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   Abstract 

In this study, synthesis and characterization of naphthalimide derivatives containing both amide and 

urea groups were performed and their antioxidant activities were determined. 4-R-1 8-naphthalic 

anhydride (R = -H, -NO2 or –NH2) with different functional groups has been chosen as the precursor 

and reacted with 5,6-diamino-1H-benzo[d]imidazol-2(3H)-one to synthesize the targeted 

naphthalimide derivatives. ESI-MS and 1H-NMR techniques have been used to characterize the 

molecules. Antioxidant activities of compounds have been determined by DPPH and peroxide 

radical scavenging methods. 

1. Introduction*

Antioxidants are molecules that can inhibit the 

oxidation of other molecules after the release of free 

radicals and prevent what is left [1]. Designing and 

developing compounds that can exhibit antioxidant activity 

is a very interesting field of study, as such compounds can 

help prevent many diseases such as stroke, diabetes, and 

many types of cancer by relieving oxidative stress [2, 3]. 

Many types of natural compounds and different vitamins 

obtained from plants are used extensively in many 

industries such as food and cosmetics. Therefore, there is 

considerable scientific interest in discovering effective 

synthetic antioxidants.  

Amide derivatives are an important chemical group 

displaying many biological activities [4-6]. For example, 

anilides are widely used in medicine, pharmacy, biology 

and other related fields due to their biological activities 

such as anti-bacterial, anti-fungal, anti-infectious, and 

anesthetic. Various anilides have also found a broad of 

* Corresponding Author: ufukyildiz@beun.edu.tr

applicability as bioactive species (antimicrobial, 

antioxidant, and antatherosclerotic agents) [7]. At the same 

time, synthetic amide derivatives can show strong 

antioxidant activity [7, 8]. 

Urea and thiourea are important functional groups in 

many natural products and drug intermediates. Urea and 

thiourea derivatives have many promising biological 

activities such as herbicide, antimicrobial, antioxidant, 

antiviral, anti-HIV and antitumor activity [9-13]. It is 

known that molecules with urea functional groups show 

enzyme inhibition and promising antioxidant activity [14, 

15]. 

In this study, it is aimed to synthesize the compounds 

which could have high antioxidant activity due to 

including both urea and amide functional group (Figure 1). 

Thus, naphthalimide derivatives with different R-groups 

have been synthesized and their antioxidant activities have 

been examined. 
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Figure 1. General synthesis procedure for compounds. 

 

2. Materials and Methods 

 

2.1. Chemicals and Instruments 

 

All chemicals used were of analytical grade and 

obtained from Sigma-Aldrich unless otherwise stated. UV-

Vis absorption measurements were carried out using Varian 

Cary 100 spectrophotometer device. Proton Nuclear 

Magnetic Resonance Spectroscopy (1H NMR) was 

measured on a Bruker Ultra Shield Plus spectrometer, with 

chemical shifts reported as parts per million (in DMSO-

d6/CDCl3, TMS as an internal standard).  

 

2.2. Synthesis of Compounds 

 

2.2.1. Synthesis of 1 
 

1 mmol (198 mg) 1,8-naphthalic anhydride was 

dissolved in 30 ml of acetic acid and 1 mmol (164 mg) 5,6-

diamino-1H-benzo [d] imidazol-2(3H)-one was added to 

the balloon. After adding 1 equivalent of zinc acetate to the 

mixture, it was boiled at 130 ° C under reflux overnight. 

After the reaction was completed, the balloon was then 

taken over the heater and cooled to room temperature. 

Precipitation was formed by the addition of crushed ice. 

The precipitate formed was filtered under vacuum and 

washed sequentially with acetone, ethanol and ether. The 

commercially available compound obtained was 

characterized by electrospray ionization mass spectrometry 

(ESI-MS) and 1H-NMR techniques. Yield: 68%. M.p.: 

165 °C. ESI-MS: m/z = 327.0 [M+H] (Fig. A.1). 1HNMR 

(600 MHz, DMSO-d6 , ppm): 10.87 (s, 1H, NH), 10.80 (s, 

1H, NH), 8.62 (m, 2H, CH), 8.46 (d, 1H, CH), 8.27 (d, 1H, 

CH), 7.94 (s, 1H, CH), 7.94 (s, 1H, CH), 7.87 (t, 1H, CH), 

7.84 (t, 1H, CH), (Fig. A.2).  

