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Simple spectrophotometric method for 
estimation of disodium edetate in topical gel 
formulations

Orig ina l  Ar t ic le

A
bs

tr
ac

t

A simple, sensitive, cost-effective and reproducible UV-spectrophotometric method 
has been developed and validated for the estimation of disodium edetate in topical gel 
formulations. Solution of disodium edetate reacts with ferric chloride to form complex 
in 0.1 N HCl giving λmax at 270 nm. Beer’s law was obeyed in the concentration range of 
5–50 µg/mL (r2 = 0.9997). The limit of detection and limit of quantitation were found to 
be 1.190 and 3.608 µg/mL, respectively. The results show that the procedure is accurate, 
precise, and reproducible (relative standard deviation < 1%), while being simple and 
less time consuming. The study concluded that the UV-spectrophotometric method 
could be used for the quantification of disodium edetate in pure form as well as in 
pharmaceutical formulations.
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INTRODUCTION

Disodium edetate is a disodium salt of ethylenediamine tetra acetic acid (EDTA) 
[Figure 1]. It is a white crystalline powder, soluble in water.[1-6] It forms stable and 
water-soluble complexes with various heavy metals such as arsenic, mercury, 
antimony, and gold and can also be used in the treatment of metal poisoning as 
decontaminating agent.[1,2] It has been approved by United State Food and Drug 
Administration for the treatment of heavy metal poisoning and radioactive 
contamination, as decorporating agent, examples are mercury, plutonium, 
curium, cobalt, and americium.[5,7-11] Chelation therapy using disodium edetate 
is medically accepted treatment for lead poisoning and digoxin toxicity.[12-15] 
Various methods such as thin layer chromatography (TLC), high pressure 
liquid chromatography (HPLC) and high pressure thin layer chromatography 
(HPTLC) have been reported for the estimation of disodium edetate in different 
formulations,[16-19] but they are time consuming, costly, and require expertise.[20-23] 
However, literature suggests that there is no simple, rapid, and sensitive method 
for the estimation of disodium edetate in topical gel formulations. The current 
study investigated the feasibility of developing a UV-spectroscopic method for 
the estimation of disodium edetate in pharmaceutical formulations.

MATERIALS AND METHODS

Reagents, chemicals, and instruments
Disodium edetate (Merck Ltd. Mumbai, India) gel formulations were prepared 
in-house. Topical gel contains excipients such as carbopol (Qualikems, Vododara, 
India), methyl paraben (Ranbaxy Fine Chemicals Ltd., New Delhi, India), propyl 
paraben (Ranbaxy Fine Chemicals Ltd., New Delhi, India), and triethanolamine 
(Fisher scientific, Mumbai, India). All chemicals and reagents used were of the 
analytical grade.
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The spectrophotometric measurements were carried 
out using UV-VIS spectrophotometer (Shimadzu 
model 1601) (Shimadzu Analytical Pvt. Ltd, Mumbai, 
India) with a diode array detector (DAD) (190–
1100 nm). The absorbance of disodium edetate in the 
selected medium was determined and the validation 
parameters were calculated [Table 1].

Procedure for calibration curve and sample 
preparation
The estimation of disodium edetate by UV-
spectrophotometry is based on the reaction between 
Na2H2EDTA with FeCl3 that leads to the formation 
of the NaFeEDTA complex which absorbs light at 
270 nm. Different concentrations of disodium edetate 
(5–50 μ g/mL) were prepared by transferring the 
aliquots of the stock solution (1  mg/mL) in 10  mL 
standard volumetric flasks containing 1  mL ferric 
chloride solution (500 µg/mL of 0.1 N HCl). Volumes 
were made up with 0.1 N HCl. Sample was prepared 
by dissolving 5  g topical gel (5% w/v disodium 
edetate) in 200 mL distilled water using mechanical 
stirrer, sonicated, and filtered. Aliquot equivalent to 
1.25 mg of disodium edetate was taken and mixed 
with 1 mL of the ferric chloride solution (500 µg/mL 
of 0.1 N HCl), suitably diluted with 0.1 N HCl to get 
a concentration of 25 μg/mL and analyzed at 270 nm.

Specificity and selectivity
Disodium edetate solutions (25 μg/mL) were prepared 
separately in selected media, with and without 
excipients used in formulation. All solutions were 
scanned from 200 to 400  nm and checked for any 
change in the spectrum.

