Erythrocytes were separated from
centrifuged at 4000 rpm plasma and the buffy coat was
for 5 min washed three times with 10
volumes of 0.15 M NaCl.

2-3 mL of rat blood

+12 mL of heparinized 1.5 mL eppendorf tubes

+5 mM HEPES buffer pH 7.4 different volumes (5-40 containing 5 mM HEPES buffer
+150 mM NaCl mL) of diluted blood pH 7.4 containing 150 mM NaCl.
\ samples were drawn intol To this, diluted blood suspension

mL of water containing added and total volume in the

0.1% of Triton X-100 ¢ reaction tube was made up to 1

mL with buffer

centrifuged at 4000 rpm
The absorbance read at 540 nm

diluting the RBCs pellate (0.5-0.8 mL)
to about 15 mL with buffer
The tubes incubated at 37°C
-The samples centrifuged in a Kubota centrifuge at 4000 rpm for for 30 min in a gentle shaking
5 min to remove the unhemolysed cells. water bath
-Similarly, the reaction mixture was treated with 8 volumes of
distilled water to achieve complete hemolysis
-The absorbance of the supernatant obtained after centrifugation
was measured at 540 nm.
-The data percentage hemolysis was expressed as mean =+
standard deviation. L-ascorbic acid was used as a positive control.

Scheme 7S. The Antioxidant via erythrocyte haemolysis method



