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To assess the thermal nociception tail immersion 
test was done23, 24. For this, each rat was placed 
in a Plexiglas mechanical restrainer, with the tail 
hanging freely and kept there for initial 5 minutes 
for acclimatization. Then 400 ml of heated water 
(52±0.5˚C) was taken in a 500 ml glass beaker with 
a thermometer placed in it. Then the distal 10 cm 
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of the tail was immersed into the heated water 
and the tail withdrawal latency and the mean of 
similar 3 successive maneuvers (at 5 minutes 
interval) noted as baseline latency (BL) (taken 
before vitamin supplementation). Again, another 
tail immersion measurement was done 1 hour 
after vitamin supplemntation. The mean of similar 
3 successive maneuvers at 5 minutes interval 
were noted as test latency (TL). To minimize tissue 
damage, a maximum latency of 15 seconds was 
considered as cut-off time. Antinociceptive effect 
was calculated as percentage  of maximum possi-
ble effect (% MPE) as follows:
% MPE=[(TL-BL)/(Cut off time-BL)]×100
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