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A B S T R A C T   

One of the multifactorial worldwide health syndromes is diabetes mellitus which is increasing at a 
disturbing rate. The inhibition of α-glucosidase, an enzyme that catalyzes starch hydrolysis in the 
intestine, is one helpful therapeutic approach for controlling hyperglycemia related to type-2 
diabetes. To discover α-glucosidase inhibitors, some 2-hydrazolyl-4-thiazolidinone hybrids (3a- 
e) were synthesized from new one-pot reaction procedures. Next, their chemical structures were 
confirmed by 1H NMR, 13C NMR, and FT-IR spectra, and elemental analysis technique. Then, the 
α-glucosidase inhibitory activity of the titled compounds was evaluated. Among them, derivatives 
3b and 3c revealed the highest activity against α-glucosidase compared to acarbose as a drug. 
Enzyme kinetic studies of the most active derivative (3b) indicated a competitive inhibition. 
Finally, molecular modeling studies were accomplished to describe vital interactions of the most 
potent compounds (3b and 3c) with the α-glucosidase enzyme.   

1. Introduction 

One of the risk factors for Alzheimer’s, cognitive decline, and cardiovascular diseases is diabetes [1]. Type 2 diabetes mellitus 
(T2DM) is known as one of the most widespread health problems in the world involving about 462 million patients equivalent to 6.28 
% of the world’s people and more than 1 million deaths per year [2,3]. 
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Diabetes is commonly treated with insulin and oral antidiabetic drugs like 4-thiazolidinones, biguanides, sulphonylureas, 
α-glucosidase and β-glucosidase inhibitors [4]. α-Glucosidase (EC.3.2.1.20) is an enzyme found at the intestine’s brush border that 
breaks down oligosaccharides, trisaccharides, and disaccharides into monosaccharides [5]. α-Glucosidase inhibitors were used in the 
1970s and the first α-glucosidase inhibitors for diabetes therapy were approved in the 1990s [6]. An FDA-approved α-glucosidase 
inhibitor titled acarbose, is used orally to regulate blood sugar levels. Other FDA-approved α-glucosidase inhibitors are voglibose, 
nojirimycin, and miglitol [7,8]. These drugs show serious side effects for example gastrointestinal disturbances like diarrhea, 
abdominal distension, and flatulence. Furthermore, numerous small molecules of α-glucosidase inhibitors have been synthesized with 
imidazole, quinazolinone, isatin, pyrazoles, xanthone, and azole scaffolds [9]. 

4-Thiazolidinones are among the most extensively studied organic compounds and their derivatives have been shown diversity of 
biological activities such as anti-diabetics, anti-bacterial [10], anti-fungal [11], antioxidant [12], anti-inflammatory [13], and 
anti-tuberculosis [14]. In nature, penicillin derivatives have the thiazolidine ring which was the first identification of medicinal 
features of this scaffold [15,16]. Thiazolidinone analogues are used also as α-glucosidase inhibitors [17]. 

Thiazolidinone-based derivatives showed capacity as single- and multi-targeted agents for regulatory hyperglycemia in T2DM [18]. 
In specific, the 2,4-thiazolidindione pioglitazone is a famous oral drug applied for the administration of T2DM, and the only drug 
approved to treat diabetic neuropathy is epalrestat, a 2-thioxo-4-thiazolidinone analogue [19]. Moreover, thiazolidinones, such as 
ciglitazone, rosiglitazone, troglitazone, and pioglitazone, are insulin-sensitizing drugs beneficial in the diagnosis of T2DM. Unfortu
nately, all drugs due to having high side effects were withdrawn from the market [20]. 

There are some studies on thiazolidinone derivatives as α-glucosidase inhibitors. For example, Azam et al. assessed the various 
thiazolidinones against α-glucosidase. Compound 1 (Fig. 1) exhibited potent α-glucosidase inhibition compared to acarbose [21]. Khan 
et al. reported a series of 2-mercaptobenzimidazole-based 1,3-thiazolidin-4-ones as α-glucosidase inhibitors. Compound 2 (Fig. 1) 
displayed excellent activity [22]. Khan et al. evaluated thiazolidinone-based indole derivatives against α-glucosidase activity. 
Analogue 3 (Fig. 1) exhibited a few folds better inhibitory activity than acarbose [23]. Yakaiah Chintala et al. described the 
α-glucosidase inhibitory activity of triazole linked to thiazolidinedione. Compound 4 (Fig. 1) revealed potent α-glucosidase inhibition 
[24]. 

According to the high activity of the thiazolidinone derivatives as α-glucosidase inhibitors, in the current study, a series of 2-hydra
zolyl-4-thiazolidinone hybrids with a new synthesis route and more yield were provided and evaluated against α-glucosidase enzyme. 
Furthermore, in vitro kinetic analysis and in silico investigations were carried out to clarify the interactions between these derivatives 
and the α-glucosidase active site. 

Fig. 1. Drugs and reported synthetic α-glucosidase inhibitors.  
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2. Materials and methods 

2.1. General 

Alkylidene or benzylidene hydrazines were prepared from the reaction between aldehydes and hydrazine hydrate, based on the 
reported procedure [25]. Other starting materials and solvents were obtained from Merck (Germany) and were used without further 
purification. Progress of the reaction was monitored by analytical thin-layer chromatography (TLC) on silica gel 60 F254 
aluminum-backed silica plates (Merck). Melting points (uncorrected) were measured with a Stuart SMP-3 apparatus. Elemental 
analysis (C, H, N, and S) was performed using a CHNS-923 LECO analyzer (USA). FT-IR spectra of compounds were measured with an 
FT-IR PerkinElmer RXI. NMR spectra were reported on a Bruker 250 MHz (250.1 MHz for 1H and 62.9 MHz for 13C) with CDCl3 as the 
solvent. Chemical shifts are given in ppm (δ) relative to internal TMS, and coupling constants (J) are reported in Hertz (Hz). 

