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INTRODUCTION

Timolol 1s a potent B-adrenergic blocker, useful in treatment of ocular hypertension or open-angle glaucoma. Many chromatographic analysis methods have been
applied for the determination of pharmaceutical compounds containing heterocyclic rings (as timolol maleate), but the most commonly applied chromatographic

technique 1s HPLC.

MATERIAL AND METHODS:

Chemicals and Regents
Mobile phase was consisting of mixture of 0.02M sodium octane-sulfonate and methanol in ratio 42,5:57,5; adjusted to pH 3.0 using glacial acetic acid.

Apparatus: Liquid chromatography was performed with stainless steel column (30cm x 4.6mm) packed with end-capped octadecyl silyl silica gel for
chromatography (10 um) (uBondapakTM C18 was used) on HPLC system (Agilent Technologies Infinity II 1260, DAD HS 1260: Serial No. DEAEK06700).

Chromatographic Conditions:
An isocratic method elution was used with flow rate of 1.5 mL per minute on ambient column temperature. UV detection was on wavelength of 295 nm. Injection
volume was 20 pul. of each solution and run time was 4 times of the retention time of the principal peak of timolol maleate.

RESULTS: Limit of Detection (LOD) and (1.LOQ) were determined
Verification of the method by evaluation peak areas of timolol maleate at lower

Linearity was performed using timolol maleate standard solutions in concentration range from 0.005 concentrations. Acceptance criteria were signal to noise
mg/ml (limit of quantification-LOQ) to 0.03 mg/ml or 25%-150% from the reference limit for Tato about 3:1 tor LOD and about 10:1 for LOQ.

impurities. The response was linear and the coefficient of correlation was greater than 0.999. According to results LOD for timolol was 0,05 pg/ml,
The range (R2=0.9999) is shown on Figure 1. Linearity of the method is shown in Table 1. and LOQ for timolol was 0,15 pg/ml.
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Table 1. Linearity of the method Figure 2. Specificity of the method and secondary peak.



