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7-Methoxybenzofuran-triazole tethered N-
phenylacetamides as a promising class of
tyrosinase inhibitors: synthesis, biological
evaluation and computational analyses against
fungal and human tyrosinases
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Muhammad Jawwad Saif @9 and Mashooq Ahmad Bhat { *e

Aberrant melanogenesis results in excessive melanin production, which may lead to hyperpigmentation and
related disorders. There has been extensive ongoing research to develop novel tyrosinase inhibitors as
excessive activity of tyrosinase enzymes causes surplus production of melanin. Herein, we have
evaluated the tyrosinase inhibition potency of a novel series of 7-methoxybenzofuran-joined N-
phenylacetamides 16(a—j) (synthesized in a 62-90% yield range) via in vitro and in silico analyses. The
entire set of prepared derivatives 16(a—j) demonstrated excellent inhibition potential, even more
efficacious than the employed standards, i.e., kojic and ascorbic acid (exhibiting ICsq values of 30.34 +
1.00 uM and 11.5 4+ 1.00 uM, respectively). Among the synthesized hybrids 16(a—j), N-(2-methoxyphenyl)
acetamide linked benzofuran derivative 16h was determined to be the most promising tyrosinase
inhibitor (with 1Csq = 0.39 + 1.45 uM), followed by N-(3-nitrophenyl)acetamide linked benzofuran
derivative 16f (with ICso = 0.76 4+ 1.71 uM). In vitro assay findings were further authenticated by docking
the potent compounds along with the standards against fungal tyrosinase. Furthermore, assessment of
the tyrosinase inhibition potency of the promising hybrids 16h and 16f was carried out against human
tyrosinase. The docking findings for potent hybrid 16h were supported by performing molecular
dynamics simulation studies, emphasizing its potent and stable interactions with fungal and human
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Introduction

Tyrosinase is a copper-containing monooxygenase enzyme that
is abundantly found in almost all types of living organisms to
carry out several physiological roles, including the production
of melanin."® Melanocyte-induced formation of melanin
(natural pigment) is a major contributing factor towards the
human skin and hair colour.*® The skin color of human beings
varies depending upon the melanin type and its quantity.’
Tyrosinase is directly involved in the synthesis of melanin
pigments, which are composed of an assortment of several
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tyrosinases in comparison to the chosen standards, i.e., kojic and ascorbic acid.

biopolymers.'®"* Melanin also shields and guards the skin from
hazardous solar radiations and skin injuries.**** In insects,
tyrosinase metabolism is essential for the coloring and stiffness
of their cuticles.™*

Tyrosinase enzyme-mediated formation of L-DOPA (3,4-di-
hydroxyphenylalanine) via hydroxylation of r-tyrosine and the
subsequent transformation of 1-DOPA into dopaquinones
during unregulated circumstances lead to the excessive accu-
mulation of melanin.*>” The upsurge in the dopaquinone level
occurs due to the unregulated activity of brain tyrosinase within
the age-associated synthesis of neuromelanin, whose profusion
is reported to result in neuronal damage causing Huntington's
and Parkinson's diseases.’®>* Moreover, melanin's excessive
production due to the extravagant activity of tyrosinase has been
linked with several skin disorders, including age spots, mela-
noma, ephelides, freckles, age spots and melisma.>*~*° Excessive
pigmentation in fruits also leads to the deterioration in their
quality.**** Thus, the regulated production of melanin by
employing tyrosinase inhibitors is the key necessity of
cosmetics and food industry to overcome hyperpigmentation.
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Owing to its role in the synthesis of melanin, tyrosinase is
utilized as an effective therapeutic target to mitigate the
abnormalities caused by melanogenesis.'®** The catalytic
active region of tyrosinase involves the presence of two
copper atoms enveloped by three histidine (HIS) residues.**
Human tyrosinase (hTyr) is considered one of the significant
targets to develop innovative and efficacious tyrosinase
inhibitors to deal with hyperpigmentation disorders.**** To
date, several tyrosinase inhibitors have been developed
(structures of some notable tyrosinase inhibitors have been
given in Fig. 1). However, only a few of them are practically
employed to overcome and mitigate the effects of hyperpig-
mentation, as most of the commonly utilized and available
anti-tyrosinase agents are at the risk of induced toxicity. For
example, the frequently employed well-known anti-tyrosinase
agents are azelaic acid 1, kojic acid 2, hydroquinone 3 and
arbutin 4. These renowned inhibitors are copiously leveraged
in cosmetics, and are determined to be significant hallmarks
to cure melanogenesis and hyperpigmentation. However,
these standard inhibitors have been extensively studied,
disclosing their carcinogenic and toxic side effects.***® These
factors have prompted chemists to devise and discover novel,
safe and effective tyrosinase inhibitors to treat dermatolog-
ical disorders induced by the irregular activity of tyrosinase
enzyme.

Heterocyclic organic molecules are of significant interest for
synthetic chemists due to their broad-spectrum pharmaceutical
profiles.**** Benzofuran scaffolds and their derivatives have
been found to illustrate a wide pharmacological spectrum,
as several benzofuran-endowed heterocyclic functionalities are
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known to play a significant role in medicinal chemistry.>">
Various naturally occurring and synthetically produced benzo-
furan derivatives exhibit a wide array of biological applications,
thereby acting as potent anti-cancer,**> anti-fungal,®>** anti-
viral,> non-specific B-adrenoceptor antagonist,” anti-
arrhythmic®* and anti-tyrosinase agents.*®%’

Our research group has earlier endeavored to develop
tyrosinase inhibitors by employing the pharmaceutical prop-
erties of several heterocyclic hybrids, including benzofuran-
oxadiazoles®**” and coumarin-triazole® hybrids. Here, in order
to design and develop more efficacious tyrosinase inhibitors
by taking into account the wide biological significance and
medicinal potential of benzofuran based hybrids, we aimed to
design a novel library of 7-methoxybenzofuran triazole joined
with N-phenylacetamides 16(a-j) to discover their anti-tyrosi-
nase potential via in vitro and in silico approaches. The
synthesized hybrids were subjected to in vitro screening
against fungal tyrosinase to determine the most potent
compounds with promising tyrosinase inhibitory activity. In
light of the significance of computational studies, the inter-
action details of the synthesized potent hybrids with the
fungal tyrosinase protein were analyzed via molecular docking
analysis. In addition, to determine the efficacy of these
developed promising inhibitors as skin-whitening agents,
their molecular docking analysis with human tyrosinase
protein (hTyr) was carried out. Molecular dynamic simulation
analysis was also carried out to verify the stability of the most
promising inhibitor 16h against fungal and human
tyrosinases.
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Fig. 1 Structures of a few notable tyrosinase inhibitors.
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Results and discussions
Chemistry

