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Abstract 

Schiff base, Azo-Schiff base, nickel (II), and copper (II) complexes have been prepared successfully from 4-amino antipyrine 

and vanillin and diagnosed by UV-visible, FT-IR, 1H-NMR, and 13C-NMR. The derivative compound Azo-Schiff with a 200 

mg/ml concentration has good antibacterial activity with a diameter of inhibition zone 16.11 ± 0.1035 mm and 13.21 ± 0.4044 

against Staphylococcus aureus (S. aureus)  and Pseudomonas aeruginosa  (P. aeruginosa), respectively. Therefore, this 

compound may be considered a raw material for manufacturing treatments against these bacterial infections.  

 

Keywords: 4-Amino antipyrine, Azo schiff base, Complexes, Biological activity, S. aureus, P. aeruginosa. 

 

1. Introduction  

Heterocycles are a hugely important class of 

molecules, accounting for more than half of all 

known organic compounds [1]. Heterocycles 

nitrogen-containing are important structural units for 

drug development [2]. Among the heterocyclic 

various structures, pyrazoles are considered to be 

very essential bioactive systems that are widely 

available in biological active groups of compounds 

[3]. Antipyrine is the first pyrazolone-derived 

compound that was first synthesized by Knorr [4, 5]. 

Because of its promising applications, the chemistry 

of antipyrine molecules has received a great deal of 

attention in medical and synthetic chemistry, as well 

as in materials science [6], so it is used as antipyretic, 

analgesic [7] non-steroidal anti-inflammatory drug 

[8]. 4-Amino-1,5-dimethyl-2-phenylpyrazole-3-one 

known as 4-amino antipyrine is an antipyrine 

derivative that has revealed a broad variety of 

biological activities, e.g. antimicrobial activity, 

painkiller, antiviral activity, as a result of the present 

free amino group which is used to prepare azo 

methane compound via condensation with carbonyl 

compounds (aldehyde or ketone) moreover it is 

treated with metals to synthesized metal complexes 

[9, 10, 11] . In recent years that it is also showed that 

certain drugs displayed increased activity when 

presented as metal complexes rather than organic 

compounds [12, 13]. This study aims to synthesize a 

new Azo-Schiff derived from 4-Amino antipyrine, 

coordinate with metals, and evaluation of 

antibacterial activity against S. aureus  and  P. 

aeruginosa.  

 

2. Methods 

2.1 Apparatuses  

Shimadzu UV-1650 UV-Vis Spectrophotometer, 

Japan and IR spectra performed electronic spectra on 

Shimadzu FTIR8400 by KBr disk in the region (400-

4000) cm-1, 1H-NMR, and 13C-NMR of ligand 

recorded by using Burker Ultra Sheild (100MHz) and 

720(WTW) measured molar conductivity. 
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2.2 Chemical synthesis  

2.2.1 Synthesis of Schiff base derivative of 4-

Amino antipyrine ((E)-4-((4-hydroxy-3-

methoxybenzylidene) amino)-1,5-dimethyl-2-

phenyl-1,2-dihydro-3H-pyrazol-3-one) [14].  

A solution of vanillin (4-Hydroxy -3-methoxy 

benzaldehyde ) (160 mg, 0.73 mmol) and glacial 

acetic acid (1 ml) in EtOH (20 ml) was added to the 

solution of 4-Amino antipyrine (110 mg 0.73 mmol) 

in (15 ml) EtOH the resulting mixture under reflux 

was heated for 5 h. After cooling, by filtration, the 

solid product was recrystallized from ethanol after 

collected to give the pale yellow desired imine 

derivative.  FT-IR (KBr) (cm-1): 3417 ( OH ) , 3105 

(C-H ,arom ) , 2993 and 2833 ( C-H aliph ) , 1666 ( 

C=O , amide ) , 1625 (C=N, arom) , 1581( C=C, 

arom) . 1H-NMR ( 400 MHz, DMSO-d6 ) , 9.62 ( s 

,br, 1H , OH-arom ) , 9.48 (s,1H, HC=N ) , 7.52-7.57 

(tr ,1H , H4-arom B )  , 7.41-7.44 (d ,2H , H2,6-arom 

B ) , 7.38 (d ,2H , H3,5-arom B ), 7.22 (s ,1H , H2-

arom A ) , 7.19 (d ,1H , H6-arom A ) , 6.86-6.89 (d 

,1H , H5-arom A ) , 3.86 (s,3H, OMe) , 2.69 (s,3H, 

N-Me) , 2.03 (s,3H, MeC=C) . 13C-NMR ( 100 MHz, 

DMSO-d6 ) 160.4( C=O, Amide) , 155.5 ( C=N) , 

152.2 ( C4-arom A ) , 149.7 ( C3-arom A ), 148.4 ( 

C1-arom B ), 135.2 ( C3-Pyr) , 129.6 ( C1-arom A ), 

127.1( C3,5-arom B ), 124.7( C2,6-arom B ), 122.6 ( 

C6-arom A ) , 117.5 ( C4-arom B ), 115.9 ( C2-arom 

A ) , 110.0 ( C5-arom A + C4-Pye ) , 56.0 ( OMe ), 

36.1 ( Me2-Per ) , 10.6 ( Me3-Per ). 

