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Table 1 The effeces of protein modification reagents on activity
. " H T
i HE (mmol/L) " Relatied Sy
Reagents Final conc. B-GlcNAcase 3-GalNAcase
ol
Coatirol 0.0 100.0 100.0
EDC 1.0 £.75 100.0 100.0
50.0 4.75 65.4 58.1
NBS 0.005 4.3 3.2 3.6
0.01 4.8 0.0 0.0
DEP 1.0 6.0 §2.5 84.3
10.0 6.0 31.1 30.5
lodoacetamide 10.0 5.5 50.7 49.4
10.0 7.5 10.0 2.8
IAA 10.0 6.0 96.2 100.0
10.0 7.4 100.0 t00.0
NEM 10.0 6.0 99.3 160.0
NAT 1.0 7.4 97.8 nd
10.0 7.4 97.1 nd
PMSF 10.0 7.4 100.0 100.0

(—) XE.EEDLEFD

IAA, NEM, NAIl ¥ PMSF 4380%
p-HexNAcase 155, MEIAZE W
(R 1), RIAFZE., 288, TEERERK
BHARE f-HexNAcase fEHMEMN.

(Z) BREMLFEM

HAAREER EDC # g-HexNAcse
#HITEW, ™ EDC JREE24 50mmol /L i,
B-GlcNAcse Al §-GalNAcase B35 435l
% 65.4% M 58.1% (R 1) XEHBRT 6
HexNAcase HEH EAMER Y, B
AR EDC &, R, EREN
R sEBEHNE S0 BRI T 3
tt, & EDC REE—ER, MRS R
HEE LA, B% g-GlcNAcase f1 §-Ga-
INAcase JE BB 78.1% F168.6% F
FEZE 65.4% FI581% (E2) HHEIAEH
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RECGAN AT, HeBR T 8 5 TR &Y,
EDC fetfi/ame s 1) T, B ATRLA O3
ELENELTIEE X,

#2 EDC 3t p-HexNAease #t5fe8

Table 2 Effects of EDC modification on

B-HexNAcase

ZEEiEA HRE W (%)
Relative activity
Nucleophilic Vmmol/L)
8-GlcNA-{8-GalNA-
reagents Conc. case case
0.0 78.1 68.6
Lk
Ethylenediamine| 200.0 71.8 58.1
HHAKOE
Glycine ethyl 200.0 65.4 58.1
ester

(=) Trp REMLEHH
AFRER NBS £ pH4.8 5K
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SHRIEY) pPNPGIecNAc EA (% 3), B
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IR,
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BREH o Al E vk R A 5 e, KRB
(5 NBS /KIS ENT LR, HWE
BiEH, UARANESRE NBS HERIE X
BOAEAEEE T 100% ), SHREREEEWHIK
By, XEeE e RO R LR 3),
% pNPGIcNAc & B % 3.0mmol/L R,
R p-HexNAcase FHE K 91.1%;
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Table 3 Protection of g-HexNAcase activity from NBS modification by different
concentration of sultstrate

NBS pNPGIcNAc JLT =& Chirobiose
Final cone, LE Frodeig .
Final conc. Tﬁi\"}ﬁ'i‘] . Final conc. ﬁﬁﬁ_ﬁ .
(mmolfL) (mmol/L} Relative activity (mmalfL) Relative activity
0.00 0.00 100.0 6.0000 100.9
0.00 3.2 D.0300 0.0
1.20 39.8 0.0187 19.2
0.01 L.80 50.¢ 0.0375 42.7
2.40 70.7 0.0750 80.5
3.0 91.1 0.1500 §7.6
0.3000 9.0

R, HEA CREHRARERED, RE
VB SR, LA R LA 1o B DEP KB

DEP R His AYBKMEEE % 4 42 ARy

100 #n, g-HexNAcase 75 773& #7 B fif, 4
§ DEP % immol/L &}, BB &L H{LE
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;3 w MH SRR EFRRE, HEXEE bR
= MBI EZE 79.3% (F 4)o ik SR
£ owp \ Bl THRHEMBE VT HLER
® o B, TR 58S HT%,

0 2 4 6 g 10 f-HexNAcase # pH5.5 f17.5 &1

DEP conc.{mmol/L)

K1 DEP % g-HexNAcase EHEM
Fig. 1 Eifect of DEP modification on
f-HexNAcase activity

0-0; B-GlcNAcase; o-o: 8-GalNAcase

T, wE R e, S D AEE T
Bi, X#HE p-HexNAcase 7E H5BEm
Mg A%,
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®4 EMust DEP 3 p-HexNAcase tofthte
Table 4 Modilication of histidine by DEP
and neversal by hydroxylamice

HEEH G (%)
{min) Relarive acrivity
Reversion
time B-GleNAcase 8-GalNAcase
0 31.0 30.0
14 67.6 66.2
30 74.7 72.5
120 79.3 78.4

f-HexNAcase JENMLT/EEAANRE . &
FBRSHERRKRE, HAIWMEHSZIL
MEMBETEHEYELER, RS EH
BE5 T A A LA R IR LS Bt

_'ZLE‘lﬁijﬁo
$ F X M
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THE CHEMICAL MODIFICATION OF B-N-ACETYLHEXOSAMI-
NIDASE FROM ASPERGILLUS TAMARII

Li Mei Tao Yong
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Zhang Shuzheng

(Institnze of Micrabiologw, Acadimia Sinfea, Beijing 100080)

The effects of some protein modifica-
tion reagents on the P-N-Acetylhexosamini-
dase acuvity have be=i studicd. The enizyme
was not affected by TAA and NEM, PM-
SF, NAT modification therecof, suggesting
that thiol grovp, hydroxyl group and tyro-
sine residues were non-essential to enzyme
activity. Dur the enzyme activily was remar-
kably duminished after ERC, DEP, NBS mo-

dificazion. These resulis indicaied that the
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carboxyl groups, histidine and  tryptophan
residues seemed to be essential to catalytic
activity or located at the active site of the

B-N-Acetylhexosaminidase.
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