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HPLC assay of melatonin in cream-gel formulations 

The method was developed based on the HPLC method described on the USP 38 [9]. 

Examples of chromatograms are provided below. Figures S1 shows a Chromatogram 

corresponding to a blank sample of the melatonin HPLC method. Figures S2 and S3 

show chromatograms of melatonin (retention time 7.7 minutes) without and with 

hydrogen peroxide exposition for 12 days. Figure S3 shows an oxidation product of 

melatonin at a retention time of 5.4 minutes. 
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Figure S1. Chromatogram of a blank sample of the melatonin assay method. 

 

Figure S2. Chromatogram of melatonin (retention time 7.7 min) after 12 days of 
exposition in aqueous medium without hydrogen peroxide. 

 

Figure S3. Chromatogram of melatonin (RT 7.7 min) after 12 days of exposition in 
aqueous medium with hydrogen peroxide. Degradation product by oxidation with a RT 
of 5.4 minutes. 



 
Figure S4 shows a chromatogram of a reference sample of melatonin at 5 µg/mL 

concentration. Figure S5 shows a chromatogram of cream-gel formulation C1 after 18 

months of storage. No interferences related to the excipients are observed in the assay 

of the different melatonin cream-gel formulations. 

 

Figure S4. Chromatogram of reference melatonin (RT 8.3 min) at 5 µg/mL. 

 



 

Figure S5. Chromatogram of cream-gel formulation C1. Retention time of melatonin is 

8.8 minutes and retention time of methylparaben is 11.4 minutes. 

 


