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ABSTRACT

Three simple, sensitive and reproducible spectrometric methods for the selective
determination of nalbuphine—HCI in presence of its oxidative degradate were investigated.
The first method depended on the quantitative densitometric evaluation of thin layer
chromatograms of the drug at 284 nm using chloroform—methanol-acetic acid (7:3:0.05
v/vlv) as a mobile phase, in a concentration range of 10-30 pg/spot. The second one used
the pH induced difference absorbance (AA) between 0.1M NaOH and 0.1 M HCI drug
solutions at 299 nm to determine 20-160 ug mL" of the drug. The third method was a
bivariate calibration algorithm for the determination of nalbuphine—HCI over concentration
range of 20-200 ug mL". The proposed methods selectively analysed the drug in
presence of up to 80% of its oxidative degradate with mean recoveries of 100.63+1.03 for
densitometric method and up to 90% with recoveries of 99.97+1.16 and 100.09+1.47%
regarding the two other methods, respectively. The three proposed methods were
successfully applied to analyse nalbuphine— HCI in its preparations, the results obtained
were statistically analysed and found to be in accordance with those given by the
compendial method.
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1. INTRODUCTION

Demonstration of the stability of an active pharmaceutical ingredient is an essential
component in the development and commercialization of pharmaceutical products. The
International Conference on Harmonization (ICH) guideline entitled "stability testing of new
drug substances and products requires that stress testing should be carried out to elucidate
the inherent stability characteristics of the active substance, in which susceptibility to
hydrolysis of analyte under acidic or basic conditions is one of the most required tests" [1].

Nalbuphine-HCI (17-Cyclobutylmethyl-4,5a-epoxy-3,6a,14—triol-HCI) is a semi-synthetic
narcotic kappa receptor agonist/ mu receptor antagonist [2]. It can be also used as a
supplement to balance anesthesia for pre-operative and post-operative analgesia and for
obstetrical analgesics during labor and deliver [3]. Few analytical methods have been
reported for its analysis including electrochemical [4], gas chromatography [5-8] and HPLC
[8-14].

As there was no previous study concerning the stability of the studied drug, the main task of
this work was to establish simple and accurate stability indicating methods for the
determination of nalbuphine-HCI in presence of its oxidative degradate, which can be used
for the routine analysis of the drug in raw material and pharmaceutical preparations.

2. MATERIALS AND METHODS
2.1 Apparatus

For densitometric method, Camag TLC scanner 3, with WINCATS computer software
(Switzerland).Samples were applied on precoated TLC plates, silica gel 60 GFys,
(20 x 20 cm), (Flukachemie, Switzerland) using Hamilton 10-yL microsyringe (Germany),
developed in a chromatographic tank (25 x 25 x 9 cm) and visualized using a UV lamp with
short wavelength (254 nm, Desega-Germany). Shimadzu UV-Vis 1601 spectrophotometer
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(Tokyo, Japan) was used to perform the other two methods. pH adjustment was carried out
using Jenco digital pH/temp meter with Jenway double function glass electrode (UK).

2.2 Samples

2.2.1 Pure and market samples

Nalbuphine-HCI (white or almost white crystalline powder, freely soluble in water) was kindly
supplied by Amoun Pharmaceutical Company, Cairo, Egypt. Its purity was found to be
101.8% as stated by the supplier. Nalufin ampoules, B.N. 320, each ampoule (1 mL) claimed
to contain 20 mg nalbuphine-HCI (equivalent to 20.959 mg nalbuphine), the product of
Amoun Pharmaceutical Company, purchased from local market.

2.2.2 Degraded samples

0.25 g of nalbuphine-HCI were accurately weighed, dissolved in 45 mL distilled water and
transferred to a 100- mL round bottomed flask to which 5 mL of 50% H,O, was added. The
solution was heated under reflux for 6 hours and evaporated to dryness under vacuum. The
obtained residue was extracted with ethanol (2 x 10 mL), filtered into a 25-mL volumetric
flask and diluted to volume with ethanol to obtain a stock solution labeled to contain
degradate derived from 10 mg mL™" nalbuphine-HCI for densitometric method. 5 mL of the
later solution was diluted to 50 mL with ethanol to obtain a solution containing degradate
derived from 1mg mL™" intact nalbuphine-HCI which was used for AA and bivariate methods.

