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Despite of many diverse biological activities exhibited by benzimidazole scaffold, it is rarely explored for the
urease inhibitory potential. For that purpose, benzimidazole analogues 1-19 were synthesized and screened for
in vitro urease inhibitory potential. Structures of all synthetic analogues were deduced by different spectroscopic
techniques. All analogues revealed inhibition potential with ICso values of 0.90 + 0.01 to 35.20 + 1.10uM,
when compared with the standard thiourea (ICso = 21.40 + 0.21 uM). Limited SAR suggested that the varia-

tions in the inhibitory potentials of the analogues are the result of different substitutions on phenyl ring. In order
to rationalize the binding interactions of most active compounds with the active site of urease enzyme, molecular

docking study was conducted.

1. Introduction

Urease is a nickel-containing metalloenzyme that catalyzes the
conversion of urea into ammonia and carbamate in micro-organism and
various plant species [1-5]. The hydrolysis of urea by urease enzyme
occurs speedily at 10'* times faster than the hydrolysis reaction by
uncatalyzed way. This reaction caused by urease enzyme results in
sudden increase of the overall pH, which causes negative effects to
agriculture production, animal health and human beings. Urease en-
zyme has revealed to be significant lethal factor to cause hepatic coma,
urinary catheter encrustation, pyelonephritis and infection stones in
human beings and animals [6,7]. Further, urease enzyme can harshly
decline the efficacy of urea fertilizers to cause the discharge of large
quantities of ammonia and also induce damage of plant by ammonia
toxicity and pH rise in soil [8]. In this context, urease enzyme inhibition
study has attracted growing attention to tackle the negative effects
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[9-11]. Moreover, urease inhibitory studies are important in eluci-
dating the catalytic mechanism of urease which is still unclear as has
been extensively discussed in a recent article [12]. However, the effi-
ciency of currently available inhibitors is low and the complete po-
tential of urease inhibition has not yet been discovered [13]. Conse-
quently, the ability to control the degree of enzymatic urea hydrolysis
by urease enzyme inhibitors is significant goal to chase [14].
Nitrogen-containing heterocycles have attracted considerable at-
tention due to their wide occurrence and pharmacological importance.
Benzimidazole is an aromatic heterocyclic organic compound having
benzene ring fused with an imidazole ring. Imidazole ring is the part of
many natural products including purine, histamine, histidine, and nu-
cleic acid. Due to its polar and ionisable ability, it proves to be char-
acteristics pharmacokinetic for lead molecules by enhancing their so-
lubility [15-17]. Benzimidazole is one of the privileged structures in
medicinal chemistry due to its wide range of activities including
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analgesic, antidiabetic, anti-inflammatory, antiulcer, antifungal, anti-
microbial, anticancer, antiprotozoal and antiviral activities etc [18-21].

Our research group has been working on design and synthesis of
heterocyclic compounds in search of potential lead compounds since
many years and had found promising results [22-29]. We have com-
pared our synthesized analogues with already reported benzimidazole
analogues by Emre Mentese et al., for anti-urease activity [30,31]. We
have also reported benzimidazole derivatives as a-glucosidase in-
hibitors [32,33] and 2-(2-Pyridyl) benzimidazole derivatives as potent
inhibitors for urease enzyme [34] but there is still need to explore more
compounds for this activity in order to identify lead candidates for more
advances research in future. Thus, we decided to screen a library of
substituted benzimidazoles for urease inhibitory activity.

2. Results and discussion
2.1. Chemistry

We mixed 1H-benzimidazole-2-thiol (I) (1 mmol) with methyl 4-
(bromomethyl) benzoate (II) (1 mmol) in acetone in the presence of
K»CO3 and reflux for 5 hrs to give methyl 4-(((1H-benzimidazol-2-yl)
thio)methyl)benzoate (III) as intermediate product. The intermediate
product (III) was further treated with hydrazine hydrate in ethanol and
reflux for 6 hrs to give 4-(((1H-benzimidazol-2-yl)thio)methyl)benzo-
hydrazide (IV) as second intermediate product. The intermediate
product (IV) was finally treated and refluxed with different
substituted aldehyde/acetophenone to give the desired products
(1-19). Completion of reaction was monitored by TLC. After comple-
tion of reaction; the product was filtered, washed with n-hexane and
dried (see Table 1).

2.2. In vitro urease inhibitory potential

We have synthesized nineteen benzimidazole analogues (1-19)
which have varied degree of urease inhibition ranging in between
0.90 + 0.0land 35.20 * 1.10 uM when compared with the standard
drug thiourea having ICs, value 21.40 + 0.21 uM. All analogues
showed excellent urease inhibitory potentials. The structure-activity
relationship (SAR) was mainly based upon by bring about difference of
substituents on phenyl ring.

If we compare analogue 1 (ICsq = 4.60 + 0.2 uM) with analogue 3
(ICsp = 15.20 = 0.5uM) and analogue 19 (IC5o = 14.80 + 0.30 uM),
all three analogues have nitro group on phenyl ring, but the arrange-
ment of nitro group is different in them which confirm that the dif-
ference in position of substituents greatly affect the inhibitory poten-
tials of the analogues.

If we compare analogue 2 (ICso = 8.60 * 0.3uM) having one
chloro group at 4-position on phenyl ring with analogue 4
(ICso = 3.20 = 0.01 uM) having two chloro groups at 2,4-position on
phenyl ring and analogue 9 (ICso = 5.10 + 0.2 uM) also having two
chloro groups at 3,4-position on phenyl ring. All compounds have the
same chloro groups but the position as well as number of the chloro
group is different at the phenyl ring. Compound 4 was found to be
superior who showed that position as well as number of substituent also
play role in this inhibition.

By comparing analogue 6 (ICso = 1.40 = 0.01 uM) having one
methoxy and one hydroxy substituents with analogue 14
(ICs0 = 1.90 = 0.01 uM) also having one methoxy and one hydroxy
substituents on phenyl ring. In analogue 6, the methoxy group is pre-
sent at 4-position and hydroxy is present at 3-position and in analogue
14, the methoxy group is present at 3-position and hydroxy at 4-posi-
tion on phenyl ring. Both analogues have the same methoxy and hy-
droxy groups but the position of the hydroxy and methoxy groups are
different on phenyl ring. Compound 6 was found to be superior who
showed that position of substituent also play role in this inhibition.

In this study, we observed that either electron withdrawing group
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(EWG) or electron donating group (EDG) on phenyl ring showed po-
tential but the slight difference in potential was mainly affected by the
position of the substituent as well as in some cases the number of
substituent also play a role. To understand the binding interaction of
the most active analogs molecular docking study was performed.

