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R #£ 4% 35 %% ( Eriocheir sinensis )N-Z Bi-B-D-SE B HEFER
SEAEURERNDT AR

/N

A

# -

(RBRAKEHYEFEEH YR ET A, EBM 350002)

HWE - ATWRUFEEEEHBEAME, 23 HMBETIIE S % 55 B IK DEAE-32 B T 3 4 Z 47 il Sephadex G-100
Ay T oA B alidl , 318 LIE 120 4490.79U/ mg AL A BN 28.07 A% 1Y 58 PF 5 Bt e 68 JBC oy Dk 4 9 N-Z k- B-D-E &
WEHWEHEHN, Mo FPETREMS TR 90 121.21.98.63 f173.48 kD, H B H 0 4.5, LI -EH%E-N-Z B-
BD-EHEWEHMEAKY, HTHELRY KB NFHR.GREV - BHEARYINMERE pH B 5.5.8%
BEE R 45C, ZBEHE pH4.9—9.3 XY 40°C LA T AL 32 30min, B8 J1 R FFIRE . BRI 31 1% #F & K K Wi
R, MEBKRK L K9 0.357 mmol/L, B KR I EE V.4 10.41pmol/L- min, EF#E{L pNP-B-D-GlcNAc & i 1%
fLEE R 76.50k)/mol, /B & T X BEA BN KB R Mg .Ca** Al Ba™* I BGTE SN AE W . Na* X BEH BIEIER,
Li* K" .Zn** \Hg* .Pb** .Cu** # AP M HEHXRAERRBEHMRER,

KRR PRYEE;N-LB-S-D-EEHAHEHME; B3 ¥ BEd

hESFES Q556  THARIREG:A

LWTHRITZSAHTERAR D, HEEMNKRTE
BEEF ML, RERAPEXREENEIRERMN
AEY, LTREBRAH THLERER TS E
MR TR A R EERB T EMEER
LTHERBAP ., LTHREAR B N-ZB-5-D-E %
) %) %% H B8 ( B-N-Acetyl-D-glucosaminidase , f&] #F NA-
Gase,EC3.2.1.30) JLT RN Y1 BERJL T J& 5h 1) B
HE=MARASHRK Y, ENHEERBEILT R
SHRER N-CBE-B-D-BEAH B, BEALXIL
THROEMSF XA, BN LT R R e
REUREERER, ARRARFRAEYRMILT K
BEARAARMAEY ¥, B3 IkAN NA-
Gase HEEML B 2 5 M &Y KA MM B 72 54 5t
s

WA 9 B B ( Eriocheir sinensis ) X% & % , ] & |
BHEHN, TEH, 7 &M, YEBE, RRER™,
FROABETBRFESIE R RGBS MW R . BB
W fETR E T JLAE Sk XA B R R K 7 SR T AL
TR 1 3 7 T RRLFE S IS B i, B 2 8 O B
REBAKWEE, B TEALFEHTRERKER

W AR B H#3 :2006-06-21 ; #1T A ¥ : 2007-03-17

3 4R S 1 1000-3207(2007 )04-0563-07

A HER AYHER KERESBNIER, LH
STEZIREHNRNME B RITHOREK, ERF
Bl ERBEFHA. ik, HEEXT P ESEE K
WRAEBEAMREHTHE, FEARXNBESEK
BH AU RS R R KK R, A AT 6E 5 X gk
EENRE. EBHMARLEAE R D EHEE NA-
Gase FIF R #IE .

FICLA e G B R 9 b R, 4 B A4k NA-
Gase H X HMERHT THIHMAR . XWEAH#H 5
5T NAGase AR B A AR EYRBERILT K
BMARNERMINERN LB TREE LS AFILT
FRESSE AT R AR E IR S W AL HH P
Y BB AR E K,

1 HRE5FE

1.1 #8 HEhEgERWARMNAERE TS,
AP ME 38 40 S 42 B RO X8 AW B 2R -N-Z BE-8-D-8
33 B PEH (pNP-B-D-GleNAc) N B BE 25 Tk BF 5T
Bt 4 4k = 7 5 B3 ME X @ 2 B (pNP) 4 England 7=
& ; Sephadex G-100, DEAE-32 % Amersham Fl What-

E&WA EX A RP¥ESE(30571257) ; WERE B F /T H B 4 (2005K32) % BY
WIREE - EALO(1966—), &, DU EBREBEAHE ML TENESIWED LT EORR. E-mail : xhhuang @ vip . sina. com


http://www.cqvip.com

564 ;S O

£ 000 http://www.cqvip.com|

¥ 31%

man J°= & ; SDS- 5% 79 45 Bt Jb2 %€ Je 1 A el Tk 14 AT HE 2R
B 3% i Amersham & 4+ F B Marker; 2 Ifl & & H 915
WEA; A BRI ULEREKEH .