2.3 Chemicals and Reagents

All reagents used were of analytical grade and solvents were of spectroscopic grade.
Chloroform and methanol were obtained from Sigma — Aldrich (USA). Ethanol absolute was
from Riedell-detlean (Germany). Hydrogen peroxide (50%), glacial acetic acid and NaOH
were purchased from El Nasr Co. (Egypt). HCIl was from Prolabo (France).

2.4 Standard Solutions

Stock ethanolic solution of nalbuphine-HCI (10 mg mL'1) was prepared to be used for

densitometric method. Dilution was then made with ethanol to obtain a solution of 1 mg mL™
used for AA and bivariate methods. This solution was stable for one month at 4°C.

2.5 Procedures

2.5.1 Densitometric method

2.5.1.1 Linearity

In a series of 10-mL volumetric flasks, aliquots of standard nalbuphine -HCI solution
(10 mg mL'1) equivalent to 10-30 mg drug were transferred and diluted to volume with
ethanol. 10 pL of each solution was applied to precoated 20 x 20 cm TLC aluminum silica
gel 60 GF,s4 plates. Plates were spotted 2 cm apart from each other and 2 cm apart from
the bottom edge. The chromatographic tank was pre-saturated with the mobile phase for
20 min, then developed by ascending chromatography using chloroform-methanol-acetic
acid (7:3:0.05 v/v/v) as a mobile phase. The plates were air dried, detected under UV-
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lamp (254 nm) and then scanned at 284 nm. Calibration curve was constructed by plotting
area under the peak versus corresponding drug concentration in ug/spot.

2.5.1.2 Assay of laboratory prepared mixtures

Into a set of 10-mL volumetric flaks, different volumes (2.70-1.00 mL) of intact nalbuphine-
HCI solution (10 mg mL_1) were transferred and mixed with (0.30-4.00 mL) of its oxidative
degradate solution. Volumes were completed to the mark with ethanol. 10 yL of each
mixture was applied on to TLC plate and then proceed as mentioned under Linearity
staring from" spotted 2 cm.....". Peak areas of the obtained chromatograms were
measured and the concentration of the drug was calculated from its corresponding

regression equation.

2.5.2 AA Spectrophotometric method

2.5.2.1 Linearity

Aliquots of standard drug solution (1 mg mL™") equivalent to 0.20-1.60 mg of nalbuphine-
HCI were transferred into two sets of 10-mL volumetric flasks. The first one was diluted to
volume with 0.1 M HCI and the other set with 0.1 M NaOH. AA of each concentration was
measured at 299 nm by placing the acidic solution in the reference beam and the alkaline
one in the sample beam. Calibration curve was constructed relating AA values to drug
concentrations in ug mL™".

2.5.2.2 Assay of laboratory prepared mixtures

Into two sets of 10-mL volumetric flasks, different volumes (0.90-0.20 mL) of intact
nalbuphine-HCI solution (1 mg mL'1) were introduced and mixed with (0.10-1.80 mL) of its
degradate solution and diluted to 10 mL with 0.1 M HCI in one set and 0.1 M NaOH in the
second set. The absorbance of the alkaline solution was measured against the acidic one at
299 nm and the intact drug concentration was calculated from the corresponding regression
equation.

2.5.3 Bivariate method

2.5.3.1 Linearity

Aliquots of standard ethanolic nalbuphine-HCI solution or its oxidative degradate equivalent
to 0.20-2.00 mg or 0.20-1.20 mg, respectively were transferred separately into two sets of
10- mL volumetric flasks then diluted to volume with ethanol. Calibration curves at different
wavelengths 240, 247, 250, 260, 267, 270, 280, 285, 290, 300 and 310 nm were constructed
and the regression equation at each wavelength was calculated. From both sets of
regression equations, the sensitivity matrices K was calculated, the optimum pair of
wavelengths were chosen (247 and 270 nm) to carry out the determination and the
regression equations used in the bivariate algorithm were deduced.

2.5.3.2 Assay of laboratory prepared mixtures
Different volumes (0.90-0.20 mL) of intact nalbuphine-HCI solution (1 mg mL'1) were

transferred and mixed with (0.10-1.80 mL) of its degraded solution in a set of 10-mL
volumetric flaks. The volume was completed to mark with ethanol, and the absorbance of
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each mixture was recorded at 247 and 270 nm. The concentrations of the intact drug and its
degradate were calculated using Kaiser method [15].

