
17 (25 mg/kg) 910.1 + 139.3 2003 + 355.7
17 (50 mg/kg) 855.9 + 195.1 2345 + 616.0
17 (75 mg/kg) 1200 + 216.0 2983 + 595.8

2.7.2. Motor Coordination Evaluated by Chimney Test

Compound 17 administered at doses of 25, 50, and 75 mg/kg did not change the
behavior of mice in the chimney (one-way ANOVA: F (3, 36) = 2.316; p = 0.0921). The
mice were leaving the chimney within the allotted time of 30 s. The effect of 17 (25, 50,
and 75 mg/kg) on the motor coordination evaluated by chimney test in mice is shown in
Figure 9.

10-
T

o, 8-

> T

£ 61

5

(3]

£ 47

g

= 2-

0 [mg/kg]
Vehicle 25 50 75

17

Figure 9. Effect of compound 17 (25, 50, and 75 mg/kg) on the motor coordination evaluated by
chimney test in mice. 17 (25, 50, and 75 mg/kg) and vehicle were injected (i.p) 60 min before testing.
The values represent mean + SEM (n = 10 animals per group); (one-way ANOVA followed by
Dunnett’s post hoc test).

2.7.3. Effects of Compound 17 in the Rotarod Test

An acute administration of compound 17 at the tested doses (25, 50, and 75 mg/kg)
did not influence mice behavior in the rotarod test [one-way ANOVA: F (3, 36) = 0.3809;
p = 0.7673]. The effect of 17 (25, 50, and 75 mg/kg) on the motor coordination evaluated by
the rotarod test in mice is shown in Figure 10.

Locomotor activity and motor coordination assays are generally accepted as basic tests
for investigations of the central activity of new agents [40]. Compound 17 administered at
the doses 25, 50, and 75 mg/kg did not impair the coordination of animals, as evaluated in
the chimney and rotarod tests (Figures 9 and 10) or alter the spontaneous activity (Table 5),
therefore further behavioral tests were conducted for all above doses of 17.
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Figure 10. Effect of compound 17 (25, 50, and 75 mg/kg) on the motor coordination evaluated
by rotarod test in mice. 17 (25, 50, and 75 mg/kg) and vehicle were injected (i.p) 60 min before
testing. The values represent mean + SEM (n = 10 animals per group). The data are presented as
the mean + SEM. The results were considered statistically significant if p < 0.05 (one-way ANOVA
followed by Dunnett’s post hoc test).

2.7.4. Spontaneous Locomotor Activity and Amphetamine-Induced Hyperactivity

The effect of 17 co-administration with amphetamine after 10 min (10 min from cpd
injection) in mice is shown in Figure 11A—C and after 30 min in Figure 11D-F.

Two-way ANOVA revealed that 10 min after compound 17 (25, 50, and 75 mg/kg,
i.p.) administration followed by amphetamine co-injection (3 mg/kg, s.c., 30 min after
compound administration) there is a statistically significant treatment effect (amphetamine
administration) in each case, respectively: [F (1, 33) = 9.420, p = 0.0043; Figure 11A;
[F (1,33) =7.197, p = 0.0113; Figure 11B] and [F (1, 32) = 4.181, p = 0.0492; Figure 11C]
and statistically significant interaction effect between treatment (amphetamine administra-
tion) and pretreatment (compound administration) only after higher doses, respectively
for 50 mg/kg [F (1, 33) = 4.407, p = 0.0435; Figure 11B] and 75 mg/kg [F (1, 32) = 5.876,
p = 0.0212; Figure 11C], whereas no statistically significant pretreatment effect was ob-
served [F (1, 33) = 0.3645, p = 0.5502; Figure 11A]. Moreover, Bonferroni’s post hoc test
revealed that amphetamine treatment increased mice locomotor activity when compared to
the control group (** p < 0.01; Figure 11A, * p < 0.05; Figure 11B,C), and that amphetamine-
induced hyperactivity was decreased by compound 17 administration at the dose of 50 and
75 mg/kg (" p <0.05).

Two-way ANOVA revealed that 30 min after compound 17 (25, 50 and 75 mg/kg, i.p.)
administration followed by amphetamine co-injection (3 mg/kg, s.c., 30 min after com-
pound administration) there is a statistically significant pretreatment effect (amphetamine
administration) in each case, respectively: [F (1, 31) = 9.997, p = 0.0035; Figure 11D];
[F (1,31) =4.498, p = 0.0420; Figure 11E] and [F (1, 31) = 4.886, p = 0.0346; Figure 11F]
and statistically significant interaction effect between treatment (amphetamine administra-
tion) and pretreatment (compound administration) only after higher doses, respectively
for 50 mg/kg [F (1, 31) = 5.998, p = 0.0202; Figure 11E] and 75 mg/kg [F (1, 31) = 6.526,
p = 0.0158; Figure 11F], whereas no statistically significant pretreatment effect was observed
[F (1,31) = 0.4432, p = 0.5105; Figure 11D]. Moreover, Bonferroni’s post hoc test revealed
that amphetamine treatment increased mice locomotor activity when compared to the
control group (** p < 0.01; Figure 11D, * p < 0.05; Figure 11EF) and that amphetamine-
induced hyperactivity was decreased by compound 17 administration at the dose of 50 and
75mg/kg (" p <0.05).

Amphetamine-induced hyperactivity test is an animal model reflecting the positive
symptoms of schizophrenia commonly employed for preclinical studies [41]. The model is
based on the manipulation of the dopaminergic system, and it may primarily respond to
drugs that affect this neurotransmitter system. Many neuroleptics acting as dopaminergic
antagonists reverse this effect [42]. It is noteworthy that amphetamine-induced hyperloco-
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motion is also sensitive to other classes of drugs [43,44]. Behavioral studies confirmed the
antipsychotic activity of 17 in relation to the positive symptoms of schizophrenia, which
was expected based on in vitro test results. The compound decreased the hyperactivity in-
duced by the administration of amphetamine in mice at studied doses of 50 and 75 mg/kg,
whereas it was inactive at the lower dose of 25 mg/kg. These results should be further sup-
plemented with an assessment of the effect of compound 17 on the negative and cognitive
symptoms of schizophrenia.
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Figure 11. Acute effect of 17 on the amphetamine-induced hyperactivity in mice after 10 min,
administered at the dose of 25 mg/kg (A), 50 mg/kg (B) and 75 mg/kg (C), and after 30 min at the
dose of 25 mg/kg (D), 50 mg/kg (E) and 75 mg/kg (F). Compound 17 (25, 50, and 75 mg/kg) and
vehicle were injected i.p. Amphetamine (3 mg/kg) (s.c) was administered 30 min after injection of
17 (25, 50, and 75 mg/kg). The values represent mean + SEM (n = 8-10 animals per group). The
data are presented as the mean £ SEM. ** p < 0.01, * p < 0.05 versus control group; " p < 0.05 versus
amphetamine (3 mg/kg) group (two-way ANOVA followed by Bonferroni’s post hoc test).
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2.7.5. The Effect of Acute Administration of Compound 17 on Anxiety Responses in Mice

The influence of compound 17 (25, 50, and 75 mg/kg) on the anxiety-like responses was
determined in the EPM test (Figure 12). Diazepam at a dose of 1 mg/kg was administrated
as a reference drug with documented anxiolytic activity. Compound 17 administered at a
dose of 25, 50, and 75 mg/kg did not change the percentage of the time spent (Figure 12A;
ANOVA: F (4, 30) = 3.419; p = 0.0204) or entries into open arms of maze (Figure 12B; ANOVA:
F (4, 31) = 1.318; p = 0.2851). Diazepam (1 mg/kg) induced a statistically significant increase in
the time animals spent in the open arms of the maze (Figure 12A; * p < 0.05 versus vehicle; post-
hoc Bonferroni’s test). The obtained results indicated that compound 17 does not influence
anxiety-like behavior in mice.
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Figure 12. The effects of compound 17 (25, 50, and 75 mg/kg) on the percentage of time spent
in open arms (A) and percentage of entries into open arms (B) in the EPM procedure. A single
dose of 17 (25, 50, and 75 mg/kg) and vehicle were injected i.p. Diazepam at the dose of 1 mg/kg
was administered s.c. All substances were injected 60 min before the test. The values represent
mean £ SEM (n = 7-8 mice per group). * p < 0.05 versus vehicle (post-hoc Bonferroni’s test).

2.7.6. Compound 17 Dose-Effect Relationship in the FST

In order to determine its antidepressant-like activity, compound 17 was used in the
following doses: 25, 50, and 75 mg/kg (Figure 13) [one-way ANOVA: F (4, 45) = 21.67;
p <0.0001]. Statistical analysis of the results showed that 17 used at a dose of 25 mg/kg
had no statistically significant effect (p > 0.05) on the immobility time in mice. However,
the test compound administered at a dose of 50 and 75 mg/kg significantly reduced the
total time of immobility in comparison with the control group.
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Figure 13. Effects of an acute administration of compound 17 in the forced swim test in mice. 17
(25, 50, and 75 mg/kg), imipramine hydrochloride (IMI, 30 mg/kg), and vehicle were administered
i.p. 60 min before the test. The obtained data are presented as the mean + SEM (n = 10 animals per
group). ** p < 0.01, *** p < 0.001 versus the vehicle group (one-way ANOVA followed by Bonferroni’s
post-hoc test).

The results obtained in the FST test indicated that 17 showed antidepressant-like
properties, observed as a reduction in the immobility time of the mice, but differently
and depending on the dose—only higher doses of the compound were active, 50 mg/kg
(p <0.001) and 75 mg/kg (p < 0.01; Figure 13). In addition, imipramine (IMI) at the dose of
30 mg/kg, used as a reference drug, caused a statistically significant decrease in immobility
time (p < 0.001). FST is a simple and fast test established in experimental pharmacology
for detecting the antidepressant effect of tested substances [45]. The mouse placed in a
beaker with water, without the possibility of escaping, initially makes intensive attempts
to get out, but after a short time, it gives up and adopts an attitude known as immobility.
The effect of 17 should be considered specific as the tested compound did not show a
negative effect on the locomotor activity of mice at any tested dose (25, 50 and 75 mg/kg;
Table 5). This suggests that the mice were able to cope with the stressful confined space
swimming situation.