2.3. Molecular docking

Molecular Operating Environment (MOE) package [35] was used to
perform molecular docking study to predict the binding mode of the
synthesized compounds within the active site of urease enzyme. First,
the 3D structures of the synthesized derivatives were generated by
using the builder tool executed in MOE package. Next, all the com-
pounds were subjected for protonation, and energy minimized using the
default parameters of the MOE (gradient: 0.05, Force Field: MMFF94X)
and saved in mdb (Molecular knowledge Base) file format. The 3D
structure of the target protein retrieved from the protein databank (PDB
ID 4UBP). The retrieved protein then opened in MOE package, all the
water molecules removed, later on, 3D protonation carried. After 3D
protonation, the protein was energy minimized to get a stable con-
formation of the protein using the default parameters of the MOE
package. For docking studies, the default parameters of the MOE
package were used, i.e., Placement: Triangle Matcher, rescoring 1:
London dG, Refinement: Force field, Rescoring 2: GBVI/WSA. For each
ligand ten conformations could be fashioned, and the top-ranked con-
formations based on docking score were selected for additional analysis
(see Fig. 1 and Scheme 1).

2.4. Molecular docking study

Molecular docking study was carried out through MOE package, in
order to illustrate the binding mode of interaction of the entire syn-
thesized compound enlisted in the current study (1-19), again the ur-
ease enzyme to validate the experimental results further. The primarily
favorable docking conformations were ascertained within the active site
with proper orientation for all the compounds. Generally, the ligand
binding site of the corresponding enzyme comprises from both hydro-
phobic and hydrophilic amino acids. A bunch of total five surface re-
sidues (A170, 366, K169, L319, and C322) makes the hydrophobic re-
gion, while the hydrophilic region, totally nine essential residues G166,
223, R339, D224, 494, H315, 323, 324, and 249 respectively as shown
in Fig. 2A. The two embedded Ni ions (Ni198 & 799) conjointly parti-
cipate a significant role by linking the critical amino acid and ligands.
However, from the molecular docking study, it has been observed that
all the compounds fit well in the active pocket of the urease enzyme.
More ever, the most promising docked conformation of each compound
was evaluated further for binding mode analysis, based on the scores
from the GBVI/WSA binding free energy calculation. Generally, from
the post-docking analysis, it was observed that the enlisted synthesized
compound possesses different substituted groups, like some, have
electron withdrawing (EW), and other have donating (ED) groups, and
hence, the position and the changing groups from EW to ED or vice
versa ultimately altered the enzyme activity. The high potency for most
active compound 18 (0.90 + 0.01) was confirmed from both the fit-
well behavior and ligand—protein interaction (LPI) analysis, that this
compound found the only one in the series which adopts most favorable
interactions with the essential active site residues, include R369, 339,
L319, T362, D363, additionally the two embedded Ni ions were found
in conjugate with; Ni799-0'® and Ni-798-0%® of the candidate com-
pound.

Furthermore, this Ni799 was observed in ionic coordination with
the modified residue KCX220. The high LPI profile observed for 18
(Fig. 2B), further demonstrate that the high potency of the candidate
compound might be due to the attached EDG (di-hydroxyl). The —OH
group has a more activating effect on some positions; ortho & para
around the ring than others means that incoming groups will go into
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Table 1
Different analogues of benzimidazole and their urease inhibitory activity.
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Table 1 (continued)
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Code Structure 1Cso
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Table 1 (continued)
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Code Structure 1Cso
18 OH 0.90 + 0.01
OH
O
N
N
H H
N S
g
N
19 NO, 14.80 = 0.30
S \/©/
Nx
N
H
N S
g
N
Thiourea 21.40 = 0.21uM

some positions much faster than they will into others, and hence en-
hance the enzyme activity. As the variation occurrence from di- to
mono or reverse, as well the position from -ortho to -para or reveres
ultimately enhance or reduce the enzyme activity. The change as
mentioned above was observed in the case of second rank compound 10

pEant
»

/
HN
N\R

Cl

Cl

o~

(1.20 = 0.01). The LPI profile for compound 10 indicates that this
compound adopts favorable interaction with the essential residue like;
R369, D363, H249, and KCX220 (Fig. 2C).

Additionally, the Ni798 has observed ion ionic interaction with the
S of the candidate compound. The low potency in comparison with the
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Fig. 1. Benzimidazole based already identified inhibitors of a-glucosidase and urease enzymes and newly synthesized derivatives as urease inhibitors 1-19.
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Scheme 1. Synthesis of benzimidazole analogues (1-19).

highly potent compound 18 might be due to the attached EDG (mono-
OH)-group at benzene ring. Both the compounds possess the same EDG
but hold differences only on their benzene ring attached group (di-OH
and mono-OH). More ever, the same LPI profile was observed for
compound 6 (Fig. 2D) and 14 (Fig. 2E), but less than the other most
active compound. The compound 4, hold the EWG, showed less po-
tency, and LPI profile again Urease enzyme, like an adopted interaction
with H222, 249, and D363 (Fig. 2F). The high potency of this com-
pound might be due to EWG attached on benzene, hence, withdraw the
electron from the benzene and remain the benzene partial +ve, so
further this benzene rings unable to form pi-interaction.

The docking pose of almost all potent compounds computationally
inhibited the catalytic activities of the urease by binding determinedly
through strong hydrogen bonding, hydrophobic, and polar interactions
with key residues, additionally, the compounds hold the EDG showed
high potency as compared to the compounds possess the EWG.
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2.5. ADMET analysis

ADMET pharmacokinetics is a very important method in the de-
signing and screening of drug, which is responsible for failure of drug.
The ADMET properties of the drug candidates are greatly influenced by
the optimum value of the molecular weight, LogP, hydrogen bond
donor, hydrogen bond acceptor, intestinal absorption, water solubility,
blood brain barrier (BBB) penetration level. We used Lipinski’s rule of
five to determine the drug-likeness of these compounds. By this rule,
most orally administered drugs have molecular weight less than 500, a
distribution ratio less than 5, less than 5 hydrogen bond donors and less
than 10 hydrogen bond acceptors. The ADMET properties of these
newly synthesized compounds 1-19 was measured using online server
PKCM (biosig.unimelb.edu.au/pkesm/prediction) as a drug reference
was reported in Table 2. From the Table 2, it is clear that all our syn-
thesized compounds obeyed the Lipinski’s rule of 5. These results
showed that our compounds are drug-like compounds. Furthermore, it
was also observed that these compounds have the capability to cross the

Fig. 2. The ligand—protein interaction (LPI) profile
for synthesized compounds against urease enzyme.

R339 (A) The surface representation of the urease en-
zyme (PDB ID 4UBP). The hydrophobic and hy-
P7e drophilic regions were colored to green and blue,

additionally, the two Nickle ions (798 & 799 were
shown in light green spheres. (B) The ligand-pro-
tein interaction poses for the most active compound
18, (C) for 10, (D) for 6, (E) 14, and (F) 4.