1.2 &k

NAGase FF HIE BIE S HWE S B SCER[7]
. BB AR/ EXL EITCEKET . 8F
WP a0 L KB 4 1pmol pNP B % B B
B, WiEHNEXHNEBERBEARRANBEBIE 1R
YiYR: ¢

EAREANTE R Folin-BrR M B E X
HWKE, L4 mEEE AR,

BAS B AP EEEEEERNER
43HE R 5188 NAGase FIBF B, LA 2.5:1(V/W) B LU
A 4°CTF ¥ i 0.01mol/L Tris-HCl 28 wh ¥ (pH7 .5
4 0.2 mol/L NaCl)#li#2 1h;4°C T, 11000r/min &5 .
30min X EIE W, MA TR WL BEZE 5% R 24h;
4°CF,11000r/min & .[> 30min BL £ iF &, EWKEE
R, RAGRE T RITE, WE 35%—T70% 11
ERTEEL, BN HRIIMEABHN. #—PFE
DEAE-32 B Fac i B aifb, LU NaCl % B # ¥
(0—1.5mol/L) #9 0.01mol/L Tris-HC1 28 wh ¥ ¥k % .
KA A 3.0cm x 20cm, L # K 10mL/h, 43 FFYCE,
F% 2.5mL, & /70438 i3 Sephadex G-100 43T i %
BT uEa B A4k, % A 0.01mol/L Tris-HC1 28 th ¥
(pH 7.5, 4% 0.2mol/L NaCl) Be i , & #L#% 5 2.6cm x
60cm, i E X 1omL/h, B WK &£, 5%
2.5mL, i@ 3 DEAE-32 BFXX#HLEEaiik,
PA NaCl 2% FE # BF (0—1.5mol/L) B 0.01mol/L
Tris-HCl 22 sh e . KA A 3.0cm x 20em, it
BR 10mL/h, FEHKE, BF 2.5nL, FHBETHE
T, YEBEIE 14 T A .

HEET RARRBBRREREK?,

BOFIEBRSFRONE By TFHEERRK
Hsr 7 B SDS-IR 9 4% Bt R 8 B 3 AR R A 3k
(SDS-PAGE)#l 217,

BMOFRHEEANE ARNBBRKRELESE
B 2% H, 5k (BB 3K B0 HS 0 Smm x 100mm) ) 5 NAGase
M % 10, BRI R pH BB R 3—9.5,

BREMNBAINERMBHOABRENE #£#
0.2mol/L BEFR & vh ¥k (pHS5.6) MIE R &, N A
20pL BB, W E A R R BE (10—65C) T W B I &
71, B IR B X B S T MR A,

KRB AR FEE (10—55C) # 45 # 30min
5. REBRHBER, RERE 20pL A BYBEBAE

B 1% B 03E 1 & (pH 5.6,37°C) & 1 B8 19 8 R 18
Ho

pHYEBMENHNHEMMBHEEEEE &
37CHMEER RS, B 20pL B, W EAF pH TH
B4R 5200 B4 %0 2 B, F 5% pH N BB HE (L IS 4 pNP-B-
D-GleNAc 7K %% 52 I B 97 2 BE IR T o

BEENBASAR pHNEWNBRERIES,
EZRTHE 24h J5, B 40pL 4L FE KB TE pH
K 5.6 BOIIE K 7 oo AR 9 R E 7, LABE IS 1
A ERE pH YEE, 4347 BB IO BR BEAR E 1

B & 4. pNP-B-D-GlcNAc KRB Zh ¥ S B
E FEIIICTF,pHS.6 MMEKRD, HTRY
(pNP-B-D-GlcNAc) ¥ BE[S], Wi & M2 S 1 ) 4] 3
(Vo),BA VoXF [SHHEE , E— WK ETLE N E AR
BRI X R, U 1L/V3 1I/[SIHHEE, ANE LK
FPER 18 NAGase ALK YK BHIK R FH K, M
KEE Voo