3. Conclusions

The compound D2AAK2 reported in our previous studies represents an interesting
case of a highly selective ligand of the dopamine D; receptor, which, moreover, does not
follow the classical pharmacophore model for orthosteric ligands of this target. In order to
investigate the binding mode of the studied compound to the D, receptor and to elucidate
which structural features are crucial for its affinity for this molecular target, we designed
and synthesized 23 of its derivatives. Subsequent pharmacological evaluation and SAR
studies demonstrated that the D2AAK?2 structure tolerates only minor changes in the
phenyl system to maintain its activity, while modifications of the benzothiazinone fragment
and the linker connecting the two above groups are unfavorable and lead to the loss of
activity. Selected derivatives were confirmed as D, receptor antagonists, and the most
active compound, having a comparable affinity for the D, receptor as D2AAK2, showed
antipsychotic potential in behavioral studies. As anxiety and depressive disorders often
accompany schizophrenia, the selected compound has also been studied for its effects on
these conditions, revealing its antidepressant potential in vivo. Our study demonstrates
that D2AAK2 and its active derivatives constitute an interesting group of D, receptor
ligands, as they exhibit a unique mode of interacting with this target protein—they do
not possess an amine nitrogen atom, which, positively charged at physiological pH, can
interact electrostatically with Asp 3.32 of the binding pocket. Further research will allow us
to better understand how the presented compounds interact with the target of interest and
what features are responsible for their selectivity over closely related GPCRs.
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4. Materials and Methods
4.1. Chemistry

The reagents used in the synthetic procedures were obtained from commercial sources
or were available in-house. NMR spectra of the reported compounds were acquired
on a Bruker AVANCE III 600 MHz apparatus (Bruker, Billerica, MA, USA). Chemical
shifts () are given in ppm, and are referenced to tetramethylsilane (TMS) or the residual
proton signal in DMSO-ds, which was used as a solvent. Coupling constants () are
measured in Hertz (Hz). Recorded spectral data were processed with MestReNova v.14.0.0
software (Mestrelab Research, Santiago de Compostela, Spain). High-resolution mass
spectra (HRMS) of samples were acquired using an Agilent 1290 Infinity HPLC system
(Agilent Technologies, Santa Clara, CA, USA) coupled to an Agilent 6550 iFunnel QTOF
mass spectrometer (Agilent Technologies, Santa Clara, CA, USA) equipped with a Jet Stream
Technology electrospray ion source (ESI). 0.1% formic acid in 50:50 v/v water:acetonitrile
was used as a mobile phase, with a flow rate 0.4 mL/min. Samples were analyzed by flow
injection analysis. Ions were acquired in positive ion mode (ESI+) from 100 to 1000 m/z.
Two reference ions 121.0508 and 922.0097 were used for internal mass correction. Data
were acquired using Mass Hunter Acquisition B.09 (Agilent Technologies, Santa Clara, CA,
USA) and processed with Mass Hunter Qualitative B.07 software (Agilent Technologies,
Santa Clara, CA, USA). NMR and HRMS spectra for the reported compounds are available
in Supplementary Materials.

4.1.1. General Procedure for Synthesis of the Intermediates 1a-15a

A solution of 3-chloropropanoyl chloride or chloroacetyl chloride (20 mmol) in acetone
(8 mL) was added dropwise to the refluxing solution of appropriate aniline (40 mmol) in
acetone (16 mL). After all the substrates had been added, the mixture was refluxed for
one hour and then cooled to room temperature. The resulting suspension was poured into
6M aqueous HCI (32 mL), which led to the precipitation of a given amide, which was then
filtered off and dried.

4.1.2. General Procedure for Synthesis of the Intermediates 1b-2b

2-Aminothiophenol or 2-aminophenol (10 mmol) was stirred with 50 mL of water.
Urea (15 mmol) was added to the resulting suspension and the mixture was refluxed for
36 h. After cooling down the obtained precipitate was filtered off, dissolved in DCM, and
washed with 1M aqueous HCl and brine. The organic layer was then dried over anhydrous
sodium sulfate and the solvent was removed under reduced pressure to give the solid
product, which was used in the next step without further purification.

4.1.3. Synthesis of the Intermediate 3b

To the solution of 2-aminothiophenol (50 mmol) and ethyl chloroacetate (50 mmol) in
ethanol 96° (150 mL), 10% water solution of potassium hydroxide (25 mL) was added, and
the resulting reaction mixture was refluxed for 3 h, after which it was poured onto ice. The
obtained solid was filtered off, washed with water, and then recrystallized from ethanol.

4.1.4. General Procedure for Synthesis of the Final Compounds 1-3, 5, 7-23

The appropriate intermediate 1a-15a (2 mmol), the corresponding amide (2 mmol),
and anhydrous potassium carbonate (4 mmol) were placed in a reaction vial, to which 6 mL
of ACN was added, and the resulting mixture was stirred and refluxed overnight. After
cooling down the reaction was filtered and the solvent was distilled off on a rotavap. The
obtained crude product was purified by washing with ACN, recrystallization from ACN or
MeOH, or by DCVC (hexane/ethyl acetate).

4.1.5. Synthesis of the Final Compound 4

3-Chloro-N-(4-(trifluoromethyl)phenyl)propanamide (1 mmol), 2,3-dihydrobenzo[b]
oxazepin-4(5H)-one (1 mmol) and anhydrous potassium carbonate (2 mmol) were placed
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in a reaction vial, to which 4 mL of DMF was added, and the resulting mixture was stirred
overnight at room temperature. After that the reaction mixture was concentrated on a
rotavap and the resulting residue was dissolved in ethyl acetate and washed with water.
The organic layer was dried over anhydrous sodium sulfate and the solvent was evaporated.
The obtained crude product was purified by DCVC (hexane/ethyl acetate 1:1).

4.1.6. Synthesis of the Final Compound 6

3-Chloro-N-(4-(trifluoromethyl)phenyl)propanamide (1 mmol), piperidin-2-one
(2 mmol), and potassium hydroxide (4 mmol) were placed in a reaction vial, to which
4 mL of DMSO was added, and the resulting mixture was stirred overnight at room tem-
perature. After that 15 mL of water was added to the reaction mixture and it was extracted
three times with ethyl acetate. Combined organic layers were washed with water and
brine, and dried over anhydrous sodium sulfate. Evaporation of the solvent gave the crude
product which was purified by washing with ACN.

4.1.7. Purification and Spectral Data for the Synthesized Final Compounds 1-23
3-(3-Oxo0-2,3-dihydro-4H-benzo[bl[1,4]oxazin-4-yl)-N-(4-(trifluoromethyl))phenyl)propanamide (1).
Compound purified by crystallization from ACN: white solid. Yield: 38%. 'H NMR
(600 MHz, DMSO) 6 10.41 (s, 1H), 7.77 (d, ] = 8.5 Hz, 2H), 7.67 (d, | = 8.5 Hz, 2H), 7.31 (d,
J=8.0Hz, 1H), 7.07 (dq, ] =8.5, 4.3 Hz, 1H), 7.02 (d, ] = 4.4 Hz, 2H), 4.64 (s, 2H), 4.22 (t,
] =7.4 Hz, 2H), 2.70 (t, ] = 7.4 Hz, 2H). 13C NMR (151 MHz, DMSO) & 169.92, 164.49, 145.45,
143.01,128.78,126.49 (q, ] = 3.9 Hz), 124.85 (q, ] = 271.3 Hz), 124.05, 123.69 (q, | = 32.6 Hz),
123.25,119.50, 117.12, 115.83, 67.54, 37.47, 34.69. HRMS (ESI) m/z [M + H]* calculated for
C18H15F3N,03: 365.1108, found: 365.1109.
3-(2-Oxobenzo[d]thiazol-3(2H)-yl)-N-(4-(trifluoromethyl)phenyl)propanamide (2). Compound
was purified by washing with ACN: white solid. Yield: 34%. 'H NMR (600 MHz, DMSO) &
10.45 (s, 1H), 7.75 (d, ] = 8.4 Hz, 2H), 7.66 (dd, ] = 8.4, 3.1 Hz, 3H), 7.45 (d, ] = 8.1 Hz, 1H),
738 (t,] =7.8 Hz, 1H), 7.20 (t, ] = 7.6 Hz, 1H), 4.27 (t, ] = 7.0 Hz, 2H), 2.80 (t, ] = 7.0 Hz, 2H).
13C NMR (151 MHz, DMSO) § 169.67, 169.18, 142.91, 137.18, 127.04, 126.51 (q, ] = 3.7 Hz),
124.82 (q, | = 270.8 Hz), 123.73 (q, ] = 32.0 Hz), 123.60, 123.35, 121.93, 119.51, 111.99, 39.27,
35.03. HRMS (ESI) m/z [M + H]* calculated for C17H13F3N,0,S: 367.0723, found: 367.0724.
3-(2-Oxobenzoldloxazol-3(2H)-yl)-N-(4-(trifluoromethyl)phenyl)propanamide (3). Compound
purified by crystallization from ACN: yellowish solid. Yield: 43%. 'H NMR (600 MHz,
DMSO) §10.42 (s, 1H), 7.73 (d, ] = 8.5 Hz, 2H), 7.65 (d, ] = 8.6 Hz, 2H), 7.36-7.31 (m, 2H),
7.24-7.18 (m, 1H), 7.14-7.09 (m, 1H), 4.14 (t, ] = 6.7 Hz, 2H), 2.86 (t, ] = 6.7 Hz, 2H). 13C
NMR (151 MHz, DMSO) 4 169.71, 154.06, 142.85, 142.39, 131.39, 126.47 (q, ] = 4.0 Hz), 124.78
(q,] =272.0 Hz), 124.23,123.71 (q, ] = 32.0 Hz), 122.58, 119.46, 110.02, 109.93, 38.66, 34.89.
HRMS (ESI) m/z [M + H]* calculated for C17H13F3N,03: 351.0951, found: 351.0950.
3-(4-Oxo0-3,4-dihydrobenzo[bI[1,4]oxazepin-5(2H)-yl)-N-(4-(trifluoromethyl)phenyl)propanamide
(4). Compound purified by DCVC (hexane/ethyl acetate 1:1): yellowish solid. Yield: 27%.
'H NMR (600 MHz, DMSO) § 10.29 (s, 1H), 7.71 (d, ] = 8.5 Hz, 2H), 7.64 (d, ] = 8.5 Hz, 2H),
7.50 (dt, ] = 7.8, 1.6 Hz, 1H), 7.24 (dtt, ] = 20.0, 7.5, 1.5 Hz, 2H), 7.12 (dt, ] = 7.7, 1.5 Hz,
1H), 4.45 (td, | = 6.7, 1.3 Hz, 2H), 4.10-3.98 (m, 2H), 2.61-2.57 (m, 2H), 2.52 (t, | = 4.5 Hz,
2H). 13C NMR (151 MHz, DMSO) 5 170.69, 169.96, 150.18, 143.00, 136.99, 127.54, 126.43 (q,
J =3.9Hz), 125.76, 124.21, 123.69 (q, | = 271.2 Hz), 123.68 (q, ] = 31.9 Hz), 123.20, 119.41,
74.56, 43.82, 35.49, 35.00. HRMS (ESI) m/z [M + H]* calculated for C19H;7F3N,O3: 379.1264,
found: 379.1266.

