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ABSTRACT
Aim: A new simple, accurate, precise, Reverse Phase High-performance Liquid Chromatography 
method was developed and validated for the estimation of newly synthesized (4Z) 3 methyl 1 
(4 nitrobenzoyl) 1H pyrazole 4,5 dione 4[(4fluorophenyl)hydrazone] derivative of pyrazolone. 
Materials and Methods: The chromatogram was run through Luna 5µ C18(2). 250 × 4.80 
mm. 272817-7 HPLC column; mobile phase consisting of acetonitrile and water in the ratio 
90:10 was pumped through the column at a flow rate of 0.8mL/min. Results: The optimized 
wavelength was 237 nm. The retention time of (4Z) 3 methyl 1 (4 nitrobenzoyl) 1H pyrazole 4,5 
dione 4[(4fluorophenyl)hydrazone] was found to be 7.3 min. The percentage relative standard 
deviation was obtained as 0.3%. Conclusion: This method was accurate, precise, and sensitive; 
therefore, could be used for the quality control and bioanalytical evaluation of (4Z) 3 methyl 1 
(4 nitrobenzoyl) 1H pyrazole 4,5 dione 4[(4fluorophenyl)hydrazone] in drug testing laboratory.

Keywords: Column Chromatography, HPLC, Pyrazolone derivative.

INTRODUCTION

Pyrazole-3-one commonly known as pyrazolone it is a derivative 
of pyrazole with an extra ketone ring.1,2 Pyrazolone derivatives 
are known for their broad spectrum of activities including 
antipyretic, antifungal, antimicrobial, anticancer, analgesic, 
anti-inflammatory, antioxidant, SARS-coronavirus 3C-like 
protease inhibitors and are also used in amyotropic lateral sclerosis 
(Lou Gehrig’s disease) and ischemic-reperfusion.3-8 Several 
pyrazolone-containing drugs are approved by the food and drug 
administration (FDA) and are being marketed as therapeutics 

such as antipyrine (phenazone)[2,3-dimethyl-1-phenyl-3-p
yrazolin-5-one] formerly used in the 19th century, dipyrone 
(metamizole), aminophenazone, morazone, propyphenazone 
for analgesic, antipyretic and anti-inflammatory effect. Further 
butazolidine is used as a potent anti-inflammatory medication to 
treat rheumatic diseases, Edavarone has been used as prevention 
and therapy for arterial wall injury, further it is also prescribed 
in ischaemic reperfusion injury based on its hydroxyl radical 
scavenging mechanism. This provides ample opportunity for 
continuous research and analysis of new analogs. Therefore, we 
have attempted to develop a novel pyrazolone moiety for the 
neuromodulatory effect of Parkinson’s disease.

For qualitative analysis of newly synthesized derivatives a suitable 
analytical method that is easy, rapid, sensitive, accurate, precise, 
and economic is necessary to develop and validate by International 
Council on Harmonisation (ICH) Q2 (R1) guideline.9 Few authors 
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have quantified glucose by 1-phenyl-3-methyl-5-pyrazol with 
HPLC DAD.10 The other reported method for the derivatization 
of carbohydrates using 1-phenyl-3-methyl-5-pyrazolone and 
separation using HPLC is optimized. Some of the pyrazolones are 
also used as labeling for the detection of carbohydrates by using 
DAD-HPLC.11 Edaravone (3-methyl-1-phenyl-2-pyrazolin-5
-one) a derivative of pyrazolone has been estimated in pure 
and in pharmaceutical dosage form by liquid chromatography 
(LC) method.12 Though there are several methods reported for 
substituted pyrazolone and formulations, it is extremely difficult 
for a newly synthesized molecule to develop a suitable qualitative 
and quantitative estimation method. We synthesized and 
characterized (4Z) 3-methyl 1-(4-nitrobenzoyl) 1H pyrazole-4,5 
dione 4[(4fluorophenyl)hydrazone] and have developed and 
validated a new RP-HPLC method for its estimation. The newly 
developed method was found to be accurate, linear, precise, 
reproducible, sensitive, and stable from 0.5-50ppm.

