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Abstract

A Reversed Phase High Performance Liquid Chromatographic (RP-HPLC) method using symmetry C18, 5.0 mm
column was developed for the determination of Efonidipine Hydrochloride Ethanolate (EFD). The mobile phase
acetonitrile and water ratio was selected 85: 15 via flow rate were 0.8 mL/min and elution was monitored at 254 nm.
Response was a linear function of concentration over the range 20-140 pg/ml (R2=0.9994) and the limits of
detection was 681.83 ng/ml. The limit of quantification was 2.06 pyg/ml. The coefficient of variation for intra-assay
and inter-assay precision was less than or equal to 1.5% and the accuracy was 104.0-105.0% and method was
validated accordance with International Conference on Harmonization (ICH) guidelines to check content uniformity.
In this lieu, a simple and rapid with good accuracy precision validated method is developed which is applicable in

quality-estimation, in-future.

L
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Introduction

Efonidipine  hydrochloride  ethanolate ~ (NZ-105),
[Benzyl(phenyl)amino]ethyl-1,4-dihydro-2,6-dimethyl-5-(5,5-
dimethy-2-oxo-1,3,2-dioxaphosphorinan-2-yl)-4-(3-nitorophen-yl)-3-
pyridine carboxylate hydrochloride ethanol, is a dihydropyridine
calcium antagonist with a phosphonate backbone and that was
discovered at Nissan Chemical Industries, Ltd. [1,2]. This active drug
ingredient was initially studied for development as a hydrochloride salt
without ethanol, obtained through the addition of hydrochloric acid to
efonidipine acetone solution. It showed an excellent antihypertensive
effect in patients with various kinds of hypertension (essential, severe,
renal). Efonidipine has slow onset and long duration of action [3,4].

(£)-2-

It is well known that many 1,4-dihydropyridine derivatives are
subject to the first-pass effect, and that the primary metabolism step of
most derivatives involves oxidation of the dihydropyridine ring to the
corresponding pyridine analogue [5,6]. However, it has been suggested
that efonidipine is less likely to be subject to the first-pass effect than
other dihydropyridine derivatives and that its dihydropyridine ring is
oxidized mainly after metabolism of the side chain [7]. Additionally,
efonidipine has distinct properties when compared with other calcium
channel blockers. The studies indicated that efonidipine therapy
simultaneously improves blood pressure, endothelial function, and
metabolic parameters without substantially altering insulin sensitivity
in non-diabetic patients with hypertension [8,9]. During literature
survey, till date there is no analytical liquid chromatography method
are available for determination of Efonidipine individually. Therefore,
the objectives of this study were to develop a simple, rapid, and
validated method for estimation of efonidipine and to validate the
method in accordance with International Conference on
Harmonization (ICH) guidelines.

Experimental

Chemicals and reagents

Efonidipine Hydrochloride Ethanolate (EFD, 99.0% pure) was a gift
sample from Ajanta Pharma Ltd. (Mumbai, India). HPLC-grade
Acetonitrile was purchased from Merck, India. High-purity water was
prepared using Millipore purification system. Other chemicals and
reagents were of AR grade.

Instrumentation

LC was performed with an Agilent Technologies equipment 1260
infinity comprised of a G1311B/C quaternary pump VL, a G1329B
auto sampler, a G1314F VL variable wavelength programmable UV-
visible detector, a column oven, and a G4208A VL system controller
with EZ Chrom Elite software. Analysis was carried out at 254 nm.
Samples (10 puL) were injected by means of a Rheodyne injector fitted
with a 10 pL loop. Compound was separated on a 250 x 4.6 mm C18
column, 5 um particle size at ambient temperature. The mobile phase
consisted of acetonitrile and water (85:15, v/v) that was set at a flow
rate of 0.8 ml/min.

Method validation

System suitability: The system suitability was assessed by six
replicate analyses of the drug at a concentration of 100 pg/ml. The
acceptance criterion was + 2% for the per cent coeflicient of variation
(% CV) for the peak area and retention times of the drug.