2.2. Synthesis 

General procedure for the preparation of alkyl 2-(2-(arylidenehydrazino)-4-oxo-3-phenylthiazolidin-5-ylidene)acetates (3a-e), 
exemplified by 3a. 

A mixture of 2-(4-nitrophenyl)ethen-1-amine 1a (2 mmol) and phenyl isothiocyanate (2 mmol) in absolute ethanol (5 mL) was 
stirred for 15 min at room temperature. After that, diethyl acetylenedicarboxylate 2a (2 mmol) was added to the reaction mixture, and 
the mixture was stirred for 14 h at room temperature. Then, the light-yellow precipitate was filtered and washed with a mixture of n- 
hexane/ethyl acetate to produce pure product 3a. 

2.2.1. (Z)-Ethyl-2-(2-((4-nitrobenzylidene)hydrazono)-4-oxo-3-phenylthiazolidin-5-ylidene) acetate (3a) 
Yellow powder, yield: 0.62 g (73 %), mp: 208–209 ◦C, FT-IR (KBr, cm− 1): 1725 (C=O), 1692 (C=O), 1602 (C=N). 1H NMR (250.1 

MHz, CDCl3): δ ppm 1.35 (3H, t, 3JHH = 7.0 Hz, CH3), 4.36 (2H, q, 3JHH = 7.0 Hz, OCH2), 7.00 (1H, s, CH), 7.40–7.58 (5H, m, Ar–H), 
7.92 (2H, d, 3JHH = 8.8 Hz, Ar–H), 8.32 (2H, d, 3JHH = 8.8 Hz, Ar–H), 8.57 (1H, s, CH). 13C NMR (62.9 MHz, CDCl3): δ ppm 14.2 (CH3), 
62.0 (OCH2), 117.5 (CH), 124.0 (2CH), 127.6 (2CH), 128.9 (2CH), 129.4 (3CH), 133.7 (C), 139.5 (C), 140.6 (C), 149.2 (C), 157.6 (CH), 
163.3 (C), 164.6 (C), 166.0 (C). Anal. Calc. for C20H16N4O5S (424.08): C, 56.60; H, 3.80; N, 13.20; S: 7.55 found: C, 56.94; H, 3.92; N, 
13.49; S: 7.76 %. 

2.2.2. (Z)-Methyl-2-(2-((4-nitrobenzylidene)hydrazono)-4-oxo-3-phenylthiazolidin-5-ylidene) acetate (3b) 
Yellow powder, yield: 0.56 g (68 %), mp: 199–200 ◦C, FT-IR (KBr, cm− 1): 1723 (C=O), 1696 (C=O), 1602 (C=N). 1H NMR (250.1 

MHz, CDCl3): δ ppm 3.92 (3H, s, OCH3), 7.03 (1H, s, CH), 7.40–7.58 (5H, m, Ar–H), 7.94 (2H, d, 3JHH = 8.8 Hz, Ar–H), 8.27 (2H, d, 
3JHH = 8.8 Hz, Ar–H), 8.41 (1H, s, CH). 13C NMR (62.9 MHz, CDCl3): δ ppm 52.7 (OCH3), 117.1 (CH), 124.0 (2CH), 127.6 (2CH), 129.0 
(2CH), 129.4 (3CH), 132.3 (C), 139.2 (C), 141.5 (C), 143.8 (C), 157.7 (CH), 161.0 (C), 161.2 (C), 166.5 (C). Anal. Calc. for 
C19H14N4O5S (410.40): C, 55.61; H, 3.44; N, 13.65; S: 7.81 found: C, 55.24; H, 3.65; N, 13.89; S: 7.66 %. 

2.2.3. Ethyl (Z)-2-((E)-2-(((1E,2E)-3-(2-nitrophenyl)allylidene)hydrazono)-4-oxo-3-phenylthiazolidin-5-ylidene) acetate (3c) 
Yellow powder, yield:0.58 g (64 %), mp: 200–201 ◦C, FT-IR (KBr, cm− 1): 1727 (C=O), 1696 (C=O), 1601 (C=N). 1H NMR (250.1 

MHz, CDCl3): δ ppm 1.37 (3H, t, 3JHH = 7.3 Hz, CH3), 4.34 (2H, q, 3JHH = 7.3 Hz, OCH2), 6.98 (1H, s, CH), 6.93–7.55 (8H, m, Ar–H and 
2CH), 7.66 (1H, t, 3JHH = 8.0 Hz Ar–H), 7.74 (1H, m, Ar–H), 8.00 (1H, d, 3JHH = 8.3 Hz, Ar–H), 8.19 (1H, d, 3JHH = 9.7 Hz, CH). 13C 
NMR (62.9 MHz, CDCl3): δ ppm 14.2 (CH3), 61.7 (CH2), 117.2 (CH), 125.0 (CH), 127.6 (2CH), 129.1 (CH), 129.4 (CH), 129.9 (3CH), 
131.3 (C), 133.4 (CH), 133.7 (CH), 136.6 (C), 136.8 (CH), 140.6 (C), 147.9 (C), 161.2 (C), 161.3 (C), 164.7 (C), 165.9 (C). Anal. Calc. 
for C22H18N4O5S (450.47): C, 58.66; H, 4.03; N, 12.44; S: 7.12 found: C, 58.35; H, 3.85; N, 12.75; S: 7.28 %. 

