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Heat ed Cal pastatin Activity Determ nation

1. Mnce 10 g of |ean nuscle and honogeni ze in 30.0 nL of
postrigor extraction buffer (100 nM Tris, 5 nM EDTA, 10nM MCE;
pH 8.3 + the inhibitors:100 ng/liter ovormucoid, 6 ng/liter
| eupeptin, i nmredi at el y bef ore honogeni zati on add 2 niV
PVSF. Homogeni ze for 30 S on high in a small netal
waring blendor with a 30 S rest, repeat 3 X's

2. Centrifuge for 2 hours at 35,000 X g (JA-17; 16,500
rpm.

3. Dialyze overnight against 40 MM Tris, 0.5 nmM EDTA. (1X
-MCE.) Do not filter before dialysis.

4. Transfer the supernatant into 2 X 35 m centrifuge
tubes. Place the tubes in the water bath (preheated to
95 O check tenp of sanple every 5 mn until it is up
to 95, stirring sanple. Heat for 15 mn. Then chil

inice water bath for 15 min. During chilling,
scranbl e the coagul ated protein with a small glass rod.
This will help to separate the supernate and pell et

during centrifugation.

5. Spin as above for 30 mn.

6. Measure volune of sanple with a 10 nL pipet directly
fromthe centrifuge tube, filtering it through a gl ass
wool plug into 50 nL coni cal tubes.

7. Assay supernatant at 100-500 uL in 100 uL increnents
for the Calciumassay. Use 1.0 nL of sanple for EDTA
assay.

8. Assay conditions:

-Use 1X elution buffer to bring sanple volune up to
1 n

-Add sanple in appropriate dilutions

-Add m cal pain (should have an A27g readi ng of .35-
.40 in as little volune as possible. i.e. 10 ul)

-Add 1.0 nL Assay nedia (100nM Tris, 1nM NaNg,
7mg/ nL Casei n- Hanmer stein, 10 mM MCE, pH 7.5)

-Add 100 uL 100 mM Cad 2 or 200 nM EDTA



-Vortex and i ncubate for 1 hour in a 25 C water bath

-Stop reaction with 2.0 nL of fresh 5%
trichl oroacetic acid

-Centrifuge for 30 mn. at 1000 x g

-Read activity of supernatant at A278

9. To determne units of activity/gram
[mcal pain - (cal pastatin-EDTA)]x dilution factor x
vol ume of supernatant/10(sanpl e size)
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