LOD and LOQ: In the present study, the LOD and LOQ were based
on the third approach and were calculated according to the 3.3 o/s and
10 o/s criterions, respectively; where o is the standard deviation of the
peak area ratios and s is the slope of the corresponding calibration
curve [10].
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Linearity: A stock solution of EFD (1000 pg/ml) was prepared by
dissolving 50 mg drug in 50 mL acetonitrile. Solutions of different
concentration (20-140 pg/mL) for construction of calibration plots
were prepared from this stock solution. The calibration curves were
constructed with seven concentrations ranging 20-140 ug/ml. The
prepared dilutions were inserted in series, area was calculated for each
dilution and concentration was plotted against peak area. The
equations of linear regression were performed using least-squares
method.

Accuracy: The accuracy of an analytical method is defined as the
similarity of the results obtained to the true value and precision is
defined as the degree of that similarity [11]. Accuracy was determined
by the standard addition method. Previously analysed samples of EFD
(100 pg/mL) were spiked with 50, 100, and 150% extra EFD standard
and the mixtures were analysed by the projected method. The
experiment was performed in triplicate.

Precision: Precision was calculated at the repeatability and
intermediate precision levels. Repeatability was calculated by the
determination of system precision for nine replicate injections of the
mixed standard solutions in groups of three, at three different levels
[12].

Degradation studies: All degradation experiments in solution were
performed at a drug concentration of 100 pg/ml. For acid, basic and
oxidation degradation, 5 mg of EFD was heated with 5 ml of 1 N HCl,
1 N NaOH and 10% H,0, at 80°C for 1 h, and then neutralized by

adjusting the pH to 7.0. For thermal decomposition experiments, the
drug was kept at 80C for 24 h in vacuum oven [13].

Robustness: The robustness of the method was determined to assess
the effect of slight but deliberate variation of the chromatographic
conditions on the determination of EFD [14]. In this study the
chromatographic conditions selected were flow rate (0.6, 0.8, and 1.0
mL min!), mobile phase ratio (80:20; 85:15; and 90:10), and the
wavelength for the detection of DDEA (249,254, and 259 nm).

Results and Discussion

EFD is hydrophobic and is almost insoluble in aqueous solutions,
whereas it is soluble in organic solvents like acetonitrile and methanol.
During the development phase, the use of acetonitrile and water as the
mobile phase resulted in asymmetric peak with a greater tailing factor
(>2). The tailing factor was within the acceptable limit (1.2) resulting
in good peak symmetry and response. A flow rate of 0.6 ml/min
resulted in drug retention time beyond 08 min that was more time
consuming. Also, the low flow rate and less run time consumes
comparatively less mobile phase solvents that phase was optimized at
0.8 ml/min with the retention time of the drug around 6.3 min and
that of the will prove cost-effective during routine analysis of drug
samples. The peak shape and symmetry (Figure 1) were found to be
good when a mobile phase composition of 85:15, v/v (acetonitrile:
water) was used of the drug.
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Figure 1: Sharp and symmetry peak of EED.
Method Validation
. 13 EFD (100 | Retention Theoretical
SyStem Sultablllty ug/ml) time (min) Peak area Asymmetry plates (USP)
The%CV of peak area and retention time for drug was within 2% Mean
indicating the suitability of the system (Table 1). The efficiency of the | (1=¢) 6.39 5236573 116 119325
column was expressed by number of theoretical plates and Asymmetry
for the six replicate injections. S.D. 0.01 10613.94 0.02 107.24
Linearity: The calibration plot was linear over the wide | %CV 0.15 0.2 1.38 0.89

concentration range examined (20-140 pg/ml). The mean correlation
coefficients R2=0.9994 and regression equations was y= 51370x+48713

Table 1: System suitability study.
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(Table 2 and Figure 2). The Standard Error (SE) of the slope and
intercept were 31.086 and 10750.122 respectively. There were no
significant differences between the slopes of calibration plots
constructed on three different days.
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Figure 2: Linearity curve (standard plot) of EFD.