2.2.4. (Z)-Methyl-2-(2-((4-cholorobenzylidene) hydrazono)-4-oxo-3-phenylthiazolidin-5-ylidene) acetate (3d) 
Yellow powder, yield: 0.60 g (75 %), mp: 207–208 ◦C, FT-IR (KBr, cm− 1): 1720 (C=O), 1704 (C=O), 1613 (C=N). 1H NMR (250.1 

MHz, CDCl3): δ ppm 3.90 (3H, s, OCH3), 6.98 (1H, s, CH), 7.25–7.86 (9H, m, Ar–H), 8.30 (1H, s, CH). 13C NMR (62.9 MHz, CDCl3): δ 
ppm 52.6 (OCH3), 116.5 (CH), 127.6 (2CH), 129.1 (2CH), 129.3 (CH), 129.4 (2CH). 129.6 (2CH), 132.5 (C), 133.8 (C), 137.3 (C), 
141.4 (C), 159.0 (CH), 161.1 (C), 164.6 (C), 166.5 (C). Anal. Calc. for C19H14ClN3O3S (399.85): C, 57.07; H, 3.53; N, 10.51; S: 8.02 
found: C, 57.38; H, 3.36; N, 10.25; S: 7.73 %. 

2.2.5. Ethyl (Z)-2-((E)-2-(((E)-benzylidene)hydrazono)-4-oxo-3-phenylthiazolidin-5-ylidene)acetate (3e) 
Yellow powder, yield: 0.38 g (50 %), mp: 223–225 ◦C, FT-IR (KBr, cm− 1): 1717 (C=O), 1688 (C=O), 1611 (C=N). 1H NMR (250.1 

MHz, CDCl3): δ ppm 1.38 (3H, t, 3JHH = 7.0 Hz, CH3), 4.36 (2H, q, 3JHH = 7.0 Hz, OCH2), 6.99 (1H, s, CH), 7.41–7.55 (8H, m, Ar–H), 
7.78 (2H, d, 3JHH = 7.3 Hz, Ar–H), 8.36 (1H, s, CH). 13C NMR (62.9 MHz, CDCl3): δ ppm 13.4 (CH3), 60.9 (OCH2), 116.0 (CH), 126.5 
(C), 126.9 (2CH), 127.7 (2CH), 128.0 (2CH), 128.6 (3CH), 130.5 (CH), 133.0 (C), 140.5 (C), 159.5 (CH), 160.1 (C), 164.0 (C), 165.3 
(C). Anal. Calc. for C20H17N3O3S (379.43): C, 63.31; H, 4.52; N, 11.07; S: 8.45 found: C, 63.65; H, 4.41; N, 11.34; S: 8.26 %. 

2.3. α-Glucosidase inhibition assay 

The inhibitory activity of 2-hydrazolyl-4-thiazolidinone hybrids was evaluated on the α-glucosidase enzyme according to the 
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previous procedure [26]. The Saccharomyces cerevisiae form of the α-glucosidase enzyme (EC 3.2.1.20) (purchased from 
Sigma-Aldrich) (20 U/mg) and p-nitrophenyl glucopyranoside (pNPG) as substrate were ready in the buffer of potassium phosphate 
(pH 6.8, 50 mM). After that, derivatives were dissolved in DMSO (10 % final concentration). The reaction mixture was added to the 
96-well plates (including enzyme buffer (20 μL, 20 U/mg), potassium phosphate buffer (135 μL), and derivatives (20 μL)). Then, the 
mixture was incubated at 37 ◦C for 10 min. In the next step, incubation continued after the addition of the substrate (25 μL, 4 mM) at 
37 ◦C for 20 min. Finally, a yellow color was produced due to the presence of the privation of p-nitrophenol. After that, the absorbance 
of compounds was recorded at 405 nm by using a spectrophotometer (Gen5, Power wave xs2, BioTek, America). DMSO (10 % final 
concentration) as negative control and acarbose as positive control were used. The percentage of enzyme inhibition for each compound 
was calculated by using the following formula:  

% Inhibition = [-Abs control Abs sample)/Abs control] × 100                                                                                                         

IC50 values were calculated from a non-linear regression curve using the Logit method. All investigations were performed three 
times. 

2.4. Enzyme kinetic studies 

Enzyme kinetic studies were carried out on derivative 3c, the most potent derivative recognized with the highest IC50, against 
α-glucosidase activity. It was performed in the presence and absence of derivative 3c at diverse concentrations (0, 43.5, 87.0, and 
174.0 μM) with varied concentrations of p-nitrophenyl α-D-glucopyranoside (1–16 mM) as substrate. The enzyme kinetic methodology 
was similar to the procedure performed in the previous research [5]. 

2.5. Molecular docking study 

The docking studies of the compounds into the isomaltase of Saccharomyces cerevisiae binding site were performed by software 
Autodock 4.2 [27]. The crystal structure of isomaltase of Saccharomyces cerevisiae (PDB code 3A4A) was reached from the protein data 
bank (PDB). The docking methodology was similar to the procedure of docking in the previous research [5]. 

2.6. Molecular dynamics simulations study 

Molecular dynamics simulations (MD) was carried out via the GROMACS V4.5.5 computational package. MD methodology of 
derivatives was similar to the procedure of MD in the previous article [5]. 

2.7. Binding free energy analyses 

Binding free energy was calculated for derivatives by the g_mmpbsa tool. This tool uses the MM/PBSA method to calculate binding 
free energy derivatives. MM/PBSA methodology of derivatives was similar to the procedure of MM/PBSA in the previous article [28]. 

