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Tab.1 Purification of PO from haemolymph of C. japonica

(mg) *(U) ®(U/ mg) (%)
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Sephacryl S100 2.51 11.25 4.48 69.8 1.37
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Abstract : Phenoloxidase (PO) from hemolymph of Charybdis japonica was purified by gel-filtration and
iorn-exchange chromatography , and characterized in terms of its molecular weight and enzymatic properties
by using L-dihydroxyphenylalanine (L-DOPA) asthe specific substratein this study. It wasfound that pro-
phenoloxidase (proPO) , isolated as a monomeric protein, had a molecular weight of 69.5 ku, and a64.5 ku
PO molecule was often contained in preparations. The PO showed an optimal pH value of 6.0, and an opti-
mal temperature of 40 °C, respectively. And an apparent Km value of PO was 3.41 on L-DOPA , and 7. 97
on catechol , regpectively. PO activity was extremely sendtive to sodium sulfite and 1-phenyl-2-thiourea,
and quite sendtive to thiourea and benzoic acid. Based on its sendtivity to different oxidase inhibitors and a
higher affinity on catechol , this PO was thus classfied as an o-diphenoloxidase. The PO activity was al o
strongly inhibited by Zn®* , Mg®* , thylenediaminetetraacetic acid (ED TA) and diethyldithiocarbamate (DE
TC). And the DETCinhibited PO activity can be recovered perfectly by Cu’*. Then it can be concluded

that Charybdis PO is most probably a metalloenzyme that required Cu’* for itsfull activity.
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