Validation parameters Efonidipine HCI ehanolate (at 254 nm)

Range (pg/ml) 20-140

Regression equation y=51370x+48713

%RSD Slope 0.06

Correlation coefficient (R2) 0.9994

Table 2: Validation parameters of the HPLC method of EFD.

Detection and quantization limits (sensitivity): LOD and LOQ,
determined by the standard deviation method as described in the
experimental section, was 681.83 ng/ml and 2.06 ug/ml respectively,
indicating the method can be used for detection and quantification of
EFD in a very wide concentration range (Table 3).

S. No. | Parameters Efonidipine HCI Ethanolate (EFD)
Recovery% 104.0-105.0%

1 Accuracy
% RSD 0.32%

2 Limit of detection (ug/ml) 681.83 ng/ml

3 Limit of quantification (ug/ml) 2.06 pg/ml

Table 3: Results of the parameters.

Accuracy: The recovery of the method was 104.0-105.0% after
spiking a previously analysed test solution with additional drug
standard. The values of recovery and RSD are shown in the Table 3;
RSD was always less than 1%, which indicates the proposed method is
accurate.

Precision: The data obtained from precision experiments are given
in Table 4 for intra-and inter-day precision studies. The% R.S.D. values
for intra-day precision study were <1.0% and for inter-day study were
<2.0%, confirming that the method was sufficiently precise.

Nominal Concentration 80% 100% 120%
Mean | 4223660.7 | 5235441 6254252.33

Intra-day (n=9) S.D. 5546.87 26272.57 7809.39
%CV 0.13 0.5 0.12
Mean | 4152266.8 | 5214807.5 | 6208978.9

Inter-day (n=3) S.D. 61571.02 | 73808.84 66555.28
%CV 1.48 1.42 1.07

Table 4: Intra- and inter-day accuracy and precision of EFD HPLC
assay for nominal concentration.

Degradation studies: The degradation studies involving Thermal,
acid and base exposed that EFD were not fully degraded (Table 5).
However, in oxidation conditions (10% H,0,), the drug was unstable
and the degradation peak eluted at different time interval (Figure 3).

Sample Name Retention time Area percent | Peak name
Efonidipine standard 6.36 100 Efonidipine
Efonidipine acidic 4.99 0.1 Unknown 1
Efonidipine basic 5 0.17 Unknown 1
3.25 - Blank
4.93 0.15 Unknown 1
5.19 0.14 Unknown 2
5.64 0.33 Unknown 3
Efonidipine oxidation 7.3 0.03 Unknown 4
Efonidipine thermal No degradation - -

Table 5: Degradation profile of EFD.

Robustness: The method was found to be robust, as slight but
deliberate changes in the method parameters have no detrimental
effect on the method performance as shown in Table 6.
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Figure 3: The different degradation profiles by: A) Acid; B) Base; C) Oxidation; and D) Thermal.

Parameters Peak area Retention time Theoretical plates
Flow rate (Figure 4) 0.6 7028695 8.5 13814.3

0.8 5308011 6.3 11860.7

1 4219923.7 5.1 10673.7
Mobile phase ratio 80:20:00 5265232.3 7.8 12000.3

85:15:00 5247418.7 6.3 11747
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90:10:00 5249634.3 5.4 11876
Wavelength 249 5108420.3 6.3 11885.3
254 5282163.3 6.3 11848.3
259 4828787.3 6.3 11806.3
Table 6: Parameters of robustness at different flow rate for mobile phase and wavelength.
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Figure 4: A) The standard peak comparison with Standard EFD in tablet; B) The standard peak comparison with Test EFD in tablet.