3-(3-Oxothiomorpholino)-N-(4-(trifluoromethyl)phenyl)propanamide (5). Compound was puri-
fied by washing with ACN: white solid. Yield: 20%. TH NMR (600 MHz, DMSO) 4 10.39 (s,
1H), 7.80 (d, ] = 8.5 Hz, 2H), 7.67 (d, ] = 8.5 Hz, 2H), 3.67-3.58 (m, 4H), 3.23 (s, 2H), 2.85 (t,
] =5.7 Hz, 2H), 2.63 (t, ] = 6.9 Hz, 2H). 13C NMR (151 MHz, DMSO) § 170.61, 167.07, 143.07,
126.52 (q, ] = 3.7 Hz), 124.85 (q, ] = 271.2 Hz), 123.67 (q, | = 31.9 Hz), 119.47, 49.40, 44.39,
35.59, 29.67, 26.39. HRMS (ESI) m/z [M + H]* calculated for C14H5F3N,0,S: 333.0879,
found: 333.0879.
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3-(2-Oxopiperidin-1-yl)-N-(4-(trifluoromethyl)phenyl)propanamide (6). Compound was purified
by washing with ACN: white solid. Yield: 24%. 'H NMR (600 MHz, DMSO) & 10.37 (s, 1H),
779 (d,] =8.4Hz, 2H),7.67 (d, ] =8.5 Hz, 2H), 3.54 (t, ] = 7.1 Hz, 2H), 3.29 (t, | = 5.6 Hz,
2H), 2.59 (t, ] = 7.0 Hz, 2H), 2.20 (t, ] = 6.3 Hz, 2H), 1.72-1.61 (m, 4H). 13C NMR (151 MHz,
DMSO) 6 170.81, 169.02, 143.13, 126.50 (q, | = 4.0 Hz), 124.85 (q, ] = 271.0 Hz), 123.51
(q, ] =319 Hz), 119.43, 48.37, 43.81, 35.27, 32.47, 23.28, 21.39. HRMS (ESI) m/z [M + H]*
calculated for C;5H17F3N,05: 315.1315, found: 315.1315.
3-((2-Methylphenyl)sulfonamido)-N-(4-(trifluoromethyl)phenyl)propanamide (7). Compound
purified by crystallization from ACN: white solid. Yield: 27%. 'H NMR (600 MHz, DMSO)
510.31 (s, 1H), 7.83 (dd, ] = 8.2, 1.1 Hz, 1H), 7.76 (d, | = 8.6 Hz, 2H), 7.66 (d, ] = 8.8 Hz,
2H), 7.50 (td, ] = 7.5, 1.2 Hz, 1H), 7.41-7.35 (m, 2H), 3.08 (t, ] = 7.0 Hz, 2H), 2.57 (s,
3H), 2.54 (t, ] = 7.0 Hz, 2H). 13C NMR (151 MHz, DMSO) § 169.97, 143.06 (d, ] = 1.4 Hz),
138.94, 137.02, 132.97, 132.84, 128.89, 126.64, 126.44 (q, | = 3.7 Hz), 124.86 (q, ] = 271.3 Hz),
123.57 (q, ] = 31.9 Hz), 119.40, 38.92, 37.17, 20.23. HRMS (ESI) m/z [M + H]" calculated for
C17H17F3N20352 387.0985, found: 387.0986.
3-((4-Methylphenyl)sulfonamido)-N-(4-(trifluoromethyl)phenyl)propanamide (8). Compound
was purified by washing with ACN: white solid. Yield: 36%. 'H NMR (600 MHz, DMSO)
6 10.37 (s, 1H), 7.77 (d, | = 8.5 Hz, 2H), 7.72-7.63 (m, 4H), 7.39 (d, ] = 8.0 Hz, 2H), 3.03
(t, ] =7.0Hz, 2H), 2.53 (t, | = 7.1 Hz, 2H), 2.37 (s, 3H). 13C NMR (151 MHz, DMSO) 5
169.93, 143.10, 143.07, 137.87, 130.11, 127.03, 126.46 (q, | = 4.0 Hz), 124.85 (q, ] = 271.3 Hz),
123.59 (q, ] = 31.9 Hz), 119.40, 39.13, 37.14, 21.41. HRMS (ESI) m/z [M + H]* calculated for
C17H17F3N203S: 387.0985, found: 387.0986.
2-(3-Ox0-2,3-dihydro-4H-benzo[bl[1,4]thiazin-4-yl)-N-(4-(trifluoromethyl)phenyl)acetamide (9).
The compound precipitated after cooling down the reaction mixture, then purified by
washing with ACN: beige solid. Yield: 37%. 'H NMR (600 MHz, DMSO) 5 10.70 (s, 1H),
7.82(d, ] =8.5Hz 2H),7.70 (d, ] = 8.5 Hz, 2H), 7.44 (dd, ] = 7.8, 1.5 Hz, 1H), 7.28 (ddd,
J=85,74,1.6 Hz, 1H),7.16 (dd, ] = 8.3, 1.2 Hz, 1H), 7.08 (td, ] = 7.5, 1.2 Hz, 1H), 4.78 (s,
2H), 3.59 (s, 2H). 1*C NMR (151 MHz, DMSO) 6 167.19, 166.12, 142.81, 140.20, 128.46, 127.81,
126.62 (q, ] = 4.0 Hz), 124.84 (q, ] = 269.5 Hz), 123.91, 123.86 (q, ] = 31.5 Hz), 123.08, 119.50,
118.54, 48.86, 30.66. HRMS (ESI) m/z [M + H]* calculated for C1;H3F3N,0,S: 367.0723,
found: 367.0724.

