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Balance sheet: isolation of Ca®* - AT Pase

Table 1
Total protein/ mg  Protein yield/ %
Synaptosome vesicles 544 100
Triton X- 100 solubilized protein 348 64
Peak eluted with Ca® buffer 296 54
Peak eluted with EDTA buffer 2.0 0.37

" solubilized in 0. 6% Triton X-100; ¥ solubilized in 0. 06% Triton X- 100,

Taotal activity/ Bmol* min~ ! Specific activity/ Bmol* mg~ "o min~ !

97. 4 0. 28"
15.6 0.053%
6. 64 3.32%
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Fig. 2 SDSPAGE of PMCA from synaptosome
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membrane solubilized in Triton X-100, 1 Hg protein; c: peak eluted

with Ca®™ buffer , 1 Bg protein ; d : peak eluted with EDTA buffer ,

0. 2 Hg protein; M : protein molecular marker, [ Hg protein.
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Fig. 3 Ca’™ -ATPase activity of the PMCA at different
asolectin concentrations
Aliquots ( 12 Bg) of the purified Ca’* -ATPase were incubated with
asolectin at different concentrations. The activity was measured in the
absence (open symbols) or in the presence ( closed symbols) of 4 Hg of

calmodulin.
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Fig. 4 Ca’ -ATPase activity of the PMCA at different

Ca®* concentrations
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Purification and Properties of Plasma Membrane ( Ca’* -Mg™* ) - ATPase
from Synaptosomes of Pig Brain’

. . - - ,
FAN Xiao- Xuan, ZHANG Xu Jia
{ National Laboratory of Biomacromolecules, [nstitute of Biophysics, The Chinese Academy of Sciences, Beijing 100101, China)

Abstract Synaptosomes were isolated from pig brain by homogenization, differential centrifugation and sucrose
gradient centrifugation. After synaptosome lysis in hypoosmotic buffer, the plasma membrane vesicles were
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>* -AT Pase 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® - AT Pase with higher activity and protein yield. The specific activity
of the purified Ca™ -ATPase was recovered to a maximum of 3.32 Hmol* mg™ '+ min™ ' after incubation with
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** -AT Pase.

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