Conclusion

The RP-HPLC method developed is sensitive and specific for the
quantitative determination of EFD. Also, the method is validated for
different parameters, hence has been applied for the estimation of drug
in pharmaceutical dosage forms. EFD tablets of 20 mg strength were
evaluated for the amount of EFD present in the formulation. Each
sample was analysed in triplicate after extracting the drug as
mentioned in the sample preparation of the experimental section. The
amount of EFD was 100.82%. None of the tablet ingredients interfered
with the analyse peak as seen in Figure 4b. The spectrum of EFD
extracted from the tablets was matching with that of standard EFD
(Figure 4a) showing the purity of peak of EFD in tablets. The
degradation & robustness data during method validation showed the
process is not subjected to changes in conditions. The developed
validated method was suitable for regular analysis and worth
assessment of EFD in pharmaceutical products or dosage forms.

Acknowledgement

The authors are grateful to Ajanta Pharma Ltd., Mumbai, India for
gift sample of EFD and thankful to Indian Pharmacopoeia
Commission (IPC), Ministry of Health and Family Welfare, Govt. of
India, India and PDMREA, PDM University; PDM. College of

Pharmacy, B'garh for provided facilities & supported respectively for
carried out research work.

References

1. Masuda Y, Takeguchi M, Arakawa C, Sakai T, Hibi M, et al. (1990)
Antihypertensive and diureic effects of NZ-105, a novel dihydropyridine
derivative. Arch Int Pharmacodyn Ther 304: 247-264.

2. Masuda Y, Tanaka S (1994) Efonidipine hydrochloride: a new calcium
antagonist, Cardiovasc. Drug Rev 12: 123-135.

3. Yamada K, Inagaki Y, Arakawa K (1991) Clinical study of NZ-105 in
severe hypertension. Jpn Pharmacol Ther 19: 4885-4902.

4. Yamada K, Ishii M, Abe K (1991) Effects and usefulness of NZ-105 in
hypertensive patients associated with renal impairment. Jpn Phurmacol
Ther 19: 4903-4922.

5. Parker SE, Weinstock ] (1973) Biotransformation of 1,2-dihydro-2,6-
dimethyl-4-(2 trifluoromethyl phenyl)-3,5-pyridinedicarboxylic acid
diethylester. ] Med Chem 16: 34-37.

6. Meyer H, Scherling D, Karl W (1983) Nitrendipine: Identification and
synthesis of main metabolites. Arzneimeittel forschungl Drug Res 33:
1528-1534.

7. Shinozaki Y, Himori Y, Sano H, Nakabeppu H, Oda, et al. (1991) Studies
on the metabolic fate of NZ-105 (I): Absorption, distribution, metabolism
and excretion after a single administration to rats. Xenobio Metubol
Dispos 6: 919-932.

Pharm Anal Acta, an open access journal
ISSN: 2153-2435

Volume 8 « Issue 5 « 1000547


https://doi.org/10.1016/0014-2999(90)94440-9
https://doi.org/10.1016/0014-2999(90)94440-9
https://doi.org/10.1016/0014-2999(90)94440-9
https://doi.org/10.1111/j.1527-3466.1994.tb00287.x
https://doi.org/10.1111/j.1527-3466.1994.tb00287.x
http://pubs.acs.org/doi/abs/10.1021/jm00259a010?journalCode=jmcmar
http://pubs.acs.org/doi/abs/10.1021/jm00259a010?journalCode=jmcmar
http://pubs.acs.org/doi/abs/10.1021/jm00259a010?journalCode=jmcmar
https://doi.org/10.1002/chin.198414226
https://doi.org/10.1002/chin.198414226
https://doi.org/10.1002/chin.198414226
https://doi.org/10.2133/dmpk.6.919
https://doi.org/10.2133/dmpk.6.919
https://doi.org/10.2133/dmpk.6.919
https://doi.org/10.2133/dmpk.6.919

Citation:

Kumar A, Shoni SK, Dahiya M, Kumar R, Yadav AK, et al. (2017) Development and Validation of Liquid Chromatography (RP-HPLC)

Methodology for Estimation of Efonidipine HCI Ethanolate (EFD). Pharm Anal Acta 8: 547. d0i:10.4172/2153-2435.1000547

Page 6 of 6

10.