The synthetic layout for the preparation of 7-
methoxybenzofuran-based triazole-acetamide derivatives has
been provided in Schemes 1 and 2. Initially, the 7-
methoxybenzofuran-based ester was synthesized in 69% yield
by treating o-vanillin 11 with CICH,COOEt (ethyl chloroacetate)
12 involving potassium carbonate (base) in DMF.*® The
synthesized ester then yielded the respective hydrazide 13 (in
98% yield) as a result of treatment with hydrazine monohydrate
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in methanol.®® Afterwards, 7-methoxybenzofuran-based hydra-
zide 13 was reacted further to attain respective triazole 14 (in
74% yield) on exposure with phenyl isothiocyanate, followed by
sodium hydroxide-induced nucleophilic cyclization in distilled
water as per reported protocol®® (Scheme 1). The resulting 7-
methoxybenzofuran-based triazole 14 was made to react with
a library of substituted acetanilides 15 (prepared by the nucle-
ophilic substitution reaction of substituted anilines and
bromoacetyl bromide using pyridine in DCM*®®) in the presence
of potassium carbonate, using DMF as a solvent, thereby
resulting in an array of 7-methoxybenzofuran-based triazole-N-

i) DMF, K,CO3,
95 °C, 69%
II) N2H4‘H20, rt
98%

iii @) PANCS, DCM, rt | b) 2N Na

Scheme 1 Synthetic layout for the preparation of 7-methoxybenzofuran-based triazole 14.

reflux,

P Dum

. K,CO3, DMF
i it

“..OCH3..*"14 15

16a, R = 3,4-Me, 89%
16b, R = 2,4-Me, 78%

16¢, R = 2-Me,5-NO,, 72%
16d, R = 3,4-Cl, 68%

16e, R = 4-Cl, 62%

16f, R = 3-NO,, 69%
169, R = 4-Br, 90%
16h, R = 2-OMe, 75%
16i, R = 2,5-OMe, 82%
16j, R = 4-Me, 70%

&

Scheme 2 Synthesis of 7-methoxybenzofuran-based triazole-acetanilide hybrids 16(a—j); conditions: K,COs, DMF, rt, and 12-16 h.
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Table 1 In vitro assay findings of the synthesized 7-methoxybenzofuran-triazole derivatives 16(a—j) against fungal tyrosinase

Compound Structure ICso (UM) % S.E.
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Table 1 (Contd.)
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Compound Structure ICso (UM) + S.E.
OCH3
7
Y ! H
16f NJ\SWN C 0.76 + 1.71
'
16g 1.08 + 4.09
(o~
o N
S
16h 0.39 + 1.45
o 2 T ED
16i 2.12 £ 5.78
16j 1.70 £ 3.93

Ascorbic acid

Kojic acid

© 2025 The Author(s). Published by the Royal Society of Chemistry

11.5 + 1.00 (ref. 50)

| 30.34 & 1.00 (ref. 50)
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phenylacetamide hybrids 16(a—j) in moderate to excellent yield
range (62-90%) (Scheme 2).

Anti-tyrosinase activity

The synthesized 7-methoxybenzofuran-triazole hybrids 16(a-j)
were analyzed for their tyrosinase inhibition potential via in
vitro assay by employing reference inhibitors, i.e., ascorbic and
kojic acid. The tyrosinase assay results revealed the promising
and remarkable tyrosinase inhibition activities demonstrated
by all of the synthesized conjugates in comparison to that of
standard inhibitors, i.e., ascorbic acid and kojic acid (exhibiting
IC5, values of 11.5 £ 1.00 pM & 30.34 £ 1.00 uM respectively)
(Table 1). The half maximal inhibitory concentration of the
synthesized conjugates was observed within the range of 0.39 +
1.45 puM to 4.88 + 1.14 uM, which indicated the efficient
tyrosinase inhibition potential of the newly designed
compounds. Hybrid 16h was referred to as the most potent
tyrosinase inhibitor on the basis of its lowest half-maximal
inhibitory concentration (ICs, = 0.39 £ 1.45 uM). Meanwhile,
hybrid 16f was determined to be the second most promising
inhibitor among the synthesized hybrids, thereby exhibiting the
ICsp value of 0.76 + 1.71 uM. In addition, hybrids 16(a-d), 16g
and 16j demonstrated remarkable tyrosinase inhibition activity
with IC5, values ranging from 1.08 & 3.93 pM to 1.82 & 5.42 pM.
The relatively lower tyrosinase inhibition trend was observed for
hybrids 16i and 16e, owing to their corresponding increase in
half-maximal inhibitory concentration values, which were
interpreted to be 2.12 £+ 5.78 uM and 4.88 + 1.14 uM,
respectively.

Structure-activity relationship

The structure-activity relationship (SAR) was also deduced on
the basis of varying the substitution on the phenyl ring of the
phenylacetamide fragment of 7-methoxybenzofuran-joined N-

16h, ICs, = 0.39 + 1.45 uM

OCH;
b ) N-
L N
| /,L /,5: ol H -
S ) N \S /\\(N o ¥ N02
.| oy
I -
_.":‘i '

16f, ICs5o = 0.76 £ 1.71 uM
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phenyl acetamides 16(a—j). The SAR was inferred by considering
the in vitro tyrosinase inhibition activity of all synthesized
hybrids. The 7-methoxy benzofuran hybrid 16h with methoxy
substitution (electron donating group) at the ortho position
exerted the most effective tyrosinase inhibition, as indicated by
its promising ICs, value (0.39 + 1.45 pM). Meanwhile, the
3-nitro (electronegative group)-substituted benzofuran hybrid
16f also demonstrated remarkable potency by exhibiting a half-
maximal minimum inhibitory concentration of 0.76 + 1.71 uM
(Fig. 2).

It was observed that di-substituted synthesized hybrids
illustrated efficient tyrosinase inhibition, irrespective of their
electropositive or electronegative nature, as 3,4-dimethyl and
2,4-dimethyl substituted benzofuran hybrids (16a & 16b)
depicted efficacious tyrosinase inhibition with ICs, values of
1.82 £ 5.42 pM and 1.58 + 5.38 uM, respectively. Similarly, 7-
methoxy benzofuran derivatives with 2-methyl 5-nitro substi-
tution 16¢ and 3,4-dichloro substitution 16d also demonstrated
comparable inhibition potency with 16a & 16b, thereby exhib-
iting the respective ICs, values of 1.53 £ 2.30 uM and 1.73 +
3.80 pM. However, a slight increase in the ICs, value was
observed for the 2,5-dimethoxy substituted hybrid 16i, which
was interpreted to be 2.12 4+ 5.78 uM.

The trend for para substituted 7-methoxybenzofuran hybrids
was determined to be quite irregular, as 4-bromosubstituted
benzofuran hybrid 16g depicted promising tyrosinase inhibi-
tion with an IC;, value of 1.08 + 4.09 uM. However, the para-
methyl substituted derivative 16j exhibited tyrosinase inhibi-
tion with a relative increase in the ICs, value, i.e., 1.70 &+ 3.93
uM. Among all, the highest ICs, value (i.e., 4.88 + 1.14 uM) was
illustrated by derivative 16e with 4-chloro substitution on the
phenyl ring.