 

 

 

2.2.2. Synthesis of 2 
 

Synthesis of compound 2 was achieved by the same 

way, using 1 mmol (243 mg) 4-nitro-1,8-naphthalic 

anhydride. Yield: 59%. M.p.: 173 °C. ESI-MS: m/z = 

372.0 [M+H] (Fig. A.3). 1HNMR (600 MHz, DMSO-d6 , 

ppm): 10.84 (s, 1H, NH), 8.80+8.60 (d, 2H, CH), 8.75 (s, 

1H, CH), 8.05+8.01 (t, 2H, CH), 7.89 (s, 1H, CH), 

7.44+7.37 (m, 2H, CH), 7.28 (s, 1H, CH) (Fig. A.4).  

 

2.2.3. Synthesis of 3 
 

Compound 2 was used as a reagent in the reaction. 

110 mg of 2 was taken into the flask and dissolved in 50 

ml of ethanol by boiling. 0.5 g of Pd/C and excess of 

hydrazine hydrate were added. The mixture was boiled 

under reflux for 6 hours, then filtered while hot and the 

Pd/C was removed. The remaining solution was cooled to 

room temperature and ether was added. The precipitate 

formed was filtered and washed sequentially with cold 

acetone and ether. The product was characterized by mass 

and NMR techniques. Yield: 52%. M.p.: 178 °C. ESI-MS: 

m/z = 341.7 [M+H] (Fig. A.5). 1HNMR (600 MHz, 

DMSO-d6 , ppm): 10.88 (s, 1H, NH), 10.81 (s, 1H, NH), 

8.75+8.72+8.62 (m, 2H, CH), 8.50+8.48+8.42 (m, 2H, 

CH), 8.27+8.21+8.05+8.01 (m, 3H, CH), 7.95 (s, 1H, CH), 

7.31 (s, 1H, CH) (Fig. A.6).  

 

2.3. Antioxidant Assays 

 

2.3.1. 1,1‑diphenyl‑2‑picrylhydrazyl (DPPH) 

radical scavenging activity  

 

DPPH method previously reported in the literature 

was modified and applied [16]. DPPH radical absorbs at 

517 nm wavelength. Stabilized DPPH was determined by 

following the absorbance at this wavelength. In the study, 

solutions of DPPH (0.5 mM) and compounds (0, 10, 20, 
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40, 80 and 100 µM) were prepared by dissolving in 

ethanol. 1.8 mL of DPPH solution was well mixed with 0.2 

mL of a solution of the compound. Absorbance at 517 nm 

of the resulting solution (DPPH + samples) was recorded 

after incubation for half an hour in dark. The abilities of 

compounds to stabilize DPPH radical was examined using 

the formula; 

 

DPPH % = (Ac – As) / Ac x 100                                    (1) 

 

where Ac is absorbance of control and As is absorbance of 

sample mixture at 517 nm. The required concentration of 

compounds to stabilize the half of the DPPH radical (IC50) 

was calculated. 

 

2.3.2. Hydrogen Peroxide Scavenging Activity 

 

The H2O2 scavenging abilities of the compounds were 

determined according to the literature [17]. 0.6 mL of 40 

mM H2O2 solution (pH 7.4) was well mixed with the 100, 

250, and 500 μg/mL of the samples. The absorbance of 

prepared mixtures at 230 nm were recorded after 

incubation for 10 min. The abilities of compounds to 

scavenge the peroxide radicals was examined using the 

formula; 

 

H2O2 % = (Ac – As) / Ac x 100 

 

where Ac is absorbance of control and As is absorbance of 

sample mixture at 230 nm. 

 

3. Results and Discussion 

 

3.1. Synthesis of the compounds 

 
1H NMR spectroscopy and ESI-MS spectroscopy 

techniques were used to analyse the structure of the 

compounds. The ESI-MS result for compound 1 (Figure 

S1) (327.0 (M+H)) directly matches with the calculated 

molecular weight (356.3 g/mol). When the 1H NMR 

spectrum of 1 is examined, number of protons derived 

from 1H NMR spectrum is compatible with the targeted 

molecule. The chemical shifts of the protons numbered 7 

and 8 (Fig.S2) were observed at different ppm values due 

to the fact that the proton number 7 is attached to a 

partially positive carbon as a result of conjugation. 

Likewise, protons attached to nitrogen atoms have very 

close chemical shift values to each other but at separate 

ppm values due to differences in charge distribution. When 

the structure is examined completely, the chemical shift of 

all protons is in the expected region and confirms the 

structure. 

When the mass distribution of compound 2 is 

examined, the high peak appeared at m/z = 372 directly 

confirms the structure as the M+H molecular ion peak. The 
1H NMR spectrum of 2 shows that the compound was 

synthesized as two different isomers as expected Fig. A.7). 

