#%R588 D (Phospholipases D, PLD) &EMMEIRFIEIRAP
( 3% 24 #6)
T l_‘ilélzllilﬁjl\

BEfERE D (EC 3.1.4.4) RIWEASIEADRE/K MR A, 2 HE A WL — 158 B /K AR AR B 52 450 S B )
—REGHEAR, JTRAME T S S Y AN S 2 AR R T, B S 5 A0 e BACE
G T AW P B e S5 A B T RE

W EE D (A K BRIRY) O-(4-fH L5 IHE, (NPPC), FFAESM NIRRT W& B 1/ FH T 7™
AR EE IR (PNP), 2701 405nm 44T i KIS . GG PNP £ 405nm T FR3 1
e, BIAT43 3] PLC BEE 1 RK/N.
= RFIEHERFFETH -

IR A% TRAFER T

FREBH WK 30mLx1 i | 4°CIRAF i IE =R
AL S0 0 9196

B A mgx2 3| 20°CHRAF | %, FEIH 0.3mL AERAVE R &

H o HATERRA-20°CIR1F -
FHHTF U FIVE N R,
1.2mL ZE /K A% H 5000rpm 25

B Bimexd S | 20CREE |, e,
{19 L35 -20°CHR-A7 «

WA= Witk 30mLx1 3 4oCIRAT

Y VAR 4mLx1 37 4°CRAF

FrifE K ix1 32 4CHRAE | A E bR, T EZR5

=\ rENEMAmE:
A6 ImL BRF LI B4R Tem). RIS OHL. /K88 BUE IR B 3546 |
AL A 2R TR K
M. #AsEE D (PLD) SEMEME :
BWIERSLWANER 2 MEARMTUNE, THAMERER, AEIWRE, B
WHEAFIRTRER !
1. BEARH %
O HBREAR: B 0.1g A2 UK 78 R MR SFEARATEL 0.2-0.3g), MO ImL #EEUK
(H
FIRESIEHD, #HTUKBAIH, 13000rpm, 4°C &0 15min, BB, Bk A,
i) EimisAs, AHRBALARE (o) REGRER(ML)A 1: 5~10 BELHIRET.

@) YNEE/AMEREAS: el R B R O, B0 R BT B 500 T4 R
SHALIIN ImL FEHGR, S AN AN (UKIB, D% 200W, B 3s, (AR
10s, X 30 {%); 13000rpm 4 CES.Cr 15min, HUEFiE, BEUK BRI,

i) #ZEmiEAs, HRRBMEAE/MHE (104): BEGR (mL) A 500~1000: 1 BIELBIHITIREL.

2. EAHURI:

O AT WA 30min, K] 405nm, FEEKIFHE.,

Q@) FrARFIMEE IR (25°C), 78 EP &Rk

WAL (ul) e & o R
FEA 105 105

WA — 20




R = 20 20

W= 485 505
RE], 37°CHEE & 30min.
k77 | 70 | 70

B, WAERAE ImL 3G m OB lem) 1,

T 405nm AL EEOBIE A, AA=A WIE-A X HREEANKEA
T — B G X ).

[E]: O EAA BENTF 001, ATEMERE VI (INEBE coul, MXFI=ZHERLD) SEKR N

A
BT (ANEZE 60min HFEAK), MWKLEFH VI F T ARALREFHITHE.
@ BAA MERE 1, TRAOHEARE VI (WEE 1oL, MEXFI=BRIEM) HH6%5E & R AT E]
T (FZE 10min); X HREMSERARIGEKER, WKTEN VLA T MEREHD
RATHEAR;
. #RiIHE:
1. FrdEfhZE: y=0.0233x-0.0109, x J& PNP EE/RJf & (nmol), y /ZAA.

1.4 A

1.2 4 y=0.0233x-0.0109

RZ=0.9985
1

0.8 4

0D 405nm

0.6 4

0.4 4

0.2 4

0

0 2.0 4l0 6.0

PNP{nmol)
2y RIEHEARE BB
figiE 2 X 37°CH AR = 70 8 45230 817K % 1nmol NPPC 724 PNP 5E SN 1 /NG IE B4 o
PLD (nmol/min/mg prot)=[(AA+0.0109)+0.0233]+(CprxV1)~TxD=13.6x(AA+0.0109)+CprxD
3y IR E A
filg % e X 37°CH AR SR 40K iR 1nmol NPPC 7=/ PNP 5 SN 1 MBI BT
PLD (nmol/min/g %5 )=[(AA+0.0109)+0.0233]+(WxV1+V)+TxD =13.6x(AA+0.0109)~WxD
4, FEHNE /AN R
FigiE e X B 104 NEE /> 4K i 1nmol NPPC 7242 PNP 5E SUN 1 /M FAAT
PLD (nmol/min/10* cell)=[(AA+0.0109)+0.0233]+(500xV1+V)=TxD=0.03x(AA+0.0109)xD
5. AR
filgiE 2 X 37°CH AR THBAREE 2080 7Kf# 1nmol NPPC 724 PNP & SN 1 NEGIH B4 .
PLD (nmol/min/mL)=[(AA+0.0109)+0.0233]+V1+TxD=13.6x(AA+0.0109)xD

V--- BB AAAL, 1 mL; V1IN NAKR & P EJEWAAFL (mL), 0.105mL;
T---JZ N HE] (min), 30 min; D---F RS, RWRERD N 1;
W R E, g 500---ZH it £ &

Cpr-—-fHEF & AR E (mg/mL), A A T H BCA & H & & X7 &
Bib: bt 2R VR A2
1 H & hRdE B (10pmol/mL):  [AR#E S EP & ELHI NN 1.4ml ZE 1R /K 8 75 I i«
2 EBRERH ZE RK AR R i DR R FE B BE AR 1A s 0, 0.1, 0.2, 0.3, 0.4, 0.5 pmol/mL. 1
AT AR A5 S R A SR R B AR v VR




3 fE EP BRI : 105uL AR Sh+525uL 3R575 =+70pl {57000, TR STE 4 Bk
2 ImL B EM OB Tem) 1, T 405nm AbERE, MR3E 45 LRI AT HI/Ebn e Hh 2% .