Overall, all of the synthesized hybrids demonstrated effica-
cious tyrosinase inhibition with a slight dependence upon the
nature and number of substituents on the phenyl ring with few

Substitution of methoxy group at ortho position
resulted in the most promising tyrosinase inhibition

Substitution of nitro group at meta position
resulted in better IC5; value

Fig. 2 Pictorial layout of the SAR of the most promising bacterial tyrosinase inhibitors 16h and 16f.
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irregularities. It was concluded that most of the mono-
substituted derivatives depicted better inhibition activity than
disubstituted hybrids, with the incorporation of the 2-methoxy
group on the phenyl ring 16h leading to the most promising
inhibition activity.

Molecular docking analysis

Binding interactions of potent hybrids with fungal tyrosi-
nase. The most potent compounds 16f and 16h, as determined by
in vitro assay findings, were subjected to molecular docking
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analysis against the active site of the fungal tyrosinase protein
along with standard inhibitors. The docking analysis unveiled
the binding and interaction modes of these promising and
standard inhibitors with the residues of the binding site. Their
binding affinity scores were found to be in correlation with the in
vitro results as hybrid 16h displayed remarkable interactions with
—9.7 keal mol ™! docking score followed by hybrid 16f, whose
docking score was inferred to be —8.9 kcal mol ", indicating the
significant interactions as compared to kojic (—5.5 kcal mol )
and ascorbic acids (—5.7 keal mol™") (Table 2).

Table 2 Molecular docking scores and interactions of potent hybrids 16f and 16h, along with standard inhibitors

Compound Binding score (kcal mol™") Types of interactions Residue interacting with ligand

16h -9.7 C-H bonding, pi-sulfur, pi-alkyl, ARG-195, PRO-190, MET-174
pi-cation

16f -8.9 Conventional hydrogen bonding, PRO-190, ARG-195, PRO-173,
carbon hydrogen bonding, TYR-194, GLY-251, MET-198
pi-cation, pi-donor H-bonding,
pi-pi T-shaped, pi-alkyl

Ascorbic acid —5.7 Conventional hydrogen bonding, ARG-195, TYR-194, PRO-173
carbon hydrogen bonding

Kojic acid —5.5 Conventional hydrogen bonding, MET-174, PRO-190, GLN-197,

pi-sulfur, pi-alkyl

ARG-195, PRO-173

- RO
B:173

Interactions
- Conventional Hydrogen Bond [: Carbon Hydrogen Bond

PRO

MET
A:174 A:190

GLN
8:197

PRO
A:173
ARG
B:195

Interactions
- Conventional Hydrogen Bond :I Pi-Alkyl

I:] Pi-Sulfur

Fig. 3 Protein—ligand interactions of standard inhibitors with 6JU7: (a) kojic acid, (b) ascorbic acid.
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Kojic acid (—5.5 kecal mol™* docking score) displayed four
conventional hydrogen bonds with ARG-195, GLN-197 and PRO-
173. In addition, pi-sulfur and pi-alkyl type hydrophobic inter-
actions were established with MET-174 and PRO-190 amino
acid residues, respectively (Fig. 3). Ascorbic acid displayed
a relatively better binding affinity of —5.7 kcal mol*, thereby
forming six conventional hydrogen bonds with TYR-194, ARG-
195 and PRO-173, along with one C-H bond with an ARG-195
amino acid residue (Fig. 3).

The most potent derivative 16h with 2-methoxy substitution
was observed to establish two conventional H-bonds with the
tyrosinase's binding site, thereby illustrating a binding score of
—9.7 keal mol . One nitrogen atom of the triazole ring and
oxygen atom of the carbonyl group were determined to establish
independent conventional H-bonds with ARG-195 at 2.85 A and
2.32 A bond distances, respectively. The triazole ring was also
found to be involved in pi-cation type electrostatic interactions
with ARG-195 at 3.61 A. Besides these interactions, the phenyl
ring attached to the triazole functionality formed pi-sulfur
interactions with MET-174 via 4.95 A bond distance. In addi-
tion, the benzofuran scaffold and phenyl ring (joined with
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triazole core) were observed to be engaged in several pi-alkyl
type hydrophobic interactions with PRO-190 (Fig. 4).

The second promising 3-nitro substituted derivative 16f
illustrated 3 conventional hydrogen bonds along with two
carbon-hydrogen bonds and one m-donor hydrogen bond. The
nitrogen atom of the phenylacetamide fragment was deter-
mined to establish a conventional hydrogen bond with ARG-195
(dHB = 3.07 A). In addition, both oxygen atoms of the -NO,
group were found to display conventional hydrogen bonding
interactions with ARG-195 (dHB = 2.83 A) and TYR-194 (dHB =
2.51 A). Meanwhile, pi-donor H-bonding interactions were
observed between the phenyl ring of the phenylacetamide
scaffold and TYR-194 (dHB = 3.28 A). In addition, one oxygen
atom of the nitro group and hydrogen atoms of the methoxy
group formed C-H bonding with GLY-251 (3.51 A) and MET-198
(3.42 A), Moreover, pi-cation type hydrogen bond interactions
were found between the triazole scaffold and ARG-195 (3.30 A).
In addition, the synthesized derivative 16f illustrated several
hydrophobic interactions (-7 T-shaped & m-alkyl interactions)

(Fig. 5).

AN

A{PRO:190 AIMET:174 g iop0.100

Interactions

- Conventional Hydrogen Bond I:] Pi-Sulfur

|:] Pi-Cation |:| Pi-Alkyl b

(.
s \Ya
H-Bonds ARG195

Donor

Acceptor i

\ C )\

Y,
Hydrophobicity

3.00
2.00
1.00
0.00
-1.00
-2.00
-3.00

4

Fig. 4 Protein-ligand interactions of 16h with 6JU7: (a) pose interaction of 16h with the protein, (b) 2D interaction, (c) hydrogen bonding

interactions, (d) Hydrophobic interactions.
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CJL 4

.

Fig.5 Protein-ligand interactions of 16f with 6JU7: (a) pose interaction of 16f with the protein, (b) 2D interaction, (c) H-bonding interactions, (d)
hydrophobic interactions.