Number of integrated protons directly matches with the 

structure of the targeted molecule. Since the carbon atom 

to which the proton number 4 is attached is adjacent to the 

carbon attached to the electron withdrawing nitro group, 

the chemical shift value has increased up to 8.8 ppm. Since 

TFA was used together with DMSO as a solvent in the 

spectrum, one of the nitrogen protons 8 and 9 could not be 

observed. The 1H NMR spectrum of the compound 

suggests that 2 has been synthesized as its two isomers 

mixture with the ratio of 56% and 44%, while the triplets 

of the proton 2 gave twin signals at 8.05 and 8.00 ppm. 

ESI-MS spectra of 3 indicated that the molecular 

weight of the compound is 341.3 g/mol as supposed. The 
1H NMR spectrum of 3 is similar to the spectrum of 2. The 

1H NMR spectrum of the compound suggests that 3 has 

been synthesized as its two isomers as a continuation of 2 

with the ratio of 56% and 44% 

 

3.2. Antioxidant Activities 

 

Elimination of reactive species is an issue that is 

taken into consideration, as it causes various health 

problems by damaging the biochemical molecules in the 

organism. The task of the compounds that provide 

protection against cancer by showing antioxidant activity is 

to stabilize free radicals. This process occurs when 

compounds donate either a single electron or hydrogen 

atom to free radicals [18]. In this study, DPPH and H2O2 

methods were used, which give results much faster than 

other methods. All the newly synthesized compounds 

showed potent to moderate radical scavenging activities at 

all concentrations. 

DPPH radical scavenging activity of compounds is 

related to their tendency to donate hydrogen or single 

electron [19]. The results of percentage inhibition of the 

DPPH radical by synthesized compounds and standard 

antioxidant Vit C with different concentrations were 

represented in Figure 2. The IC50 values calculated by 

using graph were illustrated in Table 1. 
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Table 1. IC50 and total scavenging percentages of compounds. 

 DPPH H2O2 

Compound IC50 (µM) Tot. Scavenging % IC50 (µg/mL) Tot. Scavenging % 

1 35.1 73.9 550.2 48.7 

2 18.7 74.9 487.2 51.6 

3 12.3 82.6 251.1 66.7 

Vit C 39.2 88 409.5 58 

 

IC50 value of DPPH for Vit C used as standard 

antioxidant was calculated as 39.2 µM while IC50 

value for all compounds were greater than Vit C. The 

NH2 functional group in compound 3 increased 

antioxidant activity with 12.3 µM due IC50 value due 

to increasing the possibility of H-donating. 

 

 
Figure 2. Antioxidant activities of compounds by 

DPPH method. 
 

 Comparative DPPH scavenging percentages of 

compounds for different concentrations are shown in figure 

3. These results indicated that total scavenging activity of 

compounds were lower than Vit C. 

 

 
Figure 3. Percentage inhibition of DPPH scavenging 

activity of synthesized compounds in comparison to 

Vit C. 
 

Synthesized compounds 1–3 were screened for in 

vitro scavenging activity utilizing hydrogen peroxide. 

These tested compounds showed moderate hydrogen 

peroxide scavenging activity. 

The ability compound 1 and 2 to scavenge hydrogen 

peroxide were lower than Vit C but compound 3 had a 

better IC50 with 251.1 µg/mL (Fig.4). Scavenging activities 

of compounds were dose-dependent and increased with 

concentration. 

 

 
Figure 4. Antioxidant activities of compounds by 

H2O2 method. 
 

 Total hydrogen peroxide radical scavenging percentage 

of compounds at 500 µg/mL were 48.7 for 1, 51.6 for 2 

and 66.7 for 3 (Fig.5). Similar to the DPPH method, 

compound 3 could scavenge H2O2 radicals as effective as 

well-known antioxidant Vit C. 

 

 
Figure 5. Percentage inhibition of hydrogen peroxide 

scavenging activity of synthesized compounds in 

comparison to Vit C. 

 

4. Conclusions  

 

As a result, the antioxidant activities of the newly 

synthesized naphthalimide derivatives were determined by 
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DPPH and H2O2 methods. Adding functional group for 

single electron and –H donating just as nitro (compound 2) 

and amino (compound 3) prominently enhanced the 

antioxidant capacity. The availability of these new 

naphthalimide derivatives would facilitate further 

investigations of their applications in food and 

pharmaceutical industries. 
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Appendices 

 
Figure A.1 ESI-MS spectrum for 1. 

 

 
Figure A.2 1H-NMR spectrum for 1. 



57 

 

 
Figure A.3 ESI-MS spectrum for 2. 

 

 
Figure A.4 1H-NMR spectrum for 2. 

 

 
Figure A.5 ESI-MS spectrum for 3. 
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Figure A.6 1H-NMR spectrum for 3 

 

 
Figure A.7 The structures of possible isomers. 

 

 

 


