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Balance sheet s isolation of Ca? ' -ATPase

Total activity/pmot min™!  Specific activity umaol *mg ™ »min " !

Table 1
Tutal protein/mg  Protein yield /%
Syna esicles s44 100
Triton X-100 solubslized pratein 348 64
Peak elured wntl 204 54
Pcak eluted with EDTA buffer 2.0 (.37

97 .4 0.28"
15.6 0.053%
6.64 3.32%

Vi golubilized in 0.6% Tnton X-100; “solubilized in 0.06% Triton X-100.




2001; 28 (1) S04 5 55 99 i R

Prog. Biochem. Biophys. « 93 -

B Triton X-100 B G RWHEA P SH Ca -
ATPase MIZEH, #MHE#IT Ca®" -ATPase B S 7E
EZHESH . SR EEAaRVHE R EMER
fat, EQBABERTH FEENME S5his
B ZR R E RGP, NiiEkRaEg. &
SCHE—#43 BILL 50 pmol /L Ca® ™ S spFE AN pmol/L
Ca® " ZBrP BB TR e, 1K G2 &
BTFEHNTREASSRELORE, HIRTE, M
M EGRAFEES IS 7R EEaE.
EXE R AR B, Y= lHARREEN
OG H Triton X-100. F 0.6% 8 Triton X-100 fr{§
MMEY, EERSESHENBER. Bk,
0.6% ¥ Triton X-100 Xf T M2 R (A FRISIE R Co?* -
ATPase H-H 8 & Mk Sk,
FHEW T RHBRE, K G-
ATPase B £ # A0 5% FHBAEOS S,
HMTEESFE REMNERLE 1 ml EBITES
8 mgliifi Ca®! -ATPase, BHFHRELSTHAEL
MRS S, HIETHE G -ATPase M1 45
B, Sl —EB4y Ca®t -ATPase #£_F R 5% .
TELAERSCIR A 2 ml BB, AL b=

AATEE B EEM0.19%, FEX%M 8 ml KFEMHE
B, ERERKRENETE0.37%, REEESH
REASGERFRMEL, JrE] S EBEBYE L
£B%, MmERaEEREEE SR Ca ' -ATPase.
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Abstract

gradient centrifugation. After synaptosome lysis in hypoosmotic buffer, the plasma membrane vesicles were

Synaptosomes were isolated from pig brain by homogenization, differential centrifugation and sucrose

collected. Following the solubilization of plasma membrane vesicles in Triton X-100, the solubilized protein was
applied to calmodulin affinity chromatography column, and the delipidated plasma membrane Ca®" -ATPase was
purified to nearly homogeneity. The novel feature of this purification is the use of large affinity column and
heavy washing to facilitate the purified Ca®* -ATPase with higher activity and protein yield. The specific activity

“lemin~! after incubation with

of the purified Ca®* -ATPase was recovered to a maximum of 3.32 pmol * mg
asolectin. Silver staining of SDS-PAGE revealed a single protein band around M, 140 000, showing the purity

was over 90% . Different Ca?’ concentrations dramatically affect the specific activity of Ca” " -ATPase.

Key words plasma membrane Ca®* -ATPase, purification, calmodulin affinity chromatography
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