Binding interactions of potent hybrids with human tyrosi-
nase protein. Human tyrosinase protein is a metal-constituting
protein involving 529 residues that are located at various sites

of the cellular region, including the transmembrane,

cytoplasm and signal-peptide, along with mature proteins.*
To further determine the tyrosinase inhibition potential of 16f
and 16h as skin-whitening agents for human skin, they were
docked against hTyr (human tyrosinase) protein. As the

Table 3 Molecular docking scores and interactions of the potent hybrids 16h and 16f, along with standard inhibitors

Compound Binding score (kcal mol™") Types of interactions Residue interacting with ligand

16h -7.7 Conventional hydrogen bonding, LYS-104, TYR-433, PRO-431, CYS-91,
carbon hydrogen bonding, pi-anion, GLN-90, ASP-437, PHE-438
pi-pi stacked, pi-pi T-shaped,
pi-alkyl

16f -7.5 Conventional hydrogen bonding, PHE-347, ILE-368, VAL-377,
pi-donor hydrogen bonding, GLN-376, LEU-279, LYS-306
pi-cation, pi-pi stacked, pi-sigma,
pi-alkyl

Ascorbic acid —6.7 Conventional hydrogen bonding, GLN-220, PHE-107, GLN-223
unfavorable acceptor-acceptor

Kojic acid —6.3 Conventional hydrogen bonding, GLN-220, TRP-108, GLY-446,

C-H bonding, pi-pi stacked, pi-alkyl

© 2025 The Author(s). Published by the Royal Society of Chemistry
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crystalline structure of human tyrosinase protein is unavail-
able in the protein data bank (PDB), a homology modelling
operation was carried out to build the 3D homology-modeled
tyrosinase protein structure (generated by using the human
tyrosinase amino acid sequence from Uniprot). Both of these
hybrids 16h and 16f interacted more efficiently with the
human tyrosinase modeled protein (with -7.7 &
—7.5 keal mol " docking scores, respectively) in comparison to
kojic (—6.3 kcal mol ") and ascorbic acids (—6.7 kcal mol )
(Table 3).

Ascorbic acid, being a potent standard, illustrated an effi-
cient binding score of —6.7 kcal mol™* in comparison to that of
kojic acid (—6.3 kcal mol™'). Ascorbic acid established two
conventional H-bond interactions with PHE-107 and GLN-220
amino acids at a distance of 2.27 A and 2.55 A, correspond-
ingly (Fig. 6). Meanwhile, kojic acid was found to establish five
conventional hydrogen bonds (with GLN-220, ARG-116, GLN-
223 and GLY-106) and one carbon hydrogen bond (with GLY-
446). Moreover, -alkyl and m-7 stacked hydrophobic interac-
tions were evident with ARG-116 and TRP-108 residues, corre-
spondingly (Fig. 6).

The most potent compound 16h unveiled the most prom-
ising binding score of —7.7 kcal mol ™ *, thereby establishing two
conventional hydrogen bonds and one C-H bond. The oxygen
atoms of the carbonyl functionality and benzofuran ring were

----. {PHE
107

TCGLN
220

Interactions

. Conventional Hydrogen Bond . Unfavorable Acceptor-Acceptor

View Article Online

Paper

noted to be engaged in conventional H-bond interactions with
GLN-90 (dHB = 2.42 A) and LYS-104 (dHB = 2.37 A), respec-
tively. Moreover, hydrogen atoms of the methoxy group
(attached to phenyl ring) were found to participate in C-H bond
interactions with CYS-91 via 3.65 A bond distance. The phenyl
ring attached to the triazole core established pi-anion interac-
tions with ASP-437 (4.56 A). The PHE-347 residue developed pi-
pi T-shaped interactions with the phenyl ring of phenyl-
acetamide at 5.42 A. Meanwhile, pi-alkyl and pi-pi stacked type
hydrophobic interactions were determined between the phenyl
ring (of phenylacetamide scaffold) and amino acid residues
(PRO-431 & TYR-433, respectively) (Fig. 7).

The second promising hybrid 16f also exhibited significant
inhibition against the human tyrosinase modeled protein,
thereby showcasing a binding affinity of —7.5 kcal mol . The
oxygen atom of the carbonyl functionality established
conventional H-bonding interactions with Val-377 (dHB = 3.29
A). Meanwhile, the phenyl ring of the phenylacetamide frag-
ment was determined to be engaged in pi-donor H-bonding
interactions with GLN-376 (dHB = 3.59 A). In addition, pi-
cation electrostatic interactions were found between the
furan ring and LYS-306 (5.00 A). Besides these interactions, the
phenyl ring of the benzofuran core and the one attached to the
triazole ring elicited m-7 stacked and m-alkyl hydrophobic
interactions with PHE-347 (5.35 A) and VAL-377 (5.09 A),
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Fig. 6 Protein—ligand interactions of standard inhibitors with 5 M8T (hTyr): (a) kojic acid, (b) ascorbic acid.
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respectively. Moreover, the phenyl ring of phenylacetamide
fragment and the one attached to triazole ring formed pi-
sigma type hydrophobic interactions with LEU-279 and ILE-
368, respectively (Fig. 8).

Molecular dynamics simulation analysis. Molecular
dynamics (MD) simulations provide dynamic confirmation of
docking results, enabling a better comprehension about the
stability of selected ligands and proteins. MD trajectories are
used to extract several indicators such as RMSF (root mean
square fluctuation), RMSD (root mean square deviation) of C-
o atoms and protein-ligand contacts.

RMSD analysis of 16h with human and fungal tyrosinase.
The temporal stabilities of the most potent compound 16h and
receptors (6JU7 and 5 M8T) were evaluated through 200 ns MD
simulations via RMSD. The resulting RMSD calculations of
ligands and proteins with respect to their initial states were
calculated, which served as a gauge of stability for ligand-
protein complex. At start, kojic acid displayed a lower RMSD

© 2025 The Author(s). Published by the Royal Society of Chemistry

with fungal tyrosinase. However, a steep incline is observed
after the 180 ns period. This suggests weak binding affinity and
higher conformational change. Similarly, ascorbic acid exhibi-
ted higher RMSD after the 100 ns period due to the loss of the
binding affinity. The 16h-6JU7 complex showed relatively
greater stability with 6JU7 across the 200 ns simulation time
Fig. 9). The root mean square deviation (RMSD) of the 16h
complex remained within a range of 2.25-2.4 A, thereby indi-
cating stable binding conformations. The 16h-5M8T complex
also exhibited stable interactions between the protein and
ligands. The RMSD of the protein remained within 2.2-2.8 A,
while the ligand RMSD remained close to the protein RMSD
throughout the simulation time. Additionally, the standards
(ascorbic and kojic acids) exhibited similar fluctuations
patterns as followed by the 16h complex with human tyrosinase
(Fig. 10).

