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PMSF, 2 mmol/ L B-5iJk 41 pH 7.4) 4% 111 (4
BLLb) R, JFBERE 1 h, #RJ5100 000 g x 30 min,
HOOTsE b 52 4.

1.4.3 #HUBHEA: M0 C (50 mmol/ L Tris
« HCl, 4% TritonX-100, 150 mmol/L KCI,
2 mmol/L. EDTA, 0.1 mmol/L. PMSF, 4 mmol/L
B-HIELEE pH 7.4) 4% 111 (ABILL) W3R
Y, FFEHEFE 1 h ST 0 100 000 g x 30 min,
TritonX- 100 fili$i L3755 24 BEHEHL .

1.4.4 GRMHIE HiEN: H 40% (NH4) 2804
VRN JE DOYE IR HEHE 1 h J5 25010 000 g x 30 min,
FHZEME D (10 mmol/ L R 22 p3, 0.1 mmol/L
EDTA, 0.1% TritonX-100, 0.1 mmol/L PMSF,
2 mmol/L B2k LRE pH 7.4) ¥ IFIEMNT 24 h,
Hp R B S AE R R

1.4.5 PBHES FASHIANT (P-11): TS P 47
(2P D) FFPHES TACHAE (5 em x 20 em)
Wi pH 7.4, R)GHE® LFE, B F kM 0~
0.4 mol/ L. NaCl 300 ml 3F A7 8 & P I, 93 A
1.5 ml/min, #J5 /1 0.4 mol/L NaCl /i 1 2%
BT AT R A AL R Ak, o AR PR RE
1.4.6 >5HZHT (Heparin Sepharose CL-6B): IX
RPN FACHZNT (P-11) YEIE, BT (BN
N D) BREEGIEATSERZNT (2.5 em x
10 ¢cm Heparin Sepharose CL-6B), T4t 1% 0. 05%
TritonX- 100 122k D P, EFESS, [RIFELE b
Wk 5 AR LU 53 20 | A, KRG 0~

S F 5L MR HER

Prog. Biochem. Biophys. 1999; 26 (5)

0.6 mol/ L. NaCl 100 ml 47 86 & ¥k M, ) H
0.6 mol/ L NaCl ¥4 Jii 7 8 A i A8 Uk &, Wi A
(i) AP AR AR e Mt e LA &
1.4.7 M1& 745 (DEAE-10, FPLC): ik
SRMZENT (Heparin Sepharose CL-6B) Jilli A3 Pl
(4) K S EWEEE RS, BT 2385 1 b s
TR A (DEAE-10, FPLC), P45 J2 ki 2% oh ik
il b, AL 0~ 0.3 mol/ L NaCl 100 ml #4786
FEVEE, SUEEA 1 ml/ min, P A3 4 D6 0 0 HIUEE,
$¢ J T4 3 Al P 1k 3] 959% UL UL il G .
1.5 SDS 5 R I Bt B BB FB ik

SDS-PAGE #% Laemmli 773£1%, J] 4% W45
F12% 7y &1 200 V &40 FRbfrdk, REH
Z D SEHE R-250 Yefh,
2 ERER
2.1 @ER

Pl (4) K A&EBEN S A, o8 LG mEar
fi#, AWFFTHIE 4% Triton X-100 (928 vh i JL-F- 7]
u{i%ﬁuﬂi’ciﬂlﬁhﬁ&ﬁfﬁtn5M¢FfJ\IImFI’MHJHLIF* b %
Noke, ek e L, ﬁafawwt&)ﬂﬁ%xzﬁﬁﬁ
MEZ A1 B, AWFRCERW, PI (4) K SBHES
FAHZHTAE (phosphocellulose, E la) HA &
()25 A fiE Jad ek 12 J2 M R i g 4 A K 29 300 %5
FEShE— L 2 T §E (Heparin Sepharose CL-
6B, & 1b) B kDR OK, S Ak KY
90% , AH & Le & g A Al 5 K O 5 n 2l 4k £ ok 2
1 500f%. I 223k B & 78 45 )2 8T ( DEAE-10)
WA L AT IS ) Pk B W S AE 0.2~ 0.3 mol/L
NaClZ ) (Kl 1e), £ SDS-PAGE %fi%fal i ik 47

I ml/ min,

¥, Aifb R A 95% LL (] 1d), SDS-PAGE
TR R R 56 ku. AifbAEECH 11 500 1%,

FERA 18% , FFFiEYEA 450 nmol/ mg. min. 24l

MR EAER 1.

F1 HFEhEL Pl (4) KIEES

e BT
sogmg | ORED
B3 62 500 0.039
Triton X- 100 3 788 0.51
40% (NHy) 280y H0E 418 3.90
Phosphocellulose 108 14. 20
Heparin SephoroseCl- 6B 12 72.00
DEAEL0D (HPLC) 1 450. 00

Bl

, / amole min- ! AT HL 1AL G
2438 1 100
1932 13 79
1 630 50 67
1534 182 63
864 I 846 35
450 11538 18



1999; 26 (5) Sk 5EMYRiER Prog. Biochem. Biophys. + 475 -

(a) 45
16
-~ (c)
1. 0.4
14} or
—40.12
§ 12 13 3 ¢ 1}
2 g| - > g
= 10k < _g — <
b 1, § 2 w0 J0.10
i 5
81 ey i
5 -
P | {0.08
4 0 20 30
5 HREFS
4 L L Il L0
0 20 40 60 80
b HREFS
80 r 16
(d)

2
e

- 0.6
15 14
S
3 |-
sa 40| 13 | o
e -
L, | §
x| 5
1 (53
1 L 1 L _0
. 10 20 £ 0 o0

KaERFS
E1 PI (4 K4
(a) Phosphocellulose (P11) &4tk PT (4) K #FEE. 100 ml FE5 2] PLLKE (5 em x 20 em), $8J5 H] 300 ml 86 2 98 pi
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Abstract A membrane bound phosphatidylinositol 4-

Laboratory,

Academy of Sciences,

kinase ( PI4K) has been purified approximately
11 500-fold from bovine cerebella cortex. The purifr
cation procedure involves: solubilisation of the mem-
brane fraction with TritonX-100, ammonium sulfate
fractionation and catiorr exchanger chromatography
on phosphocellulose followed by affinity chromato-
graphy on heparinr sepharose CL-6B. The enzyme was
further purified through DEAE-10 FPLC chromato-
graphy at last. The purified enzyme exhibited a final
specific activity of 450 nmol/ mg« min. The molecular
mass of the enzyme was estimated to be 56 ku by
SDS-PAGE. Kinetic measurements showed that the
apparent K, value of PI kinase for the utilization of
PtdIns is 6.6 x 10" "mol/L and for ATP 7.9 x
10~ " mol/ L. In addition adenosine was found to be a
strong inhibitor, Enzymatic activity was found to be
stimulated by Triton X-100.
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