A FIZERHE

15A5EE C (Phospholipases c, PLC) SEMMEXFIEILARH
(995 24 #)

T FLEIZIIJ%{I\
WS C (PLC, EC 3.1.4.3) &2 — MUK i Him SRR R C3 A7 5 H-yH B 1% T Bk 11 A S8 /K it g
I AAE TR S A I RN i b, FEANPRART . difufkid. A KR E% A
HEIEEH.
WG EE C ALK AR O-(4-TFE A ED AR (NPPC) ™ A Wl L 4 By (PNP), %= M) 7E 405nm 4b
A BRI o @ IR PNP 7 405nm 38 ik, RU 75 2] PLC BvEPE K/,
= ISR FIECH -

WA AR Firs TRAFER HiE
IO AR 30mLx1 4°CHRAT FARTE ST
FH BT R LR B2 AT 78 IR
WA — 77 mgx2 32 20CRAE | #6, 43200 0.3mL ZE KR %

o FIASSEHA7-20°C (R A7
FHRTFR LN ki 7 AR, A

B = Hi7il) mgx1 3¢ 4CHRAF 1.ImL 24K AR5

R = AR 30mLx1 I 4°CARAT

7 P AR AmLx1 3¢ 4°CIRAF

] ¥AIx1 % ACHRAE | BEHHEhRih, T R

=. iR EMAR:
AT LA EIEEE T ImL BE LI OB Tem). (IR BLOHL. 7K 58 B IE 5 57 76 46
T RS W B RN ZE A K

/. #BEEs C (PLC) FEMEMIE

BIWENXSLIWATER 2 MEAMTUNE, THAMERER, RELWRE, R
WAEAFIA TR 2!
1. FEAH %

© HLFEAR: BL 0.1g A OK5r 78 2 IR SEFEAFTEL 0.2-0.3g), I ImL #2506 (H
RIRESIEE D, BTV A%, 13000rpm, 4°C &0 15min, B B3, Bk BRI,
[GE): BmiEAs, IRBANRE () REURERmL)A 1: 5~10 HELHIIRET.

@ YHEE/AEEA: S RN B B 5 0 N, B0 5 3 B3 B 500 J5 40 B4
BN ImL $RHGH, B8R S AN o B4R (UK, ThR 200W, @7 3s, [EIFE 10s,
FHHE 30 %); 13000rpm 4°C &0 15min, BTG, Bk AR,

i) FEmEARE, TiRBAEE/MAEHEE (104): AR (mL) J9500~1000: 1 AYEEBI#HITIREL.

2. ML

@© A EEE T 30min, ETTK ] 405nm, K E.

@ A RFIEEEIE (25°C), £ EP &Ik

RANLHFR (LD e & X R
FEA 105 105
R — 20
A= 20 20
= 485 505
2], 37°CHEE KM 30min.
eI 70 70




A FIZERHE

A, AR ImL AN (642 lem) 1, T 405nm
MR EIE A, AA=A WE-A WEREENFEARFTF I —A B ST,
E]l: @ BAA BENTF 0.01, AHEMERE VI (QIEE coul, MXFI=HE0HL) ST & K N
B T (AEZE comin FFK), MKLEH VI T ARAAREHIE.
@ BEAA WERE 1, TROEAR VI QRE 10uL, MEAFI=ZHEEEM) 4558 K R (8
T (IR ZE 10min) ; T RLEMNFRBAZERIBKERE, WKTERFH VLA T MHEREHD
RNITEAR;
f. ERITE:
1. bRAEMZR: y=0.0241x - 0.0028, x +& PNP FE/KJfi & (nmol), y £AA.

1.4 -

12 4 y=0.0241x-0.0028

R?=0.9964
1

0.8 4

QD 405nm

0.6 1

0.4 41

0.2 4

0

0 1.0 Z.O 3.0 4‘0 5.0 6.0

PNP{nmol)
2\ FHEEREAE AR
BTG a2 S 37°CHR 2 5 B 154 Bl /KR 1nmol NPPC 774 PNP 32 SUN 1 ANEE A
PLC (nmol/min/mg prot)=[(AA+0.0028)+0.0241]+(CprxV1)+=TxD=13.2%(AA+0.0028)+CprxD
3y HRIEFEA TR
BES E S 37°CH R T 2L 205 43 Bl /K fi# 1nmol NPPC 7= PNP 32 XN 1 ANEFIE BLAV
PLC (nmol/min/g 5 )=[(AA+0.0028)+0.0241]+(WxV1+V)+TxD=13.2x(AA+0.0028)+WxD
A, R /20 BB
RG2S : A 104 AN AR 43 81K i 1nmol NPPC 7242 PNP 2 XN 1 ANEE BT
PLC (nmol/min/10* cell)=[(AA+0.0028)+0.0241]+(500xV 1+V)=+TxD=0.03%(AA+0.0028)xD
5. FRIBARARRTT S
B E e 37°CHV R AR50 817K i 1nmol NPPC =4 PNP 5& SN 1 AN A
PLC (nmol/min/mL)=[(AA+0.0028)+0.0241]-V1+TxD=13.2x(AA+0.0028)xD

V---$ B AAFR, 1 mL; V1IN R NAR R EIEBAAFE (mL), 0.105mL;
T---J2 Siff [ (min), 30 min; D--- G H, RMRERIY 1
W -FE R, g 500--- 2/ it K

Cpr---fHEg VR 8 iU (mg/mL), WS A A R BCA & H B & & & 17 &
By At il 2R s VR A
1 S PRAES B (10pmol/mL):  [FIAR#E S EP & BLHINN 1.4ml 2818 7KH 75 15 il -
2 ORI ZE VKRR L DL IR BB B AR A e 0, 0.1,0.2, 0.3, 0.4, 0.5 pmol/mL.
AR A5 S oA AR R R AR v R
3 fE EP BRI : 105uL AR h+525uL 77 =+70pl 700, I8 51 B 4 # Ak
F ImL AL G642 lem) H, T 405nm AbEEE, ARHE 45 5 BRI AT HI/EFRuE ih 28 .