RMSF analysis tyrosinase inhibitors. The MD simulation
analysis via RMSF uncovered new patterns regarding the

RSC Adv, 2025, 15, 34439-34460 | 34449
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flexibility of the potent compounds with the receptors' resi-
dues. Compound 16h exhibited average residual flexibility
with fungal tyrosinase due to flexibility in the loop region.
However, no significant instability was observed. The stan-
dards kojic and ascorbic acids displayed relatively higher
fluctuations specifically around 300 and 500 residues (Fig. 9).
Similarly, 16h in complex with human tyrosinase exhibited
higher stability as the RMSF of most of the residues remained
around 2 A. The standard ascorbic acid showed moderate
stability, but some distinct peaks were observed at residues
69-121 and 251-300 due to the local mobility of individual
residues. Likewise, kojic acid displayed higher fluctuations,
notably at residues 55-100 and 198-250, compared to ascorbic
acid and complex 16h (Fig. 10).

Protein-ligand contacts of 16h with human and fungal
tyrosinase. To elucidate the inhibitory potential of compound
16h against tyrosinase, insightful analysis of the potent
compound's different interactions with the binding site was

34450 | RSC Adv, 2025, 15, 34439-34460

conducted during a 200 ns simulation time. The complex 16h
formed prominent hydrogen bonding interactions with ARG-
195 (30%) via direct and water-mediated linkages. Similarly,
the ARG-190 residue of fungal tyrosinase was determined to be
engaged in the formation of hydrophobic interactions
(Fig. 11). In addition, LYS-104 (44%) established water-
involving H-bond interactions with the C=0 group of the
16h-5M8T complex. Likewise, the -NH group of 16h elicited
strong direct hydrogen bonding associations with the CYS-91
(59%) residue of human tyrosinase. The residue PHE-438
was also involved in the formation of hydrophobic linkages
(Fig. 12). The stability of the protein-ligand complex depends
upon these observed interactions during the MD simulation
time.

Determination of binding free energies by using MM-PBSA
analysis. The Molecular Mechanics - Poisson-Boltzmann
Surface Area (MMPBSA) approach is a broadly adopted
computational method for analyzing the binding affinities of

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 9 RMSD and RMSF plots of 16h and standards (kojic and ascorbic acid) with fungal tyrosinase (6JU7).

targeted ligands and proteins. In this study, MM-PBSA analysis
has been performed to calculate the binding free energy of the
potent compound 16h against two different targets (6JU7 &
5M8T). The results obtained from MM-PBSA analysis are
depicted in Table 4. The total binding energies of compound
16h with receptors 6JU7 and 5MS8T were found to be
—88.464 kcal mol ' and —59.102 keal mol ', respectively. Table

© 2025 The Author(s). Published by the Royal Society of Chemistry

4 shows that the van der Waal energy (—371.651 & —160.833),
electrostatic energy (—34.137 & —31.863), and SASA energy
(—36.59 & —18.642) play a crucial role in the binding and
formation of a stable ligand-protein complex. However, the
polar solvation energy (353.914 & 152.236) made a negative
contribution towards the binding of the protein-ligand
complex. The overall good binding energies of compound 16h

RSC Adv, 2025, 15, 34439-34460 | 34451
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Fig. 10 RMSD and RMSF plots of 16h and standards (kojic and ascorbic acid) with human tyrosinase (5M8T).

against both targets were found to support the experimental
and computational data, thereby emphasizing its role as
potential anti-tyrosinase agent.

ADMET analysis. ADMET analysis is one of the significant
steps towards the design of efficacious drugs. Bearing in mind
the efficacious anti-tyrosinase activities of 16f and 16h via in

34452 | RSC Adv, 2025, 15, 34439-34460

vitro assay and molecular docking analysis, these potent
compounds were subjected to ADMET evaluation along with
both standards. The ADMET profiling of these compounds
revealed the physiochemical, medicinal, absorption, distribu-
tion, metabolism, excretory and toxicity parameters. Significant
features of each category were studied to illustrate their

© 2025 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d5ra05084g

Open Access Article. Published on 22 September 2025. Downloaded on 4/1/2026 1:33:08 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Paper

0.7 1

0.6 4 =

0.5 1
0.4 4
0.3 1

0.2 4

View Article Online

RSC Advances

o

-
16h with 6JU7

&>

Fig. 11 Protein—ligand contacts plot of 16h with fungal tyrosinase.

efficiency as drug-like candidates in comparison to standard
inhibitors (Table 5).

The Lipinski's rule of five sets the criteria for a compound to
possess certain physiochemical properties, for it to behave like
a drug candidate. These properties include the molecular
weight (should be =500 Da), log P (should be =5), hydrogen
bond donors nHD (should be =5), and hydrogen bond accep-
tors nHA (should be =10). On the basis of these physiochemical
features, both potent hybrids and standards were determined to
follow the Lipinski's rule. The molecular weight of 16f was
determined to be more than 500. However, if a compound
violates only one rule, it is still considered accepted for Lip-
inski's rule and can be employed as a drug-like candidate. In
addition, the synthetic accessibility score was computed for
each compound, and was inferred to be highly efficient for all of
them.

© 2025 The Author(s). Published by the Royal Society of Chemistry

Several absorption and distribution parameters were
evaluated for the synthesized hybrids, which include human
intestinal absorption (HIA), Caco-2 permeability, blood-
brain barrier (BBB), Pgp inhibitor and volume distribution
(VDss). The Caco-2 permeability is determined to predict the
intestinal absorption of a compound. A permeability score
that is higher than —5.15 is regarded as an optimal value.
Hence, on this basis, the Caco-2 permeability score was
evaluated to be optimal for 16f and 16h. However, the Caco-2
permeability score was determined to be inefficient for
ascorbic acid. The HIA values were also found to be prom-
ising. The output value of BBB for the chosen compounds
corresponds to their probability to invade the blood-brain
barrier and affect the CNS. Similarly, the output value of Pgp-
inhibitor indicates the probability of each compound to act
as a Pgp-inhibitor. In addition, an output value for VDgg
ranging between 0.04-20 L kg~ is considered as an optimal

RSC Adv, 2025, 15, 34439-34460 | 34453
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Table 4 Binding free energy calculations via MMPBSA analysis

MMPBSA (kcal mol ™) 16h (6JU7) 16h (5M8T)
Van der Waal energy —371.651 —160.833
Electrostatic energy —34.137 —31.863
Polar solvation energy 353.914 152.236
SASA energy —36.59 —18.642
Binding energy —88.464 —59.102

value. On this scale, only 16h exhibited an efficient VDss
score of 0.073.

The metabolism features evaluate the probabilities of
selected compounds to behave as CYP2C19, CYP1A2, CYP3A4,
CYP2D6, CYP2C9 and CYP2B6 inhibitors. Furthermore,
CLpjasma values were determined to infer their clearance rate
from plasma. The determined values for both potent

34454 | RSC Adv, 2025, 15, 34439-34460

synthesized derivatives were found to be below 5 ml/min/kg,
thereby signaling low clearance and efficient absorption rate.
However, CLpjasma Values of kojic acid and ascorbic acid were
inferred to be 5.51 ml/min/kg and 11.40 ml/min/kg, respec-
tively, which signify moderate clearance. Moreover, several
toxicity parameters were evaluated to determine the possible
toxic effects of the prepared potent conjugates and reference
inhibitors. Significantly, both 16f and 16h were found to be
non-eye irritant, non-carcinogenic, non-respiratory toxic as
well as non-rat oral acute toxic. However, hybrid 16f exhibited
an AMES-toxic output value in comparison to 16h and the
standards. Meanwhile, the output value of kojic acid indicated
its carcinogenic nature. Both ascorbic and kojic acids were
determined to be eye-irritants as well. These results highlight
the significance of the potent compound 16h, which has been
found to be non-toxic and non-carcinogenic in all aspects.