BRfE 1L ¥ pNP-B-D-GlcNAc 7k i 2 B¥ B9 3&
BERE FEWFEERD, BURRYEE, W EBREKR
BB 3 B, 5 Lineweaver-Burk X8 8/ & , 5k L &
RN KEE (V). TEARIEE (30.35.37.40
FasC)T,MEBMERNA V., B Arthenius 24 F

E, 1

2303R T
R ASAKFER, HEN 8.314()/mol - K) , LR K KR
HEZE(gV) ¥ I/T(T REITREE)ER, S
—HAXR, NEZL W H FK I 8 446 pNP-8-D-
GlcNAc R W) IEILRE(E,) o

CEBFHN®AENNARME EIIICETH
0.2mol/L BEBRZE vh ¥k (pH 5.6) WM iER & b, M A
AREEREBE T, I E8BRAHEME T, 5 e
por.:3epaling-A o

2 BERESH

2.1 MM ELL

A o) 2 NAGase WL EE LE 1—H 3,
DEAE3 B FXHLEHEWNMAALNE HEEERES
329—341 Z [d], Sephadex G-200 4} F i & 2 #7 4t 4k
HITE S BB 39—45 Z . % K DEAE-32 &
TRB@HEERFT AT HIEEES 81—89 Z 4,
ZRB ALK D), BE 5B 41k 28.07 1%,
L& 718 4490.79U/ mg BIBEHIFN o FFA5 2 9 B o 57
ZRNBRBRERBEXEEN R —-BEARRS (B
4C), HBAZEBHINC Rk,

IgV,, = Const —


http://www.cqvip.com

£ 000 http://www.cqvip.com|

43 BN « o 4R G5 B B ( Eriocheir sinensis ) N- 2. - 8- D- 48 26 ) 25 ¥ 17 B 1) 40 B0 A1 B 4 SR O 90 45 B 5T 565

£1 PELHEEN NAGase FHAL
Tab.1 Purification of the NAGase from Eriocheir sinensis

aifb b HEEAER(mg) B A1 (U) 3% 27 (U/mg) 2RI 4 BE(%)
Purification Total protein Total activity Specific activity Recovery Purification
SRR 4004.00 640500.00 159.97 1 100
Crude preparation
R 3440.642 630382.48 183.22 1.15 98.42
Extraction with 5% ethanol
35%—70 % Wi B L UL 3 2189.60 2189.60 253.03 1.58 86.50
35% —70% (NH,),S0, precipitation
DEAE-32 263.19 137327.74 521.79 3.26 21.44
Sephadex G-100 40.23 117894.97 2930.50 18.31 18.41
DEAE-32 14.20 63769.16 4490.79 28.07 9.96

5000 50 1500 —0.40
4000 4.0 5 A
-~ =) _
3 T 0.30
£ 3000 30 ® 1000 |- -
> E I i =
5 E E £
2 g 5
= 2000 20 B 2 £
1] & 2 3 —10.20 =
< = 5
1000 410 2 ] 8
< 500 |- A
0 - = 0.0 —0.10
0 80 160 240 320 400 480 -
Tube number ]
0 | i l A 1 Y 000
B 1 4y % NAGase Y DEAE-32 [ it 0 20 40 60 80 100 120
Tube number

Fig.1 Purification chromatography of the
NAGase on DEAE-32

——WEh —O—EAXE

B3 g %M NAGase Y DEAE-32 Ml
Fig.3  Purification chromatography of the NAGase on DEAE-32

—— &S —O—ERWE

2800 ~ 0.8
200
2100 dos 130
I )
E E 97
5 &
= E
2 2
k> o
< £ 66
700 0.2
43
0 0.0
0 20 40 60 80 100 120 140

Tube number

B2 S %% NAGase B G-100 A%
Fig.2  Purification chromatography of the
NAGase on Sephadex G-100

—— EWES —O—EHWRE

A B C

B4 NAGase Ffy 8 3% B 1%
Fig.4 SDS-PAGE and PAGE of the purified B-N-Acetyl-D-glucosaminidase
AR A ;B A5 C.: PAGE R B &%


http://www.cqvip.com

566 X & &

£ 000 http://www.cqvip.com|

22 BAaTHIERS TR

#if§22 SDS-PAGE EHRRBKERA=H£HE
H4%(LE 4B), BIERHEE A (4 F B2 58 200,
130.97.66 F1 43kD) i e 3k I B 3 (WL 4A) LA & NA-
Gase FE 5 HIIE % 38, A SR 18 4 4 B B A I NAGase
£ TS FESHIN 121.21.98.63 1 73.48 kD,
2.3 MHSHER

