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Background/Objective: Phenobarbital, a barbiturate commonly used as an anticonvulsant, enhances GABA, receptor activity
to suppress neuronal excitability. However, its clinical use is limited by central nervous system side effects, particularly
depression. This study proposes structural modifications to the phenobarbital molecule aimed at reducing effects of depression
while maintaining its anticonvulsant efficacy.

Methods: By adding functional groups that affect serotonin pathways, the modified compound is designed to reduce phenobar-
bital’s depressive effects. The introduction of a trifluoromethyl group is designed to improve blood-brain barrier permeability
and metabolic stability. Additionally, incorporating an O—CH,;—CH,;-NH,; group targets serotonin pathways to help mitigate
depressive side effects while preserving anticonvulsant function. Utilizing pharmacophore and structural analysis, this proposal
identifies potential chemical modifications that could enhance GABA selectivity and improve blood-brain barrier permeability.
Molecular docking studies were performed using SwissDock to computationally validate the dual target binding hypothesis.
Results: A theoretical synthetic pathway was also developed for the proposed compound. Computational docking demonstrated
that the analog exhibited favorable binding to both GABA, receptors (AG = —4.905 kcal/mol) and serotonin transporters
(AG = —5.367 kcal/mol), with binding energies comparable to or exceeding phenobarbital at GABA;, and approaching the
affinity of selective serotonin reuptake inhibitors at SERT. After the drug is synthesized, future plans include conducting
structure-activity relationship studies, binding assays, and in vivo testing to evaluate drug effects and metabolism.

Conclusions: While this research is theoretical and requires experimental validation, it presents a molecule that could potentially
serve as a promising framework for optimizing existing anticonvulsant drugs while hypothetically reducing side effects of
depression; experimental validation is required before any clinical conclusions can be drawn.
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Introduction the introduction of numerous newer antiepileptic drugs over
the past decades, phenobarbital remains widely prescribed due
Background and Context to its proven efficacy, low cost, and availability in resource-

limited settings®. Understanding how phenobarbital affects
GABA, receptors has helped explain how the brain prevents
seizures™.

Epilepsy affects approximately 50 million people worldwide,
making it one of the most common neurological disorders
globally'l. Anticonvulsant drugs have improved greatly since
the early 1900s, with phenobarbital becoming one of the first
effective seizure treatments’. Phenobarbital has long been Problem Statement and Rationale
used as a treatment for many seizure disorders due to its ef- ] ) )
fectiveness in enhancing GABA, receptor activity and reduc-  /lthough it has proven effective, phenobarbital has many cen-
ing neuronal excitability. This occurs through the prolonged ~ tral nervous system (CNS) side effects, such as sedation, cog-
opening of chloride channels at GABA, receptors, resulting ~ Ditive dulling, and depression'°. The side effects reduce pa-
in increased chloride influx, neuronal hyperpolarization, and tient quality of life, especially in individuals with underly-
reduced excitability?. ing mood disorders”. While newer anticonvulsant drugs have
Barbiturates, the drug class that includes phenobarbital, been developed, they often come with their own drawbacks,

. . . 3
played a key role in the history of seizure treatment™. Despite ~ including higher development and treatment costs™.
It is important to recognize that the CNS side effects of

! Western Illinois University, Illinois, USA phenobarbital, including depression, are multifactorial in na-
2[llinois Mathematics and Science Academy ture. Depressive symptoms likely arise from a combina-
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tion of direct GABAergic sedation, global reduction in brain
excitability, interactions with multiple neurotransmitter sys-
tems, and—among these—limited engagement with mood-
regulating pathways such as the serotonergic system>. Se-
dation and fatigue represent distinct phenomena from mood
disturbances, though they often co-occur. This study specif-
ically targets the mood-related (serotonergic) component of
phenobarbital’s depressive burden, and does not claim to ad-
dress sedation or cognitive dulling, which may have separate
mechanistic origins.