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Table 5 ADMET properties of potent synthesized hybrids and standard inhibitors

ADMET properties 16f 16h Kojic acid Ascorbic acid
Physiochemical and medicinal properties

Molecular weight 501.11 486.14 142.03 176.03
nHD 1.0 1.0 2.0 4.0
nHA 10.0 8.0 4.0 6.0
TPSA 125.32 91.41 70.67 107.22
nRot 9.0 9.0 1.0 2.0
LogP 3.28 3.39 —0.565 -1.707
Synthetic accessibility score 2.0 2.0 2.0 3.0
Lipinski's rule Accepted Accepted Accepted Accepted
Distribution and absorption properties

Caco-2 permeability —5.036 —5.007 —4.86 —6.009
BBB 0.258 0.748 0.055 0.685
HIA 0.001 0.004 0.342 0.22
Pgp-inhibitor 0.899 0.977 0.023 0.0
VDss —0.012 0.073 -0.1 —0.449
Metabolic properties

CYP2C19 inhibitor 0.999 1.0 0.001 0.0
CYP2B6 inhibitor 0.945 0.989 0.042 0.025
CYP1A2 inhibitor 0.927 0.677 0.068 0.083
CYP2C9 inhibitor 0.767 0.579 0.0 0.01
CYP3A4 inhibitor 0.998 1.0 0.001 0.001
CYP2D6 inhibitor 0.964 1.0 0.001 0.005
Excretion and toxicity features

CLplasma 2.70 2.63 11.40 5.51
AMES toxicity 0.92 0.61 0.64 0.45
Rat oral acute toxicity 0.63 0.49 0.46 0.084
Carcinogenicity 0.62 0.61 0.74 0.31
Respiratory toxicity 0.521 0.299 0.731 0.066
Eye irritation 0.359 0.108 0.989 0.979

Conclusion

In conclusion, our study involved the synthesis and tyrosinase
inhibition screening of 7-methoxybenzofuran N-phenyl-
acetamides 16(a—j). All of the synthesized hybrids illustrated
excellent efficient tyrosinase inhibition in comparison to the
standard inhibitors. The in vitro and in silico analyses showcased
the remarkably excellent inhibition potential of N-(2-methoxy-
phenyl)acetamide linked benzofuran hybrid 16h and N-(3-
nitrophenyl)acetamide linked benzofuran hybrid 16f, as indi-
cated by their corresponding ICs, values (0.39 + 1.45 uM & 0.76 +
1.71 pM) and binding affinities (—9.7 kcal mol™' &
—8.9 kecal mol™') in comparative analysis to the utilized
renowned inhibitors (i.e., kojic and ascorbic acid). Furthermore,
these synthesized promising inhibitors were docked against
human tyrosinase protein along with standard inhibitors to
evaluate their tendency as skin-whitening agents. The docking
analysis unmasked the efficient interactions and binding scores
of these hybrids 16h & 16f (—7.7 & —7.5 kcal mol ) relative to
kojic and ascorbic acids (—6.3 & —6.7 kcal mol™*). The docking
results of the most potent hybrid 16h were also supported by MD
simulation studies. Moreover, the non-toxic and non-
carcinogenic attributes of the 2-methoxy substituted benzo-
furan hybrid 16h as compared to 16f (determined by ADMET

© 2025 The Author(s). Published by the Royal Society of Chemistry

evaluation) signify its potential applicability towards the devel-
opment of efficient anti-tyrosinase drugs by reducing the melanin
production.

Experimental
Chemicals and instruments

To accomplish the synthesis of all organic molecules, the
required solvents and chemicals were obtained from Sigma-
Aldrich (St. Louis, MO, USA) and Macklin (China, Shanghai
Pudong New Area). These chemicals and solvents were utilized
within the synthetic strategy without employing any additional
purification technique. The completion of the reaction was
confirmed by TLC. A WRS-1B melting point apparatus was
employed to determine the melting points of the synthesized
compounds which were uncorrected. Furthermore, Bruker 400
MHz (for "H-MNR) and 100 MHz (for "*C-NMR) NMR spectro-
photometers were utilized for NMR spectroscopic analyses.
Deuterated chloroform was used as the solvent and tetramethyl
silane (TMS) was employed as an internal standard. The NMR
spectra were interpreted via MestReNova software. An Agilent
6400 series (triple quadrupole QQQ) instrument was utilized to
obtain the MS spectra of the synthesized compounds.

RSC Adv, 2025, 15, 34439-34460 | 34455
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General synthetic procedure

To a solution of 5-(7-methoxybenzofuran-2-yl)-4-phenyl-4H-
1,2,4-triazole-3-thiol 14 (0.3 mmol) in DMF (5 ml), potassium
carbonate (0.34 mmol) and substituted bromo acetanilides 15
(0.32 mmol) were added. The resulting mixture was left for
stirring at room temperature for about 12-16 hours. Comple-
tion of the reaction was validated via TLC. On completion, ice
cold distilled water was added to the reaction mixture while
stirring at room temperature. The resultant precipitates were
then filtered followed by their purification via column chro-
matography (n-hexane/ethyl acetate = 9:1). The obtained pure
precipitates were further dried and weighed.

N-(3,4-Dimethylphenyl)-2-((5-(7-methoxybenzofuran-2-yl)-4-
phenyl-4H-1,2 4-triazol-3-yl)thio)acetamide (16a). Off-white
solid, 89% yield, mp: 200-202 °C, "H NMR: (400 MHz, CDCl,):
62.18 (s, 3H), 2.21 (s, 3H), 3.84 (s, 3H), 4.01 (s, 2H), 6.54 (s, 1H),
6.79 (d, J = 4 Hz, 1H), 7.03-7.13 (m, 3H), 7.36-7.62 (m, 7H),
10.08 (s, 1H). '*C NMR; (100 MHz, CDCl3): 6 19.1, 19.8, 36.2,
56.3,108.3,109.0,113.8, 113.8, 117.3, 121.0, 124.0, 127.2, 127.2,
128.9, 129.8, 130.3, 130.3, 130.9, 132.5, 132.8, 135.8, 137.1,
142.1, 144.5, 148.0, 154.3, 166.1. MS, m/z: 484.9 [M"].

