Lacto—A\~biosidase
from Streptomyces sp.142

Code No. 4456 36 100 pU

BRHOIRAE R R4 CEXI—20°C, MLot No. N106ABF 4.

il misiRA -

Lactose—N-biosidase 7 MEIER | BAZEMIAIMESE. MBS
IR R ERFRAL Lacto—A-biose (Gal p1-3GIcNAc), ANEE
ERT || BUEEanIrEss, TR FHIEMEE B SRR LrIME
$EE I BIEE 1B, 5 «—1,3/4-L—-Fucosidase (Code No.
4453) —{2fER, FIUXS] Lewis® £5HF0 Lewis* &5, |
Bl AT S B SRS FRVEIAFNTHEE, 1 N ESERVES
(100 pN)EEL] 10 pmol AIMESE, PILARAZ 50-100 R,

R
Streptomyces sp. 142

ERR:
50 mM CH3COONa pH5.5, 0.05% Brij-58

7R &=
-20°C

wROE:
1 pU/pl

& B
BRMEKETHE | BUESE (Gal B1-3GIcNAc) HIEHELER
lactose—N\~ biose (Gal B 1-3GIcNAC).

AN
TE37°C, pH55 &M, 1 7¥KEE 1 pmol B PA-lacto-N
—tetraose TR EHIEEETE X 1 MEMENA(U).

SEEMAT:

AEEE 2 pM PA-lacto—/\—tetraose (PA—Sugar Chain 042,
Code No. 4142) £ 40 mM CH3sCOONa pH5.5 {A%& T, 37°C
REL 20 5350, 1% TFA £IERR, HPLC 7M1, @
PA-lactose (PA—Sugar Chain 026, Code No. 4126) HY
AR ETHEEEEE.

a4 E:
Protease j5%¢:
10 pl Lacto—A+biosidase [E] 0.4 mM oxidized insulin B
chain £ 200 mM CH3COONa pH5.5 8910 pl{AZHe,
37°CRAZ 16 /NBY, REINEEQ I REEEE.
Endoglycosidase ¥ Exoglycosidase ;53
1) p—NP—glycoside:25 p | Lacto—A~biosidase[&] 1.1 mM
p—nitropheny! glycoside 7 40 mM CH3COONa pH4.5
#9225 plfAZF, 37°CREL16 /MBS, AN 250 pl 1
M Na2CO3 £ 1L K7, 405 nm A&, 4MARFR 1 p U/ml,
2) PA-Sugar Chain: 2 pl Lacto—A~biosidase [& 2 pM
PA-Sugar Chain 7£ 40 mM CH3COONa pH5.5#J 8 pl
&R, 37°CIRE 16 /N\EF, IN2 pl 1% TFA 21k
KR, HPLC &M, #UARER 0.1 pU/mls

FHEEMEA (dER) BRAF
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RS p—NP—glycoside PA-Sugar Chain
o —Fucosidase <0.005% <0.01%
o—Galactosidase <0.02% ND

3 —Galactosidase ND ND
a—Glucosidase NT ND

B —Glucosidase <0.005% <0.015%
B —A~Acetylhexosaminidase <0.5% ND
o—/N-Acetylgalactosaminidase NT ND
a—Mannosidase ND ND

3 —Mannosidase <0.005 NT
Sialidase NT ND
Endo— B —A*acetylglucosaminidase NT ND

ND: SZEHNE; NT: 2EHm

LS
FE: 60,000 (SDS-PAGE)
BEF: JEBFESFI (Brij58, NP-40), 4MEEH (BSA)
IR Hg®', Cu®*, Fe®*, lacto—A~biose
& pH: pH5.5 (FFIRERIVE AR, BEERENE iR )
JE¥I: PA-lacto—N-tetraose
pH FaEME: pH4.0-10.0 (4°C, 16 /]\AY)
KEKEEH: Km =680 uM
(PA—lacto—A+tetraose: PA-Sugar 042, Code No.4142)
Km = 389 pM
(PA—Sugar 003, Code No. 4103)
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Lacto—N\~-biosidase
from Streptomyces sp. 142

Lacto—A~biosidase HIEE IS it

Substrate Relative activity (%)
Gla B1-3GIcNAc B 1-3Gal B 1-4GIc-PA 100
(PA-Sugar Chain 042)
Gal B 1-4GIcNAc B 1-3Gal 8 1-4GIc-PA 0
(PA-Sugar Chain 041)
Fuca 1-2Gal B 1-3GIcNAc 3 1-3Gal B 1-4Glc-PA 0
(PA-Sugar Chain 043)
Gal B1-3GIcNAc B 1-3Gal B 1-4Glc-PA 0
Fuca1-?
ucal
(PA-Sugar Chain 044)
Gal B1-4GIcNAc B 1-3Gal B 1-4Glc-PA 0
Fuca1~