3. Results and discussion 

3.1. Chemistry 

The synthesis of hydrazolyl-4-thiazolidinone hybrids with various biological activities has attracted the attention of researchers 
[29,30]. The described procedures for synthesizing these derivatives need several stages, and thiosemic carbazide derivatives are 
usually the key intermediates in these methods [29,31]. For example, highly functionalized thiazolidinone 3a was synthesized by 

Scheme 1. Synthesis of 2-hydrazolyl-4-thiazolidinone 3a via two routes - Benmohammed et al.’s 2014 [31] method (right) and our method (left).  
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Benmohammad et al. [31] in three stages, achieving an overall yield of 44 %. This approach provided thiosemicarbazide derivatives 4 
and 5 as intermediates. We suggested a different pathway to synthesize 3a that could be a one-pot reaction involving benzylidene 
hydrazine 1a and phenylisothiocyanate, in the presence of diethyl acetylenedicarboxylate 2a (Scheme 1). Initially, we produced 
functionalized benzylidene hydrazine 1a from the reaction of 4-nitobenzaldehyde and hydrazinehydrate, following the optimal 
conditions cited in previous studies [25]. Subsequently, we synthesized compound 3a via a one-pot reaction between benzylidene 
hydrazine 1a and phenyl isothiocyanate, with diethylacetylenedicarboxylate 2a present. This method allowed us to reduce the syn
thesis steps to two steps and enhance the overall yield by approximately 67 % (Scheme 1). 

In the current work, we report a facile synthesis of functionalized hydrazolyl-4-thiazolidinone derivatives (3a-e) through a one-pot 
reaction between functionalized benzylidene/alkylidene hydrazines 1 and phenyl isothiocyanate in the presence of dia
lkylacetylenedicarboxylates 2. 

Functionalized thiazolidine-4-one derivatives 3, including two critical pharmacophores thiazolidinedin-4-one and imino/hydra
zine groups, were synthesized by the one-pot reaction between functionalized benzylidene/alkylidene hydrazines 1 and dialkyl 
acetylenedicarboxylates 2 in the presence of phenylisothiocyanate. The first step of the synthesis included the preparation of ben
zylidene hydrazines 1 from the condensation reaction between hydrazine hydrate with substituted aldehydes, according to the 
literature [25]. Next, a one-pot reaction between benzylidene/alkylidene hydrazines 1 and dialkyl acetylenedicarboxylates 2 in the 
presence of phenylisothiocyanat produced hydrazinyl-4-thiazolidinone derivatives (3a-e) in good yields (Scheme 2). 

The synthetic methodology employed was straightforward, and the resulting compounds were efficiently purified by simple 
washing with a n-hexane/ethyl acetate solvent system. The high purity of the isolated compounds was confirmed by TLC, sharp 
melting points, and corroborative elemental analysis data (see Experimental). The structures of compounds 3a and 3c were assigned by 
comparison of their spectroscopic data with literature precedents [31]. The structures of the remaining new compounds were 
established through comprehensive spectroscopic analysis, including 1H NMR, 13C NMR, and FT-IR spectroscopy, as well as elemental 
analysis. The results of elemental analysis for all products were in good agreement with the calculated values. FT-IR spectra exhibited 
characteristic peaks at approximately 3057–3070 cm⁻1 (aromatic C–H), 2854–2926 cm⁻1 (aliphatic C–H), 1717–1727 cm⁻1 (ester 
carbonyl), 1688–1704 cm⁻1 (thiazolidinone carbonyl), and 1601–1613 cm⁻1 (-C=N-). 1H NMR spectra revealed signals at δ 8.19–8.57 

Scheme 2. The one-pot reaction between functionalized benzylidene/alkylidene hydrazines and phenyl isothiocyanate in the presence of dialkyl 
acetylenedicarboxylates. 

Scheme 3. The proposed mechanism for the synthesis of 2-hydrazolyl-4-thiazolidinone derivatives (3a-e).  
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ppm (aldimine –HC=N- proton), 6.98–7.03 ppm (vinylic = CHCO2R proton), 4.34–4.36 ppm (ester CH₂ in 3a, 3c, and 3e), 3.90–3.92 
ppm (ester CH₃ in 3b and 3d), 1.35–1.38 ppm (ester CH₃ in 3a, 3c, and 3e), and 6.93–8.32 ppm (aromatic protons). 13C NMR spectra 
exhibited resonances at δ 13.4–62.0 ppm (ester aliphatic carbons), 116.0–117.5 ppm (vinylic = CHCO2R carbon), 157.6–161.2 ppm 
(aldimine –HC=N- carbon), 161.0–166.5 ppm (carbonyl and imino carbon of thiazolidinone ring and ester carbonyl), and 
124.0–149.2 ppm (aromatic carbons and C-5 of thiazolidinone ring). 

The reaction mechanism being proposed is depicted in Scheme 3. The process begins with the addition of benzylidene/alkylidene 
hydrazines to phenylisothiocyanate, resulting in the formation of an intermediate known as I. This intermediate then proceeds to react 
with dialkyl acetylenedicarboxylate, leading to the production of intermediates referred to as II. Following this, these intermediates 
undergo a process of intramolecular cyclization, culminating in the production of 2-hydrazolyl-4-thiazolidinone derivatives 3, as 
shown in Scheme 3. 

3.2. α-Glucosidase inhibition assay 

To evaluate the inhibitory activity of the derivatives (3a-e), the α-glucosidase enzyme (Saccharomyces cerevisiae form) was applied. 
Based on the findings, some of the evaluated compounds (IC50 = 174–488 μM) were more potent toward the acarbose (IC50 = 750 μM) 
(Table 1). Among compounds, the derivative 3c was the most potent compound with IC50 values equal to 174 μM. 