MATERIALS AND METHODS

Chemicals, and Instrumentation

Chemicals and reagents were procured from RANKEM, 
Hi-media, India. HPLC-grade water and Acetonitrile were used 
in a ratio of 1:9 for the mobile phase. 0.22 µm nylon syringe 
filters. AR grade NaOH, HCl, and H2O2 were used for the forced 
degradation study. High-performance liquid chromatography (LC 
20 AD Prominence) photo-diode-array detector with quadruplet 
solvent system, instinctive column thermostat, and sample 
injecting port (Make-Shimadzu, Japan) was used for performing 
method development and validation analysis. Brukers alpha ATR 
FT-IR was used to analyze infrared spectra (NGSM Institute of 
Pharmaceutical Sciences, Advance research center). 1H NMR 
was analysed by JEOL spectrometer and DMSO D6 as a solvent. 
Shimadzu LCMS in binary gradient used to analyze mass spectra 
(DST-PURSE lab, Mangalore University).

Synthesis of (4Z) 3 methyl 1 (4-nitrobenzoyl) 1H 
pyrazole 4,5 dione 4 [(4 fluorophenyl)hydrazone]

The modified method of (B. C. Revana Sidhappa 2018) was 
used for synthesis. It is illustrated in the scheme (Figure 1). The 
compound was synthesized in two steps.

Step I: Synthesis of ethyl 2 arylhydrazono 3 
oxobutyrate

0.01 mole of 4 fluroaniline was dissolved in a mixture of 8 mL HCl, 
6mL of water, and cool in an ice bath at 0-5°C. Then 0.03mole 
of sodium nitrate cold solution was added. The formed solution 
of diazonium salt was filtered into 0.01mole of cold ethyl acetate 
solution and 0.12mole of sodium acetate in 50mL ethanol.13

Step II: Synthesis of substituted Pyrazolone

The reaction mixture containing 0.01 N of Ethyl 2 arylhydrazono 
3 oxybutyrate with 0.01 N 4-nitrophenoxyacetic acid hydrazide 
was dissolved in 20mL, and the reaction mixture was refluxed for 
around 30 hr. The resulting mixture was poured into an ice-water 
solution. The mixture was agitated, the resultant precipitate was 
collected through filtration, was rinsed with water, recrystallized 
from ethanol, and then eluted by affinity chromatography using 
n-hexane and ethyl acetate (9:1) as the eluent.14

Selection of wavelength

The wavelength of compound (4Z) 3 methyl 1 (4 nitrobenzoyl) 
1H pyrazole 4,5 dione 4[(4fluorophenyl)hydrazone] was selected 
using a UV-visible spectrophotometer. The UV Visible spectra so 
obtained are depicted in Figure 2.15

Preparation of sample solution 

An accurately weighed (4Z) 3 methyl 1 (4 nitrobenzoyl) 1H 
pyrazole 4,5 dione 4[(4fluorophenyl)hydrazone] (Figure 3) 
(10mg) taken in a 10mL graduated flask containing acetonitrile 

Figure 1: Scheme of Synthesis for (4Z) 3 methyl 1 (4 nitrobenzoyl) 1H pyrazole 
4,5 dione 4[(4fluorophenyl)hydrazone].
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and dissolved using 20K/Hz high-frequency sound waves for 15 
min. 1mL of the standard solution was transferred to a graduated 
flask and made up the volume using acetonitrile, which was 
further diluted to obtain a final concentration of 0.5-50 ppm. The 
prepared solutions are filtered through 0.22 µm syringe filters.