Linearity, accuracy, and precision
To establish linearity of the proposed method, a series 
of disodium edetate solutions (5–50 μ g/ml) were 
prepared from the stock solution and analyzed. The 
accuracy of the method is the closeness of the measured 

value to the true value. To determine the accuracy, 
different levels of drug concentrations, i.e., lower 
concentration (LC), intermediate concentration (IC), 
and higher concentration (HC) were prepared from 
independent stock solutions and analyzed. Accuracy 
was assessed as the percentage relative error and 
mean % recovery [Table 2]. To provide an additional 
support to the accuracy of the developed assay 
another additional method was used, which involved 
the addition of different concentrations of disodium 
edetate (12.5, 25, and 37.5 μ g/ml) to a preanalyzed 
formulation sample and the total concentration was 
determined using the proposed method (n = 5). The 
accuracy was calculated as percentage recovery 
= [Ct/ (Ca+Cs)] × 100, where Ct is the total drug 
concentration measured after standard addition; Cs 
is drug concentration in the formulation sample; Ca 
is drug concentration added to formulation [Table 3].

Repeatability was determined by using different 
levels of drug concentrations from independent stock 
solutions and analyzed in triplicates, three different 
times in a day and studied for intraday variation.

The intermediate precision was determined by 
interday variation. The estimation was followed 
for three different days to study interday variation. 
One set of different levels of the concentrations was 
reanalyzed using the UV-VIS spectrophotometer. The 
percent relative standard deviation (%RSD) of the 
predicted concentrations from the regression equation 
was taken as precision [Table 3].

Limit of detection and limit of quantitation
The limit of detection (LOD) and limit of quantitation 
(LOQ) for disodium edetate by the proposed method 
were determined using calibration standards. LOD 
and LOQ were calculated by using the formula as 3.3 
σ/S and 10 σ/S, respectively, where S is the slope of 
the calibration curve and σ is the standard deviation 
of y-intercept of regression equation (n = 5) [Table 1].
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Figure 1: Structural formula of disodium edetate

Table 1: Optical characteristics, statistical data 
of the regression equations and validation 
parameters for disodium edetate (n = 5)
Parameter Data
Optical characteristics
E1%, 1 cm 1.90 ×10-2

Regressionanalysis
Slope
Intercept
Regression coefficient (r2)

0.0191
0.0013
0.9997

Validation parameters
Linearity (μg/mL)
Limit of detection (μg/mL)
Limit of quantification (μg/mL)

5–50
1.190
3.608
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RESULTS AND DISCUSSION

The λmax of disodium edetate in solution was found to 
be 270 nm by scanning the sample solutions in entire 
UV region. The developed method was found to be 
linear in the range of 5–50 μg/mL, where Beer’s law 
was well obeyed. Calibration curve was constructed 
by using linear regression equation. The regression 
equation was originate y = 0.0191x - 0.0013. The 
correlation coefficient (r2) of the regression curve 
was found to be 0.9997 [Figure 2]. All the validation 
parameters for disodium edetate are listed in Table 1.

Specificity and selectivity
The UV spectras of disodium edetate alone and with 
excipients were found to be similar, indicated no 
effect of excipients on the absorption of disodium 
edetate. Hence, it can be said that the proposed 
analytical method is specific and selective for 
the estimation of disodium edetate in topical gel 
formulations.

Linearity, accuracy, and precision
The linearity range for disodium edetate was found 
to be 5–50 μg/mL with r2 value of 0.9997 [Table 1]. The 
quality of fit of  the regression equations was supported 
by the high-regression coefficient values [Table 1]. For 
accuracy, recovery studies were carried out and the 
percentage recovery was found in the range of 98.48–
100.16. The excellent mean % recovery values, close to 
100% and their low-standard deviation values (SD < 1) 
indicated high accuracy of the analytical method. The 
validity and reliability of the proposed method was 
assessed by the recovery studies and was summarized 
in Table 1. Further, the validity and reliability of the 
proposed method were also accessed by the standard 
addition method [Table 3]. These results revealed that 
any minor change in disodium edetate concentration 
in solutions could be accurately determined by the 
proposed analytical method. The low values of the 
standard error (SE) of slope and intercept [Table 1] 
indicated high precision of the proposed method. 
Precision was also determined by studying the 
repeatability and intermediate precision. Repeatability 
was found in range of 19.96–29.92 μg/mL at all the 
given levels of disodium edetate concentrations  
[Table 4]. In an intermediate precision study, %RSD 
values were found to be less than 2% in all the cases. 
The RSD values found were well within the acceptable 
range indicating that the proposed method has an 
excellent repeatability and intermediate precision 
[Table 4]. These results also suggested that the 
proposed method may be considered validated in 
term of precision.