KCX220-

G e

" =S

g<Xe- % g
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Table 2

Prediction of ADMET properties of compounds 1-19.
Compound MW LogP H bond acceptor H bond donor Solubility Absorption BBB
1 431.477 4.5273 6 2 —2.928 89.971 -0.876
2 420.925 5.2725 4 2 —2.499 77.499 —0.865
3 431.477 4.5273 6 2 —-2.929 89.991 —0.887
4 455.37 5.9259 4 2 —2.931 76.71 —-1.037
5 495.402 5.3902 5 2 —2.988 78.536 —1.057
6 432.505 4.3333 6 3 —2.963 87.313 —-0.974
7 492.604 6.1981 5 2 —2.922 78.372 —0.882
8 445.504 4.9174 6 2 —2.965 91.697 -0.9
9 455.37 5.9259 4 2 —2.931 77.215 —1.032
10 416.506 4.7148 5 3 —2.956 77.762 —-1.016
11 486.6 6.9255 4 2 —2.896 80.291 —-0.733
12 506.631 6.5882 5 2 —2.925 78.371 —0.892
13 429.549 4.6851 5 2 —2.988 80.577 -0.72
14 432.505 4.3333 6 3 —2.958 84.256 —0.965
15 432.505 4.4204 6 4 —2.925 83.458 -1.29
16 402.479 4.3247 5 3 —2.916 76.431 —0.898
17 471.369 5.6315 5 3 —-20917 76.802 —1.224
18 418.478 4.0303 6 4 -29 78.984 -1.178
19 431.477 4.5273 6 2 —2.929 90.023 —0.895

BBB, have good intestinal absorption and solubility. Overall the ADMET
analysis and Lipinski’s rule of 5 showed that these compounds are drug-
like compounds (Table 2).

3. Conclusion

In conclusion we have synthesized nineteen benzimidazole analo-
gues (1-19) and screened against urease inhibitory potential. All ana-
logues showed a varied degree of urease inhibition with ICso values
ranging between 0.90 + 0.01 to 35.20 = 1.10uM when compared
with the standard drug thiourea having ICso value 21.40 = 0.21 pM.
SAR studies were carried out to investigate the role of substitutions and
nature of the functional groups attached to the phenyl ring which exert
imperative influence on the urease inhibitory potential. Molecular
docking study was performed to understand the binding interaction of
the most active analogues with enzyme active site.

4. Material and methods
4.1. General procedure for the synthesis of benzimidazole analogues (1-19)

We mixed 1H-benzimidazole-2-thiol (I) (1 mmol) with methyl 4-
(bromomethyl) benzoate (II) (1 mmol) in acetone in the presence of
K5CO3 and reflux for 5 hrs to give methyl 4-(((1H-benzimidazol-2-yl)
thio)methyl)benzoate (III) as intermediate product. The intermediate
product (III) was further treated with hydrazine hydrate in ethanol and
reflux for 6 hrs to give 4-(((1H-benzimidazol-2-yl)thio)methyl)benzo-
hydrazide (IV) as second intermediate product. The intermediate pro-
duct (IV) was finally treated and refluxed with different substituted
aldehyde/acetophenone to give the desired products (1-19).
Completion of reaction was monitored by TLC. After completion of
reaction; the product was filtered, washed with n-hexane and dried.

4.1.1. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(2-nitrobenzylidene)
benzohydrazide (1)

Yield: 85%. 'H NMR (500 MHz, DMSO-dg): § 12.6 (s, 1H, NH), 12.1
(s, 1H, NH), 8.8 (s,1H, —N=CH), 8.16 (d, J = 6.5 Hz, 2H, Aromatic-H),
8.08 (d, J = 6.2Hz, 1H, Aromatic-H), 7.89 (m, 3H, Aromatic-H), 7.81
(br. s, 1H, Aromatic-H), 7.72 (br. s, 1H, Aromatic-H), 7.67 (d,
J = 6.5Hz, 3H, Aromatic-H), 7.14 (s, 1H, Aromatic-H), 4.6 (s, 2H,
—S$—CH,). '*C NMR (125 MHz, DMSO-dg): 6§ 163.7,149.3, 147.4, 143.1,
140.0, 138.5, 134.4, 131.6, 131.2, 129.9 128.1, 127.5, 127.3, 127.1,
127.0, 123.9, 123.3, 123.1, 115.3, 115.1, 34.2 HREI-MS: m/z calcd for
CyoH17N505S [M] T 431.1052, Found 431.1049.

4.1.2. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(4-chlorobenzylidene)
benzohydrazide (2)

Yield: 78%. 'H NMR (500 MHz, DMSO-dy): § 12.6 (s, 1H, NH), 11.8
(s, 1H, NH), 8.7 (s,1H, —N=CH), 7.8 (d, J = 6.5 Hz, 2H, Aromatic-H),
7.7 (d, J = 6.7 Hz, 2H, Aromatic-H), 7.6 (m, 4H, Aromatic-H), 7.5 (t,
J = 6.8 Hz, 1H, Aromatic-H), 7.3 (d, J = 7.2 Hz, 2H, Aromatic-H), 7.1
(m, 2H, Aromatic-H), 4.6 (s, 2H, —S—CH,). *C NMR (125 MHz,
DMSO-dg): 6 163.5, 149.4, 146.5, 140.2, 138.6, 138.3, 136.6, 131.3,
131.0, 130.2, 128.5, 128.3, 127.4, 127.1, 126.9, 126.7, 123.4, 123.1,
115.2, 115.0, 34.1. HREI-MS: m/z caled for CyyH;,CIN,OS [M]*
420.0812, Found 420.08009.

4.1.3. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(3-nitrobenzylidene)
benzohydrazide (3)

Yield: 85%. 'H NMR (500 MHz, DMSO-dg): § 12.5 (s, 1H, NH), 12.1
(s, 1H, NH), 9.3 (s,1H, —N=CH), 8.3 (s, 1H, Aromatic-H), 8.1 (dd,
J=1.3, 6.5Hz, 1H, Aromatic-H), 7.9 (dd, J=1.2, 6.7Hz, 1H,
Aromatic-H), 7.8 (d, J = 6.6 Hz, 2H, Aromatic-H), 7.7 (t, J = 6.8 Hz,
1H, Aromatic-H), 7.6 (m, 2H, Aromatic-H), 7.5 (d, J = 6.3 Hz, 2H,
Aromatic-H), 7.2 (m, 2H, Aromatic-H), 4.6 (s, 2H, —S—CH). *C NMR
(125 MHz, DMSO-dg): § 163.4, 149.5, 147.8, 146.4, 140.1, 138.5,
138.3, 134.2, 132.2, 130.8, 129.4, 127.5, 127.2, 127.0, 126.7, 126.2,
123.4, 123.1, 115.1, 115.0, 34.2, 121.2. HREI-MS: m/z calcd for
Cy5H17N505S [M] T 431.1052, Found 431.1049.

4.1.4. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(2,4-dichlorobenzylidene)
benzohydrazide (4)

Yield: 65%. 'H NMR (500 MHz, DMSO-dq): § 12.6 (s, 1H, NH), 12.4
(s, 1H, NH), 9.3 (s,1H, —N=CH), 8.3 (d, J = 6.1 Hz, 1H, Aromatic-H),
7.8 (d, J = 6.6 Hz, 2H, Aromatic-H), 7.7 (s, 1H, Aromatic-H), 7.5 (m,
2H, Aromatic-H), 7.4 (d, J = 7 Hz, 2H, Aromatic-H), 7.3 (d, J = 6.3 Hz,
1H, Aromatic-H), 7.2 (m, 2H, Aromatic-H 4.6 (s, 2H, —S—CH,). '3C
NMR (125 MHz, DMSO-dg): § 162.6, 149.3, 140.2, 138.6, 138.4, 138.0,
132.3, 131.2, 131.0, 129.2, 129.0, 127.2, 127.1, 126.9, 126.5, 126.0,
126.0 123.3, 123.2, 115.3, 115.1, 34.5. HREI-MS: m/z calcd for
C2oH16CloN40S [M]11 454.0422, Found 454.0418.

