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BEHEEE D ( Phospholipases D, PLD ) &Ff& Vi

&% 100T/96S

OB ERWEZ AR 2-3 MHHIER R RREABTRE .

Wi =L

WEAGNE D (EC3.1.4.4) BIBENSIEAHBRK ARG, 2 (AL TR — 18 SR /I AP R Bk Ak 52 80 S N ) — SR ) Bk, T
ZAMET WA & S 2 F ik, BAZ SRR, B9 LIS R ST
G IIRE .

Wse R

T AR D 14k /K AR A Tk REL AR R i O i AR Tk — e A W AR R AN AELDR,  RELARAE AR S AL B AR AL/ T 1 2B ik
AT ANE, SEMEETEERIER T 4- 22828 R E AR S a ey, 7
500nm AbA5 REE W R4

H & SKI0 A 5 R A
RV B BER R B O AT T /B R L II/96 LI fHIE /KB, ToK L
Ao

AN AR ] :

PR Witk 100mLx1 i, 4CHRTF.

WA—: Witk 102mLxdfi, 4 CTREIEIRAT

R " WA 3mix i, 4 CEBEBIRTE.

WA= BFIx1 32, -20°CHREEARTE . IEFRTIN 1mL JEK ZBE 7S 0 i s P AR 5E ki 2 35 J5 -20 C AR A7,
ARk S VR

WA Wifk 15mixd i, 4CRHREECIRTE.

PRl WA 1mlxd 52, 4CREIRTT .

BEVRAREN :

1. M4 AR (g): HIRAR(mLA 1: 5710 RG] CGRCIREZ 0.1g, B 1mL 3208 i
BRI, VKIBSI¥JET 4°C, 10000g &0 Smin, B4#_LiEF 4°C. 100000g &0 30min, 3 i,
BTHEE T 1mL b1 —

2. YA HBANECE (1004N): FREURAR (mL) A 500~1000: 1 LG (Y 500 F4EMIMA 1mL
SRR, VKIS B 7S R R4 . (T2 300w, B 3 Fp, [EKE 7 &5, SUNHA 3min); A5 T 4°C, 10000g
B0 5min, B4 EIETF 4°C. 100000g &0 30min, FF_ LW, BUHEET 1mL 5] —.
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WA= (b 30

FrRAES (uL 20

Feah (pL 20

WA= (ub 10 10 10

FEIRAT, 30°C M 30min, WK 1min, FIFFET, HIRAEH 2min.

AP (ubd 140 140 140

30°C ¥ 30min, Tl AL /96 SR, 2 HETHZE, WE 500nm ALBOGHE, 73 A BREEFT A
W5

BETE AR

a. MR A S G m e it 5 A K
1. EIRE AR
By X v R A B KRR R IR 2E 1nmol JIEBRIIT 5 G A — SRS ) SR AL

Al g & A e

PLD &1 (nmol/min /mg prot) = ——————xC brifi+Cpr+T= 16.7x — ————— +Cpr
APRIEE AR

2. FRIRFEAS RS

BREE e S e AR PR AR B AR L AR B 2 Lnmol AEBRIT 75 (15— B 7 AL
ANEE ANEE

PLD W& (nmol/min /g B H) = ————— xChrfEsW=T = 16.7x — ————+W
AFRHEE AFRHEE

3. U scR T
By X B 10* ANAH N2 Bl K AR B AR TEAEL B A Inmol IE BT 5 (A - — AN 0 AL

Al A2 &
PLD i (nmol/min /10% cell) = ————— xC hRiE+AI AR +T = 16.7x ————— <4l U ¥ &
AR APRUER

4. AZIRBARARART 5
BT X T MG R K AR R IE AR 25 1nmol IR IIT 75 G A — SRS 70 S AL

AMESE A2
— o XC R T=16.7x — =
APRUER APRUER

C trite FRAESIKIE, 500nmol/mL: Cpr: FEAEE VK, mg/mLs W: FEAMIS, g/mL: T: T[], 30min
b. 96 LA E KT AR

1. EEEOKRETE

B S 00 R B K MR R IR AE B 25 1nmol REBR BT 75 (0 I 5 — RS 0 B4

PLD i&M: (nmol/min /mL) =

ANEE ANE
PLD 351 (nmol/min /mg prot) = L%Ei xC FrifE+CprsT= 16.7x #%Ei +Cpr
APRHEE APRUER

2. RBHEARTR
BT S e A GV Bl oK R BRI AE 6™ A= Lnmol BB 75 1A BB 9 — AN ) A

A EE ANEE

PLD W& (nmol/min /g B H) = ————— xChrfEsW=T = 16.7x — ————+W
AFRHEE AFRHEE
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3. ZIRAHCETE
EgiEE e S B 10 IR AE S B OK B IR TR AE ™ 2 Inmol JIEHRA 75 A G A — AN 71 50

AW A
PLD %1% (nmol/min /10° cell) = %XC mﬁ#ﬂaﬂ@%@q:16.7x@¢i+zm@§@
ABRIHEE APRHEE

4. FIBBIAARRTE
BgiE e S AR TS B2l K AR BE ISR 650> 25 1nmol IEBRT 75 ARG — Mg /0 AL

AllEsE AEE
=TT xC 1‘/]?//E+T=16.7XT,/_“S
APRIEE AWRIEE

C hitle FruEFIRE, 500nmol/mL; Cpr: FEATR AW, mg/mL; W: FEAE, g/mL; T: KN E, 30min

PLD i& P Cnmol/min /mL) =

HEEFI:
1. BE5EME, HEIUE, T 8000rpm, 25T &L 5min J&H EIFMIE .
2. WOBEAEEE 1, BRI AT R, TR A R IR DR RS 2L