A BB NAGase 2R MBI B F L R
FEE Uk, T2 AT E B £ A\ PHAR ZEBAAR 59 pH A, W
EERLES. REWERLNBEAME,NE
5 5 1 A 5 PH 2% IO BE B, 3B BUAS I 4% B B9 AR L
PLB, NFRHERE pH B EEHI R FT AR S e B B
NAGase B§ 4+ FRIF A pl 7 4.5,

10

<
-

L/cm

B 5 srEHEE NAGase B S HIE
Fig.5 Measurement of isoelectric point of the enzyme by isoelectric

focusing electrophoresis

(AR % LG 0.5cm 9 pHRIEM, (O)hE 4% %® NAGase

2.4 BEMNBEHAOEBNEBHARAREN

£ 0.2mol/L B% B2 & v K (pH5.6) W9 M 35 1k %
H,mA 20pL B, W 2 A B R B (10—65°C) T B
B LIS Y pNP-B-D-GleNAc /K % 2 b7 %1 3 . , BF
RBEXEHEINER, 5R(E )XW, BHER
BRER45C,

KRBAERFBE T (10—55C) # 4L # 30min
Ja, EEHBER, RFEE 20pL 40 KRR E
B3SO ME 4K R (pH 5.6,37°C) Bk I B8 B9 ) 2 75
51,85 R WE 6b, KU P L L E B NAGase IR E R
EHRIF, B 40CLAT A FE 30min, B5 52 € M2
BEFERAT BERKTF 45CREEBEMRK,55CHRE
2R,

7] ¥ i 31%

8.—
6_

2

B

s 4r

k3t

<<
2|
0 1 1 A ! BN N |
0 20 40 60 80

Temperature/('C)

B 6 a6 A REIE ST Wb, BEAOE B R E 1
Fig.6 The effect of temperature on the enzyme activity(a)and the

temperature stability(b)

2.5 pHYWBMFNHRMANBYEBREY

7E 37 CHI I IE A &, B 20 L BV, W B AR TR
pH T R B AZ B BE B9 %0 28 B8, WU %€ pH Xt B§4E (LR D)
pNP-3-D-GleNAc 7K #% 2 BL i) %7 3 BE i & W, 45 R
(B 7a) RABHERE pH H 5.5,

25

20

ActivityA(U)

B 7 a.kpHXEMEW ;b NEMN pH BEH
Fig.7 The effect of pH on the enzyme activity(a) and the pH stability(b)

BBBESAR pHNEFRERBRS . AER
TR 24h J5 , B 20uL 4 B 7E pHS .6 BT
T 1A 2R RS U A B AR TS T, AR S X AL FR ) pH
ER, T BN BRER e, &R (B 7b) XA LM
FEBREEMER R, 7€ pH4.9—9.3 KB KR
E,Y pH/PF 4.9 pH KF 9.3 EAREE,
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2.6 & {LJEYW pNP-p-D-GlcNAc 7Kk & I R i) Zh
NESHAE

£ pH 5.63 B9 0.2mol /L B B2 2% v ¥ B9 I 15 14 &R
B AR IR L 7E 37C T, & P R 4 NA-
Gase fi 4k pNP-B-D-GlcNAc 7K f# & BT B9 ] 3 B , LA B§
RENMMEESKYKEER, YRYEENDT
0.7mmol/L B , B S BY WU 4R Kk R . 1 B B M AL IS
Yy 7K #8 I2 I B{E Michaelis-Menten 22, & 8 X
4 5 B A NAGase #E1L pNP-B-D-GleNAc 7K ## I [ i
Lineweaver-Burk X {8 ¥ /& | , 3K 15 B8 /K #% pNP-3-D-
GlcNAc B K, M V.5 0.357mmol/L 1 10.41pmol/L+
min, ME 8 WAHERFRI LA L : YEWKE LT
0.5mmol/L Bt & [ 3 R BB K, YEWKE KT
0.7mmol/L B 2 5 ¥ B FF 4R T BE, RT3 —
EWEG YT B8 09 A2 1k K 8 52 L R B 10 ) 4
Ho

0.6

1i(1/0)

02

[JIK.I.I.I.I.