Chromatographic condition

The variable (mobile) phase was filtered through a 0.45 µm 
vacuum filter unit. The chromatographic separation of the 
prepared stock solution of (4Z) 3 methyl 1 (4 nitrobenzoyl) 1H 
pyrazole 4,5 dione 4[(4fluorophenyl)hydrazone] was performed 
on Luna 5µm C18(2). 250 × 4.80 mm. 272817-7 HPLC column. 
The flow rate and column temperature were maintained at 0.8 mL 
and 40oC respectively. The solvent system consisting acetonitrile 
and water in a ratio of 9:1. At the beginning of the experiment 
purging of the HPLC system was performed. Further, the system 
is equilibrated with the solvent system to get a smooth baseline. 
Data acquisition and processing were accomplished using lab 
solution software.16

Method validation

Validation of the technique was performed according to ICH 
procedures in terms of Accuracy, and detection limit (LOD). 
Quantification limit (LOQ), Linearity, Precision, Robustness, and 
Stability indicating capability.17

System suitability

The investigation was executed by injecting five replications of 
the sample. The relative Standard Deviation (SD) for Peak Area 
(PA), retention Time (RT), Tailing Factor (TF), and Theoretical 
Plate (TP) were evaluated. The sample solution was injected into 
the HPLC system and an Area Under the Curve (AUC) for each 
analytical peak was recorded. The amount was calculated in % 
assay.18

Linearity and range

To estimate the linearity of the technique, diverse standard 
solutions were attenuated by standard stock solution with a 
specific solvent with successive nine concentrations, and each 

concentration of test samples was injected in triplicates and 
analysed.  Linear regression analysis was used to evaluate the 
linearity of the concentration.19

Specificity 

There are two main parameters in specificity. They are selectivity 
and Forced degradation. 

Selectivity

Selectivity is an important feature of liquid chromatography, it 
provides the ability of the analytical technique to differentiate 
between the analytical sample and adjuvants or impurities of the 
test mixture. Selectivity was analyzed by administering a 10µL 
solution of the test sample, blank and dummy independently.

Forced degradation

Forced degradation is mainly carried out for Stress testing. 
Forced degradation was performed by using different parameters 
like thermal degradation, humidity, acidic, basic, and oxidative 
degradation. Thermal degradation was performed by keeping 
samples at 60°C for upto 24hr. The moisture degradation of the 
samples was kept at 35±5°C for 7 days. For acid degradation, the 
samples were reacted with 0.1N HCl for 5 hr and neutralized 
with 0.1N NaOH whereas for basic degradation the samples were 
treated with 0.1N NaOH and neutralized with 0.1N HCl. For 
oxidative degradation H2O2 is commonly used. The samples were 
treated with 3% H2O2 and maintained at room temperature for 24 
hr. The test samples of the forced degradation study were run in 
HPLC as per the method given.20 

Sensitivity

It is performed by detection limit (LOD) and Quantification limit 
(LOQ). LOD is the least concentration of a test sample detected. 
LOQ is the least concentration of the test sample determined by 
satisfactory accuracy and precision. LOD; LOQ of the sample 
were evaluated by analyzing different solutions in a range of 
0.5-50ppm concentrations. LOD is measured by signal-to-noise 
fraction of about 3/4:1/4 while LOQ was measured by 10:1 
respectively.21

Figure 2: UV-visible spectra and pure synthesized HPLC spectra.
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Precision

Precision is of two types, system precision, and method precision. 
The area of peaks was considered to calculate SD, % RSD, and 
% assay. Technique precision was established by sextuplicate 
of sample solution on the same day at 100% concentration 
level. Technique precision (intraday/repeatability) was performed 
by preparing 6 working samples of a single batch. Intermediate 
precision (interday) It is performed in 6 working samples for 3 
different days and by different operators.22

Accuracy 

It is typically performed by calculating a known quantity of 
standard material with variable conditions. For percentage 
recovery, samples are prepared in triplicates at a range of 50-150% 
of the target concentration. The analyzed percent recovery must 
be in the range of 98–102% and % RSD should be less than 2.0% 
as per ICH guidelines.23

