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Table 1 Effect of different solvents on enzyme extraction

¥ Solvent
--____________ 0.02M pHT. 2 0.01¢m | 0.01M | Bk *x M X
| &EH Activity Ll R . .
oS oy Phosphate buffer ZuCl; | CaCl, |Tap water Distilled water *
Condition i
24°c Oh 37370 30500 § 34500 38750 33762
49 12h 39300 31300 | 34900 40830 35660
379G 2h 36750 30750 { 35500 41000 34500

FIM BRI GE R A > BB 0
#> CaCl, > HAK > ZaCly, HEERATE
B SRA SRR
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% P RS OO IR B » BRI 38 » BRI 2 B
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15 987,105 B 2%E, 1715 RELERYK,
DERE, BEE/. FHEBEHEN
HhBOR R K, K RN A S R T,
BERESED, 4hZKBIFRENE 3,
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1. pH X g 75 A R o

REGETRENERELE T Kb
(Img/ml) BY 1ml EG#IE 5 47> 250N 2ml
A pH 0.025M B AIHIN 05% BBE
A, 37C FTREMEH (LHE 1),
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Table 2 Comparison of different methods for removing dregs
» % REAREOU) | BEE EAENT | MEME | LBRE
Total Total Activity Viscosity f'l;: i
Methods activiey(u) proteia{mg) recovery(96) (est) ! (17':‘)"1
Filter paper 5200 4700 71 1.551 0.125
filtration
REELEE
Filtration with di- 4320 4000 39 1.166 0.167
atomaceous earth
REE S
Filtration with 5564 6099 76 1,269 2
Caso,

* 100g HEETE 37°C IR R B F) 7,300,000 u 75 77#E % 1009%,

7,300,000 Cu) of protease activity was obtained from 100g crude enzyme after extraction at 37°C, this

figure was raken as 10095.

®#3 W o6 R @&
Table 3 Purification of Enzyme
& N E g W (%)*
Activity Protein Recovery(9%) e & AL EN
AR BREO Spe'ci.fic Purification
Fraction . E"%,j](l“) | “Toual | &N B8 (u/r:;“;:gcin)
u/m o rg/m protein | Activity | Protein fold
activity(u) (mg)
HE§100 8 5600 | 5.6% 105 | 17,2 | 17200 [ 100 | 100 325.6 1
Crude enzyme
iR 5600 | 5.6%10¢ | 5.8 | 6000 | 100 35.0 960.0 2.95
xtract
A Sk
Ammonium sulfate 27000 | 4.3 100 1.2 1792 77.5 10.4 2400.0 7.30
precipitation
iH
Desaitation 11100 | 2.8 10¢ 6.2 805.6 50.0 4.0 1790.0 5.50
BUETHR
Lyephilization 72 /)| 1.9%10° 470mg/gl 620 34,0 3.6 1340,0 4,70

* R A 1:2000 K HMIRFTE BINIE DR EL X 100% i HE B H,

The recovery of activity and protein of each fraction was calculated on basis ot crude enzyme extra
cted with water (1:2000).

MEARREFEM oH Y 7274,
2. pH MNESRUE MR

A& ¥R B pH 7 0.025M 2 M ik BC
HFROEE I, 7E 37°C KB RIE 1 /hE, B
J&i F 0.025M pH7.2 BERZE IR 20 £5,
& pH £ F 7.2, RJEFAH M Folin 2k W 2%

KEBEH, SRLE2, H2E#W 1398 F
HESZE 37°CTRE, oH BEKE, 7E£pH

BT
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Fig 1 Effect of pH on enzyme activity
pH 4—4.5: Na,HPO,Citric acid buffer
pH 6—8: Phosphate buffer
pH 8.5—10.5: Glycine—NaOH bulfer

Agsgnm
(=]
L +]
\o
d

pH
A2 pH A RRE IR

Fig. 2 Effect of pH on enzyme stability
Buffer as in fig 1.
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Fig. 3 Effect of temperature on
enzyme activity
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Fig. 4 Effect of temperature on enzZyme
stability at pH7.0
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Fig. 5 Effect of temperature on enzyme
stability at pHS$.0
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FWEXH 1/3X107°M), ERERNEN.
FMEES = MEMS, PARINERRHR
A, S RALE 4o

#FA4ERLE. AS1398 THERE
# EDTA (1/3 X 107°M) Frilig, {EAH

PCMB(1 x 10~*M) Frinidl, TEHA LGS 4

L AREE—SH X, TS5&BETFEX,
X ZESBHD Hy* Cu™, A, Pb*
O FriMAl. M3 5 &Rt — KB EDTA
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Table 4 Effect of various metal ions and *
inhibitors on enzyme Activity

HREH

ﬁ%%% M;%ajiiﬁf Relgti‘ve
. (1/3%10-*M) activity
1 o 100 g5
2 ZnCl, 91.1
3 Pb({CH,CO0), 70.8
4 FeSO, 67.7
3 CuSO, 41.6
§ AI(S0), 7.8
7 HgCl, 0
8 EDTA 0
9 PCMB({1% 10-4M) 104.2

®5 FERAEDTA dWipWERALY

Table 5 Effect of different concentrations of
EDTA on enzyme activity

[ ] R
EDTA Pur;r:;ibi: :':)z: me| Crlil:li}cl ibci:li?:lmc
" rate (%) " orate (%)

1 0 0 e
7 1% 10-°M 100 99
3 1/3% 10-°M 100 99.6
5 1% 10—M 160 37.0
6 | 1%10-4M 41 6.0

BELF2RELRE, TR TEGiaT
EHEEETHSEEHENETERSE
Zif, HIE—IRE EDTA &1, KM
#HEAM, —HEDTA &3 10°'M &, 3
ZHERMBERER R,

(E) fREERE: A ASL398 %
% s 40 mg/kg KR /N #2506 BoREBH
SRR EER, HMEIRKE37.6%,LDxs 4
45.06 mg/kg, STEFEBEERL, X181
BERABRRRIERE, HANRGEREHE
19 1 B B Ak E R o

£ % X B
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STUDY ON NEUTRAL PROTEASE FOR MEDICAL PURPOSE
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Neuntral protease of Baesllus subfilis
‘A8 1.398 was purified by the following
procedures: The crude enzyme (5 X 10*
u/g) was extracted with tap water (1:10)
at 4°C for 12 h; to 100 ml of the extract,
20 m] CaCl, solution (60 g CaCl, in 100 ml
distilled water) and 25g ammonuium
sulfate were added, the precipitate was
removed by filtration, to 100 m! filtrate,
30g (NH.,)sS80. was added, and the pre-
cipitate was eollected by filtration znd
redissolved in 0.005 M phosphate buffer
of pH 7.2, desalted with Sephadex G-25
and then lyophilized.

A five-fold purification was achieved :
the final produet, a greyish white powder
has am activity of 6—10 x 10° u/g, some
characters of the purified enzyme were
a8 follows: optimal pH 7.2—7.4, stable in
the range of pH 6.5—8.0; optimal tem-
perature, 50-—55°C; about 80% of its
activity remained at 37°C for 2h; and loss
completely at 60°C for 10 min. It is
strongly inhibited by EDTA (16~ M )]
and metal jons such as Hg*, APF, Cuw* s
Pb** and not inhibited by PCMB (10
M).
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