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Abstract: Due to its endogenously high oxygen consumption, the central nervous system (CNS) is
vulnerable to oxidative stress conditions. Notably, the activity of several CNS-targeting compounds,
such as antidepressant and hypnotic drugs, or endogenous mediators, such as melatonin, is indeed
linked to their ability of mitigating oxidative stress. In this work, we report the synthesis of two
organoselenium compounds of which the structure was inspired by CNS-targeting psychotropic
drugs (zolpidem and fluoxetine) and an endogenous mediator (melatonin). The molecules were
designed with the aim of combining the ROS-scavenging properties, which were already assessed
for the parent compounds, with a secondary antioxidant action, a glutathione peroxidase (GPx)
mimic role empowered by the presence of selenium. The compounds were obtained through a facile
three-step synthesis and were predicted by computational tools to passively permeate through the
blood-brain barrier and to efficiently bind to the GABA A receptor, the macromolecular target of
zolpidem. Of note, the designed synthetic pathway enables the production of several other derivatives
through minor modifications of the scheme, paving the way for structure-activity relationship studies.
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1. Introduction

An intracellular equilibrium between antioxidant and pro-oxidant species, also defined
as cellular redox balance, exists in living beings. Its alteration with an excess of harmful
free radicals leads to oxidative stress [1], eventually resulting in cardiovascular diseases [2]
and some types of cancer [3] and in pathological conditions that may also affect the central
nervous system (CNS), e.g., neurodegenerative disorders [4], as well as mood disorders [5]
and schizophrenia [6].

Endogenous antioxidants, including enzymes such as superoxide dismutase (SOD) [7],
glutathione peroxidase (GPx) [8,9], and catalase [10], can mitigate oxidative stress by inhibit-
ing radical-promoted oxidation processes [11]. On the other hand, exogenous antioxidants
comprehend natural substances acting as free radical scavengers often constituted by di-
etary compounds. Flavonoids, carotenoids, omega-3 fatty acids, ginkgolides and bilobalide,
melatonin, which is also endogenous, and ascorbic acid represent some examples [12-15].

CNS is particularly vulnerable to oxidative stress, due to its high oxygen consumption.
It is noteworthy that the action of some drugs used for the treatment of CNS diseases, such
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as the antidepressant fluoxetine and the hypnotic zolpidem, was linked to their ability to
mitigate oxidative stress [14,16-19].

In this work, we designed, synthesized, and characterized two new molecules (1-2)
that include some structural motifs from CNS drugs and natural compounds showing
ROS scavenging properties. For the benzimidazole scaffold, we took inspiration from
the structure of zolpidem (3) and melatonin (4); the ethyl linker is common to melatonin
(4) and fluoxetine (5); finally, we introduced a selenium center to potentially enhance the
antioxidant properties (Scheme 1) in light of its capacity to reduce hydroperoxides and
enable a GPx-like activity [17,20].
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Scheme 1. Chemical structures of compounds 1-2, zolpidem (3), melatonin (4), and fluoxetine (5).
Recurring chemical motifs were highlighted with similar colors in the scheme.

2. Results and Discussion

With this work, we aimed at paving the way, from a synthetic point of view, for the
preparation of a new generation of tandem-antioxidants, inspired by active ROS scavengers
chosen among CNS-targeting psychotropic drugs, i.e., zolpidem and fluoxetine, and en-
dogenous mediators, i.e., melatonin, to which a GPx mimic selenium center was added.
These compounds were conceived with the idea of combining a primary antioxidant action,
connecting the ROS scavenging properties with a secondary antioxidant action, related to
the presence of the chalcogen center and the GPx molecular mimic role [20].

The scaffold of 1 and 2 consists of a disubstituted benzimidazole. Throughout the
years, the benzimidazole moiety has been used as a scaffold to synthesize a wide variety
of compounds involved in biological processes; in the literature, many examples support
the antioxidant properties and neuroprotective role of derivatives from this class [21,22].
Notably, 3 and 4 have similar motifs formed by two condensed rings bearing nitrogen
atoms. The ethyl bridge was identified as an interesting molecular motif providing efficient
ROS scavenging activity through Hydrogen Atom Transfer (HAT) when adjacent to aro-
matic or unsaturated moieties, which contribute to stabilizing the radical product [16-19].
Finally, the selenium atom was inserted in the system because of its proven capacity to
reduce hydroperoxides [23] and its role in maintaining the human redox balance [24].
The presence of a selenium atom might improve the overall scavenging activity, as we
previously observed in the case of 5 and its analog selenofluoxetine [19].