N-(2,4-Dimethylphenyl)-2-((5-(7-methoxybenzofuran-2-yl)-4-
phenyl-4H-1,2 4-triazol-3-yl)thio)acetamide (16b). Off-white
solid, 78% yield, mp: 81-83 °C, 'H NMR: (400 MHz, CDCl,):
62.25 (s, 3H), 2.31 (s, 3H), 3.83 (s, 3H), 4.07 (s, 2H), 6.61 (s, 1H),
6.79 (d, J = 4 Hz, 1H), 6.96-7.13 (m, 4H), 7.37 (d, J = 8Hz, 2H),
7.58-7.74 (m, 4H), 9.60 (s, 1H). >*C NMR; (100 MHz, CDCl;):
6 18.3, 20.9, 35.9, 56.3, 108.5, 109.1, 113.7, 122.6, 124.4, 126.9,
127.2, 127.2, 127.2, 128.9, 129.6, 130.3, 130.3, 130.3, 130.9,
131.1, 132.8, 133.3, 134.6, 142.1, 144.5, 145.5, 166.6. MS, m/z:
4852 [M" +1].

2-((5-(7-Methoxybenzofuran-2-yl)-4-phenyl-4H-1,2,4-triazol-
3-yl)thio)-N-(2-methyl-5-nitrophenyl)acetamide (16c). Off-white
solid, 72% yield, mp: 168-170 °C, "H NMR (400 MHz, CDCI,);
2.52 (s, 3H), 3.83 (s, 3H), 4.11 (s, 2H), 6.57 (s, 1H), 6.79 (d, ] =
8 Hz, 1H) 7.03-7.86 (m, 9H), 8.94 (s, 1H), 10.32 (s, 1H). "*C NMR;
(100 MHz, CDCl,): 6 18.9, 36.1, 56.2, 108.7, 109.0, 113.8, 116.8,
119.2, 124.5, 127.1, 127.1, 128.8, 130.4, 130.4, 130.8, 131.1,
132.6, 136.4, 137.3, 141.8, 144.5, 145.6, 146.6, 148.2, 154.3,
166.9. MS, m/z: 515.9 [M'].

N-(3,4-Dichlorophenyl)-2-((5-(7-methoxybenzofuran-2-yl)-4-
phenyl-4H-1,2 4-triazol-3-yl)thio)acetamide (16d). White solid,
68% yield, mp: 197-199 °C, *'H NMR (400 MHz, CDCl,): 6 3.84 (s,
3H), 4.03 (s, 2H), 6.56 (s, 1H), 6.80 (d, J = 4 Hz, 1H), 7.03-7.13
(m, 3H), 7.38-7.62 (m, 7H), 10.10 (s, 1H). *C NMR = (100 MHz,
CDCl,): 36.2, 56.3,108.4, 109.1, 113.9, 117.4, 120.9, 124.4, 127.3,
127.3, 128.9, 129.8, 130.3, 130.3, 130.3, 131.0, 132.5, 132.7,
135.8,137.0, 142.0, 144.5, 145.5, 154.4, 165.9. MS, m/z: 526.2 [M*
+2].

N-(4-Chlorophenyl)-2-((5-(7-methoxybenzofuran-2-yl)-4-
phenyl-4H-1,2 4-triazol-3-yl)thio)acetamide (16e). White solid,
62% yield, mp: 207-209 °C, "H NMR: (400 MHz, CDCl;): 6 3.85
(s, 3H), 4.01 (s, 2H), 6.51 (s, 1H), 6.80 (d, ] = 8 Hz, 1H), 7.03-7.13
(m, 2H), 7.38 (d, J = 8 Hz, 2H), 7.59-7.65 (m, 7H), 10.53 (s, 1H).
3C NMR; (100 MHz, CDCl,): 6 36.3, 56.2, 108.4, 108.9, 113.8,
121.0, 121.0, 124.4, 127.2, 127.2, 128.8, 128.8, 128.9, 129.0,
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130.3, 130.3, 131.0, 132.7, 136.8, 142.0, 144.5, 145.5, 148.1,
154.3, 166.3. MS, m/z: 491.1 [M" + 1].
2-((5-(7-Methoxybenzofuran-2-yl)-4-phenyl-4H-1,2,4-triazol-
3-yl)thio)-N-(3-nitrophenyl)acetamide (16f). Off-white solid,
69% yield, mp: 108-110 °C, "H NMR: (400 MHz, CDCl;): 6 3.83
(s, 3H), 4.10 (s, 2H), 6.51 (s, 1H), 6.79 (d,J = 8 Hz, 1H), 7.02-7.13
(m, 2H), 7.39-7.43 (m, 3H), 7.58-7.67 (m, 3H), 7.85-7.91 (m,
2H), 8.66 (s, 1H), 10.96 (s, 1H). ">C NMR; (100 MHz, CDCl;):
6 36.5, 56.2,108.5, 108.9, 113.8, 114.6, 118.7, 124.4, 125.5, 127.2,
127.2, 128.8, 129.4, 130.4, 130.1, 131.1, 132.7, 139.3, 141.8,
144.5, 145.5, 148.1, 148.5, 154.3, 166.8. m MS, m/z: 501.9 [M].
N-(4-Bromophenyl)-2-((5-(7-methoxybenzofuran-2-yl)-4-
phenyl-4H-1,2,4-triazol-3-yl)thio)acetamide (16g). White solid,
90% yield, mp: 204-206 °C, *H NMR: (400 MHz, CDCl;): 6 3.84
(s, 3H), 4.02 (s, 2H), 6.54 (s, 1H), 6.80 (d, J = 4 Hz, 1H), 7.03-7.13
(m, 4H), 7.37 (d, ] = 8 Hz, 2H), 7.50-7.64 (m, 5H), 10.21 (s, 1H).
3C NMR; (100 MHz, CDCl;): 6 36.2, 56.3, 108.4, 109.0, 113.8,
119.7, 119.7, 124.4, 127.2, 127.2, 128.9, 129.3, 129.3, 130.3,
130.3, 131.0, 132.7, 133.7, 135.6, 142.1, 144.5, 145.5, 148.0,
154.3, 166.0. MS, m/z: 536.3 [M" + 2].
2-((5-(7-Methoxybenzofuran-2-yl)-4-phenyl-4H-1,2,4-triazol-
3-yl)thio)-N-(2-methoxyphenyl)acetamide (16h). White solid,
75% yield, mp: 148-150 °C, 'H NMR: (400 MHz, CDCl,): 6 3.83
(s, 3H), 3.92 (s, 3H), 4.12 (s, 2H), 6.70 (s, 1H), 6.78-6.93 (m, 3H),
7.00-7.13 (m, 3H), 7.37 (d, ] = 8 Hz, 2H), 7.54-7.62 (m, 3H), 8.29
(d, J = 8 Hz, 1H), 9.72 (s, 1H). *C NMR; (100 MHz, CDCl,):
636.1, 55.9, 56.4,108.4, 109.2, 110.1, 1133.8, 120.1, 120.7, 124.1,
124.3, 127.2, 127.2, 127.2, 127.7, 129.0, 130.1, 130.1, 130.1,
130.7, 132.9, 142.3, 144.5, 145.4, 148.6, 166.1. MS, m/z: 486.9
[M'].
N-(2,5-Dimethoxyphenyl)-2-((5-(7-methoxybenzofuran-2-yl)-
4-phenyl-4H-1,2,4-triazol-3-yl)thio)acetamide (16i). White solid,
82% yield, mp: 77-79 °C "H NMR (400 MHz, CDCl,): 6 3.75 (s,
3H), 3.82 (s, 3H), 3.88 (s, 3H), 4.10 (s, 2H), 6.54-6.57 (m, 1H),
6.67 (s, 1H), 6.77 (t, ] = 8 Hz, 2H), 7.05-7.12 (m, 2H), 7.36 (d, ] =
8 Hz, 2H), 7.54-7.61 (m, 3H), 8.04 (s, 1H), 9.72 (s, 1H). "*C NMR
(100 MHz, CDCI;) 6 36.2, 55.7, 56.4, 56.5, 106.3, 108.2, 108.9,
109.2, 111.1, 113.8, 124.3, 127.2, 127.2, 128.4, 129.1, 130.1,
130.1, 130.7, 133.0, 142.5, 142.9, 144.5, 145.4, 148.1, 153.3,
153.6, 166.2. MS, m/z: 516.9 [M'].
2-((5-(7-Methoxybenzofuran-2-yl)-4-phenyl-4H-1,2,4-triazol-
3-yl)thio)-N-(p-tolyl)acetamide (16j). Off-white solid, 70% yield,
mp: 218-220 °C, "H NMR (400 MHz, CDCl;): 6 2.27 (s, 3H), 3.84
(s, 3H), 4.05 (s, 2H), 6.58 (s, 1H), 6.79 (d, J = 8 Hz, 1H), 7.03-7.13
(m, 4H), 7.38 (d, ] = 8 Hz, 2H), 7.51-7.64 (m, 5H), 10.21 (s, 1H).
BC NMR (100 MHz, CDCl;) 6 20.8, 36.3, 56.3, 108.6, 109.1,
113.8, 119.7, 119.7, 124.4, 127.3, 127.3, 128.9, 129.3, 129.3,
130.3, 130.3, 131.0, 132.7, 133.7, 135.6, 141.9, 144.5, 145.5,
147.9, 154.3, 165.9. MS, m/z: 470.9 [M'].

