2- STEP CALPAI N EXTRACTI ON/ ELUTI ON

1. Extract 10 grans of muscle in 30 m of extraction
buf fer plus inhibitors. 3x30 secs. in Waring bl ender

2. Centrifuge for 1 hour in JA-17 rotor at 16,500 rpm
3. D al yze overni ght agai nst dialysis buffer.

4. Centrifuge for 30 mnutes in JA-17 rotor at 16,500
rpm Filter supernate through gl asswool .

5. Load on a 15m DEAE- Sephacel columm equilibrated to 1x
el ution buffer.

6. Wash colums with 50 i of 1x elution buffer.

7. El ute columm with 1x el uti on buffer+200nM Nad and
1x+400nmM Nad in the foll ow ng manner:

A. Elute with 10 m 1x elution buffer+200mM Nad and
col l ect outfl ow

B. Elute with 25 m 1x el ution buffer+200nM Nad and
coll ect outflow separately.

C. Elute with 10 m 1x el ution buffer+200nM Nad and
coll ect outflow separately.

D. Elute with 45 m of 1x+400mM Nad collecting all of
the outfl ow separately.

8. Assay 1 m aliquots of 200nM Nad el ution for
cal pastatin using 0.6 units activity of p-cal pain as
the positive. Use the sanple + EDTA as the blank for
each sanple. Then heat 20 ml of the eluent for 15
mn. Cool on ice and centrifuge in tabletop
centrifuge for 15 mn. Assay the heated supernate for
cal pastatin using both p-cal pain and mcal pain. Assay
1 m aliquots of the 1x elution buffer+400nM Nad for
m cal pai n.

9. Heat ed Cal pastatin activity is determ ned using the m
cal pain as the positive. py- calpain activity is
determ ned by subtracting the non-heated cal pastatin
activity (p-cal pain as positive) fromthe heated
cal pastatin activity (p-cal pain as positive)mcal pain
activity is determned as for the normal procedure.

Ref erence: Ceesink, G H, and M Koohraraie. 1999.
Technical note: A rapid nethod for quantification of calpain



and cal pastatin activities in muscle. J. Anim Sci. 77:3225-
3229.



