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0 0 _
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2B B. DS PA GE( )
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1 PHE i
A. crude enzyme and sephacryl fractions; Lane M, SDS PA GE
FHg. 1 Column chromatography of crude PHE ! ) .
A PHE B, middle molecular protein standards; Lane , 67P-SAS precipitate;
(10 12 ) ' Lane , sephacryl S100 fractions
A. sephacryl $100 gel-filtration chromatography of crude PHE; B. glver-stained DEA E sepharosefraction, Lane M, SDS PA GE
B. DEAE sepharose fast flow column chromatography of the gel- middle molecular protein standards; Lane , DEA E sepharosefrac
filtrated PHE fraction (No. 10 12 run-off fractions) tion
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Fg.3 Hfectsof temperature and pH on PHE
2.4 EDTA 20 mmol/L EDTA PHE
, 5 mmol/L Cu**
EDTA , PHE EDTA PHE ,
( 3
’ 3 EDTA PHE
EDTA ( 2
2+ 2+ 2+ 2 +
Cu™ , Mg~ ,Zn Ca PHE Tab. 3 Recovery éfects o different metal ionson EDTA-pre-
: ca’” treated PHE
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( 2) PHE 100
2 EDTA PHE
Tab.2 Hfectsof EDTA and metal ionson PHE PHE+ EDTA (20 mmol/L) 17.4
(%) PHE+ EDTA (20 mmol/L) + Cu** (5 mmol/L) 86.9
PHE 100 PHE+ EDTA (20 mmol/L) + Zn** (5 mmol/L) 21.7
EDTA (1 mmol/L) 11.8 PHE+ EDTA (20 mmol/L) + M92+ (5 mmol/L) 30.4
EDTA (10 mmol/L) 82.4 2.5
EDTA (20 mmol/L) 88.2
cu?* (5 mmol/L) 5.8 PHE
2 ) LBTI,BTI,
it (5 I/L 88 . .
" (5 mmol/L) bestatin, prAPMSF , leupeptin ,ovo-
Mg®* (2 mmol/L) 170 mucoid ,PM SF ,pepstatin, TL CK ,
ca?* (2 mmol/L) 247 TPCK,NEM ,IAM  chymostatin ( 4
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5 mmol/L
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4 PHE
Tab. 4 Hfectsd different protease inhibitors on PHE
(mmol/L) (%)
LBTI 10 98.9
BTI 10 92.1
bestatin® 10 90.6
p APMSF 20 83.0
leupeptin 10 73.6
ovomucoid 5 73.2
PM SF 50 68.7
pepstatin A 10 64.9
TLCK 100 60.4
TPCK 50 48.3
NEM 100 39.6
IAM 50 35.5
chymostain® 2 30.2
a (20 %)
2.6
Lineweaver-Burk
( 4) 1 Km
1.53 mmol/L
0.85 1
0.75
ul
s
¥ o065}
3
Roig
 0.55}
0.45] : : : :
0.7 1.2 1.7 2.2 2.7
B& G R E /(mmol/L)
28T
2 L
=
= 1.5}
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0.5 1 1 1
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1/[S]
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Fig.4 The kinetic properties of PHE
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Abstract : Using sephacryl S 100 column gel-filtration and D EA E sepharose fast flow ion-exchange chromar
tography , hatching enzyme (HE) from Paralichthys olivaceus (PHE) was purified. The molecular sze of
PHEin SDS PA GEisabout 34.8 ku, and its choriolytic activity was optimized at pH of 7.0 and tempera
tureof 35 |, regpectively. The Km value was 1.53 mmol/L with the substrate of casein. The PHE was
very sendtive to trypsn-gecific inhibitors and serine protease-ecific inhibitors but not sendtive to other
proteininhibitors. The resultsof inhibitorson PHE imply that PHE is most probably a trypsintype serine
protease. The PHE could beinhibited by ED TA in a dose-dependent manner. Metal ionsof Ca’* and Mg**
could greatly enhance the choriolytic activity of PHE, whereas Cu** could enormously inhibit the choriolytic
activity of PHE. But Zn°* had shown almost no inhibition on PHE activity. The resultson ED TA and met-
al ionsimply that this PHE might be a kind of metalloprotease.
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