In vitro tyrosinase assay

To ascertain the tyrosinase inhibition potency of the synthe-
sized 7-methoxybenzofuran-joined N-phenylacetamides, their
corresponding ICs, values were determined by spectroscopic
methodology.” To carry out the tyrosinase inhibition analysis,
35 uL of the synthesized hybrid (test compound being dissolved
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in dimethylformamide), phosphate buffer solution (having pH
= 6.8, 0.05 mM) and 765 pL of 2 mM L-tyrosine were added
together and subjected to incubation for ten minutes at an
optimized temperature. After 10 minutes of incubation, the
isolated fungal tyrosinase enzyme (200 uL) was added to the
mixture followed by its incubation at 37 °C, relative to the blank
and control samples. Afterwards, the inhibition activity of the
synthesized hybrids was assessed at 475 nm, followed by the
measurement of absorbance at this wavelength to determine
the rise in dopachrome level. The tyrosinase inhibitory poten-
tial of the synthesized conjugates was represented in the form of
percentage inhibition and corresponding half-maximal inhibi-
tory concentration values, which were obtained by the extrap-
olation of the graph. The inferred inhibition activities were
compared with that of the standard inhibitors, i.e., kojic and
ascorbic acids.

The percentage (%) inhibition of all synthesized conjugates
was inferred by the following formula:

Percentage inhibition = (absorbance of blank — absorbance of
sample/absorbance of control blank) x 100

Molecular docking analysis

The most potent hybrids 16h and 16f were subjected to
molecular docking analysis against fungal tyrosinase and
human tyrosinase protein. For fungal tyrosinase, the crystalline
structure of the protein (6JU7) was attained from the protein
data bank (PDB), and was employed as a receptor in the induced
fit docking.” For the docking analysis against human tyrosi-
nase, homology modelling was carried out by using the Swiss-
model online software. The human tyrosinase sequence was
copied from the UniProt database (ID: P14679).”> The crystal
structure of human tyrosinase related protein 1 (PDB ID: 5M8T)
was selected as the template model on the basis of its identity
score (45.81%) with human tyrosinase. The homology modeled
structure of the protein was downloaded from the same online
software. All of the docking analysis were carried out by utilizing
AutoDockTools 1.5.7.7 The search grid was referred as center_x:
15.489, center_y:—17.756 and center_z: —36.631 for fungal
tyrosinase and as center_x: 125.361, center_y: 287.712 and
center_z: 211.834 for human tyrosinase with dimensions size_x:
40, size_y: 40 and size_z: 40 for both proteins. The poses with
lowest binding scores (obtained by Vina docking score) were
chosen and the corresponding ligand-protein interactions were
illustrated via BIOVIA Discovery Studio 2024.

Molecular dynamics simulation

The protein-ligand complexes were prepared by employing
Maestro (Academic version) of Schrodinger LLC to correct the
structural defects. The Desmond module was utilized for per-
forming MD simulation analysis to determine the dynamic
behavior and structural flexibility of the complexes. The TIP3P”*
solvent model and orthorhombic cubic box features were
introduced by using the Desmond”™ system builder. The intro-
duction of counterions, i.e., Na" and Cl~, was done along with
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the addition of 0.15 M NaCl to impart neutrality and simulate
isotonic conditions.” The energy of the system was minimized
by employing the OPLS2005 force field.”” An MD simulation was
run at 200 ns at 300 K temperature and pressure of 1 atm,
generating 1000 trajectories. MD trajectories were analyzed by
employing the Simulation Interaction Diagram (SID) to calcu-
late the RMSF, RMSD and protein-ligand contacts. The
MMPBSA analysis was also performed by utilizing MD trajec-
tories to determine the binding free energies at different frames
of the ligand-protein complexes based on polar solvation, van
der Waals, SASA, and electrostatic energies.

ADMET analysis

Both significantly potent synthesized 7-methoxy-benzofuran
based hybrids 16h & 16f along with standard inhibitors were
made to undergo in silico ADMET evaluation by using Lab-
ADMET 3.0 online software.” The SMILES of novel hybrids were
generated via ChemDraw and the obtained SMILES were run in
LabADMET 3.0 to obtain the resulting values of the physio-
chemical, medicinal, absorption, distribution, metabolism,
excretion and toxicity properties.
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