2.6 Application to Pharmaceutical Preparations

Contents of 10 Nalufin® ampoules (each containing 20 mg aqueous nalbuphine- HCI) were
mixed. A volume equivalent to 100 mg drug was transferred into 10-mL volumetric flask and
completed to volume with ethanol to obtain a solution labeled to contain 10 mg mL™
nalbuphine-HCI which was analysed by densitometric method. The later solution was
appropriately diluted with ethanol to obtain a solution labelled to contain 1mg mL™"
nalbuphine-HCI analysed by AA and bivariate methods as detailed above under "Linearity".

3. RESULTS AND DISCUSSION

Three different analytical methods were developed; densiotometric, AA and bivariate method
aiming for the selective quantitation of nalbuphine-HCI in presence of its oxidative
degradate.

3.1 Degradation of Nalbuphine-HCI

Stressed degradation of nalbuphine-HCI was studied by refluxing the drug using different
media; aqueous, 1M NaOH, 1M HCI and 50% H,O, for different time intervals. No
degradation took place using aqueous, acidic or basic conditions, whereas complete
degradation was attained when the drug was refluxed with 5% H,O, for 6 hours. This was
confirmed by appearance of two spots on the TLC at two different R; one corresponding to
the intact and the other for its oxidative degradate; Fig. 1.

(1) (2)

Fig. 1. Thin layer chromatogram of: (1) Intact nalbuphine-HCI. (2) Nalbuphine-HCI
oxidative degradate
Mobile phase: Chloroform-methanol-acetic acid (7:3:0.05 v/v/v)
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IR spectrum of the pure drug exhibits a broad band between 2900 - 3500 cm™, characteristic
to the — OH groups. Appearance of new band at 1750 cm™ in the IR spectrum of the
degradate confirms the oxidation of the —OH group (at position no.3) after refluxing the drug
with 5% H,O,; Fig. 2.
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Fig. 2. IR Spectra of: a) Intact nalbuphine-HCI on KBr disc b) Nalbuphine-HCI
oxidativedegradate on KBr disc

Thus a degradation pathway was suggested as shown in Fig. 3.

5% H,0
- HCI 022

Reflux 6hrs

Nalbuphine HCI

Oxidative degradate

Fig. 3. Proposed degradation pathway of nalbuphine-HCI
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3.2 Densitometric Method

TLC is known to be one of the simplest chromatographic techniques used for the separation
and identification of drugs due to its advantages of low operating costs and the need of
minimum sample preparation. Complete separation of nalbuphine-HCI and its oxidative
degradate was obtained at R; values of 0.68 and 0.20 using chloroform—methanol-acetic
acid (7:3:0.05 v/vlv) as a developing mobile phase. Quantitatively the separated spots of
nalbuphone-HCI were scanned densitometrically at 284 nm without any interference of
degradation product, Fig. 4.
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Fig. 4. Densitometric chromatogram of nalbuphine-HCI (10-30 ug/spot) at 284 nm
3.3 AA Spectrophotometric Method

AA technique was found to be the solving key for interference due to co-formulates additives
and degradation products. Nalbuphine-HCI was found to be pH sensitive, showing a
bathochromic shift in its Ayax from 285 nm in HCI to 298 nm in NaOH. (AA) measurements of
both intact drug and its oxidative degradate between their acidic and alkaline solutions at
299 nm indicated no interference from drug degradate; Fig. 5.
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Fig. 5. Absorption spectra of: a) Nalbuphine-HCI (100ug mL'1) in 0.1 M NaOH b) Nalbuphine-
HCI (100pg mL™) in 0.1 M HCL. c) AA spectrum of intact nalbuphine-HCI between NaOH and
HCI solutions. d) AA spectrum of nalbuphine oxidative degradate between NaOH and HCI
solutions

3.4 Bivariate Method

Bivariate calibration spectrophotometric method is a direct method which has been proposed
for the resolution of mixtures [15-19]. The principle of bivariate calibration is the
measurement of two components (A and B) at two selected wavelengths (A, and X,) to
obtain two equations [15]:

Apg1 = Ma1CaACi + €pg1 Apgz = MpoCaCp + eapy
The resolution of each equation set allows the evaluation of C, and Cg values:
Ca= (Aas1 — €as1— Mg1Cp)/May Cs=[Ma2(Aas1 — €ag1) + Ma1 (Eas2 — Aap2)/Ma2Mpe1—MAa1Mpg
Where C,, Cg are the concentration of component A (drug), component B (degradate); ma;,
My, are the slope values of the drug at A4, Ay; mg4, Mg, are the slope values of the degradate
at Aq, A2; Aas1, Aago are the absorbance of the binary mixture at A4, Ay; eas1, €as2 are the sum
of the intercepts of drug and degradate at A4, A, respectively.
This simple mathematic algorithm allows the resolution of the two components by measuring
the absorbance of their mixture at the two selected wavelengths and using the parameters of
the linear regression functions evaluated individually for each component at the same
wavelengths.

