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Fig. 2 Tlon Exchange Chromatography on DEAE

Cellulose of the enzyme fraction obtained by
Gel Filtration on Sephacryl S200

Column size ! 1.6 % 25cm

Buffer ; Liner gradient of 10 mM Tris- HCI
buffer (pH 8.0) containing 0~0.5M NaCl
Flow rate : 20 ml/hr
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Polvacryamide gel electrophoresis of
the purified enzymes”.
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Stability of the enzymes from Lumbricus
rubellus extract.
The fibrinolytic activity was measured on
fibrin plate”
One mg/ml of A, F—II—-1:B, F—1I;C, F
—1—0:D, dry extract in 10mM potassium
phosphate (pH7.2) with 0.02% NaN, were
separately stand for various periods.
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Fig.

5 Fibrinolytic activity of the purified enzymes.
The purified enzymes were separatly added on
the fibrin plate®.

1, F—II—-2, 0.1¢g protein; 2, F—II—1, 0.1
nrg of protein; 3, F—II, 1pg protein; 4,

F—1-=2, 1 pugproteini 5, F—T1T—1, 1pg

protein; 6, F—1—0, 1pg protein.

The fibrinolytic activity was measured after the
incubation for 2 hrs at 37TC.
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Table I . Substrate specificity of the purified enzymes.
( gmol/mg=min)

s [iE FIl—2 FIl—1 F—11 FI—2 FI-—1 FI—0
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Sl s a1 63 0 0.6 0.5 0.4
4 — 30 28 0 2.8 2.2 0.1
P 150 72 0.1 0.4 0.2 0.1
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MEFREVRECH ey e A LEEOWBERIROWMHY THSD, 1, MeO—Suc—Ala—Ala—Pro—Val—pNA ; 2,

Suc—Ala—Ala—Ala—pNA ; 3, H-D—Val—Leu—Arg—pNA ; 4,

H—D—lle—Pro—Arg—pNA ; 5, H—D—Fhe

—Pip—Arg—pNA : 6, pyro—Glu—Gly—Arg—pNA; 7, H-D—Val—Leu—Lys—pNA ; 8, Bz—L—Arg—pNA ;

9,Bz—L—Tyr—pNA ; 10, pyro—Glu—Pro—Val—pNA.
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TableIl. Kinetic parameter of the purified enzymes

feds|  Flll-2 FIl—1 F—1I F-1-2 F1-1 F-1-0
(kv e vILE)
Km( zM) 65.2 30.0 42.3 204.1 152.2 161.6
Vmax 197.7 72.9 0.05 0.538 0.36 0.084
wogF—dRE [ AV VA VR | 2o As-EHE | TPAKE TPAKE |2V 2ud v EE
Km{ M) 227.7 27.1 210.3 335.5 331.0 167.5
Vmax 268.4 86.1 0.51 5.84 4,96 0.51
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Tablelll. Effect of inhibitors on purified enzymes.
Inhibitors Concent. Residual activity(%)
F—l—2 F-Nl—-1 F-0 F-1-2 F—1-1 F—1-0

none 100 100 100 100 100 100
SBTI 0.001mg/m! 0.5 1.4 17 60 60 60
Trasylol 0.001mg/ml 0.7 0.3 25 84 85 90
TPCK 0.1mM 100 100 100 97 91 100
TLCK 0.1mM 88 79 83 100 100 70
e —ACA 0.1mM 100 100 100 100 100 100
Elastatinal 0.1lmg/ml 99 94 92 84 100 50
PCMB 0.01mM 100 95 100 100 91 90
EDTA 1mM 100 100 100 100 91 100

ZREOPRER A i L -8 % &7 10mM potassium phosphate buffer (pH7.2) T, FRICT, 2007 WHE L,

BAETENE (%) % WE L1z BRI DR,

rEYEYO Y RENS LRE (S—2238) # M\, Table ]l icoid %

4T (37C, pHT.2) CHGMBIE 29 L, R L& HEF O IR OMH TH D,



rREREE, e, SEE fE, AR

LB b P W L v,

ARERUE, WOROERNG 7 ¢ 7 ) T S ATE
PERRL, $FoF —1— 243, fdii< 7 ¢« 70 v FER
BRI L, KO 2 0¥ 4 LAREHIC W B R,
F—Il, F—I, R F—1DFEhEhOGEC &Iz,
BF IR L R AR R L e,

AEEFE, 33 XOPESRTE PO E LI RA o
301 OMERE D I ERE, HER, pH SRz
L, TNV FaFT—EOFTHY, SBTI k&
LD KIERMEESN PR ALY Y T rs T —EThH
hEEL LR,

EhENORUBEEENL, FOMFHEAOERE,
H LWL, BIRTHRT 2 RATHIEEEO LR L 580,
YRS (73 2 EERAD L TNt T
1TYHALATHBIEELBRS,

MFEAEF O iHE % B & LT AR OB - [HIEH
22T, EoOuHEME % < FEIET 5 BIERE BB s X

&l A

1) ElUe s, AZFOREREE iy v Eo gl pro,
13 X (Lwmnbricus rubelfus) fMP 2B E niz & Hd TLE R BHERM &

2) R, MR, AEGA, IR,

RTEOY, KEEEDOREN S G0 k2R s i v o
FOERBIEORIA L Ub & LT, SHoRMHON
A7 s b h T b,

fods, A, 23 X (Lumbricus rubellus) #ifarp -
DR E N, B R AT & R, R RR L
AT EHMIc L) v I n s T —4%, FOREOFH
L0, MNELT, v T aF)—+ (Lumbrokinase)
Eff Ll

AREREOE LTI & 5 TR e 2wt Ajess
DHFRIZE T LT A,

Ell 23
AU AEETT LB, WRESEDSZ L,
Koo OB EAREE 2O £ Lk, 5URASE, {b2enr
TN, AR ERR I R MR, o M <
R LE . Aok, SR - UREICBIL, BB @
WhEHEE LR F X ARKILEL LFET,

X ik

1986.

(£ 1), — LM, WEME —, WILUESZAIERE, 35%, p6872, 1991
3) B. J. Davis, Ann, N. Y. Acad. Sci., 121 p404, 1964.
4) S. Park. K. C. Kye, M. Lee, H. Sumi, and H. Mihara, Thromb. Haemostas., 62 (1), p545. 1989,

5) rhEhte, e, O, FRIE SRMET,

HRERE (20 3).

23 & (Lumbricus rubellus) fifurbic 8Bl E Nz & HHTEE
LML E 57—, RILE S KPR, 36%, p,77—81, 1991.

ERC 310 9 B+
R 3AELLE 7 HE A