Recent studies suggest that these depressive symptoms may
in part arise from phenobarbital’s limited interaction with neu-
rotransmitter systems involved in mood regulation, such as
serotonin'. This creates a large gap in current epilepsy treat-
ment, because patients often choose between seizure control
and mental health stability®. The existing research high-
lights a clear need for anticonvulsants that can provide con-
trol against seizures without negatively affecting mood=. This
highlights a need to develop modified versions of phenobar-
bital that are effective as an anticonvulsant and reduce its de-
pressive impact.

Significance and Purpose

This research addresses an important clinical need by poten-
tially providing a solution that combines the proven anticon-
vulsant efficacy of phenobarbital with reduced psychiatric side
effects®. The significance of this research could extend be-
yond individual patient care to broader public health effects,
especially in low- and middle-income countries where phe-
nobarbital is a primary treatment option due to cost consid-
erations=. Structural modification of drugs is a common ap-
proach in medicinal chemistry to enhance therapeutic effects
while minimizing side effects’.

The development of an improved phenobarbital version
could demonstrate how older medications can be improved
through specific chemical modifications”. This approach rep-
resents a cost-effective alternative to developing entirely new
drug classes, potentially making improved epilepsy treatment
more accessible globally™.

Objectives

1. To preserve the barbituric acid pharmacophore that main-
tains anticonvulsant efficacy through GABA, receptor
modulation®.

2. To incorporate functional groups that may minimize
serotonin-related depressive effects while keeping the
main function of an anticonvulsant®.,

3. To enhance blood-brain barrier permeability through ad-
dition of lipophilic groups®.

4. To develop a theoretically feasible synthesis pathway for
the proposed analog compound®.

5. To computationally validate dual-target binding through
molecular docking studies against GABA, receptors and
serotonin transporters.

Scope and Limitations

This research is limited to theoretical drug design using
computational molecular modeling, structural analyses”, and
molecular docking studies. The study encompasses the ratio-
nal design of molecular modifications, development of syn-
thesis pathways, and structure-activity relationship analysis®.
However, the scope does not include experimental synthesis,
in vitro binding studies, pharmacokinetic analysis, or in vivo
efficacy testing”. Validating this model experimentally is po-
tential future work but was beyond the study’s resource con-
straints and timeline.

The theoretical computational nature of this research means
that all mechanisms and effects proposed will require exper-
imental validation=. Additionally, the study focuses specif-
ically on phenobarbital modification rather than exploring
other anticonvulsants or classes of drugs®.

Theoretical Framework

The design strategy is based on established structure-activity
relationship (SAR) principles and polypharmacology ap-
proaches®. Polypharmacology refers to the deliberate design
of a compound to modulate multiple biological targets simul-
taneously, which can provide additive or complementary ther-
apeutic benefits®. Whether a dual-action approach is superior
to highly selective agents depends on context; in this case, the
hypothesis is that combining anticonvulsant and SSRI-like ac-
tivity in one molecule could reduce pill burden for patients
who require both. This remains to be validated experimen-
tally.

The theoretical framework comes from two main areas:
GABAergic neurotransmission theory for maintaining anti-
convulsant activity, and serotonergic neurotransmission the-
ory for addressing mood-related side effects”. Specifically, a
trifluoromethyl group is proposed to improve lipophilicity and
metabolic stability, while an O—-CH,—CH,-NH, group is in-
cluded to inhibit serotonin reuptake®1%. These represent dis-
tinct mechanisms: receptor mimicry targets a receptor agonist
effect, whereas reuptake inhibition targets SERT to increase
synaptic serotonin. This study adopts the SERT inhibition hy-
pothesis exclusively; language suggesting receptor mimicry
has been removed throughout this revision.

The framework also incorporates principles from selec-
tive serotonin reuptake inhibitor (SSRI) design to address
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the mood-related complications associated with phenobarbi-
tal use'l’. It should be noted that the 2-aminoethoxy group is a
design probe with structural inspiration from serotonin’s ethy-
lamine side chain, and does not constitute a confirmed SSRI
motif. Its SERT binding capability requires validation through
docking and experimental assays.