Filter interference

This is done to estimate the appropriateness of the filter for aliquot 
preparation. Executed on 0.45µ nylon filter against centrifuged 
sample at 5000 rpm.24

Stability of analytical solution

The stability of the sample is executed by keeping the samples for 
0, 24, and 48 hr at room temperature 37oC ± 2oC and evaluated for 
the changes (Table 1).25

Robustness

It measures the volume of an analytical method to persist 
unaffected by minor thoughtful deviations in process parameters. 
variable phase ratios, temperature, and flow rate; these are 
performed one factor at a time.26

RESULTS

Synthesis and optimization of (4Z) 3 methyl 1 (4 nitrobenzoyl) 
1H pyrazole 4,5 dione 4[(4fluorophenyl)hydrazone].

Yellow crystal (ethanol), IR (ATR, cm-1): 1048.73(C-N str), 
1570.85 (N-O str), 1666.03 (Ar C=O str), 2979.81 (Ar C-H str), 
3191.64 (N-H str). 1H NMR (DMSO-d6, 0.6 Hz): δ 2.3 (3H, s), 
7.28 (4H, m),7.15(2H, m), 7.8(2H, m), 11.15(1H, d) MS (ESI) m/z: 
376.15 [M]+1; Calculated exact mass: 369.09 Figure 2. UV-visible 
spectrum method was optimized at 237 nm 354nm.

System suitability

The test was accomplished by injecting a quintet of the sample. 
The relative SD for the area of peak and Retention Time (RT) 

Figure 3:  A) Chemical structure of (4Z) 3 methyl 1 (4 nitrobenzoyl) 1H pyrazole 4,5 dione 4[(4fluorophenyl)hydrazone], B) IR, C) NMR and D) MASS SPECTRA.
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was recorded as less than 1.0%, tailing factor was less than 1.2. 
Theoretical plates for test samples were 1992.2. The system 
suitability report is depicted in Table 1. The sample solution was 
injected into the chromatography system and an AUC for each 
peak was documented. The quantity was calculated as % assay.

Linearity

The linear standard curve for calibration was assessed using 
linear regression (R2) analysis. For the test sample, R2 was Y = 
579609x + 8687.8. The observed co-relation coefficient (r) was 
found to be 1.0000 for equality. The linearity of the technique was 
detected over the concentration series of 2.00-20.00 μg/mL with 
an R-value of 1.000 under the experimental environments. The 
linearity reading is depicted in Figure 4.

Specificity (Selectivity, forced degradation)

During the specificity analysis, the diluent did not interfere 
with test sample RT. Figure 3 depicts the diluent and sample 
chromatogram. The stress environments and absolute % 
degradation was determined against the control sample (Table 
2). The thermal and humidity degradation has shown 57.00 to 
51.30% of degradation whereas oxidative degradation has shown 
42.72%. Hydrolysis with acid and alkali degraded the sample by 
26.35% and 21.46% respectively. Table 2 depicts the outcomes 
found during the study.

Sensitivity (LOD and LOQ determination)

A calibration line from 2.0-20 µg/mL was plotted. The statistically 
obtained LOD and LOQ of PPA-6 were found to be 0.119059 µg/
mL and 0.396864 µg/mL. The method was capable to calculate 2 
µg/mL concentrations with adequate accurateness and precision. 
Based on the quantification of recovery at LOQ, the % average 
recovery for the test sample was estimated at 100.1% with 1.04% 
precision RSD. The signal-to-noise ratio at LOQ aliquot level for 
the test sample was found to be 74.0 respectively. Hence, the LOQ 
was found to be 5 µg/mL.

Precision

The intraday and interday precision evaluation was executed on 
a sextuplet taken on the same day (intraday precision) and three 
successive days (interday precision). The obtained complete % 
RSD for the test compound was 0.384. The effects are stated in 
Table 3.

