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Using HPLC-CAD to Improve Sensitivity of HPLC-ELSD Phospholipid Determination


 Daniel Epstein,  Alex Krol,  Sasha Nezlin,  Alex Rozovsky


Analytical R&D, Nextar Chempharma Solutions, Ness Ziona, Israel



An accurate and precise RP-HPLC method with evaporative light-scattering detection (ELSD) was developed and validated for determination of two phospholipids (phospholipid 1, and phospholipid 2) and limit test of their known degradation products (lysophospholipid 1, lysophospholipid 2, fatty acid 1, and fatty acid 2) at the 0.5% reporting limit (0.0375 mM). Good precision was obtained for both phospholipids in six replicate sample preparations (2.8% and 2.0% for phospholipid 1 and 2, respectively). Good linearity was obtained for both phospholipids in the range from 50% to 150% of the target concentration (R2 of 0.9943 and 0.9983 for phospholipids 1 and 2, respectively). Accuracy was demonstrated for both compounds at 70%, 100% and 130% of the target concentration with recoveries ranging from 97% to 102% (maximum RSD 3%). 

To improve quantitation of the degradation products the method was adapted and validated for use with a CAD Corona detector. With the increased sensitivity of the corona detector accurate and precise quantitation of the known degradation products was now possible from to 0.3 mM (QL or 0.2%) to 7.5 mM (5%). Results of the validated method will be reported. 
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