The assay results showed that the position and the nature of substituents on the phenyl ring of hydrazolyl moiety play an important 
role against the α-glucosidase. Compound 3c, the most potent derivative, was bearing ortho-nitrophenyl-allylidene in hydrazolyl 
moiety. Shortening the length of the liker between the phenyl ring and hydrazolyl moiety and moving the nitro group from the ortho to 
para position decreased inhibitory activity. For example, compound 3c (IC50 = 174.0 μM) showed higher inhibitory activity than 
compounds 3b (IC50 = 215.4 μM), 3a (IC50 > 750 μM), and 3d (IC50 = 488.9 μM). Changing the nitro group on the benzyl ring with 
hydrogen or chlorine atoms 3e (IC50 > 750 μM) and 3d (IC50 = 488.9 μM) dramatically decreased activity. It seems that the presence of 
diverse groups at the para position of the phenyl ring of hydrazolyl moiety was effective against α-glucosidase. 

Likewise, the presence of an electron-withdrawing and hydrophilic substituent on the phenyl ring increased inhibitory activity. 
Additionally, the introduction of ethyl ester in thiazolidinone moiety compared to methyl ester decreased inhibitory activity, which 
might be due to increased lipophilic features at this position [32–34]. 

Table 1 
Evaluation of α-glucosidase inhibitory activity of compounds (3a-e). 

Compound R1 R2 IC50 (μM) 

3a Et >750 

3b Me 215.4 ± 0.9 

3c Et 174.0 ± 0.4 

3d Me 488.9 ± 1.6 

3e Et >750 

Acarbose – - 750 ± 2.0  
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3.3. Enzyme kinetic studies 

The Lineweaver-Burk plot exhibited that Vmax remained unchanged and the Km slowly increased with increasing inhibitor con
centration representing a competitive inhibition (Fig. 2a). The findings exhibited that 3c competes with the substrate for binding to the 
active site. Moreover, the plot of the Km versus diverse concentrations of inhibitor provided a Ki of 174.0 μM (Fig. 2b). 

3.4. Molecular docking study 

The screened derivatives based on the number and type of groups linked to the carboxylate moiety of the main scaffold, and 
positions of the functional group on the phenyl ring can inhibit α-glucosidase (Table 1). These derivatives were diverse in the kind and 
position of the substituted moieties (Table 1). Docking calculations of evaluated derivatives was done to achieve of estimated score 
docking and suitable interactions in active site enzyme. Validation of the docking methodology was carried out using a re-dock of 
native co-crystallized into the binding site of α-glucosidase. The docking protocol successfully restored the docked ligand alignment of 
the native co-crystallized with an RMSD equal to 1.32 Å. 

Derivative 3c, the most potent compound, showed appropriate interactions with the active site residues. Fig. 1 shows the in
teractions of the best docked conformation of 3c with the active site residues. The oxygen atom of the nitro group of compound 3c 
made two hydrogen bonds with Asn415 and Tyr158 residues. The carbonyl group in the ethyl ester of the compound showed a 
hydrogen bond with Asp215. The carbonyl group of thiazolidinone moiety also exhibited another hydrogen bond with Glu277. This 
derivative displayed hydrophobic interactions with Tyr316, Phe314, Phe159, Ser157, Lys156, Val216, Glu411, Gln353, Arg315, 
Tyr72, Asp69, Phe178, Gln182, His112, Asp352, Arg442, Phe303 (Fig. 3). 

Compound 3b, second rank after compound 3c, showed hydrophobic interactions with Phe314, Glu411, Phe33, Tyr158, Arg315, 
Gln353, Phe178, Val216, Gln279, Asp352, Asp215, Glu277, Tyr72, Asp69 residues. This compound exhibited five hydrogen bonds 
with residues: the carbonyl group of the compound with Arg442, methyl ester of the ligand with His351, and three hydrogen bonds 
between the carbonyl group of the compound and Arg213, Asp215 and Glu277 (Fig. 3). 

Fig. 2. Kinetics of α-glucosidase inhibition by derivative 3c. (a) The Lineweaver-Burk plot in the presence and absence of diverse concentrations of 
the derivative 3c; (b) The secondary plot between Km and various concentrations of the derivative 3c. 

Fig. 3. Binding mode of (A) derivative 3b and (B) derivative 3c in α-glucosidase active site.  
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Increasing the length of the linker between the hydrazolyl moiety and the phenyl ring affected the activity. Docking results 
exhibited that increasing the length of the linker and moving the nitro group from para to ortho position might lead to a conformation 
change in the active site [35–37]. That could be effective in inhibitory activity (compound 3b (IC50 = 215.4 μM) (ΔGbinding = − 10.23 
kcal/mol) vs. compound 3c (IC50 = 174.0 μM) (ΔGbinding = − 11.61 kcal/mol)). Based on previous reports all almost residues that 
interacted with these compounds play an important role in the binding and inhibitory activity of compounds [5,9,38]. 

Comparison of the binding mode of acarbose as the drug and positive control in the active site [5] with compounds 3b and 3c 
showed that these two compounds formed hydrogen bonds and hydrophobic interactions with Tyr72, Phe314, Tyr158, Phe303, 
Asp352, Arg442, His112, and Asp215 similar to acarbose. Moreover, they showed more interactions than acarbose with residues. Thus, 
extra interactions can be important for binding, which these compounds were more potent compared to acarbose. Further studies 
showed that compounds with lower inhibitory activity e.g. 3a have fewer interactions with the key residues of the active site than the 
most potent compounds (3b and 3c) and acarbose. 