3-(3-Oxo0-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)-N-phenylpropanamide (10). Compound was
purified by washing with ACN: white solid. Yield: 47%. 'H NMR (600 MHz, DMSO) &
10.00 (s, 1H), 7.59-7.53 (m, 2H), 7.42 (ddd, | = 10.9, 8.0, 1.3 Hz, 2H), 7.34-7.27 (m, 3H),
7.09-7.01 (m, 2H), 4.29-4.20 (m, 2H), 3.51 (s, 2H), 2.69-2.61 (m, 2H). '3C NMR (151 MHz,
DMSO) 5 168.17, 164.20, 138.54, 138.40, 128.05, 127.54, 126.79, 122.74, 122.67, 122.58, 118.56,
117.48, 40.32, 33.88, 29.87. HRMS (ESI) m/z [M + H]* calculated for C;7H;6N»0,S: 313.1005,
found: 313.1005.
3-(3-Oxo-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)-N-(2-(trifluoromethyl)phenyl)propanamide (11).
Compound was purified by washing with ACN: white solid. Yield: 42%. 'H NMR (300 MHz,
DMSO) § 9.71 (s, 1H), 7.76-7.62 (m, 2H), 7.49-7.36 (m, 4H), 7.36-7.28 (m, 1H), 7.07 (td,
] =75,13Hz, 1H), 422 (t, ] = 7.5 Hz, 2H), 3,51 (s, 2H), 2.67 (t, ] = 7.6 Hz, 2H). '3C NMR
(151 MHz, DMSO) 6 170.29, 165.31, 139.59, 135.71, 133.39, 130.75, 128.66, 127.86, 127.25, 126.72
(q,] = 5.3 Hz), 125.43 (q, ] = 30.6 Hz), 123.85 (q, ] = 269.5 Hz), 123.85, 123.76, 118.47, 41.34, 34.13,
30.94. HRMS (ESI) m/z [M + H]* calculated for C1gH15F3N>0,S: 381.0879, found: 381.0878.
3-(3-Oxo-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)-N-(o-tolyl)propanamide (12). Compound
purified by crystallization from ACN: white solid. Yield: 37%. 'H NMR (600 MHz, DMSO)
59.37 (s, 1H), 7.43 (td, | = 5.3, 2.8 Hz, 2H), 7.35 (d, ] = 7.9 Hz, 1H), 7.34-7.29 (m, 1H), 7.18
(d, ] =7.4Hz, 1H), 7.14 (td, ] = 7.6, 1.6 Hz, 1H), 7.07 (ddd, ] = 10.5, 5.2, 2.9 Hz, 2H), 4.25
(t, ] = 7.5 Hz, 2H), 3.51 (s, 2H), 2.68 (t, ] = 7.5 Hz, 2H), 2.16 (s, 3H). 1>*C NMR (151 MHz,
DMSO) 6 168.16, 164.22, 138.52, 135.55, 131.04, 129.61, 127.55, 126.78, 125.22, 124.51, 124.47,
122.74,122.69, 117.54, 40.37, 33.33, 29.90, 17.19. HRMS (ESI) m/z [M + H]* calculated for
C18H18N»0,5: 327.1162, found: 327.1163.
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3-(3-Ox0-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)-N-(m-tolyl)propanamide (13). Compound
purified by DCVC (hexane/ethyl acetate 1:1): white solid. Yield: 49%. 'H NMR (600 MHz,
DMSO) 6 9.92 (s, 1H), 7.44-7.38 (m, 3H), 7.32 (ddd, | = 17.4, 8.2, 1.9 Hz, 2H), 7.16 (t,
J=7.8Hz, 1H),7.06 (td, ] =7.5,1.1 Hz, 1H), 6.85 (d, ] = 7.5 Hz, 1H), 4.28-4.18 (m, 2H), 3.51
(s, 2H), 2.64 (dd, ] = 8.5, 6.6 Hz, 2H), 2.26 (s, 3H). 13C NMR (151 MHz, DMSO) 5 168.10,
164.20, 138.55, 138.32, 137.19, 127.89, 127.54, 126.79, 123.29, 122.74, 122.66, 119.13, 117 .47,
115.79, 40.34, 33.89, 29.87, 20.58. HRMS (ESI) m/z [M + H]* calculated for C15H1gN>O,S:
327.1162, found: 327.1161.
3-(3-Oxo-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)-N-(p-tolyl)propanamide (14). Compound
purified by DCVC (hexane/ethyl acetate 7:3): white solid. Yield: 38%. 'H NMR (600 MHz,
DMSO) 69.91 (s, 1H), 7.46-7.39 (m, 4H), 7.31 (ddd, ] =8.4, 7.4, 1.6 Hz, 1H), 7.09 (d, ] = 8.2 Hz,
2H),7.06 (td, ] = 7.5, 1.1 Hz, 1H), 4.29-4.17 (m, 2H), 3.51 (s, 2H), 2.70-2.58 (m, 2H), 2.24 (s,
3H). 13C NMR (151 MHz, DMSO) 5 167.91, 164.18, 138.55, 135.90, 131.47, 128.43, 127.54,
126.79, 122.74, 122.65, 118.59, 117.47, 40.37, 33.82, 29.86, 19.82. HRMS (ESI) m/z [M + H]*
calculated for C1gH1gN»O,S: 327.1162, found: 327.1170.
N-(2-Chlorophenyl)-3-(3-oxo-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)propanamide (15). Com-
pound purified by DCVC (hexane/ethyl acetate 7:3): white solid. Yield: 42%. 'H NMR
(600 MHz, DMSO) 6 9.63 (s, 1H), 7.66 (d, | = 8.2 Hz, 1H), 7.48 (d, ] = 8.0 Hz, 1H), 7.45-7.39
(m, 2H), 7.31 (t, ] = 7.8 Hz, 2H), 7.19 (t, ] = 7.8 Hz, 1H), 7.07 (t, ] = 7.5 Hz, 1H), 4.24
(t, ] =7.5Hz, 2H), 3.51 (s, 2H), 2.73 (t, ] = 7.6 Hz, 2H). '3C NMR (151 MHz, DMSO) &
168.62, 164.21, 138.52, 134.15, 128.81, 127.55, 126.78, 126.70, 126.01, 125.82, 125.74, 122.74,
122.66, 117.48, 40.27, 33.33, 29.88. HRMS (ESI) m/z [M + H]* calculated for C17H;5CIN,O,S:
347.0616, found: 347.0616.
N-(3-Chlorophenyl)-3-(3-0xo-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)propanamide (16). Com-
pound purified by washing with ACN: white solid. Yield: 28%. TH NMR (600 MHz, DMSO)
§10.19 (s, 1H), 7.77 (t, ] = 2.0 Hz, 1H), 7.44-7.38 (m, 3H), 7.34-7.28 (m, 2H), 7.09 (ddd,
J=79,21,1.0 Hz, 1H), 7.06 (td, ] = 7.6, 1.2 Hz, 1H), 4.27-4.20 (m, 2H), 3.51 (s, 2H), 2.69-2.62
(m, 2H). 13C NMR (151 MHz, DMSO) & 168.61, 164.24, 139.80, 138.50, 132.39, 129.77, 127.55,
126.78, 122.76, 122.72, 122.30, 118.04, 117.49, 116.91, 40.15, 33.95, 29.88. HRMS (ESI) m/z
[M + H]* calculated for C17H;5CIN,O,S: 347.0616, found: 347.0616.
N-(4-Chlorophenyl)-3-(3-oxo-2,3-dihydro-4H-benzo[bl[1,4]thiazin-4-yl)propanamide (17). Com-
pound purified by crystallization from MeOH: white solid. Yield: 21%. 'H NMR (600 MHz,
DMSO) 6 10.14 (s, 1H), 7.61-7.55 (m, 2H), 7.42 (td, | = 7.3, 1.4 Hz, 2H), 7.38-7.33 (m, 2H),
7.33-7.27 (m, 1H), 7.06 (td, ] = 7.6, 1.3 Hz, 1H), 4.24 (dd, | = 8.5, 6.7 Hz, 2H), 3.51 (s, 2H),
2.65 (dd, ] = 8.6, 6.5 Hz, 2H). 1*C NMR (151 MHz, DMSO) § 168.35, 164.22, 138.51, 137.34,
127.97,127.54, 126.78, 126.12, 122.75, 122.70, 120.08, 117.49, 40.21, 33.90, 29.87. HRMS (ESI)
m/z [M + H]* calculated for C17H;5CIN,O,S: 347.0616, found: 347.0617.
N-(2-Methoxyphenyl)-3-(3-0x0-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)propanamide (18). Com-
pound purified by washing with ACN: white solid. Yield: 41%. 'H NMR (600 MHz, DMSO)
59.25 (s, 1H), 7.89 (d, ] = 8.0 Hz, 1H), 7.42 (dd, | = 8.2,4.2 Hz, 2H), 7.31 (t, ] = 7.9 Hz, 1H),
7.09-7.00 (m, 3H), 6.89 (t, | =7.7 Hz, 1H), 4.21 (t, ] = 7.5 Hz, 2H), 3.80 (s, 3H), 3.51 (s, 2H),
2.73 (t, ] = 7.5 Hz, 2H). '3C NMR (151 MHz, DMSO) & 168.38, 164.13, 149.11, 138.55, 127.51,
126.77,126.50, 123.83, 122.70, 122.59, 121.65, 119.53, 117.49, 110.53, 54.99, 40.40, 33.63, 29.86.
HRMS (ESI) m/z [M + H]* calculated for C;gH13N»05S: 343.1111, found: 343.1112.
N-(3-Methoxyphenyl)-3-(3-oxo-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)propanamide (19). Com-
pound purified by DCVC (hexane/ethyl acetate 7:3): white solid. Yield: 37%. 'H NMR
(600 MHz, DMSO) § 9.99 (s, 1H), 7.42 (td, ] = 6.1, 5.6, 3.2 Hz, 2H), 7.36-7.30 (m, 1H), 7.27 (t,
J=23Hz, 1H),7.19 (t,] =8.1 Hz, 1H), 7.07 (q, ] = 7.8 Hz, 2H), 6.62 (dd, ] = 8.3, 2.6 Hz, 1H),
4.23 (t,] = 7.6 Hz, 2H), 3.72 (s, 3H), 3.51 (s, 2H), 2.64 (t, ] = 7.6 Hz, 2H). 13C NMR (151 MHz,
DMSO) 6 168.23, 164.20, 158.85, 139.56, 138.53, 128.85, 127.54, 126.79, 122.75, 122.66, 117.46,
110.86, 108.04, 104.40, 54.34, 40.29, 33.92, 29.87. HRMS (ESI) m/z [M + H]* calculated for
C18H1sN2O3S: 343.1111, found: 343.1111.
N-(4-Methoxyphenyl)-3-(3-oxo-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)propanamide (20). Com-
pound purified by DCVC (hexane/ethyl acetate 7:3): white solid. Yield: 41%. 'H NMR
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(600 MHz, DMSO) 6 9.86 (s, 1H), 7.50-7.44 (m, 2H), 7.42 (t, ] = 7.3 Hz, 2H), 7.31 (, ] = 7.8 Hz,
1H), 7.06 (t, ] = 7.5 Hz, 1H), 6.93-6.82 (m, 2H), 4.22 (t, ] = 7.6 Hz, 2H), 3.71 (s, 3H), 3.51 (s,
2H), 2.61 (t, ] = 7.5 Hz, 2H). 13C NMR (151 MHz, DMSO) 6 167.63, 164.17, 154.56, 138.56,
131.56, 127.54, 126.79, 122.74, 122.64, 120.14, 117.47, 113.18, 54.53, 40.45, 33.75, 29.87. HRMS
(ESI) m/z [M + H]* calculated for C1gH1§N,O3S: 343.1111, found: 343.1113.
N-(2-Nitrophenyl)-3-(3-oxo0-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)propanamide (21). Com-
pound purified by DCVC (hexane/ethyl acetate 7:3): yellow solid. Yield: 37%. 'H NMR
(600 MHz, DMSO) 4 10.36 (s, 1H), 7.94 (dd, ] = 8.2, 1.5 Hz, 1H), 7.70 (ddd, | = 8.7, 7.4, 1.5 Hz,
1H),7.60 (dd, ] =8.1,1.4 Hz, 1H), 742 (dd, ] =7.7, 1.5 Hz, 1H), 7.37 (td, ] = 8.4, 7.9, 1.4 Hz,
2H), 7.32 (ddd, | = 8.4, 7.3, 1.5 Hz, 1H), 7.07 (td, ] = 7.5, 1.2 Hz, 1H), 4.25-4.16 (m, 2H),
3,51 (s, 2H), 2.74-2.62 (m, 2H). 13C NMR (151 MHz, DMSO) 5 169.55, 165.35, 142.97, 139.52,
134.39, 131.36, 128.65, 127.88, 125.94, 125.80, 125.32, 123.88, 123.78, 118.46, 41.12, 34.53, 30.93.
HRMS (ESI) m/z [M + H]* calculated for C17H15N304S: 358.0856, found: 358.0856.
N-(3-Nitrophenyl)-3-(3-oxo-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)propanamide (22). Com-
pound purified by DCVC (hexane/ethyl acetate 7:3): yellow solid. Yield: 41%. 'H NMR
(600 MHz, DMSO) 6 10.49 (s, 1H), 8.59 (t, ] = 2.1 Hz, 1H), 7.90 (ddd, | = 8.2, 2.3, 1.0 Hz, 1H),
7.85(ddd, ] =8.1,2.1,1.0 Hz, 1H), 7.60 (t, ] = 8.2 Hz, 1H), 7.42 (ddd, ] = 14.3, 8.0, 1.3 Hz,
2H), 7.32 (ddd, | = 8.5, 7.3, 1.6 Hz, 1H), 7.06 (td, ] = 7.5, 1.1 Hz, 1H), 4.34-4.24 (m, 2H),
3.51 (s, 2H), 2.75-2.66 (m, 2H). 13C NMR (151 MHz, DMSO) 6 170.09, 165.36, 148.39, 140.53,
139.55, 130.62, 128.63, 127.85, 125.57, 123.85, 123.82, 118.57, 118.22, 113.71, 41.17, 35.10, 30.95.
HRMS (ESI) m/z [M + H]" calculated for C17H15N304S: 358.0856, found: 358.0855.
N-(4-Nitrophenyl)-3-(3-ox0-2,3-dihydro-4H-benzo[b][1,4]thiazin-4-yl)propanamide (23). Com-
pound purified by DCVC (hexane/ethyl acetate 7:3): yellow solid. Yield: 33%. 'H
NMR (600 MHz, DMSO) 6 10.60 (s, 1H), 8.26-8.19 (m, 2H), 7.83-7.76 (m, 2H), 7.42 (ddd,
J=11.3,8.0,1.4Hz 2H),7.31(ddd, ] =84,7.3,1.5Hz, 1H),7.06 (td, ] =7.5,1.2 Hz, 1H), 4.36—
4.21 (m, 2H), 3.51 (s, 2H), 2.76-2.68 (m, 2H). '3C NMR (151 MHz, DMSO) 6 170.37, 165.37,
145.61, 142.62, 139.53, 128.64, 127.86, 125.43, 123.86, 123.83, 119.24, 118.60, 41.03, 35.19, 30.95.
HRMS (ESI) m/z [M + H]* calculated for C17H15N304S: 358.0856, found: 358.0855.