4.1.5. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(5-bromo-2-
methoxybenzylidene) benzohydrazide (5)

Yield: 82%. 'H NMR (500 MHz, DMSO-dg): 6§ 12.4 (s, 1H, NH), 11.5
(s, 1H, NH), 9.3 (s,1H, —N=CH), 7.8 (d, J = 6.7 Hz, 2H, Aromatic-H),
7.7 (d, J = 1.2Hz, 1H, Aromatic-H), 7.5 (m, 2H, Aromatic-H), 7.4 (d,
J = 6.8 Hz, 1H, Aromatic-H) 7.3 (d, J = 6.8 Hz, 2H, Aromatic-H), 7.1
(m, 2H, Aromatic-H), 6.9 (d, J = 7.1 Hz, 1H, Aromatic-H), 4.6 (s, 2H,
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—S—CHy), 3.8 (s, 3H, —OCH3). °C NMR (125 MHz, DMSO-dq): § 163.3,
156.1, 149.4, 145.8, 139.9, 138.6, 138.2, 134.5, 131.1, 130.8, 127.4,
127.2, 126.9, 126.6, 123.4, 123.2, 118.7, 115.4, 115.3, 112.8, 109.8,
55.4, 34.5. HREI-MS: m/z caled for Cy3H;9BrN4O,S [M]*' 494.0412,
Found 494.0410.

4.1.6. 4-((1H-benzimidazol-2-yl-thio)methyD)-N’-(3-hydroxy-4-
methoxybenzylidene) benzohydrazide (6)

Yield: 82%. 'H NMR (500 MHz, DMSO-dy): § 12.6 (s, 1H, NH), 11.4
(s, 1H, NH), 9.3 (s,1H, —N=CH), 7.8 (d, J = 6.1 Hz, 2H, Aromatic-H),
7.6 (m, 2H, Aromatic-H), 7.5 (m, 3H, Aromatic-H), 7.4 (s, 1H,
Aromatic-H), 7.2 (m, 2H, Aromatic-H), 6.9 (d, J=7.3Hz, 1H,
Aromatic-H), 4.6 (s, 2H, —S—CH,), 3.8 (s, 3H, —OCH3). °C NMR
(125 MHz, DMSO-de): § 163.4, 151.7, 149.5, 146.6, 146.3, 139.8,
139.2, 138.9, 131.2, 131.0, 127.6, 127.2, 127.0, 127.0, 123.4, 123.2,
122.5, 115.5, 115.1, 114.9, 111.8, 34.2, 55.9. HREI-MS: m/z calcd for
Ca3H20N405S [M]+ 432.1256, Found 432.1252.

4.1.7. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(4-(benzyloxy)
benzylidene) benzohydrazide (7)

Yield: 75%. 'H NMR (500 MHz, DMSO-dg): 6 12.6 (s, 1H, NH), 11.6
(s, 1H, NH), 8.3 (s,1H, —N=CH), 7.8 (d, J = 6.8 Hz, 2H, Aromatic-H),
7.6 (d, J = 7.2 Hz, 2H, Aromatic-H), 7.5 (d, J = 6.7 Hz, 2H, Aromatic-
H), 7.4 (m, 4H, Aromatic-H), 7.3 (t, J = 7.8 Hz, 2H, Aromatic-H), 7.1
(m, 5H, Aromatic-H), 5.1 (s, 2H, —OCH,) 4.6 (s, 2H, —S—CH,). *3C
NMR (125 MHz, DMSO-dg): § 163.6, 159.8, 1493, 146.5, 140.6, 138.7,
138.7, 132.4, 132.4, 130.2, 130.2, 129.8, 128.8, 128.8, 127.5, 127.3,
127.1, 126.9, 126.7, 126.4, 126.0, 123.4, 123.2, 115.1, 115.1, 114.4,
114.4, 69.4, 34.2. HREI-MS: m/z caled for CyoH,4N40,S [M]™
492.1620, Found 492.1617.

4.1.8. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(1-(4-nitrophenyl)
ethylidene) benzohydrazide (8)

Yield: 85%. 'H NMR (500 MHz, DMSO-dg): § 12.4 (s, 1H, NH), 11.6
(s, 1H, NH), 8.3 (d, J = 7.6 Hz, 2H, Aromatic-H), 8.1 (d, J = 7.3 Hz, 2H,
Aromatic-H), 7.8 (d, J = 6.9 Hz, 2H, Aromatic-H), 7.7 (dd, J = 1.2,
6.7 Hz, 2H, Aromatic-H), 7.4 (d, J = 6.5 Hz, 2H, Aromatic-H), 7.2 (m,
2H, Aromatic-H), 4.6 (s, 2H, —S—CHy), 2.6 (s, 3H, —N=CH3). '3C NMR
(125 MHz, DMSO-de): & 163.4, 150.0, 149.3, 147.2, 143.2, 140.1,
138.5, 138.4, 130.8, 126.7, 127.5, 127.3, 127.1, 127.0, 126.6, 126.5,
126.2 123.2, 122.9, 115.1, 114.9, 34.4, 16.3. HREI-MS: m/z calcd for
Cy3H1oN503S [M]* 445.1209, Found 445.1205.

4.1.9. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(3,4-dichlorobenzylidene)
benzohydrazide (9)

Yield: 78%. 'H NMR (500 MHz, DMSO-dg): § 12.6 (s, 1H, NH),
12.01 (s, 1H, NH), 8.3 (s,1H, —N=CH), 7.9 (s, 1H, Aromatic-H), 7.8 (d,
J =6.4Hz, 2H, Aromatic-H), 7.7 (s-br, 2H, Aromatic-H), 7.6 (d,
J = 6.6 Hz, 2H, Aromatic-H), 7.3 (d, J = 6.9 Hz, 2H, Aromatic-H), 7.1
(m, 2H, Aromatic-H), 4.6 (s, 2H, —S—CH,). '*C NMR (125MHz,
DMSO-dg): 6 163.4, 149.5, 146.4, 140.1, 138.5, 138.4, 135.2, 133.2,
133.0, 131.0, 130.3, 130.2, 128.5, 127.4, 127.3, 127.1, 127.0, 122.9,
122.7, 114.8, 114.6, 34.3. HREI-MS: m/z calcd for Cy5H;6Cl,N4OS
[M]" 454.0422, Found 454.0418.

