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o-HZEWEEEE (a-Mannosidase,a-Man) FEMENEIRFIE RS
S GO720F 93k 24 #)

N FLEI:IIJ%F{I\ :

o-HEEFEHEE (EC 3.2.1.24,0-Man) 2 Z 5HEYMEN N-ZEFEIN TS —. ZHEY)

2 o B A AR R R OBV ENE G, 7E 0 AR R AR RS A . BRI
A R S H R R AR .

o-H BN EE (a-Man) A0S A4 IE 8 -o-D- ML G H 28 W8 7= £ XHAH L) (PNP),
ZPAYIAE 405nm AbAE BRAE W Ig, B IEIE 405nm eI IS IR R, B Al o H FEbE
RS

= KSR E R FIECH -
WA AR Firs TRAEER HVE
FEEUR | WA 30mLx1 i | 4°CIRAE

WA — M mgx1 32 | 4°CLRAT

WA | WA 20mLx1 i | 4°CIRAF
WA= | WK 20mLx1 i | 4°CIRAE
FRUfE i Fflx1 32 ACHRAF | HEBHbRM, W EZR7.
=\ rENEMAm:
AL T ImL BEFSEL L (642 lem). IR MES . RIEEONL. KF.
WHER . UKFIZETEK .
M. o-BEHEEE (a-Man) FEMENE
BIE ST ANER 2 MERMFUNE, THRAMERER, HESWRE, BRIl
HEAFIRFRER!
1 HERHIH]E -
@© HYWEA: B2 0.1g AL ORI 7R IFEARTTE 0.5g), HIA ImL $2HGH, #E470K
WAI . 12000rpm, 4°CE Ly 10min, HU_EE, Bk BN,
1] BEmEEAE, RBALARE(Y: RERERmML)A 1: 510 LLHIHRE
@ A SR B AN R B O N, B0 RS IS HXE 500 54N B4
B, AN UmL $REGE, 7S A 40 o B AN (UKIE . ThaR 20% 5L 200W, 75
3s, [8f& 10s, EH 30 X); 12000rpm, 4°CE.C» 10min, B EiE, BIK R0,
CE]1 FEMEARE, RBARSMAMREE(10' ) : RBURAEF(mL)A 500~1000: 1 AIELFIFEER.
@ WARFEA: BRI, VM, B0 BRI .
@© " WAIEIEEE A 30min, HTTRKE 4050m, HEEKIEE .
@ FrERFIEZE SR (25°C) 7E EP BRIk :

FAT LN ERFIIENETE,
B0 1. ImL 2808 /KGHE 75 VA AR 4% F

WAZFE (UL e & Xof HEL A
FEA 30 30
A — 40
A= 300 340
HIEIRAT, 37°CRiE 30min
A= 350 350
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B2, Smin GRS TERIAZ 1mL BEEEL A
m OGB48 Tem) H, SZRIT 405nm R EZEUROGIE A,
AA=A M5E-A KR CREANIDE B /R W — 0T HRED.
L) 1. BAA EEMEA, FTEMAERMAE#ER v (BImESEME 60ul, MK ZHERIR,
), IEKRERE T (A0: A 30min K ZE 60min HEK), EFFFEM VIAT

ERANHELAREFIHE.
2. BEAMEEKRT 1.5, AISHEA LB RAZRBKERE, WHEREH D RAQARKITE.

. BRITE:
1. AnfERZE 7 FE: y=0.0158x - 0.0018; x AFRHESE/RTiE (nmol), y NAA.

1 -

y=0.0158x-0.0018
0.8 - R?= 0.9979

0.6 4

0D 405nm

0.4 4

0.2 4

0

PNP(nmol)
2. HEEKRETE:
Bl o X FRE SR AR BMEAL AR 1 nmol Xl FE A B (PNP) Ry — BT A7
o-H #& B EF I 1 (nmol/min/mg prot)=(AA+0.0018)+0.0158+(V1xCpr)+TxD
=70.3%(AA+0.0018)+ CprxD
3. AR ETHA
Bl o S B e AR AR BEAL P2 A 1 nmol XA JEZE Y (PNP) N — ANEGE BT
o-H #E BEEF IS 1 (nmol/min/g 5 51)=(AA+0.0018)+0.0158+(V1+VxW)+TxD
=70.3%(AA+0.0018)+WxD
4, fRMMEEITE:
BgG e X B 10N HHAE 2 B AL P2 42 1 nmol SRS 2K By (PNP) A — B 57
o-H 28 BEEF B IS M (nmol/min/10%cell)=(AA+0.0018)+0.0158(V 1=V x4H ffil & )~ T*D
=70.3x(AA+0.0018)-4H ig Z & xD
5. HBIAARIHE
Bl o S FEE TSR B AL A 1 nmol XA FE 2K (PNP) Y — BT B4
o- H 22 BEHF B M (nmol/min/mL)=(AA+0.0018)+0.0158+V 1+TxD=70.3%(AA+0.0018)xD

V-—-IMAFRBUR AR, 1mL; V1---IMASONAR R FEAARR, 30uL=0.03mL;
W---FEAR B, g 500---4H Hfd B AH R A H, 500 T
T--- /S [A], 30min; D-—-FRR A5, RFRERN 1

Cpr-—-FEARB F WKL, mg/mL, BBUEHAAF 1) BCA & 2kl &

Bt Al 2 sl ok e

1 S FRAE S BEE (10pmol/mL): [ AR#AE S EP & B ImL ZE18K.

2 JERERARRE R LT R RS B RS UE F: 0,04, 0.8, 1.2, 1.6, 2pumol/mL. AT ARk S2Fr
FEAK AR R UE IR FE

3 fE EP BRI : 30uL FrifE h+340ul 77 —4+350uL il =, TRSIEEE AR
AZ ImL AL GBfF lem) H, T 405nm N EHUROGE, M4 o5 R HERR
TEhZE .
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