4.2. Receptor Radioligand Binding Assays

Competition radioligand binding assays were performed on membranes isolated from
cell lines stably expressing the cloned human receptors, which were either in-house or
commercially available. CHO-K1 cell lines with stable expression of the cloned human
dopamine D; [46], Dyg [47] and D3 [46], and serotonin 5-HT,a [48] receptors, as well as a
HEK293 cell line with stable expression of the cloned human 5-HTa [10] and 5-HT7 [46]
receptors, were used. Studied compounds were tested either at a single concentration of
10 uM or in competition binding curves, which were typically constructed with six different
concentrations of a given compound. As internal controls, the following reference com-
pounds were included in the assays: haloperidol (D;, Dy, D3), 5-carboxamidotryptamine
(5-CT) (5-HT1a), risperidone (5-HT;5) and methiothepin (5-HTy). Assays (250 pL assay
final volume) were carried out in 96-well polypropylene plates in duplicate. In short, the
suspension of appropriate membrane protein was incubated in an assay buffer with the ad-
dition of the corresponding radioligand, in the presence or absence of a tested compound or
reference compound. [3H]- SCH-23390 (0.7 nM; D, receptor), [3H]-Spiperone (0.6 nM for D,
receptor, 1 nM for D3 receptor), [®H]-8-OH-DPAT (1 nM; 5-HT; o receptor), [*H]-Ketanserin
(1.25 nM; 5-HT5, ) and [?H]-SB269970 (2 nM; 5-HT; receptor) were employed as radioli-
gands. To assess non-specific binding, membrane protein, and radioligand were incubated
in the presence of 1 uM (+)-butaclamol (D7) 100 uM sulpiride (D;), 1 pM haloperidol (D3),
10 pM serotonin (5-HT14), 1 pM methysergide (5-HT,4) and 20 pM clozapine (5-HT7). Af-
ter the incubation, the content of the test plates was transferred to 96 well plates with glass
fiber filter GF/B or GF/C, previously pretreated with polyethyleneimine (PEI), and rapidly
filtered with the use of vacuum, followed by rapid washing with cold (4 °C) wash bulffer.
After that, the filter plates were dried at 60 °C for 1 h. Then, 30 puL of liquid scintillation
cocktail (UniverSol-ES, MP Biomedicals, Solon, OH, USA) was added to each well of the
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filter plates, and the radioactivity was measured in a MicroBeta? microplate scintillation
counter (PerkinElmer, Madrid, Spain). Table 52, which can be found in Supplementary
Materials, shows the detailed conditions of experimental protocols applied in radioligand
binding assays for each receptor.

Radioligand Binding Data Analysis

Competition binding curves were fitted to a one-site competition binding model
(Fit Ki) with the use of Prism 7 software (GraphPad, San Diego, CA, USA). logK; (log of
the equilibrium dissociation constant (Kj)) values were obtained after constraining the
concentration of radioligand employed in the assay and its dissociation constant (Kp) as
determined in saturation radioligand binding assays.

4.3. Functional Assays of cAMP Signalling at D, Receptors

The assessment of the activity of selected compounds at the D, receptor was per-
formed in cell-based functional assays of cCAMP signaling, in the CHO-K1 cell line with
stable expression of the cloned human Dsg receptor, which was also employed for the
radioligand binding assays. For D, receptor antagonism, test compounds were dispensed
into an empty 96-well plate (Isoplate-96 Black Frame White Well, PerkinElmer Espafia SL,
Madrid, Spain) with the use of the dispensing noncontact Echo 550 acoustic liquid handler
(LABCYTE Inc., San Jose, CA, USA). Compounds were handled from frozen 10—2 M stock
solutions in 100% DMSO, from which serial 1000x solutions were prepared in 100% DMSO
at the time of the assay, keeping vehicle concentration (0.1% DMSO) constant in the assay.
Vials containing viable frozen cells were quickly thawed in a 37 °C water bath and cells
were seeded into the assay plate in assay buffer (kit stimulation buffer containing 500 uM
3-isobutyl-1-methylxanthine (IBMX), which was directly added to the buffer as powder).
After 5 min incubation at 37 °C, reference agonist dopamine (Dopamine hydrochloride,
Merck Life Science S.L.U., Madrid, Spain) (10_6 M final concentration, prepared from
freshly made aqueous stock solution) was added to the corresponding wells. After 10 min
incubation at 37 °C, 10 uM forskolin was added to the corresponding wells, and incu-
bation was continued for 5 min. After this time, cellular cAMP levels were quantified
using the homogeneous time-resolved fluorescence (HTRF)-based cAMP Gs dynamic kit
(Cisbio, Bioassays, Codolet, France) according to the manufacturer’s protocol. Haloperidol
(10719 M-10~° M) was used as a control antagonist in these assays. Basal cAMP levels were
determined in control wells in the absence of compound, agonist, and forskolin. Concen-
tration (10712 M-10~* M) -response curves of dopamine were included in the individual
experiments for internal ECsj calculation. Individual concentration-response curves of
the compounds were fitted to the model of log(inhibitor) vs. response (three parameters)
(Hill slope (ng) = 1; best fit in comparison to log(inhibitor) vs. response—Variable slope
(four parameters) model, p < 0.05, extra sum-of-squares F test) described by the equation
Y = Bottom + (Top-Bottom) /(1 + 10"((X-—LogIC50))) using Prism 7 software (GraphPad,
San Diego, CA, USA) and plCsg (-—loglCsg) values were extracted from the fitting. K}, value
(equilibrium dissociation constant of a competitive antagonist extracted from a functional
assay) of the compounds was estimated according to the Leff-Dougall variant of the Cheng-
Prusoff equation Ky, = IC5¢/((2 + ([Ag]/ [ECs0])™)Y/™ — 1), where ICs is the concentration
of antagonist that inhibits agonist response by a 50%; [Ag] is the concentration of agonist
employed in the assay, [ECsp] is the agonist EC5( value in the assay and n is the Hill slope
of the concentration-response curve of the agonist [49].

4.4. Molecular Modeling

Ligands were modeled with the LigPrep module [50] of the Schrodinger suite of
software, v. 2021-4. In order to find the protonation state, the Epik module [51,52] of
the Schrodinger suite of software, v. 2021-4 was applied. Available X-ray structures of
dopamine D; receptor in complex with antagonists in inactive conformation were used
for molecular docking (PDP ID: 6CM4 in complex with risperidone [15], PDB ID: 6LUQ in
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complex with haloperidol [16] and PDB ID: 7DFP in complex with spiperone [17]. The struc-
tures of the receptor were preprocessed using the Protein Preparation Wizard of Maestro
Release 2021-4 [50] and mutations introduced to X-ray constructs were reversed. In particu-
lar receptor protonation states were assigned using the PROPKA module. The Standard
Precision (SP) method of molecular docking with Glide [53] from Schrodinger release 2021-4
was applied. The grid files were obtained based on co-crystallized ligands. The selected
receptor hydroxyl groups in the active site were made flexible as previously reported [54].
50 poses were generated in the case of each ligand-receptor complex. PyMol 2.5.4 [55]
software was used for the visualization of molecular modeling results.

4.5. X-ray Studies

A colorless single-crystal of 17 was selected for the X-ray diffraction analysis at room
temperature. The measurement was made using an Oxford Diffraction Xcalibur CCD
diffractometer (MoK,, A = 0.71073 A). The CrysAlis software [56] was used for data collec-
tion and reduction. Details of the X-ray crystal data structure determination and refinement
are provided in Table S3. The structure was solved by direct method with SHELXS-2018
and refined by full matrix least-squares procedures with SHELXL-2018 program [57]
within WinGX software [58]. Non-H atoms were found from different Fourier maps
and refined anisotropically. H atoms attached to carbon were positioned geometrically
(C-H = 0.93-0.97 A) and refined as riding with Ujso(H) = 1.2 Ueq(C). The N-H hydrogen
atom was found from the differential electron map and refined isotropically. The molec-
ular graphics were created by using the ORTEP3 [58] and Mercury [59] programs. The
geometrical calculations were performed using the PLATON program [60]. The CIF files
have been deposited in the Cambridge Crystallographic Data Center (CCDC). These data
can be obtained free of charge from The Cambridge Crystallographic Data Centre via
www.ccde.cam.ac.uk/data_request/cif (or from the CCDC, 12 Union Road, Cambridge
CB2 1EZ, UK; Fax: +44-1223-336033; E-mail: deposit@ccdc.cam.ac.uk).

4.6. Behavioral Studies
4.6.1. Animals

The experiments were carried out on 6 weeks old naive Swiss male mice (Experimental
Medicine Center (OMD), Lublin, Poland), weighing 28-30 g. The cages with mice were
located in air-conditioned rooms maintaining the ambient temperature within the range of
23-25 °C. The animals were provided with a natural 12 h day/night cycle, replicating the
day and night mode. Each testing group was represented by 8-10 animals, depending on
the research schedule. All experiments were conducted according to the National Institute
of Health Guidelines for the Care and Use of Laboratory Animals (8th edition) and to
the European Community Council Directive for the Care and Use of Laboratory Animals
of 22 September 2010 (2010/63/EU) and were approved by the Local Ethical Committee
(number of ethical approval: 147/2018).