-6 -4 2.0 2 4 6 8
V/{S)/(mmol/L)

0 05 10 15 20
[S)/(mmol/L)
J

8
6
4
2
3
|

10 12

E8 %% NAGase fiE L pNP-B-D-GlcNAc KR
Lineweaver-Burk 3% {5 ¥ B
Fig.8 The Lineweaver-Burk plot of NAGase for the
hydrolysis of pNP-8-D-GlcNAc
P4 B g B B ) S BE o3 JRE 4 9 BE BRSO g £ 5k R
The inset shows the relationship between the initial rate

and the substrate concentration

2.7 EELEY pNP-B-D-GlecNAc K R & K #Y 7&
LR E

EAFR E T 0 %E 8§ # 46 pNP-B-D-GleNAc 7K
BN V {H., BB Arhenius AR, LB RN E
X gV, 1/T fEE B8 —HLE(E 9),HLK
BN Y = -3995.54 * X + 13.919, R #& . H Bt
B B8 1k pNP-B-D-GlcNAc 7K ## 12 I B9 1% 1L 8 K
76.50k]/mol,

0.0 1 . 1 . ]
0.0031 0.0032 0.0033 0.0034
ITA1/K)

H9 BAEILIEY pNP-B-D-GlcNAc 7K i B i M 16 AL BE Y &

Fig.9 Determination of the activation energy of the enzyme for

the hydrolysis of pNP-3-D-GlcNAc

2.8 EREFIBEINNRE

LR FX NAGase HE M E WM AT 2, —#
ZRBETF Na" NBAHREEMR K ML XBAER
ERWEER. ZHEF 2o’ X EA M ER, W
Mg* .Ca’* #l Ba** W BEWE W EWMA K. =BT
AP* X EE N EMHIERH, E£B G HE ",
P’ X EE A AR R E MM EM,

®2 SMMT NAGase EHHIEW
Tab.2 Effects of metal ions on the NAGase activity

L&Y i3 3 XIS S
Compound Concentrations( mmol/L)  Relative activity ( %)
Control 100.0
NaCl 500.0 145.3
Li, SO, 2.0 94.7
KCl 500.0 91.17
MgCl, 2.0 101.2
CaCl, 2.0 101.5
BaCl, 20.0 97.6
ZnSO, 20 50.8
AlCl, 0.6 40.2
HgCl, 0.04 1.84
Pb(NO;), 20.0 34.7
CuSO, 1.0 49.2
3 %@ i

FEREBKAE RS E SR EEEBEMHET
MBMTEREERREETNEERME, RAEE—
ARZSH TR, RA R 5 B85 2 &
KAMGEEA S LR E ., 20 4 80 K47,
Amould CHFERIFZHYNAPHEB LIRS
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LT RS R BA A B AR, LT REARR
HRUEBHE M, LR, TG, RERRE
AL w5 Ry o [R] BeE SE B X R R 9 3 2 sl AL E P
MAETE TEE TEXFEHYBE RN, £
EAMIEBAR K 8.8 BEREEED,
RIB T X — Rt AR % 3 R U B
43 B g4k NAGase R #1 %}, 5k A pNP-B-D-GlcNAc
RIS, R bR A 2, R BUAE i 0) BB 48 K A%
pNP-B3-D-GleNAc, ilF BA $2 46 () 8§ & NAGase. AIA3C
FR 43 BS A4k T B 3R A8 LU IE 7 D9 4490.79U/mg ., [8] i
2N 9.96 %, 44T 28.07 fEHEEHN, Z2RHE
BBk E TN E - BRARRS . X—4FRE
RABAABRTERARATITH, BRI EAEL
HBREMEKBRALEHRM S FER, XK A —
SHEBHEN SR BT EEEBERKRT.
FRERRERZ X EEEEENHRER,

AL 2 A& NAGase M FiE pH 9 5.5, KW
BEHMEEER, £ pH4.993 XEEBEE,
BACHEMTAREREZH, RBETFRRIY %
Z meagE s REB 8 B A
#R0) gears) ok F U EEBIFVIZR R Y m
NAGase B MMM ILERTE. HEE pH HEHE
5.0—6.0ZH, AT KRR FERMGIYHEESE
AR, WA TEKILT RA IR
NAGase X F HMIHFEERE KR, Bt MED
PILT R R B BRE pH £ 3.0—11.0 Z E8),
HEHFRITHENREpH M 5.6, M T HAE
pH4.5—6.5 Z MR E!" B REILT R K &S
pH % 5!%Ohtakarak Vibrio sp. (3K /B ) 0 35 36 W
B PR EILT R pHO—11 TEE WA,
AR AEYIFR B NAGase £ RE K, FHETRER AR
YRR, 2 FEMAR 555 28BS L
HWRAMBOM R R, RBERE pH A —B B2 F
REBEW pHABFLELER, BHRE pH AR
—MEE,ERK/DEIR R L FIRE B RN
MHEORE BFRECGRE RN ETGEA, B
U, 76 W 7€ B i 8 I i), B FEBGE pH & TF o
17,3 L RIE S h R RN R GE pH &1,