4.1.10. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(1-(2-hydroxyphenyl)
ethylidene) benzohydrazide (10)

Yield: 68%. 'H NMR (500 MHz, DMSO-dg): § 12.5 (s, 1H, NH), 11.2
(s, 1H, NH), 7.87 (d, J = 7.3 Hz, 2H, Aromatic-H), 7.82 (t, J = 7.2 Hz,
1H, Aromatic-H), 7.5 (dd, J = 1.3, 7.3 Hz, 2H, Aromatic-H), 7.4 (d,
J = 6.9 Hz, 2H, Aromatic-H), 7.3 (t, J = 6.5 Hz, 1H, Aromatic-H), 7.2
(m, 4H, Aromatic-H), 4.6 (s, 2H, —S—CH,), 2.6 (s, 3H, —N=CHj). '3C
NMR (125 MHz, DMSO-dg): § 168.3, 163.4, 162.1, 149.4, 140.2, 138.5,
138.3, 132.1, 131.7, 131.5, 127.4, 127.3, 126.8, 126.5, 123.1, 123.0,
121.1, 118.5, 117.5, 115.1, 115.0, 34.2, 16.8. HREI-MS: m/z calcd for
Cy3H20N405S [M] " 416.1307, Found 416.1304.
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4.1.11. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(anthracen-9-
ylmethylene) benzohydrazide (11)

Yield: 65%. 'H NMR (500 MHz, DMSO-dg) § 12.6 (s, 1H, NH), 12.07
(s, 1H, NH), 9.6 (s, 1H, —N=CH3),8.77 (d, j = 7.2 2H, Aromatic-H),
8.72 (s, 1H, Aromatic-H), 8.1 (d, j = 6.5, 2H, Aromatic-H), 7.9 (d,
j = 6.1, 2H, Aromatic-H), 7.69 (m, 4H, Aromatic-H), 7.60 ((d, j = 6,
3H, Aromatic-H), 7.4 (s-br, 1H, Aromatic-H), 7.1 (s-br, 2H, Aromatic-
H), 4.7 (s, 2H, —SCH,), 1C NMR (125 MHz, DMSO, dg): §162.7, 149.3,
146.9, 143.5, 142.0, 138.8, 135.4, 132.3, 130.9, 130.8, 129.5, 129.3,
128.9, 128.2, 127.8, 127.1, 125.5, 125.0, 124.8, 121.7, 121.6, 121.4,
121.3, 121.2, 121.2, 117.5, 117.4, 117.3, 110.3, 34.3. HREI-MS: m/z
caled for C30H2,N40S [M]* 486.1514, Found 486.1511.

4.1.12. 4-((1H-benzimidazol-2-yl-thio)methyD)-N’-(1-(2-hydroxyphenyl)
ethylidene) benzohydrazide (12)

Yield: 80%. 'H NMR (500 MHz, DMSO-dg): § 12.6 (s, 1H, NH),
12.07 (s, 1H, NH), 7.8 (d, J = 6 Hz, 2H, Aromatic-H), 7.6 (m, 3H,
Aromatic-H) 7.5 (m, 3H, Aromatic-H), 7.3 (m, 2H, Aromatic-H), 7.1
(dd, J = 1.6, 6.4Hz, 1H, Aromatic-H), 6.8 (dd, J = 1.9, 7.4 Hz, 1H,
Aromatic-H), 4.6 (s, 2H, —SCH,), 2.6 (s, 3H, —N=CHg3). '*C NMR
(125 MHz, DMSO-dg): § 163.4, 160.9, 149.3, 147.3, 140.2, 138.4,
138.3, 136.2, 130.9, 129.2, 128.5, 128.3, 128.1 128.2, 127.4, 127.3,
127.2, 126.8, 126.7, 126.4, 126.3, 123.3, 123.2, 115.2, 115.1, 113.9,
113.8, 70.4, 34.3, 16.4. HREI-MS: m/z calcd for Cy3H50N405S [M] ™
416.1307, Found 416.1304.

4.1.13. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(4-(dimethylamino)
benzylidene) benzohydrazide (13)

Yield: 82%. 'H NMR (500 MHz, DMSO-dg): § 12.6 (s, 1H, NH), 11.4
(s, 1H, NH), 8.2 (s, 1H, —-N=CH3), 7.8 (d, J = 6.7 Hz, 2H, Aromatic-H),
7.5 (m, 6H, Aromatic-H), 7.1 (m, 2H, Aromatic-H) 6.7 (d, J = 7.3 Hz,
2H, Aromatic-H), 4.6 (s, 2H, —SCHy), 2.9 (s, 6H, —N—(CH3),). '*C NMR
(125 MHz, DMSO-dg): 6 163.6, 152.8, 149.3, 146.3, 140.2, 138.3,
138.1, 130.8, 128.3, 128.1, 127.6, 127.3, 127.2, 127.1, 123.4, 123.2,
122.9, 115.3, 115.2, 111.5, 111.3, 40. 8, 40.8, 34.4. HREI-MS: m/z
caled for Cy4H23NsOS [M]1* 429.1623, Found 429.1620.

4.1.14. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(4-hydroxy-3-
methoxybenzylidene) benzohydrazide (14)

Yield: 75%. 'H NMR (500 MHz, DMSO-dg): § 12.6 (s, 1H, NH), 11.1
(s, 1H, NH), 9.3 2 (s, 1H, —N=CH3), 7.8 (d, J = 6.3 Hz, 2H, Aromatic-
H), 7.6 (m, 3H, Aromatic-H), 7.5 (m, 2H, Aromatic-H), 7.3 (s-br, 1H,
Aromatic-H), 7.1 (m, 2H, Aromatic-H), 6.3 (d, J = 6.7, 1H, Aromatic-
H), 4.6 (s, 2H, —SCH,), 3.8 (s, 3H, —OCH3). *C NMR (125 MHz,
DMSO-dg): § 163.4, 150.8, 149.6, 149.4, 146.5, 140.2, 138.4, 138.3,
130.8, 130.5, 127.4, 127.2, 127.1, 127.0, 123.2, 123.0, 122.6, 116.8,
115.4, 115.2, 111.7, 55.9, 34.2. HREI-MS: m/z calcd for Co3H5oN,403S
[M]* 432.1256, Found 432.1252.

4.1.15. 4-((1H-benzimidazol-2-yl-thio)methyl))-N’-(1-(2,4-dihydroxyphenyl)
ethylidene) benzohydrazide (15)

Yield: 60%. 'H NMR (500 MHz, DMSO-dg): § 12.5 (s, 1H, NH), 11.6
(s, 1H, NH), 7.8 (d, J = 6.3 Hz, 2H, Aromatic-H), 7.5 (m, 3H, Aromatic-
H), 7.4 (m, 3H, Aromatic-H), 7.1 (m, 2H, Aromatic-H), 6.8 (d,
J=6.2Hz, 1H, Aromatic-H), 4.6 (s, 2H, —S—CH,), 2.7 (s, 3H,
—N=CHgs5). 13C NMR (125 MHz, DMSO-dg): & 168.5, 163.3, 162.2,
162.1, 149.3, 140.1, 138.5, 138.3, 130.9, 129.5, 127.5, 127.2, 127.1,
127.0, 123.3, 123.1, 115.3, 115.1, 111.2, 108.1, 103.2, 34.3, 16.7.
HREI-MS: m/z caled for Cy3HyoN4O3S [M]* 432.1256, Found
432.1252.