In order to apply the bivariate method in the resolution of nalbuphine- HCI and its oxidative
degradate, the absorbance of the two components at eleven different selected wavelengths
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was recorded in the region of overlapping; 240, 247, 250, 260, 267, 270, 280, 285, 290, 300,
310 nm; Fig. 6. The calibration curve equations and their respective linear regression
coefficients were obtained directly with the aim of ensuring that there was a linear
relationship between the absorbance and the corresponding concentration. All of the
calibration curves at the selected wavelengths showed a satisfactory linear regression
coefficient (r > 0.9985).

According to Kaiser method [15], the slope values of the linear regression equations for both
intact drug and its oxidative degradate at the selected wavelengths were used to calculate
the sensitivity matrices K to find out the optimum pair of wavelength at which the binary
mixtures were recorded; Table 1.

MA, ™M,
K:

My, mp,

For the bivariate determination of nalbuphine-HCI and its oxidative degradate, 247 and
270 nm were found to give the maximum value of K and thus can be used for the analysis;
Table 1.
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Fig. 6. Absorption spectra of: a) Intact nalbuphine-HCI (100ug mL'1) in ethanol.
b) Nalbuphine-HCI oxidative degradate (100ug mL'1) in ethanol. c) Mixture of intact
nalbuphine (50ug mL™) and its oxidative degradate (50 pg mL™) in ethanol
3.5 Method Validation
3.5.1 Linearity

For the densitometric method, linear relationship was found to exist between peak areas of
the separated spots and the corresponding drug concentration over the range of
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10-30 pg/spot. While linearity between absorbance and drug concentration cover the range
of 20-160 or 20-200 ug mL™ using AA or bivariate spectrophotometric methods, respectively.
Regression parameters were computed and presented in Table 2, where the densitometric
method was found to be the most sensitive as indicated by the highest slope of the curve
(slope= 817.63).

3.5.2 Accuracy and precision

Triplicate analysis at four concentration levels within the linearity range were assessed to
study the intraday accuracy and precision of the proposed method. The interday accuracy
and precision were analysed by repeating the procedure for 3 successive days within
3 months, using the same drug concentrations. Accuracies(R%) ranged between 98.95-
102.50 % for nalbuphine-HCI by the proposed methods, While precision was evaluated by
calculating the intraday RSD% which was found to be 0.05-1.04 and interday RSD% were
0.20-1.41; Table 2.

3.5.3 Selectivity

It was assured by applying the proposed methods to laboratory prepared mixtures of the
intact drug together with its degradation product. Good mean recoveries of intact
nalbuphine-HCI were obtained (100.35, 99.97 and 100.09% for the three proposed methods,
respectively) in presence of 10-80% of its oxidative degradate by the denistometric method
or 10-90% by AA and bivariate methods; Table 3.

3.5.4 Ruggedness

The ruggedness of the proposed methods was checked by studying the effect of different
sources of chloroform, NaOH and ethanol in densitometric, AA and bivariate methods,
respectively. It was found that RSD% was less than 1.65%, whereas peak area remains
acceptable throughout the assay for densitometric method. RSD% was less than 1.01% and
1.00 % for AA and bivariate methods, respectively proving the ruggedness of the three
methods.

3.6 Application to Pharmaceutical Preparations

The proposed methods were applied to the determination of nalbuphine-HCI in Nalufin®
ampoules, where no interferences from excipients and additives was observed as indicated
by mean recoveries ranging from 99.67 to 101.96|%; Table 4. Statistical analysis of the
results obtained by the suggested methods compared with a compendial method of
nalbuphine-HCI [2] revealed no significant difference with respect to accuracy and precision
within a probability of 95%; Table 4. However, the proposed densitometric method was more
sensitive and more selective being stability-indicative for nalbuphine-HCI.
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Table 1. Values of the sensitivity matrix determinates calculated according to Kaiser's method (k x 10™°) for the mixture of
nalbuphine-HCI and its oxidative degradate by the proposed bivariate method