Limit of detection and limit of quantitation
LOD and LOQ of calibration curve were calculated 
which was based on the standard deviation (σ) of 
y-intercept of regression line and slope (S) of the 

Table 2: Accuracy data for the developed method (n = 5)
Level
(μg/mL)

Range
(μg/mL)

Mean
(±S.D)

R.S.D (%) Mean % recovery
(±S.D)

Accuracya

(%)
20 (LC) 19.78–20.34 19.97 (±0.23) 1.15 99.89 (±1.15) -0.11
25 (IC) 24.36–24.92 24.62 (±0.21) 0.85 98.48 (±1.04) -1.51
30 (HC) 29.83–30.29 30.05 (±0.17) 0.56 100.16 (±0.84) 0.16
a Accuracy is given in % relative error = [{(predicted concentration – nominal concentration)/ nominal concentration} ×100].

Table 3: Standard addition of disodium edetate in formulation for accuracy (n = 5)
Drug in formulation
(μg/mL)

Pure drug added
(μg/mL)

Total drug found  
(μg/mL) (±S.D)

Mean % Recovery
(±S.D)

Accuracya

(%)
25 0 24.65 (±0.17) - -
25 12.5 37.15 (±0.26) 99.06 (±1.26) -0.93
25 25 49.65 (±0.23) 99.3 (±1.15) -0.7
25 37.5 62.15 (±0.20) 99.44 (±0.99) -0.56
a Accuracy is given in % relative error = [{(predicted concentration – nominal concentration)/ nominal concentration} × 100].

Figure 2: Calibration curve of disodium edetate
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calibration curve at the levels approximating the LOD 
and LOQ, LOD = 3.3 σ/S and LOQ = 10 σ/S respectively. 
LOD and LOQ of calibration curve were found to be 
1.190 and 3.608 μ g/mL, respectively for disodium 
edetate [Table 1].

CONCLUSIONS

It is concluded from the performed study that 
the developed UV-spectrophotometric method 
for the estimation of disodium edetate in topical 
gel formulations, is a simple and cost-effective 
method. Results also showed good precision and 
reproducibility. It showed acceptable linearity and 
accuracy. The proposed method is found to be highly 
sensitive; therefore, it could be used for routine analysis 
of disodium edetate in topical gel formulations.

REFERENCES

1.	 Cranton EM, Frackelton JP. Scientific Rationale for EDTA Chelation 
Therapy Mechanism of Action. Virginia: Hampton Roads Publishing 
Company;2001.

2.	 Hawken CM. Chelation Therapy: An Effective Method for 
Maintaining Cardiovascular Health, History of EDTA and Chelation 
Therapy. Texas: Woodland Publishing;1997.

3.	 Jain N, Jain R, Thakur N, Gupta BP, Banweer J, Jain S. Novel 
spectrophotometric quantitative estimation of hydrochlorothiazide 
in bulk drug and their dosage forms by using hydrotropic agent. Int 
J Appl Pharm 2010;2:11-4.

4.	 Maheshwari RK, Rajput MS, Sinha S. New quantitative estimation 
of benzoic acid bulk sample using calcium disodium edetate as 
hydrotropic solubilizing agent. Asian J Pharm Clin Res 2010;3:43-5.

5.	 Laine P, Matilainen R. Simultaneous determination of DTPA, EDTA, 
and NTA by UV-visible spectrometry and HPLC. Anal BioanalChem 
2005;382:1601-9.

6.	 Rao K, Jena N, Rao M. Development and validation of a specific 
stability indicating high performance liquid chromatographic 
method for valsartan. J Young Pharm 2010;2:183-9.

Table 4: Precision data for the developed method
Concentration
(μg/mL)

Estimated concentration (n = 5)
Intermediate precision

(μg/mL) (% R.S.D)
Repeatability

(μg/mL)
(% R.S.D)Day 1 Day 2 Day 3

20 19.93 
(0.96)

19.86 
(1.12)

20.05 
(1.07)

19.96 (1.18)

25 24.19
(0.83)

24.83
(0.88)

24.95
(0.79)

24.65 (0.84)

30 29.89
(0.56)

30.14
(0.63)

29.74
(0.55)

29.92 (0.61)

7.	 Gnanarajan G, Gupta AK, Juyal V, Kumar P, Yadav PK, Kailash P. 
A validated method for development of tenofovir as API and tablet 
dosage forms by UV spectroscopy. J Young Pharm 2009;1:351-3.