4.1.16. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(4-hydroxybenzylidene)
benzohydrazide (16)

Yield: 63%. 'H NMR (500 MHz, DMSO-dg): § 12.6 (s, 1H, NH), 11.6
(s, 1H, NH), 9.9 (s, 1H, —N=CH3), 7.8 (d, J = 6.6 Hz, 2H, Aromatic-H),
7.6 (d, J = 6.2Hz, 2H, Aromatic-H), 7.5 (dd, J = 1.4, 6.8 Hz, 2H,
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Aromatic-H), 7.4 (d, J=6.2Hz, 2H, Aromatic-H), 7.1 (m, 2H,
Aromatic-H), 6.9 (d, J = 6.2 Hz, 2H, Aromatic-H), 4.6 (s, 2H, —S—CH.,).
13C NMR (125 MHz, DMSO-dg): § 163.4, 160.4, 149.4, 146.3, 140.1,
138.3, 138.2, 131.1, 130.2, 130.2, 127.3, 127.2, 127.1, 127.1, 125.8,
123.2,123.1,116.0, 116.0, 115.2, 115.1, 34.3. HREI-MS: m/z calcd for
C2oH1gN40,5S [M]* 402.1150, Found 402.1146.

4.1.17. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(3,5-dichloro-2-
hydroxybenzylidene) benzohydrazide (17)

Yield: 70%. 'H NMR (500 MHz, DMSO-dg): 6§ 12.6 (s, 1H, NH), 11.3
(s, 1H, NH), 8.5 (s, 1H, —-N=CH3), 7.9 (d, J = 7.6 Hz, 2H, Aromatic-H),
7.7 (m, 2H, Aromatic-H), 7.5 (s,1H, Aromatic-H), 7.4 (d, J = 8.1 Hz,
2H, Aromatic-H), 7.3 (s,1H, Aromatic-H), 7.1 (m, 2H, Aromatic-H), 4.6
(s, 2H, —S—CH,). 13C NMR (125 MHz, DMSO-dg): § 163.5, 157.5, 149.2,
145.7, 139.9, 138.5, 138.3, 133.8, 130.7, 128.2, 128.1, 127.3, 127.2,
127.1,127.1,126.4, 123.3, 123.1, 122.8, 115.3, 115.2, 34.3. HREI-MS:
m/z caled for CooH16Cl.N402S [M]* 470.0371, Found 470.0367.

4.1.18. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(3,4-dihydroxybenzylidene)
benzohydrazide (18)

Yield: 74%. 'H NMR (500 MHz, DMSO-de): § 12.4 (s, 1H, NH), 11.6
(s, 1H, NH), 8.2 (s, 1H, —N=CH3), 7.8 (d, J = 6.1 Hz, 2H, Aromatic-H),
7.7 (m, 2H, Aromatic-H), 7.6 (d, J = 6.4 Hz, 2H, Aromatic-H), 7.4 (s,
1H, Aromatic-H), 7.1 (m, 2H, Aromatic-H), 6.9 (d, J = 6.3Hz, 1H,
Aromatic-H), 6.8 (d, J = 6.2 Hz, 1H, Aromatic-H), 4.6 (s, 2H, —S—CH,).
3¢ NMR (125 MHz, DMSO-dg): § 163.5, 149.3, 149.1, 146.4, 145.9,
140.3, 138.4, 138.3, 131.1, 131.0, 127.4, 127.3, 127.2, 127.2, 123.4,
123.2,123.0,117.1, 115.9, 115.3, 115.2, 34.3. HREI-MS: m/z calcd for
Co2H;8N405S [M]* 418.1100, Found 418.1097.

4.1.19. 4-((1H-benzimidazol-2-yl-thio)methyl)-N’-(4-nitrobenzylidene)
benzohydrazide (19)

Yield: 83%. 'H NMR (500 MHz, DMSO-dg): § 12.7 (s, 1H, NH), 11.2
(s, 1H, NH), 8.7 (s, 1H, —N=CH3), 8.2 (d, J = 7.4 Hz, 2H, Aromatic-H),
7.9 (d, J = 6.4 Hz, 2H, Aromatic-H), 7.8 (d, J = 8.2 Hz, 2H, Aromatic-
H), 7.7 (m, 2H, Aromatic-H), 7.6 (d, J = 6.9 Hz, 2H, Aromatic-H), 7.1
(m, 2H, Aromatic-H), 4.6 (s, 2H, —S—CH,). °C NMR (125MHz,
DMSO-dg): § 163.4, 150.1, 149.2, 146.3, 140.2, 139.3, 138.4, 138.3,
130.7, 127.4, 127.3, 127.1, 127.1, 124.4, 124.3, 124.1, 124.1, 123.3,
123.2, 115.3, 115.2, 34.2. HREI-MS: m/z caled for Cy5H;7Ns05S [M] ™"
431.1052, Found 431.1049.

4.2. Urease assay protocol

The reaction mixtures, comprising 25uL of enzyme solution and
55 pL of buffers containing 100 mM urea, were incubated with 5 uL of the
test compounds (0.5 mM concentration) at 30 °C for 15 min in 96-well
plates. For the kinetics assessment the urea concentrations were changed
from 2 to 24 mM. Urease activity was determined by measuring am-
monia production using the indophenol method as described by
Weatherburn [36]. Briefly, 45 pL of phenol reagent (1% w/v phenol and
0.005% w/v sodium nitroprusside) and, 70 puL of alkali reagent (0.5% w/
v NaOH and 0.1% active chloride NaOCl) were added to each well. The
increasing absorbance at 630 nm was measured after 50 min, using a
microplate reader (Molecular Device, USA). All reactions were performed
in triplicate in a final volume of 200 pL. The results (change in absor-
bance per min) were processed by using SoftMaxPro software (molecular
Device, USA). The entire assays were performed at pH 6.8. Percentage
inhibition was calculated from the formula 100-(ODiest wen/
OD¢ontrol) X 100. Thiourea was used as the standard inhibitor for urease.

Acknowledgment
Authors would like to acknowledge Higher Education Commission

of Pakistan for providing a research grant under National Research
Program for Universities under project No. 5721 & 5092.

Bioorganic Chemistry 89 (2019) 103024

References

[1] R.P. Hausinger, Biochemistry of Nickel, Plenum Press, New York, 1993, p. 57.

[2] D. Witkowska, M. Rowinska-Zyrek, G. Valensin, H. Kozlowski, Specific poly-histidyl

and poly-cysteil protein sites involved in Ni** homeostasis in Helicobacter pylori.

Impact of Bi** ions on Ni** binding to proteins. Structural and thermodynamic

aspects, Coord. Chem. Rev. 256 (2012) 133.

P.A. Karplus, M.A. Pearson, R.P. Hausinger, 70 years of crystalline urease: what

have we learned? Acc. Chem. Res. 30 (1997) 330.

[4] E. Jabri, M.B. Carr, R.P. Hausinger, P.A. Karplus, Science 268 (1995) 998.

[5] A. Balasubramanian, K. Ponnuraj, Crystal structure of the first plant urease from
jack bean: 83 years of journey from its first crystal to molecular structure, J. Mol.
Biol. 400 (2010) 274.

[6] H.L.T. Mobley, R.P. Hausinger, Microbial ureases: significance, regulation, and

molecular characterization, Microbiol. Rev. 53 (1989) 85.

H.L.T. Mobley, M.D. Island, R.P. Hausinger, Molecular biology of microbial ureases,

Microbiol. Rev. 59 (1995) 451.

S. Ciurli, S. Benini, W.R. Rypniewski, K.S. Wilson, S. Miletti, S. Mangani, Structural

properties of the nickel ions in urease: novel insights into the catalytic and in-

hibition mechanisms, Coord. Chem. Rev. 190 (1999) 331.