Methods

Research Design

This study used computational molecular modeling to create a
theoretical drug design. The research design was descriptive,
focusing on rational modification of phenobarbital through the
development of a synthesis pathway and the analysis of SAR,
and computational validation through molecular docking.

Data Collection

Before the modified compound and synthesis pathway were
designed, preliminary research was conducted to determine
which molecules would be most effective in combatting the
depressive effects of phenobarbital and enhancing uptake of
phenobarbital, while also acting as an anticonvulsant. Addi-
tionally, the molecular structures of serotonin and SSRIs such
as fluoxetine and vilazodone were analyzed Y'Y, King Draw’s
KDpedia search engine was used to ensure that a novel com-
pound would be designed.

Variables and Measurements

The modified compound and synthesis pathway were designed
using ChemDraw and MolView. In order to preserve the com-
pound’s pharmacophore while inhibiting the reuptake of sero-
tonin and increasing the absorption of the drug, the barbi-
turic acid ring was not altered®. A trifluoromethyl (—CF3)
group was added at the para-position of the ring to increase
lipophilicity and promote blood—brain barrier permeability®.

A 2-aminoethoxy (-O-CH;—CH,—NH;) group was intro-
duced at the meta-position due to its function in modulating
serotonergic activity " The para-position was selected for
the —CF3 group because para-substitution avoids steric inter-
ference with the barbituric acid core’s key binding interactions
and is a commonly used position for lipophilicity-enhancing
fluorine substituents in CNS drug design®. The meta-position
was chosen for the -O-CH,—-CH;,-NH, group to provide spa-
tial separation from the —CF3 group while allowing the amine
terminus to project toward the serotonin transporter binding
pocket. The 2-carbon spacer was selected based on structural
analogy to the ethylamine side chain of serotonin; future work
should explore 3-carbon and 4-carbon chain variants to estab-
lish structure-activity relationships for this substituent.

Some of the key variables were the preservation of the phar-
macophore, enhancement of lipophilicity through the trifluo-
romethyl group, and modulation of serotonin with the addition
of the aminoethoxy group.

Procedure

Molecular Design

After preliminary research was conducted, the trifluoromethyl
and aminoethoxy groups were added to phenobarbital. The
synthesis pathway was conceptualized to include two alkyla-
tion steps (discussed below), followed by a final condensation
reaction to synthesize the final molecule”. The synthesis path-
way of the phenobarbital analog was modeled after the estab-
lished phenobarbital synthesis pathways described in the liter-
ature'. The procedure involved multiple analyses of all steps
of the reaction to ensure accuracy and maintained synthetic
feasibility. The synthesis pathway was modeled in MolView
and ChemDraw.

Precursor Availability
The proposed synthesis assumes the use of a substituted aryl
iodide bearing both the —CF3 group at the para-position and
the -O—-CH;,—CH,-NH; group at the meta-position as a start-
ing material. If this precursor is not commercially available
(which is likely), a short precursor synthesis would be re-
quired. A plausible route would begin from a commercially
available meta-amino-para-fluorobenzene scaffold: (1) intro-
duction of the aminoethoxy chain via O-alkylation of a phe-
nol precursor with N-protected 2-bromoethylamine, (2) Boc
deprotection to reveal the free amine, (3) Balz—Schiemann re-
action or Halex fluorination to install -CF3, and (4) iodination
at the appropriate position. This precursor synthesis should be
developed and included in future full experimental protocols.

Synthesis Steps
Step 1 (First Alkylation): The first step of the synthesis
involves an ¢-arylation of diethyl malonate with the substi-
tuted aryl iodide, performed under palladium catalysis (Pd-
catalyzed Buchwald-type conditions). The recommended con-
ditions are: Pd,(dba)s (2 mol%), a phosphine ligand (e.g.,
BINAP or DavePhos), and a non-hydrolyzing base such as
Cs,CO3 or K3POy in toluene or dioxane at 80-100 °C.