(PA-Sugar Chain 045)
Gal B 1-4GIcNAc B 1-2Mana 1 _

6
Gal B1-3GICNAC BT ~ 4 1/3 Man B 1-4GIcNAc 3 1-4GIcNAc-PA
ana
Gal B1-4GIcNACB1-2
(PA-Sugar Chain 003)
Neu5Aca 2-3 Gal 8 1-3GIcNAc B 1-3Gal 8 1-4GIc-PA O 0

PA: Pyridylamino (£t
R#E Kondo et a/i%, PA-Sugar chain #1714

RZFH1: Lacto—Abiosidase WARIERERHI4RAERE BRTEL
FRRIKERRMFIRIUEFIREVEATEER (MW48,000),
BEE NV-IEERNENE S O-EERESE, RiRE, NEEE
MESER MBS =S, B RERIREIMERERES
20%—30%M=HEHETEIERRINE | BUEM, MARERER X
PRI RELIRSARIERELRRIKER, B Lacto—M-biosidase
AIRIRISHINESELEM, HPLC T,

[LaRE]

Lacto—A~biosidase 1 100 pmol asialofetuin #£ 40 mM
CH3COONa pH5.5 B 10 pl A&, 37°CREL 2 /NG, A
B 100 CmMmLIE R, BRZET, MA 25 mU
Glycopeptidase F(Code No. 4450)7E 40 mM THERSHW pH8.5
BI10 plfA&RS, 37°CRE2/\BF, EBR N-#EE, 100°C
RERIER N, BEARAT. HPLC MMFERERY V-t
5. HBIER PALPAK Type N (B£32) #1 PALPAK Type
R (B%%) #7701,

[ZER]

£ Lacto—N-biosidase FITEFAT, ARMERERRAIKE BAIMESE
LEHIWLT, M PALPAK Type R INITEREE, REL
BT AYBRIERES PAY PA-Sugar Chain 001,002,003 HtLER
2 1163, MR AY R IERER B A PA-Sugar Chain
001,002,003 HILLEZE 3:6:11. LRER. T8 | BEGHI=1E
BER DTS A HE S

FHEEMEA (dER) BRAF
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RZRA 2: Lacto—A~biosidase X Le®/Le® BEREHTHIL

Le*/Le* #ElsR—MInC RIINIMERE, ERNEMTEAEEN
| BiymeE, MZEEIRAIIES (EGCase) REfERIXTIEASF AR
TAESE, 5 GlycoTAG JIHESEEHT PA {EARIC. PA-Sugar
Chain #£ o-1,3/4-L-Fucosidase (Code No. 4453) #0
Lacto—A~biosidase BIERA T, BEIN™¥ER PALPAK
Type N #1T HPLC &,

[K5aHR(E]

FrBRIR NEBZ7E 30 mM CHsCOONa pH5.5 {&& M, 37°C

RA 30 2¥h, BMRNAVESTINER 0.05 pU/pmol

(0—1,3/4-L—Fucosidase/#E#%)5% 0.05 p U/pmol

(Lacto—N~biosidase/#E5%) o

1) o—1,3/4-L-Fucosidase {fEFAF PA-Le?/Le?, 100°C/N
BERIER N, BR10 pmol AT HPLC #&,

2) & Lacto—A~biosidase I 1)i&R P4k A, 100°C
iR IER I, BX10 pmol AT HPLC &,

3) ¥ a—1,3/4—-L—Fucosidase M 2);8i& PLKE R K7,
100°CHNFAER LR FZ, BY 10 pmol F3F HPLC #&:7l.

4) & Lacto—N-biosidase M 3)/8R 444z A7, 100°C
iR IER Y, EX10 pmol BT HPLC #l,

[&R]

HPLC 2 ifr5 R RAA7E o—1,3/4-L—Fucosidase 1

Lacto—AN-biosidase BITERT, PA-Le®/Le® WiELE .

(PA-Le?/Le?)

Gal S 1-3GIcNAc B 1-3Gal B 1-3GIcNAc S 1-3Gal 3
Fuco<1/4 Fucot”

(PA-1II"FucLce)
Gal B 1-3GIcNAc B 1-3Gal B 1-3GIcNAc B 1-3Gal B

4
Fuca1”

(PA-Le?) Gal f1-3GIcNAc f1-3Gal f1-4GIc—PA
,
Fuca l o-1.3/4 Fucosidase (3)
(PA-Lc4) Gal f1-3GIcNAc f1-3Gal f1-4GIc—PA

Lacto—A-biosidase (4)

(PA-Lactose) Gal f1-4Glc—PA

BAEIEEIE

4006518761 4006518769

o—1,3/4 Fucosidase (1)

Lacto—A~biosidase (2)