[9] M. Biglar, K. Soltani, F. Nabati, R. Bazl, F. Mojab, M. Amanlou, A preliminary in-
vestigation of the jack-bean urease inhibition by randomly selected traditional used
herbal medicine, Iran J. Pharm. Res. 11 (2012) 831.

[10] M.J. Todd, R.P. Hausinger, Fluoride inhibition of klebsiella aerogenes urease: me-
chanistic implications of a pseudo-uncompetitive, Slow-Binding Inhibitor. Biochem.
39 (2000) 5389.

[11] S. Vassiliou, P. Kosikowska, A. Grabowiecka, A. Yiotakis, P. Kafarski, L. Berlicki,
Computer-aided optimization of phosphinic inhibitors of bacterial ureases, J. Med.
Chem. 53 (2010) 5597.

[12] B. Krajewska, R. van Eldik, M. Brindell, Temperature- and pressure-dependent
stopped-flow kinetic studies of jack bean urease. Implications for the catalytic
mechanism, J. Biol. Inorg. Chem. 17 (2012) 1123.

[13] M. Font, M.J. Dominguez, C. Sanmartin, J.A. Palop, S. San-Francisco, O. Urrutia,
F. Houdusse, J.M. Garcia-Mina, Structural characteristics of phosphoramide deri-
vatives as urease inhibitors. Requirements for activity, J. Agric. Food Chem. 56
(2008) 8451.

[14] Y. Li, Z. Li, Y. Liu, X. Dong, Y. Cui, Synthesis, crystal structures, and urease in-
hibition studies of two new Schiff-base copper complexes derived from n-butyla-
mine, J. Coord. Chem. 65 (2012) 19.

[15] R. Rambabu, J. Subbarao, P.P. Kumar, [JPSR 6 (2015) 1761-1765.

[16] A. Reyes-Arellano, O. Gémez-Garcia, J. Torres-Jaramillo, Med. Chem. 6 (2016)
561-570.

[17] M.R. Sheets, A. Li, E.A. Bower, A.R. Weigel, M.P. Abbott, R.M. Gallo, A.A. Mitton,
D.A. Klumpp, J. Org. Chem. 74 (2009) 2502-2507.

[18] G. Biagi, A. Costantini, L. Costantino, I. Giorgi, O. Livi, P. Pecorari, M. Rinaldi,

V. Scartoni, J. Med. Chem. 39 (1996) 2529-2535.

[19] K.M. Khan, U.R. Mughal, S. Khan, S. Khan, S. Perveen, M.I. Choudhary, Lett. Drug
Des. Dis. 6 (2009) 69-77.

[20] K.M. Khan, U. Salar, S. Tauseef, G.A. Miana, S. Yousuf, F. Naz, M. Taha, S. Khan,
S. Perveen, J. Chem. Soc. Pak. 38 (2016) 258-264.

[21] H.Y. Aboul-Enein, A.A. El-Rashedy, Med. Chem. 5 (2015) 318-325.

[22] (a) T. Noreen, M. Taha, S. Imran, S. Chigurpati, F. Rahim, M. Selvaraj, N.H. Ismail,
J.I. Mohammad, H. Ullah, M.T. javid, F. Nawaz, M. Irshad, M. Ali, Synthesis of
alpha amylase inhibitors based on privileged indole scaffold, Bioorg. Chem. 72
(2017) 248-255;

(b) F. Rahim, M. Ali, S. Ullah, U. Rashid, H. Ullah, M. Taha, M.T. Javed,

W. Rehman, O.U.R. Abid, A.A. Khan, M. Bilal, Development of bis-thiobarbiturates
as successful urease inhibitors and their molecular modeling studies, Chin. Chem.
Lett. 27 (2016) 693-697.

[23] (a) M. Taha, S. Sultan, H.A. Nuzar, F. Rahim, S. Imran, N.H. Ismail, H. Naz,

H. Ullah, Synthesis and biological evaluation of novel N-arylidenequinoline-3-car-
bohydrazides as potent -glucuronidase inhibitors, Bioorg. Med. Chem. 24 (2016)
3696-3704;

(b) U. Rashid, F. Rahim, M. Taha, M. Arshad, H. Ullah, T. Mahmood, M. Ali,
Synthesis of 2-acylated and sulfonated 4-hydroxycoumarins: in vitro urease in-
hibition and molecular docking studies, Bioorg. Chem. 66 (2016) 111-116.

[24] M. Taha, S. Imran, N.H. Ismail, M. Selvaraj, F. Rahim, S. Chigurupati, H. Ullah,
F. Khan, U. Salar, M.T. Javid, S. Vijayabalan, K. Zaman, K.M. Khan, Biology-or-
iented drug synthesis (BIODS) of 2-(2-methyl-5-nitro-1Himidazol-1-yl)ethyl aryl
ether derivatives, in vitro a-amylase inhibitory activity and in silico studies, Bioorg.
Chem. 74 (2017) 1-9.

[25] (a) F. Rahim, K. Ullah, H. Ullah, A. Wadood, M. Taha, A. Rehman, 1.U. din,

M. Ashraf, A. Shaukat, W. Rehman, S. Hussain, K.M. Khan, Triazinoindole analogs
as potent inhibitors of a-glucosidase: synthesis, biological evaluation and molecular
docking studies, Bioorg. Chem. 58 (2015) 81-87;

(b) M. Taha, N.H. Ismail, S. Imran, F. Rahim, A. Wadood, H. Khan, H. Ullah,

U. Salar, K.M. Khan, Synthesis, B-glucuronidase inhibition and molecular docking
studies of hybrid bisindole-thiosemicarbazides analogs, Bioorg. Chem. 68 (2016)
56-63.

[26] (a) F. Rahim, H. Ullah, M.T. Javid, A. Wadood, M. Taha, M. Ashraf, A. Shaukat,
M. Junaid, S. Hussain, W. Rehman, R. Mehmood, M. Sajid, M.N. Khan, K.M. Khan,
Synthesis, in vitro evaluation and molecular docking studies of thiazole derivatives
as new inhibitors of a-glucosidase, Bioorg. Chem. 62 (2015) 15-21;

(b) F. Rahim, M.T. Javid, H. Ullah, A. Wadood, M. Taha, M. Ashraf, Q.U. Aine,
M.A. Khan, F. Khan, S. Mirza, K.M. Khan, Synthesis, molecular docking,

[3

[7

[8


http://refhub.elsevier.com/S0045-2068(19)30209-3/h0005
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0010
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0010
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0010
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0010
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0015
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0015
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0020
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0025
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0025
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0025
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0030
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0030
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0035
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0035
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0040
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0040
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0040
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0045
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0045
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0045
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0050
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0050
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0050
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0055
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0055
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0055
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0060
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0060
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0060
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0065
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0065
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0065
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0065
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0070
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0070
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0070
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0075
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0080
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0080
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0085
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0085
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0090
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0090
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0095
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0095
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0100
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0100
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0105
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0110
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0110
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0110
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0110
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0115
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0115
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0115
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0115
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0120
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0120
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0120
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0120
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0125
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0125
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0125
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0130
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0130
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0130
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0130
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0130
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0135
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0135
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0135
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0135
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0140
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0140
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0140
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0140
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0145
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0145
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0145
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0145
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0150
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0150