8.	 Deepali G, Elvis M. UV spectrophotometric method for assay of the 
anti-retroviral agent lamivudine in active pharmaceutical ingredient 
and in its tablet formulation. J Young Pharm 2010;2:417-9.

9.	 Cagnasso CE, Lopez LB, Rodriguez VG, Valencia ME. Development 
and validation of a method for the determination of EDTA in non-
alcoholic drinks by HPLC. J Food Compos Anal 2007;20:248-51.

10.	 Maheshwari RK, Rajput MS, Sinha S. New quantitative estimation 
of salicylic acid bulk sample using calcium disodium edetate as 
hydrotropic solubilizing agent. Int J Curr Pharm Res 2009;1:38-41.

11.	 Neese F, Solomon EI. Detailed spectroscopic and theoretical 
studies on [Fe(EDTA)(O2)]3-: Electronic structure of the side-
on ferric-peroxide bond and its relevance to reactivity. J Am 
ChemSoc 1998;120:12829-48.

12.	 Sivakumar R, Nallasivan PK, Saranya KC, Solomon WD, Akelesh 
T, Venkatnarayanan R. Visible spectrophotometric estimation of 
diacerein in bulk and pharmaceutical dosage forms. J Young Pharm 
2010;2:414-6.

13.	 Patel PG, Vaghela VM, Rathi SG, Rajgor NB, Bhaskar VH. Derivative 
spectrophotometry method for simultaneous estimation of 
rupatadine and montelukast in their combined dosage form. J Young 
Pharm 2009;1:354-8.

14.	 Bedor DC, Goncalves TM, Bastos LL, Sousa CE, Abreu LR, Oliveira 
ED, et al. Development and validation of a new method for the 
quantification of norfloxacin by HPLC-UV and its application to 
a comparative pharmacokinetic study in human volunteer. Braz J 
Pharm Sci 2007;43:31-8.

15.	 Bull C, McClune GJ, Fee JA. The mechanism of Fe-EDTA catalysed 
superoxidesdismutation. J Am ChemSoc 1983;105:5290-300.

16.	 Tuntiwechapikul W, Lee JT, Salazar M. Design and synthesis of the 
g-quadruplex-specific cleaving reagent perylene-EDTA-iron (II).J 
Am ChemSoc 2001;123:5606-7.

17.	 Pistos C, Parissi-Poulou M. Determination of ethylenediaminetetraacetic 
acid in injection forms by ion-pair chromatography. J Pharm Biomed 
Anal 2002;28:1073-9.

18.	 Kord AS, Tumanova I, Matier WL. A novel HPLC method for 
determination of EDTA in a cataract inhibiting ophthalmic drug. J 
Pharm Biomed Anal 1995;13:575-80.

19.	 Stalberg O, Arvidson T. Liquid chromatographie determination of 
ethylene diaminetetraacetic acid as metal complexes on a porous 
graphitic carbon column.J Chromatogr 1994;684:213-9.

20.	 Bergers PJ, Groot AC. The analysis of EDTA in water by HPLC. 
Water Res 1994;28:639-42.

21.	 Geschke R,  Zehringer M. A new method for the determination 
of complexing agents in river water using HPLC. J Anal Chem 
1996;357:773-6.

22.	 Martinez TC, Romano EL, Renzi M, Layrisse M. Fe(III)-EDTA 
complex as iron fortification. Am J ClinNutr 1979;32:809-16.

23.	 The European agency for the evaluation of medicinal products. ICH 
Topic Q2B Note for guideline on validation of analytical procedures: 
Methodology GPMP/ICH/281/95,1996.

How to cite this article: Kamboj S, Sharma D, Nair AB, Kamboj S, 
Sharma RK, Ali J, P, Ansari SH. Simple spectrophotometric method 
for estimation of disodium edetate in topical gel formulations. Pharm 
Methods 2011;2:148-51.
Source of Support: Nil, Conflict of Interest: None declared.

[Downloaded free from http://www.phmethods.org on Tuesday, May 06, 2014, IP: 117.204.28.241]  ||  Click here to download free Android application for this journal

https://market.android.com/details?id=comm.app.medknow