11.

Koh KK, Quon M]J, Lee SJ, Han SH, Ahn JY, et al. (2000) Efonidipine
simultaneously improves blood pressure, endothelial function, and
metabolic parameters in nondiabetic patients with hypertension.
Diabetes Care 30: 1605-1607.

Oshima T, Ozono R, Yano Y, Higashi Y, Teragawa H, et al. (2005)
Beneficial effect of T-type calcium channel blockers on endothelial
function in patients with essential hypertension. Hypertension Res 28:
889-894.
https://www.ich.org/fileadmin/Public_Web_Site/ICH_Products/
Guidelines/Quality/Q2_R1/Step4/Q2_R1__Guideline.pdf

Jiao H, Xu E, Zhang Z (2007) Simultaneous determination of zlr-8 and its
active metabolite diclofenac in dog plasma by high-performance liquid
chromatography. Biomed Chromatogr 21: 382-388.

12.

13.

14.

Baeyens WRG, Van der WG, D’haeninck, Garcia-Campana AM,
Vankeirsbilck T, et al. (2003) Application of an alkyl-diol silica precolumn
in a column-switching system for the determination of meloxicam in
plasma. ] Pharm Biomed Anal 32: 839-846.

Sistla R, Tata VSSK, Kashyap YV, Chandrasekar D, Diwan PV (2005)
Development and validation of a reversed-phase HPLC method for the
determination of ezetimibe in pharmaceutical dosage forms. ] Pharm
Biomed Anal 39: 517-522.

Chaudhary H, Kohli K, Amin S, Arora S, Kumar V, et al. (2012)
Development and Validation of RP-HPLC method for simultaneous
estimation of diclofenac diethylamine and curcumin in transdermal gels.
J Liquid Chromatogr Related Techn 35: 174-187.

Pharm Anal Acta, an open access journal

ISSN: 2153-2435

Volume 8 « Issue 5 « 1000547


https://doi.org/10.2337/dc06-2267
https://doi.org/10.2337/dc06-2267
https://doi.org/10.2337/dc06-2267
https://doi.org/10.2337/dc06-2267
https://doi.org/10.1291/hypres.28.889
https://doi.org/10.1291/hypres.28.889
https://doi.org/10.1291/hypres.28.889
https://doi.org/10.1291/hypres.28.889
https://www.ich.org/fileadmin/Public_Web_Site/ICH_Products/Guidelines/Quality/Q2_R1/Step4/Q2_R1__Guideline.pdf
https://www.ich.org/fileadmin/Public_Web_Site/ICH_Products/Guidelines/Quality/Q2_R1/Step4/Q2_R1__Guideline.pdf
https://doi.org/10.1016/s0731-7085(03)00251-6
https://doi.org/10.1016/s0731-7085(03)00251-6
https://doi.org/10.1016/s0731-7085(03)00251-6
https://doi.org/10.1016/s0731-7085(03)00251-6
https://doi.org/10.1016/j.jpba.2005.04.026
https://doi.org/10.1016/j.jpba.2005.04.026
https://doi.org/10.1016/j.jpba.2005.04.026
https://doi.org/10.1016/j.jpba.2005.04.026
https://doi.org/10.1080/10826076.2011.597068
https://doi.org/10.1080/10826076.2011.597068
https://doi.org/10.1080/10826076.2011.597068
https://doi.org/10.1080/10826076.2011.597068

	Contents
	Development and Validation of Liquid Chromatography (RP-HPLC) Methodology for Estimation of Efonidipine HCl Ethanolate (EFD)
	Abstract
	Keywords:
	Introduction
	Experimental
	Chemicals and reagents
	Instrumentation
	Method validation

	Results and Discussion
	Method Validation
	System suitability

	Conclusion
	Acknowledgement
	References