Step 2 (Second Alkylation): In the second step, an O-
alkylation/C-alkylation is performed to install the ethyl group.
Recommended conditions use sodium ethoxide (NaOEt) in
dry ethanol as the base, reacting with ethyl bromide at 0 °C
to room temperature. NaOEt is preferred over NaOH here be-
cause it is a strong, non-nucleophilic base that deprotonates
the malonate ¢-carbon without causing ester hydrolysis. Con-
ditions: NaOEt (1.1 equiv.), EtBr (1.1 equiv.), ethanol, 0 °C to
rt., 2-4 h.
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Step 3 (Condensation): The final step of the synthe-
sis pathway is a condensation reaction in which the prod-
uct formed in the second reaction reacts with urea to form
the phenobarbital analog. The phenobarbital analog synthesis
pathway was modeled after the phenobarbital synthesis path-
way .

Molecular Docking Studies
To computationally validate the dual-target binding hypoth-
esis, molecular docking was performed using the Swiss-
Dock web server. Two protein targets were selected: the
human GABA, receptor (PDB: 8bhg, a5/72 heteromer co-
crystallized with bretazenil at 2.39 A resolution) and the hu-
man serotonin transporter (PDB: 5173, co-crystallized with S-
citalopram at 3.15 A resolution). These structures were chosen
because they contain known modulators bound at the relevant
pharmacological sites, providing clear binding pocket refer-
ences. 20 parameters were chosen when docking 8bhg and
5173, since those were the maximum amount of parameters al-
lowed by SwissDock for both targets. For the GABA, recep-
tor a5 heteromer (PDB: 8BHG), antibody fragments, glycans,
lipids, co-crystallized ligands, ions, and all other heteroatoms
were removed; only the protein coordinates were retained.
For SERT docking (PDB: 5173), antibody fragments, glycans,
lipids, and co-crystallized ligands were removed. Physiologi-
cally relevant sodium ions were retained.

Ligands prepared for docking: (1) Phenobarbital (positive
control for GABA, binding), (2) the proposed phenobarbital
analog, (3) Vilazodone (positive control for SERT binding, a
known SSRI), (4) Bretazenil (validation control for GABA,,
should reproduce crystallographic pose), (5) Fluoxetine (pos-
itive control for SERT binding, a known SSRI). Ligand struc-
tures were generated as canonical SMILES strings and con-
verted to 3D conformations by SwissDock. Unbiased dock-
ing searches were performed across the entire protein surface.
The docking parameter RIC was set to 8 for comprehensive
conformational sampling. Binding affinities were evaluated
based on predicted Gibbs free energy (AG, kcal/mol). Bind-
ing poses were analyzed using PLIP (Protein-Ligand Interac-
tion Profiler).

Data Analysis

This methodology aimed to retain phenobarbital’s anticon-
vulsant properties while inhibiting serotonin reuptake, in-
spired by SSRIs like fluoxetine and vilazodone'"'Y, Quali-
tative structural analysis was conducted to compare the mod-
ified compound against existing medicinal chemistry princi-
ples®. This included assessment of pharmacophore preserva-
tion, evaluation of synthetic feasibility, and analysis of func-
tional group compatibility®®. Docking results were compared
across ligands and targets to assess whether the analog main-

tained GABA, binding affinity while gaining SERT interac-
tion capability relative to phenobarbital.

Results

Molecular Design Outcomes

The design of the modified phenobarbital analog incorpo-
rated a trifluoromethyl group at the para position and a 2-
aminoethoxy group at the meta position, modeled in Chem-
Draw and MolView. The barbituric acid core, essential for
GABAergic modulation and seizure control, was fully pre-
served®12. The rationale for these specific positions and the
2-carbon chain length is detailed in the Variables and Mea-
surements section above.

GABA,; Receptor Binding

Docking studies with the GABA, receptor (PDB: 8bhg)
demonstrated that the phenobarbital analog exhibited favor-
able binding affinity. The analog achieved an average binding
energy of AG = —4.905 kcal/mol, which was superior to phe-
nobarbital’s average binding energy of AG = —4.47 kcal/mol.
Bretazenil docked with AG = —5.218 kcal/mol and success-
fully reproduced the crystallographic binding pose, validating
the docking methodology.