4.6.2. Drugs

Compound 17 (25, 50, 75 mg/kg) was suspended in 1% Tween 80 in saline solution and
was administered intraperitoneally (i.p.) 60 min before the test. Diazepam (DZ, Relanium,
Polfa, Poland) at a dose of 1 mg/kg was diluted in 0.9% saline containing 1% Tween 80 and
was administered subcutaneously (s.c.), 60 min before the test. Imipramine hydrochloride
(30 mg/kg, Sigma-Aldrich was administered intraperitoneally (i.p.) 60 min before the test.
D-amphetamine sulfate (3 mg/kg; Sigma-Aldrich, USA) was given subcutaneously (s.c.).
Prior to administration, the agent was dissolved in saline and injected 30 min before the test.
Control animals received an (i.p.) or (s.c.) injection of a respective vehicle. All compounds
were injected in a manner generally accepted in experimental pharmacology, in an amount
of 10 mL/kg body weight.
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4.6.3. Motor Coordination Evaluated by Chimney and Rotarod Tests

Motor coordination has been assessed in mice using the chimney test and the rotarod test,
according to the procedure we had used before [46]. Both tests were performed for 60 min.
after injection of compound 17 (25, 50 and 75 mg/kg; i.p.) or vehicle (i.p.) (n = 8-10).

4.6.4. Spontaneous Locomotor Activity and Amphetamine-Induced Hyperactivity

The measurement of the spontaneous locomotor activity was carried out using the
OptoVarimex 4 Auto-Track device (Columbus Instruments, Columbus, OH, USA). Tested
animals are kept in cages for 30 min. Their activity was recorded as interruptions of
the light beams after 10 and 30 min of the test, and it was calculated automatically as a
traveled distance in cm (£SEM). To determine whether compound 17 has an influence
on amphetamine-induced hyperactivity, each mouse received 17 (25, 50 and 75 mg/kg;
i.p.) and amphetamine (3 mg/kg; s.c.) 30 min after injection of 17 or vehicle and then
spontaneous locomotor activity was measured.

4.6.5. Elevated Plus-Maze (EPM) Test

The experiment was carried out on mice according to the method of Lister [61]. The
plus-maze apparatus was made of black Plexiglas and consisted of two open (30 cm x 5 cm)
and two enclosed (30 cm x 5 cm x 15 cm) arms. The arms extended from a central platform
of 5cm x 5 cm. The apparatus was mounted on a stable base raising it 45 cm above the floor
and was illuminated by red light. The test consisted of placing a mouse in the center of the
apparatus (facing an enclosed arm) and allowing it to freely explore the maze. The number
of entries into the open arms and the time spent in these arms were scored for a 5-min test
period. An entry was defined as placing all four paws within the boundaries of the arm.
The following measures were obtained from the test: the total number of arm entries, the
percentage of entries into the open arms, the time spent in the open arms expressed as
a percentage of the time spent in both the open and closed arms. The anxiolytic activity
was indicated by increases in time spent in open arms or in a greater number of open arm
entries. The total number of entries into either type of an arm was used as a measure of the
overall motor activity.

4.6.6. Forced Swim Test (FST)

Forced Swim Test was carried out according to the method of Porsolt et al. [62].
It is a standard behavioral test, called the resignation test, which is used to determine
the effectiveness of antidepressant drugs in laboratory rodents. Each mouse was placed
individually for 6 min into a glass cylinder (height 25 cm, diameter 10 cm) with 15 cm
of water at 23-25 °C. After the first 2 min of the test, the total duration of immobility (in
seconds) was measured. An animal was judged to be immobile when it ceased struggling
and remained floating motionless and making only movements allowing it to keep the
head just above the surface of the water.

4.6.7. Statistical Analysis

Statistical analysis of the obtained results was performed by either one-way or two-
way analysis of variance (ANOVA) with Dunnett’s or Bonferroni’s multiple comparisons
test. The outcomes were given as the means =+ standard error of the mean (SEM). Between-
group differences with p lower than 0.05 were considered statistically significant (where:
*p<0.05 *p<0.01).
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Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390 /molecules28104211/s1, Figure S1. Packing diagrams of 17 viewed
along the b-axis showing the formation of the infinite chains along [010] generated by N2-H2N---O2
hydrogen bonds; Figure S2. Part of the crystal structure of 17 showing C(8) infinite chain motif linked
by N2-H2N---O2 hydrogen bonds propagating in the b-axis direction. Atoms involved in chain motif
formation are shown in ball stick format. Symmetry code: (i) x, y—1, z; Table S1. Interatomic distances
and selected bond angles for compound 17; Table S2. Detailed experimental conditions employed in
radioligand binding assays; Table S3. Crystal data and structure refinement for compound 17; NMR
and HRMS spectra of reported compounds.

Author Contributions: P.S.: performed synthesis of the reported compounds and in vitro studies,
analyzed SAR, analyzed NMR spectra, wrote the manuscript; S.W.: performed behavioral studies,
wrote the manuscript; A.B.: performed X-ray studies, wrote the manuscript; A.Z.: performed in vitro
studies; D.B.: performed molecular modeling, wrote the manuscript; K.S.: performed HRMS analyses;
T.M.W.: analyzed NMR spectra, supervised synthesis; E.F.: supervised HRMS analyses, wrote the
manuscript; J.C.: supervised molecular modeling; E.K.: performed behavioral studies, wrote the
manuscript; E.P.: supervised behavioral studies; M.C.: supervised and analyzed in vitro studies,
acquired funding, wrote the manuscript; A.A.K.: designed the study, supervised molecular modeling,
acquired funding. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by the National Science Center (NCN, Poland) under the
OPUS grant 2017/27/B/NZ7/01767 (to A.A.K). Calculations were partially performed under a
computational grant by Interdisciplinary Center for Mathematical and Computational Modeling
(ICM), Warsaw, Poland, grant number G85-948 (to A.A.K.). In vitro pharmacology assays were
performed with support from the Spanish Ministry of Economy and Competitiveness (MINECO)
(grant number PID2020-119754GB-100 to M.C.). The work was also supported by Polish National
Agency for Academic Exchange within the Bekker NAWA Programme, project PANALLOS, Grant
Number BPN/BEK/2021/1/00408/U /00001 (to D.B.).

Institutional Review Board Statement: All in vivo experiments were conducted according to the
National Institute of Health Guidelines for the Care and Use of Laboratory Animals (8th edition)
and to the European Community Council Directive for the Care and Use of Laboratory Animals of
22 September 2010 (2010/63/EU) and were approved by the Local Ethical Committee (number of
ethical approval: 147/2018).

Informed Consent Statement: Not applicable.

Data Availability Statement: The data that support the findings of this study are available in the
Supplementary Materials of this article.

Acknowledgments: M.C. acknowledges technical assistance from Borja Blanco Babarro, with financial
support from European Union-NextGenerationEU (Programa Investigo 2022, XUNTA de Galicia).

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

Sample Availability: Samples of the compounds are available from the authors.

References

1. Sriram, K,; Insel, P.A. G Protein-Coupled Receptors as Targets for Approved Drugs: How Many Targets and How Many Drugs?
Mol. Pharmacol. 2018, 93, 251-258. [CrossRef] [PubMed]

2. Santos, R,; Ursu, O.; Gaulton, A.; Bento, A.P; Donadi, R.S.; Bologa, C.G.; Karlsson, A.; Al-Lazikani, B.; Hersey, A.; Oprea, T.I; et al.
A Comprehensive Map of Molecular Drug Targets. Nat. Rev. Drug Discov. 2017, 16, 19-34. [CrossRef] [PubMed]

3.  Hauser, AS.; Attwood, M.M.; Rask-Andersen, M.; Schi6éth, H.B.; Gloriam, D.E. Trends in GPCR Drug Discovery: New Agents,
Targets and Indications. Nat. Rev. Drug Discov. 2017, 16, 829-842. [CrossRef]

4. Alhosaini, K.; Azhar, A.; Alonazi, A.; Al-Zoghaibi, F. GPCRs: The Most Promiscuous Druggable Receptor of the Mankind.
Saudi Pharm. ]. 2021, 29, 539-551. [CrossRef]

5. Klein, M.O,; Battagello, D.S.; Cardoso, A.R.; Hauser, D.N.; Bittencourt, ].C.; Correa, R.G. Dopamine: Functions, Signaling, and
Association with Neurological Diseases. Cell. Mol. Neurobiol. 2019, 39, 31-59. [CrossRef] [PubMed]

6. Martel, J.C.; Gatti McArthur, S. Dopamine Receptor Subtypes, Physiology and Pharmacology: New Ligands and Concepts in
Schizophrenia. Front. Pharmacol. 2020, 11, 1003. [CrossRef]

7. Jauhar, S.; Johnstone, M.; McKenna, PJ. Schizophrenia. Lancet 2022, 399, 473-486. [CrossRef]

8. Stepnicki, P.; Kondej, M.; Kaczor, A.A. Current Concepts and Treatments of Schizophrenia. Molecules 2018, 23, 2087. [CrossRef]


https://www.mdpi.com/article/10.3390/molecules28104211/s1
https://www.mdpi.com/article/10.3390/molecules28104211/s1
https://doi.org/10.1124/mol.117.111062
https://www.ncbi.nlm.nih.gov/pubmed/29298813
https://doi.org/10.1038/nrd.2016.230
https://www.ncbi.nlm.nih.gov/pubmed/27910877
https://doi.org/10.1038/nrd.2017.178
https://doi.org/10.1016/j.jsps.2021.04.015
https://doi.org/10.1007/s10571-018-0632-3
https://www.ncbi.nlm.nih.gov/pubmed/30446950
https://doi.org/10.3389/fphar.2020.01003
https://doi.org/10.1016/S0140-6736(21)01730-X
https://doi.org/10.3390/molecules23082087

Molecules 2023, 28, 4211 27 of 28

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Kondej, M.; Stepnicki, P.; Kaczor, A.A. Multi-Target Approach for Drug Discovery against Schizophrenia. Int. J. Mol. Sci. 2018,
19, 3105. [CrossRef]

Kaczor, A.A,; Silva, A.G.; Loza, M.1; Kolb, P; Castro, M.; Poso, A. Structure-Based Virtual Screening for Dopamine D2 Receptor
Ligands as Potential Antipsychotics. ChemMedChem 2016, 11, 718-729. [CrossRef]

Free, R.B.; Nilson, A.N.; Boldizsar, N.M.; Doyle, T.B.; Rodriguiz, R.M.; Pogorelov, VM.; Machino, M.; Lee, KH,; Bertz, ] W.; Xu, J.; et al.
Identification and Characterization of ML321: A Novel and Highly Selective D2 Dopamine Receptor Antagonist with Efficacy in
Animal Models That Predict Atypical Antipsychotic Activity. ACS Pharmacol. Transl. Sci. 2023, 6, 151-170. [CrossRef] [PubMed]
Xiao, J.; Free, R.B.; Barnaeva, E.; Conroy, ].L.; Doyle, T.; Miller, B.; Bryant-Genevier, M.; Taylor, M.K.; Hu, X.; Dulcey, A.E.; et al.
Discovery, Optimization, and Characterization of Novel D2 Dopamine Receptor Selective Antagonists. J. Med. Chem. 2014,
57,3450-3463. [CrossRef] [PubMed]