N A 240 247 250 260 267 270 280 285 290 300 310
240 0 288 300.7 2773 139.1 914 -111.6  -194.6 -214.5 44.3 55.2
247 0 95 87.8 7.8 310 -183.6  -240.8 -245.2 80 22.8
250 0 204 -28.6 -60.5 -181.8  -2254 -225.1 -12.9 11.4
260 0 -28.6 -47.3 -117.0 -141.14 -13.99 -11.7 4.2
267 0 28.6 -70.2 -91.0 -92.3 -1.3 7.8
270 0 -56.7 -79.8 -82.7 3.7 10.8
280 0 -25.2 3.4 234 216
285 0 11.2 30.8 252
290 0 31.4 24.6
300 0 3.0
310 0

Table 2. Validation and regression parameters for the determination of nalbuphine- HCI by the proposed densitometric, AA

and bivariate methods

Parameter Densitometric method AA method Bivariate method

Amax (nmM) 284 299 247 270

Linearity range 10-30 20-160 20-200 20-200

ug/spot pg mL™! pgmL™ pg mL™!

Al% — 57.55 41.03 18.31
lem ug mL”! ug mL”™! ug mL™!

Regression parameters slope 817.63 0.0057 0.0040 0.0018

Intercept ] 457.06 0.0144 0.0060 0.0009

Correlation coefficient (r) 0.9990 0.9991 0.9990 0.9992

Accuracy (R%)*

Intraday 99.33-101.20 99.15-101.63 98.95-100.54

Interday 101.70-102.00 99.99-102.50 98.95-101.65

Precision (RSD %)*

Intraday 0.20-0.82 0.17-1.04 0.05-0.43

Interday 0.79-1.23 0.34-1.41 0.20-0.68

* calculated according to mean of total samples
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Table 3. Determination of nalbuphine-HCI in mixtures with its oxidative degradate by the proposed densitometric, AA and
bivariate methods

Densitometric method AA method Bivariate method
Intact Degradate % Recovery Intact Degradate % Recovery Intact Degradate % degraded Recovery %
_Mg/spot Hg/spot degraded % ofintact pugmL" ugmL” degraded % of intact pgmL' pgmL” of intact
27 3 10 99.88 90 10 10 98.36 90 10 10 101.88
24 6 20 100.71 85 15 15 99.81 80 20 20 100.81
21 9 30 99.33 80 20 20 99.47 40 60 60 100.50
18 12 40 101.84 75 25 25 99.08 20 80 80 98.15
15 15 50 100.63 70 30 30 98.89 20 180 90 99.10
12 18 60 99.76 60 40 40 99.88
10 40 80 100.58 50 50 50 100.91
20 80 80 102.28
20 180 90 101.05
MeantSD 100.35+0.90 99.97+1.23 100.09+1.47

Table 4. Results obtained by the proposed methods compared with compendial method [2] for the determination of
nalbuphine-HCI in its pharmaceutical preparations

Parameters Densitometric method A A method Bivariate method = Compendial method [2]
Linearity range 10-30 ug/spot 20-160 ygmL”"  20-200 ug mL" 20-250 ug mL”

N 5 5 5 5

Mean % 100.75 101.96 99.67 101.30

SD 0.90 1.17 1.35 1.40

Variance 0.81 1.37 1.82 1.96

t_ 0.74 0.81 1.88 -

F - 2.42 1.43 1.08 -

-The theoretical t- and F- values at p = 0.05 were 2.31 and 6.39, respectively.
-Ref (2) involved UV-measurement of nalbuphine-HCI in ethanol at 284 nm.
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4. CONCLUSION

The suggested methods are simple, accurate and selective. Densitometric method is the
most sensitive one. They permit the determination of nalbuphine-HCI in its pure form and
pharmaceutical preparations. The three methods proved their ability to be used for stability-
indication of the drug. Therefore, they can be used for purity testing, stability studies, quality
control and routine analysis of the drug. Moreover, these methods would be useful for
laboratories with limited equipments, as only a TLC scanner or a UV-Vis dual beam
spectrophotometer would be needed.

CONSENT

Not applicable.

ETHICAL APPROVAL

Not applicable.

COMPETING INTERESTS

Authors have declared that no competing interests exist.
REFERENCES

1. International conference on harmonization (ICH) validation of analytical procedures;
Definitions and terminology, 60, Federal Register. 1999;11260-11267.

2. Moffat AC, Osselton MD, Winddop B. Clarkes analysis of drug and poisons, 39 ed.,
Pharm. Press, London, UK. 2004;1312.

3. Yuan-Yi C, Lok-Hi C, Chun-Chien H. Gender and pain upon movement are associated
with requirements for postoperative patient controlled 1.V. analgesia. Canad. J.
Anesth. 2002;49:249-255.