Serotonin Transporter Binding

Docking to the serotonin transporter (PDB: 5173) revealed that
the phenobarbital analog demonstrated enhanced SERT bind-
ing compared to phenobarbital. The analog achieved an aver-
age binding energy of AG = —5.367 kcal/mol, representing
a 0.689 kcal/mol improvement over phenobarbital (average
binding energy of AG = —4.678 kcal/mol). While the ana-
log did not achieve the binding affinity of vilazodone (AG =
—6.453 kcal/mol), a clinically used SSRI, it approached this
benchmark, suggesting meaningful SERT interaction capabil-

ity.
Discussion

Restatement of Key Findings

This project aimed to design a phenobarbital analog that could
retain anticonvulsant activity while reducing depressive side
effects. The analog preserved the barbituric acid core, the
pharmacophore®. Two functional groups were added to ad-
dress blood-brain barrier permeability and serotonergic ac-
tivity: a para-position trifluoromethyl and a meta-position 2-
aminoethoxy group?. Computational docking studies pro-
vided evidence supporting the dual-target hypothesis, demon-
strating that the analog maintains favorable GABA, receptor
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Table 1 Predicted Physicochemical Properties of Phenobarbital vs. Analog

Property Phenobarbital

Proposed Analog

CNS-Favorable
Threshold

Molecular Weight (Da) 2322

~350.4 (estimate)

<500

logP ~14 ~2.8 (estimate, CF3 adds +1.0; 1-5 (CNS: ideally 1-3)
—0-CH,CH,NHj subtracts ~0.6)

Polar Surface Area (PSA, ~75 ~110 (estimate; amine + etheradd < 90 A2 for CNS

A?) PSA)

H-bond Donors (HBD) 2 (NHx2) 3 (NHx2 + NHy) <3

H-bond Acceptors (HBA) 3 5 <17

Predicted pK, of -NH, N/A ~9.5 (primary amine) See note below

Predicted Ionization at pH N/A ~95% protonated (NH3%) Reduces BBB crossing

74

Note: The predicted values above are estimates based on known fragment contributions; actual values should be

calculated using validated tools (e.g., SwissADME, ChemAxon}’2! All experimental physicochemical data require

synthesis of the compound.

Table 2 Binding affinities of test compounds to GABA receptor (8bhg)

Compound Best AG Worst Average AG  Binding Site Key Interactions
(kcal/mol) (kcal/mol) (kcal/mol)
Phenobarbital —4.979 —3.248 —4.47 Benzodiazepine/ Hydrogen bonds: Ser275A, Asn278A,
barbiturate site Ser285B
Hydrophobic contacts: Thr271E,
Leu272A, 1le274A, 11e274B
n—n / w-stacking: Phe68, Tyr213
Phenobarbital —5.260 —4.436 —4.905 Benzodiazepine/ Hydrogen bonds: Asn278A, Ser285B,
analog barbiturate site Ser286B
Hydrophobic contacts: Leu274A,
11e281B, Thr270C
-7 / m-stacking: Phe68, Tyr213
Bretazenil —5.779 —4.837 —5.218 Crystallographic Hydrogen bonds: Thr133D, Thr142B
(validation) site

Hydrophobic contacts: Tyr213D, Phe68D,
Thr210E
n—7 / m-stacking: Phe68D, Tyr213E

binding while gaining enhanced serotonin transporter affinity
compared to phenobarbital.

Computational Validation of Dual-Target Activity

Preserved GABA, Receptor Binding

The docking results confirmed that the phenobarbital analog
retains strong binding affinity to the GABA, receptor. The
barbituric acid pharmacophore docked in the same orientation
as phenobarbital within the benzodiazepine/barbiturate bind-
ing site of the at5/y2 GABA, receptor subtype. PLIP analysis
confirmed that the analog maintained the essential hydrogen
bonding and hydrophobic interactions characteristic of barbi-
turate binding at this site.