 

2.2.2 Synthesis of Azo-Schiff derivative (4-(((E)-3-

((E)-(1,5-dimethyl-3-oxo-2-phenyl-2,3-dihydro-

1H-pyrazol-4-yl)diazenyl)-4-hydroxy-5-

methoxybenzylidene)amino)-1,5-dimethyl-2-

phenyl-1,2-dihydro-3H-pyrazol-3-one ) [15].  

 The azo compound was prepared by dissolving 

the 4-Amino antipyrine ( 105 mg, 0.74 mmol) in a 

mixture of 2 ml HCl Conc. and 15 ml absolute EtOH 

and stirred for (20) min in an ice bath then an ice-

cold solution of NaNO2 (2 mg, 0.74 m moles) 10 ml 

was added dropwise on a period of (30) min, the 

resulting solution becomes a brown, then add 

dropwise to another ice-cooled solution of Schiff 

base derivative (1) (250 mg, 0.74 mmol) in 15 ml of 

alkaline EtOH, with continuous stirring at( 0-5) ºC, 

later left overnight. the mixture was treated with 

dilute HCl and ammonia solution to obtain a neutral 

solution. The solid product was filtered, washed with 

cold distilled water, and dried. 180-182 FT-IR (KBr) 

(cm-1): 3417 ( OH ) , 3064 (C-H ,arom ) , 2931 and 

2837 ( C-H aliph ) , 1647 ( C=O , amide ) , 1635 

(C=N, arom) , 1589( C=C, arom), 1421(N=N)  . . 1H-

NMR ( 400 MHz, DMSO-d6 ) , 14.28 ( s ,br, 1H , 

OH-arom ) , 9.77 (s,1H, HC=N ) , 8.35 (s ,1H , H6-

arom A ) , 8.17-8.20 (tr ,1H , H4-arom C ) , 8.04-8.10 

(tr ,1H , H4-arom B )  , 7.78-7.83 (d ,2H , H2,6-arom 

C ) , 7.62-7.68 (d ,2H , H2,6-arom B ) , 7.39 (s ,1H , 

H2-arom A ) , 7.38 , 6.82-6.85 (d ,2H , H3,5-arom C 

) , 6.66-6.69 (d ,2H , H3,5-arom B ) , 3.42 (s,3H, 

OMe) , 2.66 (s,3H, N-Me) , 2.09 (s,3H, Me-C=C) 
13C-NMR ( 100 MHz, DMSO-d6 ) 158.4( C=O, 

Amide) , 156.9 ( C=N) , 153.5 ( C5-arom A ) , 152.2 

( C4-arom A ) , 149.7 ( C3-arom A ), 148.4 ( C1-

arom C ) , 146.5 ( C1-arom B ), 138.7 (C4-- -Pye ) , 

136.4 ( C3-Pyr) , 132.2 ( C6-arom A ) , 131.6 (C3-- -

Pye ) , 129.1 ( C1-arom A ) , 128.5 ( C3,5-arom C ),  

127.3( C3,5-arom B ) , 126.7 ( C2,6-arom B ), 125.8 

( C2,6-arom C ) , 123.9 ( C4-arom C ) , 122.8 ( C4-

arom B ) , 118.4 (C4-Pye ) , 114.8 ( C2-arom A ), 

55.6 ( OMe ), 20.8 ( Me2-- -Per ) , 20.6 ( Me2-Per ) , 

17.2 ( Me3-- -Per ) , 16.4 ( Me3-Per ). 

