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o-HEVEEES (o-Mannosidase,a-Man) JEMEMNEIRFIEIZEEH
£35S : ADS-W-MANO0! f#E 48 # AXHA: 6 MA)
—. EBWmRNA
o-HEWREEE (EC3.2.1.24,0-Man) 22 51EYERN N-BRENTHXEEz—. SEYARERESE
BRETREFNCBUETE, Eo2A40NEK. RLNBARKL. HFHBEASEEREPREE
Z1ER.
o-HEREEEE (e-Man) EANHEERR-o-D-WHEEETE~EXNHEEXRE (PNP) | Z~9#%
405nm 2 F FHERBE, B NE 405nm SERBGEINERZE, Aot Eo-HEEEEE M.
=\ R ERYERFNECH -
RFILE 5 AR A HFRURE AEREm
REUR | Ak 60mLx1 ¥ 4°CIR¥E

1. AR 8000g 4° C B
2mim FRFTENEK;
2. A LimL ZEKEBE AR

wA— | mEIx | acERE |
3. RERAMSHFZBYANE
[,

RFIZ | R 10mLx1 4°CIRTE
RF= | K& 10mLx1 #{ 4°CIR1E

1. EEFMARE, WA EZK R
2. #BRULEAP PAREFIE LR
1TECH 5

3. AR — AN,

PR/ M3 13 4°CEEIERTT

=\ KIGFM:
s (%)  KE (FKA) . EXE O, TIERBRE. Kam (BE. BF5E. €88).
96 fLIR. B/ILVE. BB, ZEIBK (XBEFK. BAKHT) .
M. $EFRNZE -
BISIRR 13 NEF KR (GISnAELEB S5 E) HITHKE, HRERRERE, R\

WERBERAEREARRE, UMERHEATINT AL ERREE!

1. HEARRIHIE:

O ARBER A 0.1g R (KD FTTEAIFEATTE0.5¢), I ImL IZEUR, #177K 8 S 3K . 12000rpm,
4°CEil» 10min, B EE, BKEFN.

[E] BEmEAE, TRBALARE(e): REUEFF(ML)A 1: 5~10 EEHHRE.

Q@ BAEHEAR BERN, &84, BOERLIERN.

@ MESMME: EREHEESABIEZOER, BLEFLE WA 500 THARESAM, A ImL
REUKR, BRKEEEESAE (K08, hE 20%3 200W, 87 3s, [8fE 10s, EE 30K) ;
12000rpm, 4°CE:(» 10min, B _E3E, BK EFN,

[GF] HEmsEAE, RRMAEIMEEE(10°1D): REUEAFR(mL)H 500~1000: 1 HIELGIFZER .

2. HNSER.

1 EEFRUTEA 30min (FUEFd BREFIAT) |, BHEKE 4050m,

@ MBERFBEZER (25°C) 7E 96 FLARFMRIIN:

e A AR AR SST 6
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R (uL) NEE X BB E
[EFN 10 10
R — 20
A= 70 90
MERES, 37°C{RIE 30min
= 100 100
S84, 5min 532 B F 405nm BV E{E A, AA=A
WE-ASTR (EMNEERFTR—INRE) .

[E] : 1. BAA EEMHA, ATEMEARMBEAEIR V1 (EDMBESEME 40ul, MXFIZHEEORL) , HEKR
EETE T (20: F 30min K ZE 60min HEK) , EFFEMN VI T FERNTELXIREFITE.
2. BHAMEEKXT 1.5, AR LB RBZEIBKGRE, WEREH D RKAAKNITE.

i \ gﬁ%i-l_%: :

1. FRAEMZITIE: y=0.0426x +0.0037; x AEMERRE (nmol) |, y HAA,

09 -
0.8 y=0.0426x + 0.0037
0.7 H R*= 00088

2, BERAREUE:

FEREX: SrAREHMELT 4 1 nmol XMFEEFEE(PNP) I —NEEEHAL,
o-H EFEEESE M4 (nmol/min/g B )=(AA-0.0037) +0.0426+(V1+VxW)+TxD
=78.25%(AA-0.0037)~WxD

3. REAREITE:

MEEN: BEREAEDIENLE | nmol JFFEEFEEN(PNP) H—ME/E LA,
o-HEFEE B M (nmol/min/mg prot)=(AA-0.0037) +0.0426+(V1xCpr)=TxD
~78.25%(AA-0.0037)+ CprxD

4, BREAERITE:

BESEEN . BEIREEDFELL 1 nmol JFFEEIEEN(PNP) A —MEEEHANAL,
o-H B FEEESE M4 (nmol/min/mL)= (AA-0.0037) +0.0426+V1+TxD
=78.25%(AA-0.0037)xD

5. RAREEITE:

FEEN: 8 10* NS S =4 1 nmol XAHEREN(PNP) A —BEE 4L,
o-H EFEEESE M (nmol/min/10%cell)=(AA-0.0037) +0.0426+(V1+VxZHfE £ 2)-T*xD
=78.25%(AA-0.0037)+£AfE % = <D

V---IIAIRBURAEFR, 1mL; V1--IIANRNE R AREAREFR, 10uL=0.01mL;
W---HAXRE, g 500---HBEE AE A, T

IR AR RS T G
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TR Rz F/E], 30min; DR, RBREA 1,
Cpr—HAZBRRE, mgmlL, BIUERARASHN BCA ZAAERNHFE,

B dof i HIfEIL R

I irdh AR, BATRESERS RGNl FUEERXAEBBHEARNHTERITE.

2 HEFREAER (10pumol/mL) @ [EFRAETR EP EE®EAIA ImL ZiBK,

3 BERAERBABBERAMNREREZOIRER, Fl200 0,04,0.8,1.2, 1.6, 2umol/mL ., th ] HRHEST
fris KB BIRAERIRE.

4 ImEBRSRERAT:

IRER AR SR B & 200ul, I 800ul ZE187K, JRE15E] 2umol/mL MIAR B RER T,
/—\ | :ZU:EF
PR 0 0.4 0.8 12 1.6 2
pmol/mL
*\ ] DA
b R 0 40 80 120 160 200
ul
7&K ul 200 160 120 80 40 0
EEERIFH.

5 AIENEEMMAFERRE RIBEER, NERERLERE O REREE, T 0 QFERERZ.

& EP EHRARR AN
HKFIE S (L) AR 0 REE (X—XK)
Rem 10 0

ZIBK 0 10
1 90 90
A= 100 100

i8S, Smin FRIF 4050m TEERAIE A, AA=A 45

AE-A0 R

e A AR AR SST 6
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