The synthetic scheme for the preparation of benzimidazolium salts is presented in
Scheme 2. The benzimidazolium salts were synthesized by slightly modifying the proce-
dures from the literature [25-29]. In more detail, benzimidazole was initially reacted with
1,2-dibromoethane in acetonitrile in the presence of K,COj3. The resulting intermediate
a was treated with reduced diphenyl diselenide, which was prepared in situ by using
NaBHy, to provide compound b. This was refluxed in ethyl iodide to obtain 1; the feasible
quaternization of the N3 atom was proven, which also involved isolating the isopropyl
derivative 2, by refluxing b in isopropyl iodide.



Chemistry 2023, 5

1490

i Se@ Se@
N o N/) (ii N/) (iii) N/*')I_
CEN) - CEN/> - @EN/> - @EN\Q
@ ®)

j s
s
)\

Scheme 2. Synthetic procedures for the preparation of compounds a, b, 1, and 2: (i) 1,2-
dibromoethane, K;CO3, acetonitrile; (ii) diphenyl diselenide, NaBHy, KI, ethanol; (iii) ethyl iodide,
reflux; (iv) isopropyl iodide, reflux.

Final products were isolated via column chromatography and characterized to assess
identity and purity profiles (see Supplementary Materials).

The physicochemical descriptors that can aid in defining organic compounds as
drug-like molecules were computed for 1 and 2 [30,31]. Interestingly, ideal values for phar-
macokinetic parameters including lipophilicity, size, polarity, solubility, unsaturation, and
flexibility were predicted, supporting the drug-likeness of the synthesized compounds, as
no violation was observed. In fact, according to this simulation, the compounds fall within
the suitable physicochemical space for orally bioavailable compounds as the “Lipinski’s
rule of five” is fully respected [32]. Moreover, based on the computed physicochemical
descriptors, and, in particular, on topological polar surface area (TPSA) and partition
coefficient (logP) parameters which are stricter for CNS-targeting drugs [33,34], passive
blood-brain barrier (BBB) permeation was predicted for these compounds. A TPSA value
of 8.81 A2 was computed for both molecules, while logP values of 2.40 and 2.96 were
estimated for 1 and 2, respectively. For comparison, the same properties were computed
for the reference compound zolpidem, obtaining TPSA and logP values of 37.61 A2 and of
3.25, respectively. Similarly, this compound is predicted to passively permeate through the
BBB according to these values.

The synthesized molecules were designed with the aim of obtaining a higher antioxi-
dant activity thanks to the introduction of the selenium center which enables additional
antioxidant mechanisms.

In particular, the reactivity of alkyl selenides toward ROS has been described in the
literature, and the subsequent oxidation and elimination reactions that such molecules
undergo when inactivating oxidant species have been widely studied both experimentally
and computationally [23,35]. In a previous work, our group investigated the mechanisms
underlying the oxidation of phenyl alkyl selenides and the following selenoxide elimination
in model substrates treated with H,O, by using NMR, mass spectrometry, and density
functional theory (DFT) [24]. Selenoxide elimination leads to the formation of selenenic
acid and olefin [17], and this reaction has a biological relevance in the context of oxidative
stress modulation [9,36], but also in the field of organic synthesis [24,37,38]. In particular,
recent reports underline the relevance of the antioxidant properties and the capacity of
detoxifying ROS in biological contexts of such molecules [39,40].

It must be anyway pointed out that the antioxidant features of the synthesized com-
pounds should be further investigated by means of mechanistic studies to assess the
contribution of the introduction of the selenium atom. Nevertheless, the selenium-based
compounds should ideally also maintain their original pharmacological role, as we pre-
viously reported for selenofluoxetine [19]. Thus, to assess the potential binding motif of
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the newly synthesized derivatives with the GABA A receptor, the target of zolpidem, we
performed molecular modeling studies. In particular, molecular docking was enrolled to
preliminarily investigate the interaction of the molecules with this target.