4. El-Tohamy M, EI-Maamly M, Shalaby A, Aboul- Eneiny H. Development of nalbuphine-
Selective membrane electrode and its applications in pharmaceutical analysis. Anal.
Lett. 2007;40(7-9):1569-1578.

5. Yoo Y, Chung H, Kim I, Jin W, Kim M. Determination of nalbuphine in drug abusers
urine. J.Anal. Toxicol. 1995;19(2):120-123.

6. Xu —Y, Fang H, Xu Y, Duan H. Studies on the analysis of anileridine, levorphanol,
nalbuphine and ethamivan in urine. Yaoxue Xuebao. 1991;26(8):606-610.

7. Fang H, Duan H, Zhou T Chen Y. Studies on the analysis of some narcotic analgesics
and CNS stimulants. Zhongguoyaoxue. Zazhi. 1989;24(10):759-768.

8. Kintz P, Tracqui A, Mangin P. Determination of nalbuphine using high-performance
liquid chromatography coupled to photodiode array detection and gas chromatography
coupled to mass spectrometry. J Chromatogr. Biomed. Appl. 1992;579:172-176.

9. Groenendoal D, Roosemalen M, Danhof M, Lange E. High-performance liquid
chromatography of nalbuphine, butorphenol and morphine in blood and brain
microdialysate samples. J. Chromatogr. B. 2005;822:230-237.

10. Pav L, Hisong C, Hu O, Shung H. High — Performance liquid chromatographic method
for the simultaneous determination of nalbuphine and its prodrug sebacoyl
dinalbuphine ester in dog plasma and application to pharmacokinetic studies in dogs.
J. Chromatogr. B. 2006;746:241-247.

271



11.

12.

13.

14.

15.

16.

17.

18.

19.

British Journal of Pharmaceutical Research, 3(2): 259-272, 2013

Cazanove F, Kinowski J, Audran M, Rochette A, Bressolle F. Determination of
nalbuphine in human plasma by high-performance liquid chromatography with
electrochemical detection. J. chromatogr. B. 1997;690:203-210.

Borg P, Sitaram BR, Taylor DA. lon- pair extraction and liquid-chromatographic
analysis of morphine in rat brain and plasma. J. Chromatogr. Biomed. Appl. 1993;
132(2):165-172.

Ho S, Wang J, Hu O, Chiang P, Lee S. Determination of nalbuphine by high-
performance liquid chromatography with ultraviolet detection. J. Chromatog. B. 1996;
678:289-296.

Nicolle E, Michaut S, Serre — Debeauvais F, Bessard G. Rapid and sensitive high-
performance liquid chromatographic assay for nalbuphine in plasma. J. Chromatogr.
B. 1995;663:111-117.

Sokol A, Kappinska J, Talecka R, Starczewska B. Quantification of ranitidine
hydrochloride in the presence of its decomposition product by sepectrophotometric
methods. Application for kinetic study. Acta. Poloniae Pharm. Drug Res.
2011;68(2):169-177.

Lopez-Martinez L, Lopez-Alba P, Martin V. Bivariate calibration as an alternative for
zero — crossing technique in the resolution of binary mixtures by derivative
spectrophotometry. Anal. Lett. 2001; 34(14):2563-2583.

Ska J, Wiszowata A, Skocyzales M. Simultaneous determination of levomeperazine
hydrochloride and its sulfoxide by UV- derivative spectrophotometry and bivariate
calibration method. Anal. Lett. 2006; 39(6):1129-1141.

Rashed NS. Stability indicating methods for the determination of ethopabate. Bull.
Fac. Pharm. Cairo. Univ. 2008;46(3):191-200.

Salamaa FM, Nassar MW, Sharaf EI-Din MM, Attia KA, Kaddah MY. Determination of
fenofibrate and its degradation product using simultaneous UV-derivative
spectrometric method and HPLC. American J. Anal. Chem. 2011;2(3):332-343.

© 2013 Fouad et al.; This is an Open Access article distributed under the terms of the Creative Commons
Attribution License (http://creativecommons.org/licenses/by/3.0), which permits unrestricted use, distribution, and
reproduction in any medium, provided the original work is properly cited.

Peer-review history:
The peer review history for this paper can be accessed here:
http.//www.sciencedomain.org/review-history.php ?iid=197 &id=14&aid=1084

272