 

2.2.3 Synthesis of Cu (II) and Ni (II) complexes 

[16] 

The ion complexes were obtained by adding 

equimolar amounts of Cu (II) and Ni (II) salts (1 

mmole) in 10 ml of ethyl alcohol to an ethanolic 

solution of the (2 mmole) azo-schiff derivative  and 

refluxing for 2 h. The product solid complexes were 

filtered off, washed and recrystallized from ethanol, 

and dried in air. Cu Complex : FT-IR (KBr) (cm-1): 

3400 ( OH ) , 2924 and 2850 ( C-H aliph ) , 1635 ( 

C=O , amide ) , 1674 (C=N, arom) , 1591( C=C, 

arom) , 1433 (N=N) , 536  (Cu-N) ,  474  (Cu-O). Ni 

Complex : FT-IR (KBr) (cm-1): 3400 ( OH ) , 2927 

and 2850 ( C-H aliph ) , 1639 ( C=O , amide ) , 1660 

(C=N, arom) , 1589 ( C=C, arom) , 1427 (N=N) ,  

532 (Ni-N) ,  476  (Ni-O).  

 

2.2.4 Characterization of ligand and its complexes  

The complexes were insoluble in water but soluble 

in DMF, DMSO and EtOH solvents. The ligand was 

Dark brown crystals. Table 1 showed some physical 

properties of the prepared ligand and its complexes. 

 

 

 

   



 NEW DERIVATIVES FROM 4-AMINO ANTI-PYRINE... 
__________________________________________________________________________________________________________________ 

________________________________________________ 

Egypt. J. Chem. 66, No. 1 (2023) 

 

177 

Table 1. Physical properties of the Azo-Schiff 

derivative 

  
Compound Formula Color Yiel

d 
(%) 

M.P (ºC) 

Schiff base 
derivative 

C19H19N3O3 pale 
yello
w 

82 
% 

141-143 

Azo-Schiff 

derivative 
(L) 

C30H29N7O4 Deep 

brow
n 

74 

% 

180-182 

[CuL2Cl2] [Cu(C30H28

N7O4)2Cl2 ] 
Deep 
orang
e 

70 
%  

126-128 

[NiL2Cl2] [Ni(C30H28

N7O4)2 Cl2] 
Pale 
red  

75 
%  

106-107 

M.P: melting point 

 

2.3 Anti-bacterial activity 

Three derivative compounds (Cu, Ni complexes, 

and Azo-Schiff) have been used as antibacterial 

compounds in antibacterial activity tests according to 

the agar well diffusion method [17, 18]. Two 

concentrations: 100 and 200 (mg/ml) were made 

from each derivative compounds [19]. Two aerobic 

pathogenic bacteria were selected: S.aureus and 

P.aeruginosa were provided kindly from the 

department of microbiology faculty of science 

university of Kufa. Four wells were made in Muller-

Hinton agar surface by crock poorer 5mm swabbed 

with two pathogenic bacteria according to 0.5 

MacFarland turbidity. Thirty microliters of each 

dilution were transferred to each well, left at 20oC for 

two hours, and incubated at 37oC for 24h. Three 

replicates were done for each test. The inhibition 

zone around each well was measured in millimeters 

[20].  

  

2.4 Statistical analysis 

Graph Pad prism V.10 windows software has been 

used in statistically analysis. Mean± standers error 

(SE) have been used to compare between diameters 

of inhibitions zones [21, 22].  

 

3.  Results and discussion  

3.1 Chemistry  

4-AAP was key intermediate for prepared azo 

methane compound after treated it with 4-Hydroxy-3-

methoxy benzaldehyde (Vanillin) in acidic medium, 

then the azo compound synthesized after coupled 

with diazonium salt that prepared from another 4-

AAP molecule [23, 24]. The synthesized derivative 

of the azo-Schiff compound was outline in scheme 1. 

      
Scheme 1. Preparation  steps of the azo-Schiff 

compound 

 

The structures of new compounds were identified 

by spectral methods (FT-IR, 1H-NMR, 13C-NMR ), 

The  1H-NMR spectrum of 1 showed two signals at 

lower field 9.62 and 9.48 ppm resonated to 

protons  of hydroxyl and azo methane groups 

respectively, while the protons of aromatic rings 

appeared as singlet, doublet and triplet signals at 

range 7.57-6.86 ppm, whereas the spectrum of azo 

compound 2 showed proton of the hydroxyl group at 

14.28 ppm due to intramolecular hydrogen-

bonded while the imine proton showed singlet at 9.77 

ppm,  furthermore the aromatic protons displayed at 

8.35-6.66 ppm the more lower field than Schiff base 

spectrum this due to the effect of substituent groups 

but the protons of methoxy and methylamine appear 

approximately at the same chemical shift of spectrum 

1 (Fig.1). 

 
Fig.1. 1H-NMR spectrum of Azo-Schiff compound 
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The 13C-NMR spectrum showed a signal at 160.4 

and 158.4 ppm assigned for carbonyl lactam of 

derivative 1,2 respectively, while the resonances of    

( C=N ) group of compounds 1,2  appeared at 155.5 

and 156.9 ppm respectively, moreover, compounds 

1,2  showed signals at region 110-152.2 and  114.9-

153.5 ppm respectively, which were assigned to the 

carbon atoms of aromatic ring and antipyrine, the 

other signals of derivatives 1,2  showed 

approximately the same chemical shift as shown in 

Fig.2. 