Injection Number Area Height Tailing Factor Hetp(Usp)
1 11670576 437045 1691 88.696
2 11667612 447792 1787 83.941
3 11664603 459322 1887 79.492
4 11621897 470251 1986 75.528
5 11655029 481957 2083 72.006
Average 11655943 459273.4 1886.8 79.9326
STDEV 19907.61 17755.14 155.4290835 6.619857763
% RSD 0.170794 3.86592 8.237708475 8.28179962

Table 1:  System suitability study result.

Sl. No. Sample/ Degradant Degradation Condition % Absolute Degradation in Assay (Mean ± 
SD)

1 Control sample Not applicable 100
2 Thermal degradation 60° for 24 hr 57.00903 ± 9.06
3 Humidity degradation 7 Days at room temperature 51.30158 ± 0.28
4 Acid hydrolysis 0.1N HCl 26.35548 ± 0.07
5 Alkali hydrolysis 0.1N NaOH 21.46151 ± 0.12
6 Oxidative degradation 3% H2O2 42.72969 ± 0.62

Table 2:  Forced degradation study.

Sample % Assay

Intra-Day Inter-Day
1 100 100
2 100.2521 100.0363
3 100.3819 99.97117
4 100.2359 99.48226
5 99.91694 99.17157
6 99.31637 99.95631
Average 100.0172 99.76961
STDEV 0.384056 0.357746
%RSD 0.38399 27888.41

Table 3:  Interday and intraday precision study.
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Accuracy (recovery)

The recovery of the sample solution was found to be within the 
given limits and the % RSD was found to be in the range of 1.7% 
to 0.6% which is depicted in Table 4.

Filter interference and Stability of analytical solution

There was no change observed in the data of filter interference as 
well as no noteworthy variation in the assay report for 2 days for 
the aliquote. The results are described in Table 5.

Robustness

Peak area percentage RSD, Tailing Factor (TF), Theoretical 
Plates (TP), and Retention Time (RT) were examined during the 
experiment and noted in the acceptance range i.e., 2%.

DISCUSSION

The present research has been described with the purpose to 
synthesize (4Z) 3 Methyl 1 (4 Nitrobenzoyl) 1H Pyrazole 4,5 
Dione 4[(4fluorophenyl)Hydrazone] and develop a new validated 
method for its estimation by RP-HPLC technique (method) 

utilizing photodiode array sensor. Literature discloses that 
there are no analytical approaches reported for the assessment 
of (4Z) 3 Methyl 1 (4 Nitrobenzoyl) 1H Pyrazole 4,5 Dione 
4[(4fluorophenyl)Hydrazone]by RP-HPLC method. Due to the 
utmost importance of analytical methods in the quality control of 
drugs, the development of an analytical/investigative method for 
the determination of novel ligands by RP-HPLC has established 
substantial attention in the current era.

The IR spectra of the compound depicted the absorption bands 
at 1048.73(C-N str), 1570.85 (N-O str), 3191.64 for (N-H 
stretching), 2979.81 for aromatic (CH), 1666.03 for aromatic 
(C=O stretching), 1570.85 for (N-O) and 1048.73 for (C-N), 
respectively. In the proton NMR of the compound, revealed 
triplicate single methyl at δ 2.3 regions. The aromatic protons 
of flurobenzene were observed as multiplets in the region δ 
7.28-7.46. The presence of other protons in the pyrazolone moiety 
was observed as multiplets of nitrobenzene showed in the region 
of δ 7.15-7.8 and 11.53 of hydrazide doublet. The mass spectrum 
of the compound showed a molecular ion peak at M/z = 376.15 
(M+).

The developed method was validated for accuracy, precision, 
reproducibility, specificity, and robustness in agreement with 
ICH guiding principle. The UV is method optimized in the 237 
and 354 nm wavelength but the prominent peak in the HPLC is 
at 237nm and hence this wavelength is designated.

A satisfactory symmetric peak was attained using the C18 Luna 
column (250 × 4.80 mm, 5µm) since is a polar drug.