More specifically, the cryo-EM structure of the human GABA A receptor in complex
with zolpidem was used (PDB ID 8DD2). This structure was deposited very recently, and
it represents a valuable tool for studying the interaction of the zolpidem analog with this
target [41]. In fact, the interaction of zolpidem with the GABA A receptor was previously
studied through molecular docking. Various populations of orientations were detected, but
the authors widely discussed the interaction pattern with the residues of the benzodiazepine
binding site (site A) [42]. Then, cryo-EM data confirmed the calculations even if the cognate
ligand was also retrieved in two other sites (sites B1 and B2, Figure 1) [41].

Figure 1. GABA A receptor in complex with zolpidem, which is depicted in red (PDB ID 8DD2). In
the picture, the three binding sites identified for zolpidem by Cryo-EM have been labeled as site A,
B1, and B2. The computed binding poses for compounds 1 and 2 in the benzodiazepine binding site
(site A) are represented in green and blue, respectively (a). A magnification of site A is reported in
panel (b) showing the interaction motif that was predicted for the compounds.



Chemistry 2023, 5

1492

Thus, in the case of the current study, site-specific docking was performed by con-
sidering the biologically relevant benzodiazepine site, and the accuracy of the method
was checked by re-docking the cognate ligand, which was fully superimposed onto the
original pose. Compounds 1 and 2 fitted within the identified binding pocket that partially
shared a similar interaction motif (Figure 1). Calculated binding energy values of —9.3 and
—9.6 kcal mol~! were computed for the two compounds. In Figure 1, the residues within
interaction distance (<5 A) have been labelled.

Importantly, this preliminary docking study demonstrated that the aromatic scaffolds
of compounds 1 and 2 are fully superimposed onto that of the cognate ligand zolpidem
in the benzodiazepine binding site of the GABA A receptor (site A). Additionally, the
substituents show similar orientations, and the interaction motif with the residues of the
macromolecular target is comparable to that shown by a parent drug.

It must be also pointed out that, according to Zhu et al. [41] zolpidem was also
detected in two other sites in the synaptic side via cryo-EM analysis (sites B1 and B2,
Figure 1), as anticipated above. These sites were defined by the authors as “approxi-
mately equivalent”, and the functional role of the interaction of zolpidem with these
regions remains unclear [41]. For comparison, docking was also performed to these
two additional sites. In more detail, the docking of synthesized molecules to these
sites showed less promising scores, with calculated binding energy values of —5.2 and
—4.6 kcal mol ! for compound 1 and of —5.3 and —5.4 kcal mol~! for compound 2 in sites
B1 and B2, respectively.

Overall, these simulations suggest that the activity on GABA A modulation may be
maintained by the newly synthesized selenium-based compounds following their interac-
tion with the benzodiazepine site (site A).

3. Materials and Methods

Commercially available chemicals were purchased from Sigma-Aldrich and used
without any further purification. NMR experiments were performed on Bruker Avance III
400 and Bruker AMX 300 spectrometers (Bruker, Billerica, MA, USA). For data processing,
TopSpin 4.1.4 and iNMR 6.4.5 (Nucleomatica, Molfetta, Italy) were used, and the spectra
were calibrated by using solvent signal. Mass spectra were recorded via direct infusion
electrospray (ESI) on an LCQ Fleet ion trap spectrometer (Thermo Scientific, Waltham, MA,
USA). The purity profile was assayed via HPLC by using a Pro-Star system (Palo Alto, CA,
USA) equipped with a 1706 UV-VIS detector (Bio-Rad, Hercules, CA, USA) and a C-18
column (5 pm, 4.6 x 150 mm) (Agilent, Santa Clara, CA, USA). An appropriate gradient of
0.1% formic acid (A) and acetonitrile (B) was used as a mobile phase with an overall flow
rate of 1 mL min~!. The general method for the analyses is reported in the following: 0 min
(90% A—10% B), 2 min (90% A—10% B), 10 min (5% A—95% B), 14 min (5% A—95% B), and
16 min (90% A—10% B). Analyses were performed at 254 nm, and the purity profile was
above 95% for final compounds (area %). Spectra and HPLC chromatograms are reported
in the Supplementary Materials.

