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A. Ambrozic, T. Kveder, P. Zigon, B. Bozic 

University Medical Centre, Ljubljana, Slovenia 

Aim: To optimize the standard anti-phosphatidylserine/prothrombin aPS/PT ELISA Procedure: 1. coating phosphatidylserine on medium binding plates overnight, 2. blocking, 3. washing and application of prothrombin, 
4. washing and application of sera, 5. washing and addition of conjugate, 
6. washing and addition of substrate. Our modification was in the simultaneous application of PT and serum samples (joining steps 3 and 4). The methods were quantitatively compared using decreased concentrations of PT. The sensitivity was estimated by the ratio of PT concentrations yielding the same optical density at 405 nm (OD405). A qualitative comparison was performed to ascertain if aPS/PT of the same specificity were detected by both methods. Results: The analytical sensitivity of the modified ELISA was about four times higher than of the so called standard method. Plots of OD405 values for each sample ran parallel in the range of PT concentrations above 2.5 mg/L. All sera positive by the standard method showed significant bindings also by the modified method, and additionally, OD values measured by the modified method were 2 to 8 times higher than by the standard method. Conclusions: The analytical sensitivity of an aPS/PT ELISA can be increased by simultaneous addition of PT and sera to wells. The most likely explanation for the lower sensitivity of the standard method is the loss of PT during washing in phase 4. Similarly, a higher PT concentration in the modified method enables a more efficient competitive inhibition of antibodies binding directly to PS, thus lowering the non-specific binding.