The most optimum ratio for the mobile phase containing 
acetonitrile and water was found to be 10:90.

An RT of 7.35 min. was detected where the column oven 
temperature was set at 40oC and the sample temperature was 8°C. 
The run time of the method was fixed at 10 min.

Figure 4: Linearity.

Levels % RSD
50 1.71695 ± 0.02
100 0.924544 ± 0.08
150 0.604701 ± 0.01

Table 4: Relative standard deviation at different levels of accuracy.

Time point % Assay of Drug Cumulative

Average STDEV %RSD
Day 0 100 NA NA NA
Day 1 99.33689323 99.66844661 0.234443647 0.235224
Day 2 98.58389279 99.30692867 0.511263575 0.514832

Table 5:  Solution stability study.
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After the optimization of the method parameters, forced 
degradation studies were performed to determine the stability 
of the method. Degradation via acid, base, hydrogen peroxide, 
water, humidity, and the heat was performed. Degradation of test 
molecules for validation of chromatographic assays is performed 
and the observed values of degradation were within this limit 
suggesting that the developed method was stable. After the 
establishment of the stability of the method, validation parameters 
such as accuracy, linearity, precision, system suitability, and 
robustness were evaluated. With the flow rate of 0.8mL/min, the 
method was found to be accurate, precise, and linear within a 
range of 0.5ppm-50ppm. Robustness studies were accomplished 
specifying that the developed technique is rugged. Therefore, 
the purpose of synthesizing (4Z) 3 methyl 1 (4 nitrobenzoyl) 1H 
pyrazole 4,5 dione 4[(4fluorophenyl)hydrazone] and developing 
a steady process for its analysis along with its validation was 
accomplished.

CONCLUSION

The current work was designed at developing a simple, rapid, 
economical RP-HPLC assay technique for qualitative analysis of 
the novel synthesized compound. The RP-HPLC with PDA sensor 
assay method was successfully developed on the (Shimadzu) C18 

column in gradient elution mode. The developed method does not 
contain toxic reagents. Due to the newly synthesized molecule, 
the wavelength was selected by the offline UV detector of the new 
molecule. The λmax for PPA6 was selected as 237 nm. The gradient 
selected for separation consisted of 9:1 acetonitrile (eluent 
A) and HPLC-grade water (eluent B). This system provided a 
retention time of 7.3 with good resolution. The purpose of this 
study includes establishing a qualitative method that is capable 
of separating and evaluating (4Z) 3 methyl 1 (4 nitrobenzoyl) 1H 
pyrazole 4,5 dione 4[(4fluorophenyl)hydrazone], efficiently in the 
shortest feasible run time with reasonable accuracy and reliability.

ACKNOWLEDGEMENT

The authors are thankful to NITTE (Deemed to be University) 
and NGSM Institute of Pharmaceutical Sciences for providing lab 
facilities and the Authors are grateful to Mangalore University for 
conducting analytical studies.

ABBREVIATIONS

AUC: Area under the curve; FDA: Food and Drug Administration; 
HCl: Hydrochloric acid; HPLC-DAD: High-pressure liquid 
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quantity; NaOH: Sodium hydroxide; PA: Peak area; R2: Linear 
regression; RSD: Relative standard deviation; RT: Retention time; 
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UV: Ultraviolet.

REFERENCES
1. Datar PA, Jadhav SR. Design and synthesis of pyrazole-3-one derivatives as 

hypoglycaemic agents. Int J Med Chem. 2015;2015:670181. doi: 10.1155/2015/670 
181, PMID 25734015.

2. Ríos MC, Portilla J. Recent advances in synthesis and properties of pyrazoles. 
Chemistry. 2022;4(3):940-68. doi: 10.3390/chemistry4030065.

3. Uramaru N, Shigematsu H, Toda A, Eyanagi R, Kitamura S, Ohta S. Design, synthesis, 
and pharmacological activity of nonallergenic pyrazolone-type antipyretic 
analgesics. J Med Chem. 2010;53(24):8727-33. doi: 10.1021/jm101208x, PMID 
21121633.

