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i%BEEE D (Phospholipases D, PLD) JEMMEIRFIEIHAH

2. ADS-W-ZF017-50 1#R5E 48 #£)
T FZEI:IIIIIIEﬁfI\

BPEEE D (EC3.1.4.4) RNBEPEELAERR/KEES, SEMBR _HERKBNRELR RN N—XKEENE
R IzHEETeSSEYARSSMEYGEY, REES5MBERAS. E5%S. EWERERN
P EpMNE FEIEINEE .

WSS D B KRIEY) O-(4-FEEXE)BEH (NPPC) |, FHAESMNER M BEERESAVIER T EXEEXR
EA(PNP), %/ =#)7E 405nm 4bH S ARUKIE . Bid4eM PNP 7£ 405nm TRYIEHNER, BIT5E] PLC &

AR
= I ZRYE RN ECH
7B AR A REFEXK Bx
REUK A 60mLx1 il | 4°CRTF RHESER.
PRI L TR B UM AENE
w7 — M 2 X 20°CIRTF | 88, &3 03mL HIBKERE

A. BARZMIRF-20°CRTF.
ARTRJLTFEMFIENERES, Hi
2.4mL ZE1B/KA R A 5000rpm B

= LR 20°CHRH i Smin, M EFRER. AFE
i b ER-20°CIR Tz

RF= WA 14mLx1 ¥ 4°CIRTF

R FI AR 2.5mLx1 % 4°CRTF

PR w1 X 4°CIRTE | BEHHARE, NATEZRA.

=, TEMNENAS:
FEFR{X. 96 FLiR. REE/OA. KAMIBEREFRE. TIAXNBRIBMEEK,

M. #A5EE D (PLD) EMEMIE :
BEIERSLEANER 2 MERMFUNE, THRAMERIER, PESERE, BestirARits
IREE!

1, ARSI

© BHRHEAR: A 01g BN (KAFRHRIAHATE 0.2-03g) , AN ImL 32EUE (F
BESHA) . #TACAT%K, 13000rpm, 4CEL 15min, BEE, BKEFN.

[GF] . FENEAE, TTIRBELORE () : RBEGEEFHAML)A 1: 5~10 AL HIHRE.

@ ME/MEAA: AREARNEREBOEN, BORF LB, B 500 SHESAMMNA ImL
RER, BREHMEARENR (KE, ThE 200W, 87 3s, [EfF 10s, E& 30X) ; 13000rpm
4°CBilr 15min, B EE, BKEFN,

[F] : FHEMEEARE, TREBEAR/MBEKE (10°) : RBEGE (mL) J9500~1000: 1 AIELFIZEITIREL.

2. BRI

@© EFRYIH 30min, ETHIEKE] 405nm, FRAEKFIBAZE=ER (25C) .
@ 7£ 96 FLR PRI
RANBFR (uL) WEE X R
(EFIN 30 30
R — 10
= 20 20
nF= 120 130
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&5, 37CIHE RN 30min,
R | 20 | 20
JES), F 405nm AMEEUREE A, AA=A U E-A XTHR(F
MEABH—TBESXNR),
[E] : © BAA BENTF 001, FHEMAEAE VI (GMEE 6oul, MKFI=HERIRL) ST &K AT
BT (AEZE 60min HFEK) , NKEER VI M T HRANAREFIUTE.
@ EAA BERD |, THRAOHEAE VIGURE 10uL, MK F = H R8I0 ) 8 4858 & FIAHE TCARZE 10min);
st R R AR, NXTEN VLM T FMERER D RTEAR;
. ERITE:
1. $RAERZ: y=0.0576x-0.0012, x 2 PNP E/REE(mol), y 2AA,

1 -
y =[0.0576x - 0.0012
0.8 4 R2=0.9999

0.6 -
a
Co.4-
0.2
0 .
0 10 20
PNP(n

2\ BRERHAZAREITEHE:

BEEENX: 37°CHhEEHREAE KM Inmol NPPC =4 PNP EX A | MEEEA.,
PLD (nmol/min/mg prot)=[(AA+0.0012)+0.0576]+(CprxV1)=TxD=19.3%x(AA+0.0012)~CprxD
3. BEREARETE:

BEENX: 37°CHERAREHEH/KE Inmol NPPC =4 PNP EX A | MEFERAL
PLD (nmol/min/g #E)=[(AA+0.0012)+0.0576]-(WxV1+V)=TxD =19.3x(AA+0.0012)+WxD
4. REHE/ARRHBEITE:

BEEENX: & 10* N paa 4 $h/Kf® Inmol NPPC =4 PNP EX 4 | MEESEEAL,

PLD (nmol/min/10*cell)=[(AA+0.0012)+0.0576]+(500x V1+V)+=TxD=0.04x(AA+0.0012)xD
5. BREERITE:

BEENX: 37T°CHEZEFREED /K Inmol NPPC =4 PNP EX A | NEEERAL,
PLD (nmol/min/mL)=[(AA+0.0012)+0.0576]-V1+TxD=19.3x(AA+0.0012)xD

V---12BUREFR, 1mL; VI---MMARNEZR S EEREFR (mL) , 0.03mL;
T--- & Rz AF[E) (min) , 30 min; D---FREEE, AWERIA L,
W---HmRE, g 500---ZARAEE;

Cpr-—-#HESRERRRE (mg/mL) , BFERAATMN BCA EAREENERFE;
Bt ARfE R HIEITRE:
1 H&ERERER (10pumol/mL) © mfRASR EP EEEANA 14ml ZZIBKEF S HE.
2 BEEAEBAKBERUTRESENIRES: 0,0.1,0.2,0.3,0.4,0.5 umol/mL, 18] 1R HE K FRrAE
AR IR FRAEBRE
3 1E 96 FLARFBACRANN: 30uL AR +150ul K =+20ul X FIM, SESTF 405nm 4biE{E, 1R1E
ZERAIFIEIRAE R %
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