Replacing methyl ester (compound 3b) with the ethyl ester (compound 3a) dramatically reduced the inhibitory effect. The weak 
activity of 3a might be ascribed to a slight conformation change and dropping the establishment of hydrogen bonds and key hy
drophobic interactions. It appears that extra hydrogen bonds hydrophobic interactions show a positive effect. Moreover, the ester of 
derivative 3a made hydrogen bonds with Asp69, Arg442 and Glu277 (Fig. 4), while the ester moiety of compounds 3b and 3c made 
hydrogen bonds with Asp215, Glu277, Arg213 and His351 residues. 

Replacement para-chlorophenyl ring of compound 3d with the para-nitrophenyl ring of compound 3a intensely decreased 
inhibitory activity. The differences between the groups along with the ΔGbind values for compounds 3b (ΔGbind = − 10.23 kcal/mol) 
and 3d (ΔGbind = − 9.55 kcal/mol) may account for the differences between the inhibitory potency of these compounds. Moreover, 
compound 3b showed lower hydrophobic features than compound 3d (CLogP = 3.45 for 3b vs. CLogP = 4.42 for 3d). This may be 
attributed to the poor penetration ability of this compound to the outer membrane of the cell. 

Un-substituted phenyl ring in comparison to the substituted phenyl ring showed lower inhibitory activity and free binding energy. 
In comparison to 3a and 3e, the un-substituted phenyl ring is inappropriate for the activity and caused a reduction of interaction with 
key residues. That caused a decrease in the formation of hydrogen bonds at the ester moiety and eliminated hydrogen bonds at the 
phenyl ring. Therefore, these interactions might be important for the stability of the compound at the active site. 

From the structural differences of these compounds, assay findings, and their molecular docking study, it was observed that the 
compounds that have attachment groups in the ortho position over the aromatic ring have good interaction networks as well as 
inhibitory activities as compared to the compounds having either para attachment or without group. Similarly, a good inhibition mode 
was observed for most electronegative groups than less electronegative groups attached over the aromatic phenyl ring. Moreover, 
increasing the length of the linker of the phenyl ring to the hydrazolyl moiety changes the binding mode and the binding to amino 
acids. 

The comparison of compounds showed that: (1) extra hydrogen bonds have a positive effect on α-glucosidase inhibition, (2) Asp215 
and Glu277 residues are important for the formation of hydrogen bonds, (3) Tyr158, Asp352, Phe303, His112, and Phe178 residues are 
main for the hydrophobic interactions, (4) presence nitro group at ortho position is better than para position due to more hydrogen 
bond formation and appropriate orientation of the compound in the active site, (5) the formation of hydrogen bond between carbonyl 
group of hydrazolyl moiety and Glu277 is important for activity, (6) increasing the length of the linker of the phenyl ring to the 
hydrazolyl moiety have a positive effect on α-glucosidase inhibition. These findings are aligned with acarbose and previous reports [5, 
39–41]. 

The active and moderately active compounds’ binding modes were all oriented more or less in a similar fashion, which they were 
similar to the binding mode of acarbose, while in contrast, the least active compounds’ binding modes were all oriented differently 
from the active ones and acarbose. 

Fig. 4. Conformation of derivative 3a in α-glucosidase active site.  
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3.5. Molecular dynamics simulation study 

In the docking methodology, ligand-protein complex interactions are instant and potentially unstable. Therefore, molecular dy
namics (MD) simulations is performed for the study of compound stability in the active site. It investigates the separate element 
motions and identifies the stability of the complex as a function of time more easily than experiments in the actual system [42]. 

3.6. Root mean square deviation (RMSD) 

The dynamic stabilities of all systems can reflect via root mean square deviations (RMSDs) for all heavy atoms of each ligand, 
backbone atoms of amino acids in the active site within 5 Å around the ligand, and all backbone atoms of the protein. The RMSDs of the 
two complexes compared to the acarbose complex are shown in Fig. 5. The blue line in Fig. 5 displays the acarbose-α-glucosidase 
complex. The RMSD plot of acarbose became overall stable after 12 ns and the RMSD average value was at about 2.5 Å. The RMSD plot 
of derivative 3b also got an equilibration state after 12 ns with a higher RMSD value (>3 Å) (Fig. 5, brown line). However, The RMSD 
plot of derivative 3c touched an equilibration state after 9 ns with an RMSD value equal to 3.5 Å (Fig. 5, green line). 

Compound 3c complexed α-glucosidase was stable after equilibrium. The compound 3b exhibited diverse dynamics performances 
in the α-glucosidase active site. According to Fig. 5, the fluctuations of the RMSD plot were about 3.0 Å at the first 50 ns. Then, a sharp 
increase was detected and kept stable with average RMSD values of 4.0 Å until the end of the MD simulation. This showed that the 
conformation of derivative 3b changes during simulation. 

Likewise, the RMSD of molecules was also calculated separately (Fig. 6). The ligands 3c and 3b in the α-glucosidase enzyme 
exhibited a stable RMSD plot with small fluctuations of 2.5 and 2.0 Å, respectively. Based on the RMSD of ligand 3c, a large fluctuation 
was not observed and it was very stable during the simulation similar to acarbose (Fig. 6). However, compound 3b exhibited stability 

Fig. 5. RMSD backbone plot of the α-glucosidase backbone in complexed with acarbose (in blue) and (A) compound 3b (in brown), (B) compound 
3c (in green) 100 ns of the MD simulation time. 

Fig. 6. RMSD ligand plot of the acarbose (in blue) and (A) compound 3b (in brown), (B) compound 3c (in green) 100 ns of the MD simulation time.  
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from 5ns to 100ns. Ligand 3b exhibited a lower RMSD value than acarbose with large fluctuation (Fig. 6). 