 
Fig.2. 13C-NMR spectrum of Azo-Schiff compound 

 

3.2 UV-visible spectrum 

UV-Vis Spectra of alcohol solution for Azo-Schiff 

derivative showed tow bands at (234,340) nm 

attributed to (π –π*) transitions of the aromatic rings, 

Intra charge transfer, and also other band in (480) nm 

resonated to (n-π*) transitions (Fig.3). All of these 

bands appear blue shift in the complexes spectra as a 

results of coordination [25, 26]. The values are 

explained in the Fig. 4, 5 and Table 2. 

 

 
Fig. 3. UV-visible spectrum of Azo-Schiff compound 

 
Fig.4. UV-visible spectrum of Cu-Complex 

 

 
Fig.5. UV-visible spectrum of Ni-Complex 

 

Table 2. Electronic spectra and molar conductance of 

free ligand  

 

Compound λ 
nm 

Assignment Molar 
Conductivity 

(S.mol
-1

.cm
2
) 

Geometry 

Azo-Schiff 
derivative 

(L) 

480 
340 

234 

n→ π* 
π→π* 

_ _ 

[CuL2] 390 
310 
262 

Ligand 
field 
Charge 
transfer 
π→π* 

20.4 Octahedral 

[NiL2] 430 

292 
242 

Ligand 

field 
Charge 
transfer 
π→π* 

19.2 Octahedral 

 

3.3 Molar Conductivity  

Conductivity measurements of the complexes in 

solvent (DMSO) as shown in Table 2, the values 

indicate that the complexes are non- ionic character, 

where the values suggest that no anions present 

outside the coordination spheres [27]. 
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Suggested chemical structure of the complexes: 

According to spectrophotometric results and molar 

conductivity suggested that the complexes have 

octahedral geometry as Fig.6.  

 

       
Fig.6. Chemical structure of complexes 

 

3.4 Biological activity 

The results proved (Table 3) that the derivative 

compound Azo-Schiff with a 200 mg/ml 

concentration has good antibacterial activity with a 

diameter of inhibition zone of 16.11 ± 0.1035 mm 

and 13.21 ± 0.4044 against S. aureus and P. 

aeruginosa, respectively (Fig. 7). The results of the 

current study are in agreement with many previous 

studies that concluded azo compounds have an 

excellent inhibitory effect against pathogenic 

bacteria and fungi [28, 29, 30]. 

  
Fig.7. Antibacterial activity of three derivative 

compounds against S. aureus on to Muller-Hinton 
agar surface after incubated at 37 oC for 24h. 1: the 

Ni complex, 2: the Azo-Schiff compound, and 3: the 

Cu complex.  

Table 3. Antibacterial activity of three derivative 

compounds against pathogenic bacteria 

 

Derivati

ve 
compou

nds 

Aerobic pathogenic bacteria 

S. aureus (Gram-

positive) 

P. aeruginosa 

(Gram-negative) 

Con. 

mg/m
l 

M±SE(m

m) R=4 

Con. 

mg/m
l 

M±SE(mm

) R=4 

Cu    

complex 

100 8.5500 ± 

0.25736 

100 8.3487 ± 

0.27837 

200 9.3433 ± 

0.12441 

200 8.7000 ± 

0.27025 

Ni 

complex 

100 9.4833 ± 

0.20185 

100 9.3833 ± 

0.22981 

200 9.7200 ± 

0.24987 

200 9.6333 ± 

0.23709 

Azo-

Schiff 

100 11.377 ± 

0.18114 

100 10.693 ± 

0.10349 

200 16.11 ± 

0.1035 

200 13.21 ± 

0.4044 

AMC 30 μg 16.13 ± 

0.2152 

AMC  12.92 ± 

0.3312 
Con.: Concentration, M±SE: Mean± standard error, R: 
Numbers of replicates, AMC: Amoxiclav(standard) 
 
 

4. Conclusions: 

 Schiff base, Azo-Schiff base, nickel (II), and 

copper (II) complexes have been prepared 

successfully from 4-amino antipyrine and vanillin 

and diagnosed by UV-visible, FT-IR, 1H-NMR, and 
13C-NMR. The Azo-Schiff base compound has an 

excellent inhibitory effect against S. aureus and P. 

aeruginosa. Therefore, these compounds may be 

considered a raw material for manufacturing 
treatments against these bacterial infections. 
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