FRAE SR B B NAGase MERE BB N 45C, 4
BENF4OCH, ZEREEEFR T BERT
SCREHMEME,SSCTHELRE. X/FEPEL
EENARHE N EDHER S

KRB NEENNNEFEEER. LR
IR NAGase BB{E RN B ¥R A K K&K H 2, 8

7K & pNP-3-D-GlcNAc 4 K, 0.357mmol /L, HARES B
B NAGase Fy2K FK % #K (0. 16mmol/L) K7, b K & 1
L% NAGase ) K, (0.787mmol/L)"2) F17g 3% B Xt #F
( Penaeus vannamei )i K,,(0.254mmol/L) /N 38 dh g
YR IEE NAGase XY pNP-5-D-GleNAc HIEM B HLFK
B A=RUE N ] N

B &R B F X G B NAGase HIRUNL K
KR, NaCl X B A BIEEA . MEERKIHEL
AERMEE, Y4BREED—REr, EEER
AREXRER. iEEXFIRRYENE, B E
HRK. ZFRBHERVTREESENXFEYEIS
AR, B NaCl £ < % W # & B X &F NAGase 1%
A2 X AR S 3 B X R AR IS AE 28%—34%
BRI KT PR ER SRR BETEN T8
KE Na* WIS, B T HEHWEENHARX. B
R Mg?* \Ca®* Ml Ba>* RiF ERFHIBIEH Y B EA]
Xﬁ*@ﬁ%ﬁﬁﬁ%ﬁ[”] B NAGase 2o A & %,
K*.\Li*.Zn?* .Cu®* \PH** \HZ* M AP MBS A AR
BEMME . X5 Kega EHEREREHRA
RN, 7T RARR 4R TSR
HE], B 2[R — b i £ 8 & F Xt K 8] AR 4 3k UR 10
BRI EOEACAHER., £BEFHBLEE
FRMILE, BERTHE—FNER,

SE UK
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PRELIMINARY STUDIES ON ISOLATION, PURIFICATION AND SOME PROPERTIES
OF THE B-N-ACETYL-D-GLUCOSAMINIDASE FROM ERIOCHEIR SINENSIS

HUANG Xiao-Hong, CHEN Hong-Hui and HUANG Yi-Fan
(Institute of Animal Health , College of Animal Science , Fujian Agriculture and Forestry University , Fuzhou  350002)

Abstract: A B-N-Acetyl-D-glucosaminidase (EC3.2.1.30) was purified from the viscera of Eriocheir sinensis by ammonium sul-
fate fractionation , chromatography on DEAE-32, Sephadex G-100 and DEAE-32. The purified enzyme preparation was homoge-
neous as judged by polyacrylamide gel electrophoresis. The specific activity of the enzyme was 4490.79U/mg. The molecular
weight of the subunits was determined to be 121.21,98.63 and 73.48kD, respectively . The pl value was calculated to be 4.5 by
isoelectric focusing. The optimum temperature and pH of the enzyme for the hydrolysis of p-nitrophenyl-N-acetyl-3-D-glu-
cosaminide (pNP-NAG) were determined to be at 45°C and at pHS.S5, respectively. The enzyme was stable in the pH ranges of
4.9 10 9.3 under 37°Cand at temperatures below 40°C . The enzyme follows typical Michaelis-Menten kinetics for the hydrolysis of
PNP-3-D-GleNAc.The K, and V,, values were determined to be 0.357mmo/L and 10.41pmol/L- min at pHS5.6 and 37C, re-
spectively . The activation energy of the enzyme for the hydrolysis of pNP-3-D-GleNAc was to be 76.50k]/ mol . The effects of met-
al ions on the enzyme were studied. Mg’* , Ca’* and Ba’* had not influenced the enzyme activity. Na”* activated the enzyme,

while,Li* ,K* ,Zn**, Hg?* ,Pb** ,Cu®* ,and AP** showed various degrees of inhibitory effects on the enzyme.

Key words: Eriocheir sinensis ; B-N- Acetyl-D-glucosaminidase ; Isolation and purification ; Kinetics ; Stability
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