Bala, M.; Verma, PK.; Sharma, D.; Kumar, N.; Singh, B. Highly Efficient Water-Mediated Approach to Access Benzazoles:
Metal Catalyst and Base-Free Synthesis of 2-Substituted Benzimidazoles, Benzoxazoles, and Benzothiazoles. Mol. Divers. 2015,
19, 263-272. [CrossRef] [PubMed]

Mithlesh, Y.; Monika, M.; Vaishali, A.K.; Devender, P. Synthesis and Antimicrobial Activity of Some 1, 4-Benzothiazine Derivatives.
J. Pharm. Res. 2009, 8, 142-145. [CrossRef]

Wang, S.; Che, T.; Levit, A.; Shoichet, B.K.; Wacker, D.; Roth, B.L. Structure of the D2 Dopamine Receptor Bound to the Atypical
Antipsychotic Drug Risperidone. Nature 2018, 555, 269-273. [CrossRef]

Fan, L.; Tan, L.; Chen, Z.; Qi, J.; Nie, E; Luo, Z.; Cheng, ].; Wang, S. Haloperidol Bound D2 Dopamine Receptor Structure Inspired
the Discovery of Subtype Selective Ligands. Nat. Commun. 2020, 11, 1074. [CrossRef]

Im, D.; Inoue, A.; Fujiwara, T.; Nakane, T.; Yamanaka, Y.; Uemura, T.; Mori, C.; Shiimura, Y.; Kimura, K.T.; Asada, H.; et al. Structure
of the Dopamine D2 Receptor in Complex with the Antipsychotic Drug Spiperone. Nat. Commun. 2020, 11, 6442. [CrossRef]

Chien, E.Y.T,; Liu, W.; Zhao, Q.; Katritch, V., Won Han, G.; Hanson, M.A.; Shi, L.; Newman, A.H.; Javitch, J.A.; Cherezov, V.; et al.
Structure of the Human Dopamine D3 Receptor in Complex with a D2/D3 Selective Antagonist. Science 2010, 330, 1091-1095. [CrossRef]
Wang, S.; Wacker, D.; Levit, A.; Che, T.; Betz, RM.; McCorvy, ].D.; Venkatakrishnan, A.J.; Huang, X.-P.; Dror, R.O,;
Shoichet, B.K,; et al. D4 Dopamine Receptor High-Resolution Structures Enable the Discovery of Selective Agonists. Science 2017,
358, 381-386. [CrossRef]

Bauer, M.R; Jones, R.N.; Baud, M.G.J.; Wilcken, R.; Boeckler, EM.; Fersht, A.R.; Joerger, A.C.; Spencer, J. Harnessing Fluorine-
Sulfur Contacts and Multipolar Interactions for the Design of P53 Mutant Y220C Rescue Drugs. ACS Chem. Biol. 2016,
11, 2265-2274. [CrossRef]

Allen, EH.; Watson, D.G.; Brammer, L.; Orpen, A.G.; Taylor, R. Typical Interatomic Distances: Organic Compounds. In
International Tables for Crystallography Volume C: Mathematical, Physical and Chemical Tables; Springer: Dordrecht, The Netherlands,
2006; pp. 790-811, ISBN 978-1-4020-5408-2. [CrossRef]

Ellouz, M.; Sebbar, N.K.; Ouzidan, Y.; Essassi, E.M.; Mague, ].T. 4-Methyl-3,4-Di hydro-2H-1,4-Benzo thia zin-3-One. IUCrData
2017, 2, x170097. [CrossRef]

Fun, H.-K,; Loh, W.-S,; Janardhana, G.; Khader, A.M.A ; Kalluraya, B. 2-(3-Oxo0-3,4-Dihydro-2H-1,4-Benzo-Thia-Zin-4-YI) Acetic
Acid Monohydrate. Acta Crystallogr. Sect. E Struct. Rep. Online 2009, 65, 02358-02359. [CrossRef] [PubMed]

Sebbar, N.K.; Ellouz, M.; Essassi, EM.; Saadi, M.; El Ammari, L. 4-[(3-Phenyl-4,5-Di hydro isoxazol-5-Yl)Meth yl]-2H-
Benzol[b][1,4]Thia zin-3(4H)-One. IUCrData 2016, 1, x161012. [CrossRef]

Saeed, A.; Mahmood, Z.; Yang, S.; Salim, M.; Akhtar, M.S. 2-(3-Ox0-3,4-Dihydro-2H-1,4-Benzothia-Zin-4-Y1l) Acetamide.
Acta Crystallogr. Sect. E Struct. Rep. Online 2010, 66, 02567. [CrossRef]

Saeed, A.; Mahmood, Z.; Yang, S.; Ahmad, S.; Salim, M. 2-(3-Oxo-3,4-Dihydro-2H-1,4-Benzothia zin-4-Y1l)Acetohydrazide.
Acta Crystallogr. Sect. E Struct. Rep. Online 2010, 66, 02289-02290. [CrossRef]

Fun, H.-K; Rosli, M.M.; Gowda, J.; Khader, A.M.A_; Kalluraya, B. 4-(1H-Benzimidazol-2-Ylmeth yl)-2H-1,4-Benzothia zin-3(4H)-
One. Acta Crystallogr. Sect. E Struct. Rep. Online 2010, 66, 01495. [CrossRef]

Sebbar, N.K.; Zerzouf, A.; Essassi, EIM.; Saadi, M.; El Ammari, L. 4-(Prop-2-Yn yl)-2H-1,4-Benzo thia zin-3(4H)-One.
Acta Crystallogr. Sect. E Struct. Rep. Online 2014, 70, 0641. [CrossRef] [PubMed]

Sebbar, N.K.; El Fal, M.; Essassi, E.M.; Saadi, M.; El Ammari, L. 4-[(1-Benzyl-1,2,3-Triazol-5-Y])Meth yl]-2H-1,4-Benzo thia
zin-3(4H)-One. Acta Crystallogr. Sect. E Struct. Rep. Online 2014, 70, 0363—0364. [CrossRef]

Hursthouse, M.B.; Huth, L.S.; Threlfall, T.L. Why Do Organic Compounds Crystallise Well or Badly or Ever so Slowly? Why Is
Crystallisation Nevertheless Such a Good Purification Technique? Org. Process Res. Dev. 2009, 13, 1231-1240. [CrossRef]
Gowda, B.T; Foro, S.; Saraswathi, B.S.; Terao, H.; Fuess, H. Methyl N-(4-Chlorophenyl)Succinamate. Acta Crystallogr. Sect. E
Struct. Rep. Online 2009, 65, 0388. [CrossRef]

Saraswathi, B.S.; Foro, S.; Gowda, B.T. N-(4-Chloro phen yl1)-N’-(3-Methyl phen yl)Succinamide Monohydrate. Acta Crystallogr.
Sect. E Struct. Rep. Online 2011, 67, 02418. [CrossRef] [PubMed]

Samai, S.; Biradha, K. Halogen: - -halogen Interactions in Assembling p-Sheets into 2D Layers in the Bis-(4-Halo-
Phenylamido)Alkanes and Their Co-Crystals via Inter-Halogen Interactions. CrystEngComm 2009, 11, 482—492. [CrossRef]
Gieshoff, T.; Kehl, A.; Schollmeyer, D.; Moeller, K.D.; Waldvogel, S.R. Insights into the Mechanism of Anodic N-N Bond Formation
by Dehydrogenative Coupling. J. Am. Chem. Soc. 2017, 139, 12317-12324. [CrossRef]


https://doi.org/10.3390/ijms19103105
https://doi.org/10.1002/cmdc.201500599
https://doi.org/10.1021/acsptsci.2c00202
https://www.ncbi.nlm.nih.gov/pubmed/36654757
https://doi.org/10.1021/jm500126s
https://www.ncbi.nlm.nih.gov/pubmed/24666157
https://doi.org/10.1007/s11030-015-9572-8
https://www.ncbi.nlm.nih.gov/pubmed/25758538
https://doi.org/10.18579/jpcrkc/2009/8/3/79736
https://doi.org/10.1038/nature25758
https://doi.org/10.1038/s41467-020-14884-y
https://doi.org/10.1038/s41467-020-20221-0
https://doi.org/10.1126/science.1197410
https://doi.org/10.1126/science.aan5468
https://doi.org/10.1021/acschembio.6b00315
https://doi.org/10.1107/97809553602060000621
https://doi.org/10.1107/S2414314617000979
https://doi.org/10.1107/S1600536809034977
https://www.ncbi.nlm.nih.gov/pubmed/21577827
https://doi.org/10.1107/S2414314616010129
https://doi.org/10.1107/S1600536810036305
https://doi.org/10.1107/S1600536810031272
https://doi.org/10.1107/S1600536810019367
https://doi.org/10.1107/S160053681400943X
https://www.ncbi.nlm.nih.gov/pubmed/24940228
https://doi.org/10.1107/S1600536814003900
https://doi.org/10.1021/op900169b
https://doi.org/10.1107/S1600536809002724
https://doi.org/10.1107/S1600536811032685
https://www.ncbi.nlm.nih.gov/pubmed/22059002
https://doi.org/10.1039/B813263A
https://doi.org/10.1021/jacs.7b07488

Molecules 2023, 28, 4211 28 of 28

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.
62.

Demir, S.; Sarioglu, A.O.; Giiler, S.; Dege, N.; Sénmez, M. Synthesis, Crystal Structure Analysis, Spectral IR, NMR UV-Vis
Investigations, NBO and NLO of 2-Benzoyl-N-(4-Chlorophenyl)-3-Oxo-3-Phenylpropanamide with Use of X-Ray Diffractions
Studies along with DFT Calculations. J. Mol. Struct. 2016, 1118, 316-324. [CrossRef]

Cremer, D.; Pople, ].A. General Definition of Ring Puckering Coordinates. J. Am. Chem. Soc. 1975, 97, 1354-1358. [CrossRef]
Boeyens, ].C.A. The Conformation of Six-Membered Rings. |. Cryst. Mol. Struct. 1978, 8, 317-320. [CrossRef]

Haasnoot, C.A.G. The Conformation of Six-Membered Rings Described by Puckering Coordinates Derived from Endocyclic
Torsion Angles. J. Am. Chem. Soc. 1992, 114, 882-887. [CrossRef]

Bernstein, J.; Davis, R.E.; Shimoni, L.; Chang, N.-L. Patterns in Hydrogen Bonding: Functionality and Graph Set Analysis in
Crystals. Angew. Chem. Int. Ed. Engl. 1995, 34, 1555-1573. [CrossRef]

Vogel, H.G. Psychotropic and Neurotropic Activity. In Drug Discovery and Evaluation: Pharmacological Assays; Vogel, H.G., Ed.;
Springer: Berlin/Heidelberg, Germany, 2008; pp. 565-876, ISBN 978-3-540-70995-4.