Enhanced Serotonin Transporter Interaction
The most significant finding from the docking studies is the
analog’s enhanced affinity for SERT compared to phenobar-
bital. PLIP analysis confirmed that the 2-aminoethoxy sub-
stituent engages in favorable interactions with residues crit-
ical for serotonin and SSRI binding. The analog’s binding
pose within the central substrate-binding site of SERT over-
laps substantially with the binding modes of established SS-

RIs, suggesting that it could competitively inhibit serotonin
reuptake.

Rationale for Structural Modifications

Trifluoromethyl Group
The trifluoromethyl substituent was chosen for its electron-
withdrawing properties and high lipid solubility, potentially
improving central nervous system penetrationg.

However, an important pharmacokinetic trade-off must be
acknowledged: while —CF3 improves lipophilicity and BBB
penetration, the co-present primary amine (—NHj) of the 2-
aminoethoxy group has a predicted pK, of approximately 9.5.
At physiological pH 7.4, this amine will be approximately
95% protonated (-NH3"), substantially increasing polarity
and reducing passive BBB permeability. This ionic form may
also make the compound a substrate for P-glycoprotein (P-gp)
efflux transporters, further limiting CNS exposure. To address
this, future work should: (1) predict logD at pH 7.4 and po-
lar surface area using validated in silico tools (SwissADME,
ChemAxon); (2) evaluate CNS penetration using PAMPA-
BBB or MDCK-MDRI1 assays; and (3) consider a prodrug
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Table 3 Binding affinities of test compounds to serotonin transporter (5i73)

Best AG
(kcal/mol)

Worst
(kcal/mol)

Compound
(kcal/mol)

Average AG  Binding Site

Key Interactions

Phenobarbital —5.348 —4.182 —4.678

Phenobarbital —5.367

analog

—6.183 —4.775

Vilazodone (SSRI —6.018 —6.453

control)

—7.067

Fluoxetine (SSRI —5.150 —5.598

control)

—6.141

Benzodiazepine/
barbiturate site

Hydrogen bonds: Thr497A, Asp247A

Hydrophobic contacts: Ile172A,
Phe341A, Ala331A, Leu502A, Tle552A
n—7 / m-stacking interactions: Phe335A
Salt bridges: Asp98A with tertamine
moiety of ligand

Hydrogen bonds: Thrd97A, Asp247A
(similar to phenobarbital, main H-bonds in
pocket)

Hydrophobic contacts: Ile172A,
Phe341A, Ala331A, Leu502A, Ile552A
(residues lining the pocket)

n—7 / m-stacking interactions: Phe335A
(aromatic stacking)

Salt bridges / cation—7: Glu494A,
Asp98A

Hydrogen bonds: Ser438A, Asn101A

Benzodiazepine/
barbiturate site

Crystallographic site

Hydrophobic contacts: Ile172A,
Phe341A, Leu502A

-7 / m-stacking interactions: Phe335A
Salt bridges: Glu494A with tertamine
moiety

SERT central Hydrogen bonds: Ser438A

binding pocket (S1

site)
Hydrophobic contacts: Ile172A,
Phe341A, Leu502A, 1le552A
n—7 / m-stacking interactions: Phe335A
Salt bridges: Glu494A (if protonated
amino group interacts)

strategy in which the amine is masked as a carbamate (Boc
or Cbz analogue) or converted to a less basic group (e.g., sul-
fonamide, amide) to improve BBB crossing while retaining
SERT binding capability.

2-Aminoethoxy Group

The 2-aminoethoxy group, structurally inspired by serotonin’s
ethylamine side chain, was designed to support potential inter-
action with the serotonin transporter ' It should be empha-
sized that this group is a design probe—not a confirmed SSRI
motif. SSRIs such as fluoxetine and sertraline have highly
specific scaffold geometries and pharmacophore spacing op-
timized over many iterative design cycles; the 2-aminoethoxy
group alone does not recapitulate this. The expected outcome
of SERT interaction, if confirmed, would be increased synap-
tic serotonin availability (similar to SSRI mechanism), not re-
ceptor agonism.

