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A1NWUIN 1. ¢

finT428 ATPase

Cut 3 section at 10u

Preincubate 2 sections at pH 2.: and 4.2 for 10
minutes at 37 "¢

Wash in 1/4 v/v dilute bufferen: CaCl,

Incubate both section in B e, (022 for 30
minutes at. 27 "¢ (wet chamber

Incubate remaining section =z° same time and
conditions inSiellamtel

Wash in@%=CaCl_—Tor—3—x-2/minu.es,

Place in 2% CaCl, for 2 x 3 minutes.

Wash in 4 changes distilled water.

Place in 1% Ammonium sulphide f:zr 30 seconds.

wah well, Dehydrate, Clear, Mourn: ¢ DPX



84

ANNKUIN A :

~ 3 < o
N19LA988 Solution twan98ay ATPase

1. Glycine Buffer:7.5 G Glycine + 5.8 ¢ NaCl up to 1L.

2. Buffered CcaCl, : 500 mls glycine buffered + 100 mls
1 M CcaCl2 + 350 mls 0.1 M NaOH, adjust to pH 9.5
with 1 NaOH

2. Acetate buffer pH 4.3 ¢ 26.8 ml 0.2 M HOAC +
13.2 ml 0.2 M NaOAC.

4. Acetate buffer pH 4.6 : 25.5 ml 0.2 M HOAC + 24.5 ml
0.2 M NaOAC. V

5. D.T.T (Dithiothreitol) : 1 mM renewed monthly (1 mM
= 0.001 Frro-mwn

6. Reaction Mix (1) (R.M. (1) : 4 drops DTT + 20 ATP
dissolved in a few grops of water, added to
40 mis of buffered CaCl,

7. Reaction Mix (2) (R.M. (2) : 4 drops DTT + 20 ATP
dissolved in a few drops of water, added to
40 mis of buffered CaCl, diluted 1:4 with H_O.

Notes :

>pH 9.4 Preheat coplin jar, filter, buffer solution to

37 “c and use a seled coplin jar to prevent precipitate.
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9 [}
alcohol uandaas

rack 1§ slide

Solotion 500 ml

ml AAS + 50 nl
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