Gobira, PH.; Ropke, J.; Aguiar, D.C.; Crippa, ].A.S.; Moreira, F.A. Animal Models for Predicting the Efficacy and Side Effects of
Antipsychotic Drugs. Braz. |. Psychiatry 2013, 35, S132-5139. [CrossRef]

Jones, C.; Watson, D.; Fone, K. Animal Models of Schizophrenia. Br. |. Pharmacol. 2011, 164, 1162-1194. [CrossRef]

Brady, A.E.; Jones, C.K.; Bridges, T.M.; Kennedy, J.P.; Thompson, A.D.; Heiman, J.U.; Breininger, M.L.; Gentry, PR.; Yin, H,;
Jadhav, S.B.; et al. Centrally Active Allosteric Potentiators of the M4 Muscarinic Acetylcholine Receptor Reverse Amphetamine-
Induced Hyperlocomotor Activity in Rats. J. Pharmacol. Exp. Ther. 2008, 327, 941-953. [CrossRef] [PubMed]

Cieslik, P; Wozniak, M.; Rook, ].M.; Tantawy, M.N.; Conn, PJ.; Acher, F; Tokarski, K.; Kusek, M.; Pilc, A.; Wieroriska, ].M.
Mutual Activation of Glutamatergic MGlu4 and Muscarinic M4 Receptors Reverses Schizophrenia-Related Changes in Rodents.
Psychopharmacology 2018, 235, 2897-2913. [CrossRef]

Partyka, A.; Jarosz, J.; Wasik, A.; Jastrzebska-Wiesek, M.; Zagorska, A.; Pawlowski, M.; Wesotowska, A. Novel Tricyclic
[2,1-f]Theophylline Derivatives of LCAP with Activity in Mouse Models of Affective Disorders. J. Pharm. Pharmacol. 2014,
66, 1755-1762. [CrossRef] [PubMed]

Kaczor, A.A.; Targowska-Duda, K. M.; Stepnicki, P; Silva, A.G.; Koszta, O.; Kedzierska, E.; Grudziniska, A.; Kruk-Stomka, M.;
Biata, G.; Castro, M. N-(3-{4-[3-(Trifluoromethyl)Phenyl]Piperazin-1-Yl}propyl)-1H-Indazole-3-Carboxamide (D2AAK3) as a Potential
Antipsychotic: In Vitro, in Silico and in Vivo Evaluation of a Multi-Target Ligand. Neurochem. Int. 2021, 146, 105016. [CrossRef]
Selent, J.; Marti-Solano, M.; Rodriguez, J.; Atanes, P; Brea, J.; Castro, M.; Sanz, F; Loza, M.I.; Pastor, M. Novel Insights on the
Structural Determinants of Clozapine and Olanzapine Multi-Target Binding Profiles. Eur. J. Med. Chem. 2014, 77, 91-95. [CrossRef]
Berg, K.A.; Maayani, S.; Goldfarb, J.; Scaramellini, C.; Leff, P.; Clarke, W.P. Effector Pathway-Dependent Relative Efficacy at
Serotonin Type 2A and 2C Receptors: Evidence for Agonist-Directed Trafficking of Receptor Stimulus. Mol. Pharmacol. 1998,
54,94-104. [CrossRef]

Leff, P.; Dougall, I.G. Further Concerns over Cheng-Prusoff Analysis. Trends Pharmacol. Sci. 1993, 14, 110-112. [CrossRef]
Madhavi Sastry, G.; Adzhigirey, M.; Day, T.; Annabhimoju, R.; Sherman, W. Protein and Ligand Preparation: Parameters,
Protocols, and Influence on Virtual Screening Enrichments. J. Comput. Aided Mol. Des. 2013, 27, 221-234. [CrossRef]

Schrodinger Release 2021—4; Epik, Schrodinger, LLC: New York, NY, USA, 2021.

Greenwood, J.R.; Calkins, D.; Sullivan, A.P,; Shelley, ].C. Towards the Comprehensive, Rapid, and Accurate Prediction of the
Favorable Tautomeric States of Drug-like Molecules in Aqueous Solution. J. Comput. Aided Mol. Des. 2010, 24, 591-604. [CrossRef]
Friesner, R.A.; Murphy, R.B.; Repasky, M.P; Frye, L.L.; Greenwood, J.R.; Halgren, T.A.; Sanschagrin, P.C.; Mainz, D.T. Extra Preci-
sion Glide: Docking and Scoring Incorporating a Model of Hydrophobic Enclosure for Protein-Ligand Complexes. J. Med. Chem.
2006, 49, 6177-6196. [CrossRef]

Stepnicki, P.; Targowska-Duda, K.M.; Martinez, A.L.; Zieba, A.; Wronikowska-Denysiuk, O.; Wrébel, M.Z.; Bartyzel, A.; Trzpil, A,;
Wrébel, TM.; Chodkowski, A ; et al. Discovery of Novel Arylpiperazine-Based DA /5-HT Modulators as Potential Antipsychotic
Agents—Design, Synthesis, Structural Studies and Pharmacological Profiling. Eur. . Med. Chem. 2023, 252, 115285. [CrossRef]
The PyMOL Molecular Graphics System; Version 2.0; Schrodinger, LLC: New York, NY, USA, 2017.

CrysAlis PRO Version 1.171.37.35g; Oxford Diffraction/Agilent Technologies UK Ltd.: Yarnton, UK, 2014.

Sheldrick, G.M. Crystal Structure Refinement with SHELXL. Acta Crystallogr. Sect. C Struct. Chem. 2015, 71, 3-8. [CrossRef]
Farrugia, L.J. WinGX and ORTEP for Windows: An Update. J. Appl. Crystallogr. 2012, 45, 849-854. [CrossRef]

Macrae, C.F; Sovago, I.; Cottrell, S.J.; Galek, P.T.A.; McCabe, P; Pidcock, E.; Platings, M.; Shields, G.P.,; Stevens, ].S.;
Towler, M.; et al. Mercury 4.0: From Visualization to Analysis, Design and Prediction. J. Appl. Crystallogr. 2020, 53, 226-235.
[CrossRef] [PubMed]

Spek, A.L. Single-Crystal Structure Validation with the Program PLATON. ]. Appl. Crystallogr. 2003, 36, 7-13. [CrossRef]

Lister, R.G. The Use of a Plus-Maze to Measure Anxiety in the Mouse. Psychopharmacology 1987, 92, 180-185. [CrossRef] [PubMed]
Porsolt, R.D.; Le Pichon, M.; Jalfre, M. Depression: A New Animal Model Sensitive to Antidepressant Treatments. Nature 1977,
266, 730-732. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/j.molstruc.2016.04.042
https://doi.org/10.1021/ja00839a011
https://doi.org/10.1007/BF01200485
https://doi.org/10.1021/ja00029a013
https://doi.org/10.1002/anie.199515551
https://doi.org/10.1590/1516-4446-2013-1164
https://doi.org/10.1111/j.1476-5381.2011.01386.x
https://doi.org/10.1124/jpet.108.140350
https://www.ncbi.nlm.nih.gov/pubmed/18772318
https://doi.org/10.1007/s00213-018-4980-y
https://doi.org/10.1111/jphp.12305
https://www.ncbi.nlm.nih.gov/pubmed/25131522
https://doi.org/10.1016/j.neuint.2021.105016
https://doi.org/10.1016/j.ejmech.2014.02.058
https://doi.org/10.1124/mol.54.1.94
https://doi.org/10.1016/0165-6147(93)90080-4
https://doi.org/10.1007/s10822-013-9644-8
https://doi.org/10.1007/s10822-010-9349-1
https://doi.org/10.1021/jm051256o
https://doi.org/10.1016/j.ejmech.2023.115285
https://doi.org/10.1107/S2053229614024218
https://doi.org/10.1107/S0021889812029111
https://doi.org/10.1107/S1600576719014092
https://www.ncbi.nlm.nih.gov/pubmed/32047413
https://doi.org/10.1107/S0021889802022112
https://doi.org/10.1007/BF00177912
https://www.ncbi.nlm.nih.gov/pubmed/3110839
https://doi.org/10.1038/266730a0

	Introduction 
	Results and Discussion 
	Chemistry 
	Affinity of Compounds at D2 Receptor and Structure-Activity Relationship 
	Determination of the Affinity Profile of Selected Compounds for Additional GPCRs of Interest 
	Efficacy of Selected Compounds at D2 Receptor 
	Molecular Modeling 
	X-ray Studies 
	Behavioral Studies 
	Effect of Compound 17 on Locomotor Activity in Mice 
	Motor Coordination Evaluated by Chimney Test 
	Effects of Compound 17 in the Rotarod Test 
	Spontaneous Locomotor Activity and Amphetamine-Induced Hyperactivity 
	The Effect of Acute Administration of Compound 17 on Anxiety Responses in Mice 
	Compound 17 Dose-Effect Relationship in the FST 


	Conclusions 
	Materials and Methods 
	Chemistry 
	General Procedure for Synthesis of the Intermediates 1a–15a 
	General Procedure for Synthesis of the Intermediates 1b–2b 
	Synthesis of the Intermediate 3b 
	General Procedure for Synthesis of the Final Compounds 1–3, 5, 7–23 
	Synthesis of the Final Compound 4 
	Synthesis of the Final Compound 6 
	Purification and Spectral Data for the Synthesized Final Compounds 1–23 

	Receptor Radioligand Binding Assays 
	Functional Assays of cAMP Signalling at D2 Receptors 
	Molecular Modeling 
	X-ray Studies 
	Behavioral Studies 
	Animals 
	Drugs 
	Motor Coordination Evaluated by Chimney and Rotarod Tests 
	Spontaneous Locomotor Activity and Amphetamine-Induced Hyperactivity 
	Elevated Plus-Maze (EPM) Test 
	Forced Swim Test (FST) 
	Statistical Analysis 


	References