Steric Considerations
An important limitation is the potential for steric hindrance
introduced by the para- —CF3; and meta- -O—CH;,—-CH,-NH;
substituents on the phenyl ring. Although the barbituric acid

core was preserved, the bulkier substituted phenyl ring may
alter the compound’s fit within the GABA, binding pocket.
The docking overlay of phenobarbital vs. the analog should
be examined for steric clashes or pocket-wall collisions. If
the docking results reveal unfavorable steric interactions, this
would constitute a significant limitation and the substituent
positions or sizes should be reconsidered.

Clinical and Therapeutic Significance

This theoretical design addresses the significant clinical need
in epilepsy treatment by potentially limiting one of pheno-
barbital’s most serious side effects while maintaining its ef-
fectiveness as an anticonvulsant'®. This approach aligns
with modern medicinal chemistry strategies that explore
polypharmacology—developing compounds that act on multi-
ple biological pathways*! 413 The concept of dual-target en-
gagement has been successfully applied in CNS drug develop-
ment, for example in the design of compounds with combined
antidepressant and anxiolytic activity 4.
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Future Directions and Recommendations

Proposed Future Validation Subsection
A structured validation plan is proposed, in order of priority !0

1. Computational docking (already initiated): Complete
SwissDock docking and PLIP analysis with actual AG
values; perform steric overlay of phenobarbital vs. ana-
log in GABA, pocket; compute SwissADME/logD/PSA
predictions. Compare against decoy compounds.

2. Experimental synthesis: Synthesize the analog using
the corrected 3-step route (Pd-catalyzed arylation —
NaOEt alkylation — urea condensation). Characterize
by '"HNMR, '*C NMR, HRMS.

3. In vitro binding assays: [*H]muscimol displacement
assay for GABA, binding; [*H]citalopram displace-
ment assay for SERT binding. Controls: phenobarbi-
tal (GABA,), bretazenil, fluoxetine (SERT), vilazodone
(SERT).

4. In vivo studies: Test in standard seizure models (maxi-
mal electroshock, PTZ-induced seizures). Assess mood
effects using forced swim test, tail suspension test, su-
crose preference test. Compare to phenobarbital and a
standard SSRI control. Include control groups 15720,

5. Safety and toxicology: Assess cytotoxicity, CYP450 in-
hibition, and hERG liability before advancing to preclin-
ical development.

Limitations

The most significant limitation of this study is its reliance
on computational predictions rather than experimental data—
every proposed mechanism and effect requires experimen-
tal validation before meaningful clinical conclusions can be
drawn®?l, The synthesis pathway builds on well-established
organic chemistry principles, but real-world laboratory condi-
tions often present unexpected challenges”2. Perhaps most
importantly, the assumption that structural similarity to sero-
tonin will translate into beneficial mood effects remains un-
proven without proper binding studies and functional assays.

The computational modeling approach lacks the sophisti-
cation of advanced techniques like quantum mechanical cal-
culations or molecular dynamics simulations®2%, Complex
metabolic pathways that could transform this compound in
the body have not been considered. The protonation of the
primary amine at physiological pH represents a significant
but addressable limitation for BBB penetration (see Trifluo-
romethyl Group discussion above). The study’s focus on de-
pression as the primary side effect may also overlook sedation
and cognitive dulling, which are not addressed by the seroton-
ergic modification.

Closing Thought

This project demonstrated the conceptual design of a pheno-
barbital analog that could potentially preserve anticonvulsant
effects while hypothetically reducing the serotonergic com-
ponent of depressive side effects, pending experimental val-
idation?!. By retaining the barbituric acid core and integrat-
ing functional groups targeting blood—brain barrier permeabil-
ity and serotonergic activity, the analog aligns with emerging
strategies in psychopharmacology®. While experimental vali-
dation remains a future goal, the proposed synthesis pathway
and reasoning behind structural modifications provide a basis
for continued progress=-0/23,
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