3.7. Root mean square fluctuation (RMSF) 

The RMSF value of the enzyme’s amino acids was investigated to demonstrate the enzyme structure flexibility. Fig. 5 displays that 
the active site area was relatively rigid. The fluctuation of the active site for the 3b-α-glucosidase complex is more significant, and the 
3c-α-glucosidase complex is smaller as compared to acarbose, which shows compound 3c has strong interactions with active site 
residues and is stable in the active site. Analysis of the results from the 3b-α-glucosidase revealed that this compound fluctuates to a 
greater degree. This proposes that the behavior of 3b is not an effect of the protein conformation and is characteristic of the compound 
itself. Furthermore, Fig. 7 displays that derivative 3c well fitted and firmly fastened the active site, which decreased the flexibility of 
the amino acids via interacting with main residues and resulted in the inhibition of α-glucosidase. 

For example, in acarbose Phe303, Glu411, Glu277, Asp215, Tyr158, His112, Phe178, Phe159, Asp352, His351, Arg442, and 
Asn415 showed maximum RMSFs of 0.767, 0.608, 0.725, 0.562, 0.568, 0.564, 0.532, 0.582, 0.637, 0.601, 0.565 and 0.838 Å. About in 
compound 3c Phe303, Glu411, Glu277, Asp215, Tyr158, His112, Phe178, Phe159, Asp352, His351, Arg442 and Asn415 showed 
maximum RMSFs of 0.709, 0.917, 0.699, 0.577, 0.566, 0.577, 0.518, 0.576, 0.579, 1.058 and 0.589 Å. In compound 3b Phe303, 
Glu411, Glu277, Asp215, Tyr158, His112, Phe178, Phe159, Asp352, His351, Arg442, Asn415 showed maximum RMSFs of 0.812, 
0.631, 0.480, 0.50, 0.729, 0.545, 0.603, 0.720, 0.624, 0.644, 0.634 and 1.199 Å. A comparison of all complexes RMSF results exhibited 
that, Asp215, Tyr158, His112, Phe178, Phe159 and Arg442 residues displayed the smallest fluctuation with acarbose as the drug 
standard. While, Asp215, Tyr158, His112, Phe178, Phe159, Asp352, His351 and Asn415 exhibited the smallest fluctuation with 
compound 3c. Glu277, Asp215 and His112 displayed the smallest fluctuation with compound 3b. According to the results, all com
pounds showed the smallest fluctuation with Asp215 and His112. Acarbose and compound 3c showed strong interactions with Tyr158, 
Phe178, and Phe159, however, compound 3b showed higher fluctuation with these residues. These observations correlated with 
docking results and previous studies [5]. 

Fig. 7. RMSF plot of the α-glucosidase residue in complexed with acarbose (in blue) and compound 3c (in green) and compound 3b (in brown).  

Fig. 8. Radius of gyration (Rg) graphs of 3b (brown), 3c (green), and acarbose (blue) complexes.  
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3.7.1. Radius of gyration (Rg) 
To know the compact of the enzyme, the radius of gyration (Rg) was investigated. The number of residues present in the enzyme is 

important in the Rg value [43]. When the protein structure has proper folding and stability, the Rg value is lower and stable. However, 
improper folding and conformational flexibility of the enzyme has a very fluctuating Rg value [44]. 

The average Rg values of acarbose-α-glucosidase, 3c-α-glucosidase, and compound 3b-α-glucosidase complexes were 2.41 nm, 
2.42 nm, and 2.40 nm, respectively. The Rg value of the compound 3b-α-glucosidase complex showed an increase after 70 ns however 
the Rg of acarbose-α-glucosidase dropped after 70ns. The 3c-α-glucosidase complex exhibited more a constant Rg value during MD 
simulation; a minor lowering was detected from 2 to 2.35 ns then increasing was observed from 2.35 to 2.43 ns. A slight decrease again 
was detected from 2.43 to 3.7 ns (Fig. 8). The Rg value shows that the 3b-α-glucosidase complex was fairly unstable toward the 
acarbose and compound 3c because they accepted a more controlled conformation for the period of the simulation. Thus, the com
pound has less stability in the flap, and interactions between residues, and hinge domains are mainly affected. 

3.7.2. Solvent accessible surface area (SASA) 
The surface area of a compound-enzyme complex that interacts with solvent molecules is accounted for by SASA. An open or 

extended enzyme structure exposed more to solvent shows higher SASA. The average SASA for the acarbose was 232.04 nm2, while it 
was for compounds 3b and 3c 236.48 nm2 and 234.27 nm2, respectively. This funding shows solvent interaction with complexes was 
relatively similar and also confirms the residue flexibility and compactness analysis results. The SASA value slightly decreased for 
complexes and then it showed almost a constant SASA value throughout the simulation. Fluctuations were similar in very minor 

Fig. 9. SASA plot for α-glucosidase complexes of acarbose, compound 3c and compound 3b (shown in blue, green and brown, respectively).  

Fig. 10. Hydrogen bond numbers between α-glucosidase and compound 3c (green), compound 3b (brown) and acarbose (blue) over MD pro
duction run. 
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complexes. Comparatively, the compound 3b-α-glucosidase complex showed higher SASA suggesting less stability than the 3c- 
α-glucosidase complex (Fig. 9). 

3.7.3. Hydrogen bonding analysis 
One of the indicators of the binding stability of the compound-enzyme complex is the formation of hydrogen bonds between the 

compound and the enzyme. The MD findings exhibited intermolecular hydrogen bonds made significantly between compounds and 
amino acids (Fig. 10). The average hydrogen bonds for compounds 3c, 3b, and acarbose complexes are 1.86, 0.80, and 1.81, 
respectively. The hydrogen bonds of 3c-α-glucosidase were higher compared to 3b and acarbose complexes. However, the hydrogen 
bonds were constant throughout the simulation for compounds 3c and 3b complexes, indicating stronger binding between these 
compounds and α-glucosidase and leading to a highly stable conformation. The number of hydrogen bonds made throughout the 
simulations in compounds 3c and 3b was more than acarbose. 