K. Zaman, et al.

[27]

[28]

[29]

acetylcholinesterase and butyrylcholinesterase inhibitory potential of thiazole
analogs as new inhibitors for alzheimer disease, Bioorg. Chem. 62 (2015) 106-116.
(a) F. Rahim, F. Malik, H. Ullah, A. Wadood, F. Khan, M.T. Javid, M. Taha,

W. Rehman, A.U. Rehman, K.M. Khan, Isatin based Schiff bases as inhibitors of a-
glucosidase: synthesis, characterization, in vitro evaluation and molecular docking
studies, Bioorg. Chem. 60 (2015) 42-48;

(b) F. Rahim, H. Ullah, M. Taha, A. Wadood, M.T. Javid, W. Rehman, M. Nawaz,
M. Ashraf, M. Ali, M. Sajid, F. Ali, M.N. Khan, K.M. Khan, Synthesis and in vitro
acetylcholinesterase and butyrylcholinesterase inhibitory potential of hydrazide
based schiff bases, Bioorg. Chem. 68 (2016) 30-40.

(a) M. Gollapalli, M. Taha, H. Ullah, M. Nawaz, L.M.R. Al Muqarrabun, F. Rahim,
F. Qureshi, A. Mosaddik, N. Ahmat, K.M. Khan, Synthesis of bis-indolylmethane
sulfonohydrazides derivatives as potent a-Glucosidase inhibitors, Bioorg. Chem. 80
(2018) 112-120;

(b) H. Ullah, F. Rahim, M. Taha, I. Uddin, A. Wadood, S.A.A. Shah, R.K. Farooq,
M. Nawaz, Z. Wahab, K.M. Khan, Synthesis, molecular docking study and in vitro
thymidine phosphorylase inhibitory potential of oxadiazole derivatives, Bioorg.
Chem. 78 (2018) 58-67.

(a) M. Taha, H. Ullah, L.M.R. Al Mugarrabun, M.N. Khan, F. Rahim, N. Ahmat,
M.T. Javid, M. Ali, K.M. Khan, Bisindolylmethane thiosemicarbazides as potential
inhibitors of urease: synthesis and molecular modeling studies, Bioorg. Med. Chem.
26 (2018) 152-160;

(b) M. Taha, H. Ullah, L.M.R. Al Muqarrabun, M.N. Khan, F. Rahim, N. Ahmat,

10

[30]

[31]

[32]

[33]

[34]

[35]

[36]

Bioorganic Chemistry 89 (2019) 103024

M. Ali, S. Perveen, Synthesis of bis-indolylmethanes as new potential inhibitors of 3-
glucuronidase and their molecular docking studies, Eur. J. Med. Chem. 143 (2018)
1757-1767.

E. Mentesea, M. Emirika, B.B. Sokmenb, Design, molecular docking and synthesis of
novel 5,6-dichloro-2-methyl-1H-benzimidazole derivatives as potential urease en-
zyme inhibitors, Bioorg. Chem. 86 (2019) 151-158.

E. Mentesea, H. Bektas, B.B. Sokmen, M. Emirik, D. Cakir, B. Kahveci, Synthesis and
molecular docking study of some 5,6-dichloro-2-cyclopropyl-1H-benzimidazole
derivatives bearing triazole, oxadiazole and imine functionalities as potent in-
hibitors of urease, Bioorg. Med. Chem. Lett. 27 (2017) 3014-3018.

N.K.N.A. Zawawi, M. Taha, N. Ahmat, N.H. Ismail, A. Wadood, F. Rahim, Synthesis,
molecular docking studies of hybrid benzimidazole as a-glucosidase inhibitor,
Bioorg. Chem. 70 (2017) 184-191.

N.K.N.A. Zawawi, M. Taha, N. Ahmat, N.H. Ismail, A. Wadood, F. Rahim, S.S. Azam,
N. Abdullah, Benzimidazole derivatives as new a-glucosidase inhibitors and in silico
studies, Bioorg. Chem. 64 (2016) 29-36.

Z.S. Saify, A. Kamil, S. Akhtar, M. Taha, A. Khan, K.M. Khan, S. Jahan, F. Rahim,
S. Perveen, M.I. Choudhary, 2-(20-Pyridyl) benzimidazole derivatives and their
urease inhibitory activity, Med. Chem. Res. 23 (2014) 4447-4454.

Molecular Operating Environment (MOE), 2016.08; Chemical Computing Group
Inc., 1010 Sherbrooke St. West, Suite #910, Montreal, QC, Canada, H3A 2R7, 2016.
M.W. Weatherburn, Anal. Chem. 39 (1967) 971.


http://refhub.elsevier.com/S0045-2068(19)30209-3/h0150
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0150
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0155
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0155
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0155
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0155
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0160
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0160
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0160
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0160
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0165
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0165
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0165
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0165
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0170
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0170
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0170
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0170
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0175
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0175
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0175
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0175
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0180
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0180
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0180
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0180
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0185
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0185
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0185
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0190
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0190
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0190
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0190
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0195
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0195
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0195
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0200
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0200
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0200
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0205
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0205
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0205
http://refhub.elsevier.com/S0045-2068(19)30209-3/h0215

	Synthesis, in vitro urease inhibitory potential and molecular docking study of Benzimidazole analogues
	Introduction
	Results and discussion
	Chemistry
	In vitro urease inhibitory potential
	Molecular docking
	Molecular docking study
	ADMET analysis

	Conclusion
	Material and methods
	General procedure for the synthesis of benzimidazole analogues (1–19)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(2-nitrobenzylidene) benzohydrazide (1)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(4-chlorobenzylidene) benzohydrazide (2)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(3-nitrobenzylidene) benzohydrazide (3)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(2,4-dichlorobenzylidene) benzohydrazide (4)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(5-bromo-2-methoxybenzylidene) benzohydrazide (5)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(3-hydroxy-4-methoxybenzylidene) benzohydrazide (6)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(4-(benzyloxy)benzylidene) benzohydrazide (7)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(1-(4-nitrophenyl)ethylidene) benzohydrazide (8)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(3,4-dichlorobenzylidene) benzohydrazide (9)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(1-(2-hydroxyphenyl)ethylidene) benzohydrazide (10)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(anthracen-9-ylmethylene) benzohydrazide (11)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(1-(2-hydroxyphenyl)ethylidene) benzohydrazide (12)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(4-(dimethylamino)benzylidene) benzohydrazide (13)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(4-hydroxy-3-methoxybenzylidene) benzohydrazide (14)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(1-(2,4-dihydroxyphenyl) ethylidene) benzohydrazide (15)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(4-hydroxybenzylidene)benzohydrazide (16)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(3,5-dichloro-2-hydroxybenzylidene) benzohydrazide (17)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(3,4-dihydroxybenzylidene) benzohydrazide (18)
	4-((1H-benzimidazol-2-yl-thio)methyl)-N′-(4-nitrobenzylidene)benzohydrazide (19)

	Urease assay protocol

	Acknowledgment
	References