4. Yu B, Zhou S, Cao L, Hao Z, Yang D, Guo X, et al. Design, synthesis, and evaluation 
of the antifungal activity of novel pyrazole-thiazole carboxamides as succinate 
dehydrogenase inhibitors. J Agric Food Chem. 2020;68(27):7093-102. doi: 10.1021/ 
acs.jafc.0c00062, PMID 32530619.

5. Surendra KR, Arif IA, Ahamed A, Idhayadhulla A. Anti-inflammatory and antimicrobial 
activities of novel pyrazole analogues. Saudi J Biol Sci. 2016;23(5):614-20. doi: 10.101 
6/j.sjbs.2015.07.005, PMID 27579011.

6. Kshatriya R, Shelke P, Mali S, Yashwantrao G, Pratap A, Saha S. Synthesis and 
evaluation of anticancer activity of pyrazolone appended triarylmethanes (TRAMs). 
Chemistry Select. 2021;6(24):6230-9. doi: 10.1002/slct.202101083.

7. Adhikari S, Singh M, Sharma P, Arora S. Pyrazolones as a potential anticancer scaffold: 
Recent trends and future perspectives. J Appl Pharm Sci. 2021;11(Suppl 1):26-37.

8. Mariappan G, Saha BP, Sutharson L, Singh A, Garg S, Pandey L, et al. Analgesic, 
anti-inflammatory, antipyretic and toxicological evaluation of some newer 3-methyl 
pyrazolone derivatives. Saudi Pharm J. 2011;19(2):115-22. doi: 10.1016/j.jsps.2011.0 
1.003, PMID 23960749.

9. Shah P, Pandya T, Gohel M, Thakkar V. Development and Validation of HPLC method 
for simultaneous estimation of rifampicin and ofloxacin using experimental design. J 
Taibah Univ Sci. 2019;13(1):146-54. doi: 10.1080/16583655.2018.1548748.

10. Gonzalez NM, Fitch A, Al-Bazi J. Development of a RP-HPLC method for determination 
of glucose in Shewanella oneidensis cultures utilizing 1-phenyl-3-methyl-5-pyrazolone 
derivatization. PLOS ONE. 2020;15(3):e0229990. doi: 10.1371/journal.pone.0229990, 
PMID 32163461.

11. Zhao X, Suo Y, Wang L, You J, Ding C. Analysis of carbohydrates in a Tibetan medicine 
using new labeling reagent, 1-(2-naphthyl)-3-methyl-5-pyrazolone, by HPLC 
with DAD detection and ESI-MS identification. J Liq Chromatogr Relat Technol. 
2008;31(16):2375-400. doi: 10.1080/10826070802319388.

12. Vinodrai DJ, CU K, Anjali T. LC method for the estimation of edaravone in bulk and its 
pharmaceutical dosage. Form. 2018;2(3):9-13.

13. Farhady S, Kobarfard F, Saghaei L, Rostami M. Synthesis and antiplatelet activity 
evaluation of a group of novel ethyl acetoacetate phenylhydrazone derivatives. 
Iran J Pharm Res. 2021;20(2):307-15. doi: 10.22037/ijpr.2020.114123.14674, PMID 
34567164.

14. Revanasiddappa BC, Jisha MS, Kumar MV, Kumar H. Synthesis, antibacterial and 
antifungal evlaution of novel pyrazoline derivatives. Dhaka Univ J Pharm Sci. 
2018;17(2):221-6. doi: 10.3329/dujps.v17i2.39179.

15. Akhtar F, Somia Gul, Ashfaq S, Rehman I, Mirza AZ. UV-spectroscopic method for 
optimization and determination of glibenclamide in bulk, pharmaceutical dosage 
form and its application for in vitro interaction studies. J Anal Test. 2020;4(4):281-90. 
doi: 10.1007/s41664-020-00146-9.

