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Fig. 3 Affinity Chromatography of Grass Carp Trypsin
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Purification and Characterization of Two Kinds of Trypsins from the Hepatopancreas of
Grass Carp Ctenopharyngodon Idellus

GENG Li-na' HU Chong-jiang’ LI Ying-wen'
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Abstract The goals of this research are to purify and characterize trypsin from hepatopancreas of grass carp Ctenopharyngodon idel-
lus . Trypsins from the hepatopancreas of grass carp are purified by ammonium sulfate fractionation CHOM sepharose 4B affinity col-
umn to obtain a single band on SDS-PAGE. Two kinds of trypsin are isolated called GTA and GTB the relative molecular mass of
which is 27 kDa by SDS-PAGE. As a result GTA was 243-fold purified with the specific activity of 61388 TAME units/mg protein
and recovery of 30.3% while GTB 5-fold purified with the specific activity of 1447 TAME units/mg protein and recovery of 0.2% . U-
sing BAPNA benzoyl-DL-arginine-p-nitroanilide as substrate the Michaelis constant Km of GTA is 0.37mM. The optimum pH and
temperature of the two trypsins for the hydrolysis of TAME N-p-tosyl-L-arginine methyl ester hydrochloride are 8.0 and 60°C  respec-
tively. The two trypsins are not stable to heat treatment up to 60°C. The GTA showes pH stability between 8.5 and 11.0 and the GTB
showes pH stability between 9.0 and 11. 0. This stability is similar to that reported for most marine organism trypsins which are highly

unstable under acidic conditions but very stable at neutral to slightly alkaline conditions.
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