3.1. Synthesis of 1-(2-Bromoethyl)-1H-benzo[d]imidazole (a)

Benzimidazole (500 mg, 4.23 mmol) and K,COs (1.17 g, 8.46 mmol) were suspended
in acetonitrile (20 mL). The reaction mixture was refluxed for 30 min. 1,2-dibromoethane
(1.46 mL, 16.9 mmol) was then added to the reaction flask, and the mixture was refluxed for
a further 3 h, while the reaction was monitored through TLC (DCM/MeOH 98:2). A further
4 equivalents of 1,2-dibromoethane were then added, and the heating was continued for
another 48 h. The product was then extracted by using ethyl acetate (4 x 20 mL), and
the organic layer was washed with water (2 x 20 mL). The organic phase was dried over
sodium sulfate, and then the solvent was evaporated under reduced pressure to afford
the final product as an orange oil. Yield: 42%. TH NMR (CDCl3, 300 MHz) 6: 7.97 (1H, s,
NCHN), 7.86 (1H, m, Ar), 7.81 (1H, m, Ar), 7.50 (1H, m, Ar), 7.27 (7H, m, Ar), 4.56 (2H, t,
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J =6.9 Hz, CH,Br), 3.68 (2H, t, ] = 6.9 Hz, CH,). ESI-MS: m/z calculated for CoH;(BrN,™:
225.00, found: 225.01 (M+H™).

3.2. Synthesis of 1-(2-(Phenylselanyl)ethyl)-1H-benzo[dlimidazole (b)

Diphenyl diselenide (258 mg, 0.826 mmol) was dissolved in ethanol (20 mL). The
solution was cooled to 0 °C by using an ice bath. NaBHy4 (95 mg, 2.51 mmol) was added
to the flask while still in ice. The solution was left to be stirred for 15 min, and the yellow
solution turned clear. Compound a (400 mg, 1.78 mmol) was added to the reaction mixture,
which was then removed from ice and left to be stirred for 14 h. The reaction was monitored
by using TLC (DCM/MeOH 98:2). A further 3 equivalents of NaBH4 were added along
with 2.2 equivalents of KI. The reaction mixture was left to be stirred overnight at room
temperature. After completion, the mixture was poured in water (20 mL), and the product
was extracted by using ethyl acetate (3 x 20 mL). Organic layers were combined, evaporated
over sodium sulfate, and evaporated under reduced pressure, and the final product was
obtained as a yellow oil. Yield: 95%. 'H NMR (CDCl;, 300 MHz) §: 7.87 (1H, s, Ar),
7.80 (1H, m, Ar), 7.52 (1H, m, Ar), 7.28 (7H, m, Ar), 441 2H, t, ] = 7.2 Hz, NCH)),
3.27 2H, t, ] = 7.2 Hz, CH,Se). ESI-MS: m/z calculated for C15H;5N,Se™: 303.04, found:
303.04 (M+H™).

3.3. Synthesis of 3-Ethyl-1-(2-(phenylselanyl)ethyl)-benzimidazolium lodide (1)

Ethyl iodide (3 mL, 37.3 mmol) was added to compound b (100 mg, 0.33 mmol),
and the mixture was refluxed. The progress of the reaction was monitored through TLC
(DCM/MeOH 98:2). After completion, unreacted ethyl iodide was evaporated under
reduced pressure, and the obtained crude product was purified via column chromatography
(from DCM/MeOH 98:2 to DCM /MeOH/TEA 93:5:2). The fractions containing the product
were evaporated under reduced pressure, and the final product was obtained as a yellow
solid. Yield: 61%. 'H NMR (CDCls, 400 MHz) &: 11.06 (1H, s, NCHN), 7.64 (4H, m, Ar),
7.34 (2H, m, Ar), 7.18 (3H, m, Ar), 497 2H, t, ] = 6.8 Hz, NCH»), 4.52 (2H, q, ] = 7.6 Hz,
CH,CH3), 3.64 (2H, t, ] = 6.8 Hz, CH,Se), 1.72 (3H, t, ] = 6.8 Hz, CH3). 1>*C NMR (CDCl3;,
100 MHz) o: 141.5, 133.4, 131.7, 130.7, 130.0, 129.0, 127.3, 127.2, 126.7, 113.4, 112.9, 47 4, 43.1,
33.6,14.7. ESI-MS: m/z calculated for C17H19N,Se™: 331.07, found: 331.28 (M™).