16. Guzzeta A. Reverse phase HPLC basics for LC/MS. 2001:1-9. IonSource. Available from: 
https://ionsource.com/tutorial/chromatography/rphplc.htm [cited 31/1/2023].

17. Harmonisation IC for. ICH topic Q2 (R1) validation of analytical procedures: Text and 
methodology, International Conference on Harmonization 1994. 2005:17.

18. Kiran TNR, Parvathi P, Kumar JNS. Development and validation of RP-HPLC method 
for the simultaneous estimation of linagliptin, empagliflozin and metformin in solid 
dosage forms. Asian Jour Pharmac Anal. 2020;10(3):117. doi: 10.5958/2231-5675.20 
20.00021.6.

19. Al-Hakkani MF. A rapid, developed and validated RP-HPLC method for determination 
of azithromycin. SN Appl Sci. 2019;1(3):1-8. doi: 10.1007/s42452-019-0237-6.

20. Zaman B, Hassan W, Khan A, Mushtaq A, Ali N, Bilal M, et al. Forced degradation 
studies and development and validation of HPLC-UV method for the analysis of 
velpatasvir copovidone solid dispersion. Antibiotics. 2022;11(7). doi: 10.3390/antib 
iotics11070897, PMID 35884151.

21. Pereira FJ, Rodríguez-Cordero A, López R, Robles LC, Aller AJ. Development and 
validation of an RP-HPLC-PDA method for determination of paracetamol, caffeine 
and tramadol hydrochloride in pharmaceutical formulations. Pharmaceuticals. 
2021;14(5). doi: 10.3390/ph14050466, PMID 34063393.

22. Mishra S, Narenderan ST, Babu B, Mukherjee K, Meyyanathan SN. Validated analytical 
method for the estimation of gemcitabine from its pharmaceutical formulation by 



Ashtekar, et al.:  RP-HPLC Method Development of Synthesized Derivative

International Journal of Pharmaceutical Investigation, Vol 13, Issue 2, Apr-Jun, 2023320

RP-HPLC. Res J Pharm Technol. 2019;12(11):5407-12. doi: 10.5958/0974-360X.2019. 
00938.7.

23. Fahelelbom KMS, Al-Tabakha MMM, Eissa NAM, Obaid DEE, Sayed S. Development 
and validation of an RP-HPLC analytical method for determination of lisinopril in full 
and split tablets. Res J Pharm Technol. 2020;13(6):2647-52. doi: 10.5958/0974-360X. 
2020.00470.9.

24. Gummadi S, Seru G, Chittajallu G. Development and validation of a stability 
indicating RP-HPLC method for estimation of etizolam in tablet dosage form. Res J 
Pharm Technol. 2019;12(4):1637-42. doi: 10.5958/0974-360X.2019.00273.7.

25. Nepal U, Panthi VK, Chaudhary NP, Chaudhary S. A validated RP-HPLC method for 
simultaneous determination of cefixime and clavulanic acid powder in pediatric oral 
suspension. Int J Anal Chem. 2022;2022:8331762. doi: 10.1155/2022/8331762, PMID 
35814262.

26. Neofotistos ADG, Gkountanas K, Boutsikaris H, Dotsikas Y. A validated RP-HPLC 
method for the determination of butamirate citrate and benzoic acid in syrup, based 
on an experimental design assessment of robustness. Separations. 2021;8(10). doi: 1 
0.3390/separations8100163.

Cite this article: Ashtekar H, Aggarwal N, Raviraj C, Rajesh GD, Varghese N. Synthesis, Characterization, RP-HPLC Method Development and Validation for 
Qualitative Estimation of (4Z) 3 Methyl 1 (4 Nitrobenzoyl) 1H Pyrazole 4,5 Dione 4[(4fluorophenyl)Hydrazone]. Int. J. Pharm. Investigation. 2023;13(2):313-20.