3.7.4. Structural analysis during MD simulations 
To understand the structural variations in 3c-, 3b-, and acarbose-α-glucosidase, the conformational snapshots at the distance of 

every 20 ns were taken overall 100 ns. In first 20 ns revealed more fluctuation for the 3c-α-glucosidase complex but in the following, 
because of more compactness in the active site enzyme (reflected by Rg and SASA findings), the complex showed less structural 
variations and more stability from 40 ns to 100 ns (Fig. 11). 

For compound 3b-α-glucosidase complex snapshots were provided. In the first 20 ns, this complex showed more fluctuation; then, it 
exhibited high stability and less structural variations from 40 ns to 80 ns. Afterward, due to extension in the active site (reflected by 
SASA and Rg studies), the complex showed less stability and more structural variations from 80 ns to 100 ns (Fig. 12). 

Moreover, the snapshots were achieved for acarbose-α-glucosidase. Acarbose demonstrated structural variations only for primary 
40 ns and then kept almost constant until 100 ns (Fig. 13). 

3.7.5. Binding free energy 
The MD/MM-PBSA affords diverse separate components, such as ΔEvdW, ΔEelec, ΔGpol, ΔGnpol, and TΔS, to the total binding free 

energy (ΔGbinding) (Table 2). It is obvious from Table 2 that ΔEelec and ΔEvdW preferred the binding, whereas ΔEnpol and ΔEpol dis
favored the complexation. For both cases, ΔEpol is positive, which means that the electrostatic and van der Waals interactions chiefly 
determine the binding. 

Fig. 11. Snapshots of compound 3c-α-glucosidase complex at interval of every 20 ns of MD simulations.  

S. Sepehri et al.                                                                                                                                                                                                         



Heliyon 10 (2024) e36408

13

Moreover, Table 2 exposes that the ΔGbinding of 3c is higher (− 260.950 kcal/mol) than 3b (− 222.452 kcal/mol). This can be 
because ΔEvdW and ΔEelec are more favorable in 3c-α-glucosidase (ΔEvdW = − 57.730 kcal/mol, ΔEelec = − 355.092 kcal/mol) than 3b- 
α-glucosidase (ΔEvdW = − 48.521 kcal/mol, ΔEelec = − 308.575 kcal/mol). Generally, this finding proposes that 3c showed higher 
activity on α-glucosidase compared to 3b. 

Next, the binding affinity of compounds 3b and 3c were estimated and compared with acarbose. Acarbose showed binding energy 
lower (− 159.271 kcal/mol) than 3b and 3c (Table 2). It is also displayed that the van der Waals interactions (− 42.915 kcal/mol) 
unfavored the complex formation less compared to the electrostatic interaction (− 226.624 kcal/mol). This is in approving with what 
has been detected for compounds 3b and 3c. This result showed that the binding affinity reduces in the following order against 
α-glucosidase: 3c > 3b > acarbose (Table 2). 

After that, the binding free energy of the crucial amino acids involved in the compound-enzyme binding was analyzed with MM- 
PBSA. The MM-PBSA investigates hotspot amino acids in interaction energy which are higher than − 1.0 kcal/mol (Table 3). According 
to Table 3, compound 3c has interacted with a more significant number of crucial amino acids (Tyr72, Tyr158, Phe159, and Phe178) 
toward compound 3b and acarbose. This can be one of the causes for the higher affinity and inhibitory activity of compound 3c 
compared to compound 3b against α-glucosidase (see Tables 4 and 5). 

4. Conclusion 

In summary, some of the 2-hydrazolyl-4-thiazolidinone hybrids were synthesized using a new route with more yield and fewer 
steps. All titled derivatives showed weak to good activity against α-glucosidase relative to acarbose as a drug. Two compounds 3b and 
3c showed the highest inhibitory activity. Compound 3c having a para-nitrophenyl ring and methyl ester moiety was the most potent 
one with an IC50 value of 174 μM. A kinetic finding exhibited that 3c inhibited via a competitive mechanism. Moreover, docking study 
and molecular dynamics simulations displayed that compound 3c as the most potent compound was stable and fit in the active site and 
showed key interactions with vital residues compared to compound 3b and acarbose. 
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Table 2 
Molecular energy terms for interactions of two compounds and acarbose with α-glucosidase.  

Terms Energy (kcal/mol) 

3b 3c Acarbose 

ΔEbinding − 222.452 − 260.950 − 159.271 
ΔEelec − 308.575 − 355.092 − 226.624 
ΔEvdW − 48.521 − 57.730 − 42.915 
ΔEpol 110.132 123.521 73.328 
ΔEnpol − 24.009 − 29.379 − 19.643  

Table 3 
Interaction energy of hotspot residues considered with 3c.  

Residues ΔEbinding ΔEMM ΔEpol ΔEnpol 

Asp69 − 0.04 − 0.21 0.17 − 0.04 
Tyr72 − 8.03 − 11.54 4.33 − 0.85 
His112 − 0.90 − 1.88 1.03 − 0.04 
Lys156 6.41 − 5.64 12.52 − 0.49 
Tyr158 − 15.18 − 17.98 4.14 − 1.31 
Phe159 − 14.34 − 15.17 1.75 − 0.94 
Phe178 − 11.66 − 14.00 3.45 − 1.01 
Arg213 − 0.14 0.08 − 0.20 0 
Asp215 0.56 0.13 0.42 0  
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