3.4. Synthesis of 3-Isopropyl-1-(2-(phenylselanyl)ethyl)-benzimidazolium lodide (2)

Isopropyl iodide (3 mL) was added to compound b (100 mg, 0.33 mmol), and the mix-
ture was refluxed. The progress of the reaction was monitored through TLC (DCM/MeOH
98:2). After completion, unreacted isopropyl iodide was evaporated under reduced pres-
sure, and the obtained crude product was purified via column chromatography (form
DCM/MeOH 98:2 to DCM/MeOH/TEA 93:5:2). The fractions containing the product were
evaporated under reduced pressure, and the final product was obtained as a brown solid.
Yield: 64%. 'H NMR (CDCl3, 300 MHz) §: 10.94 (1H, s, NCHN), 7.53 (4H, m, Ar), 7.21
(2H, m, Ar), 7.08 (3H, m, Ar), 4.94 (2H, t, ] = 6.5 Hz, NCH,), 4.77 (1H, m, | = 6.5 Hz, CH),
3.57 (2H, t, ] = 6.5 Hz, CH,Se), 1.70 (6H, d, ] = 6.5 Hz, CH3). '*C NMR (CDCl3, 100 MHz)
5:143.9,143.1, 133.9, 133.3, 126.6, 125.0, 123.0, 119.4, 119.1, 118.0, 105.0, 44.1, 40.0, 35.1, 28.2.
ESI-MS: m/z calculated for C1gH>1N>Se*: 345.09, found: 345.32 (M*).

3.5. Prediction of Physicochemical Descriptors

For compounds 1 and 2, physicochemical descriptors relevant for drug-likeness,
ADME parameters, and pharmacokinetic properties were computed by using the Swis-
sADME tool (www.swissadme.ch, accessed on 11 May 2023, Molecular Modelling Group—
Swiss Institute of Bioinformatics, Lausanne, Switzerland) [30,31].
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3.6. Molecular Docking Studies

The 3D cryo-EM structure of Human GABA A receptor alphal-beta2-gamma2 subtype
in complex with the GABA A plus zolpidem was retrieved from the RCSB Protein Data
Bank (www.rcsb.org, PDB ID 8DD2, resolution 2.90 A) [41].

Prior to site-specific docking studies, the protein was prepared, and selected chains
were isolated and considered. The ligand was built and prepared by using Avogadro [43].
The site-specific molecular docking study was performed by using AutoDock Vina [44,45].
The search volume for the benzodiazepine site (site A) was centered on the cognate lig-
and zolpidem and set according to the following parameters: x = 162.721, y = 109.298,
z = 110.537; size: 35.000 x 35.000 x 35.000 A. For the other two sites, the grid was again
centered on the cognate ligand, and the following parameters were used: x = 111.601,
y = 138.125, z = 105.358; size: 35.000 x 35.000 x 35.000 A (site B1); x = 97.498, y = 123.997,
z = 134.003; size: 35.000 x 35.000 x 35.000 A (site B2). The docking simulation was carried
out with default Vina parameters, the number of generated docking poses was set to 8,
and the docking energy conformation value was expressed in —kcal/mol. The best scoring
pose was selected for further analyses.

UCSF Chimera molecular viewer was used to produce the artworks [46].

4. Conclusions

This work aimed at the design and synthesis of compounds from a new class of
derivatives that are structurally related to CNS-targeting agents and that bear a selenium
nucleus. In particular, zolpidem and melatonin served as an inspiration to design the novel
molecules, which were conceived also based on the results of our previous synthetic in
silico and in vivo studies on selenofluoxetine.

Compounds 1 and 2 were obtained through a facile three-steps synthesis, and the
molecules were predicted to efficiently cross BBB. Additionally, molecular docking studies
showed that the compounds bind to the GABA A receptor, the macromolecular target of
zolpidem, with a similar interaction motif with respect to the parent drug, suggesting that
the action on CNS could be maintained by these new derivatives.

The designed pathway allows the production of several other potentially CNS-targeting
derivatives through minor modifications of the scheme, allowing for future structure—
activity relationship studies based on computational and in vitro reactivity tests.

Supplementary Materials: The following supporting information can be downloaded at: https:/ /www.
mdpi.com/article/10.3390/chemistry5030101/s1, Figure S1: 'H-NMR of 1; Figure S2: '*C-NMR of 1;
Figure S3: TH-NMR of 2; Figure S4: ESI-MS of 1; Figure S5: ESI-MS of 2; Figure S6: HPLC profiles of 1
(black) and 2 (red, 254 nm).
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