brain

-

Hemogenize buffer : 0,32 M Sucrose
10 mM Tras-HCI{ pH 7.5 )
inhibitors

10 % homogenize | 800 pm, 1% samokes )

% 10040 g, 10 min, 4°C
Pl

{ Muclel and lange Diehris )

+

51

10,000 g, 15 min, 4°C
TOREY TAZA=N 10,500 rpam)

+

{ Crude Symaptosomal Membranes §

[Hasolve i | x vol. of homogenize bufler
add 9 % val, of iew cold Ho00

Potier homar 3 sirokoes, 2000 rpm §
adjust 19 mM Tris-HCY

keep on bee, 30 min

% 25,000 g 20 min, 4°C

- <

+

52

% 165,000 g, 1 hr, 4°C

- {
P3 53

i Microsame )

Solubiline bafler
'I'-F i 10 M Trs(phl 750 032 M Suerose, 0015 M Nall, deeepests

40 min rotate o 4°C

LP1 L5l )
M), 06D ., 30 &
{ Syraptosomal Membrane § - 30 min, 4°C
165,000 g 2he, 4°C
0.5 %% TritonX- 100
im ire
¥ inthe homogemize buffer
15 min rodate at 4°C Pa S4
111000 g, 1 hr, 4C I,PE o LS2  { Unsalbilized vesicles and precipitates § { Pure Microsome §
{ Synapic vesicle-Enriched §
ppt Sup
i{ P50 { Synapiic plasma membrane

comlaining lraction )

R BECKMAN TLA 100.3
(8370 cm)

25000 g = 24,284 rpm

110000 g = 51,180 rpm

165,000 g = 62,400 rpm

200,000 g = 68,700 rpm




