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Catalgg Bo: BT-372 Lot No: 42994
antiry: lﬁg (lyophilized powder)
Preparation; BTI Calmodulin has been isolated from Bovine Testes and is »99.9% Pure

(via Silver Stained, Two Dimensional Polyacrylamide gel electrophoresis)

Biological 48,000units/mg
Assayd: Definition: 1 unit of Calmodulin is the

awount which wil] give 507

activation of 0.14 units of bovine retina adenylate c€yclase where 1
unit of adenylate cyclase 1s equivalent to the production of 1 nano-
mole of Cyclic AMP per minute per milligram protein at 37°C.

Reconstiturion Dissolve in pH above seven buffer (ie. tris, borate, etc). Stability
Procedure: can be enhanced by adding Calcium Chloride (100uM) .

~——2Cedure:

Storage Lyophilized: minimum 6 months at 4°C. Solutions containing’ Calmodulin
& Stability: . _should be stored Frozen 2t ~20°C and are. stable for 2 months. . ..

Calmodulin Anciséra: BTI also offers an affinity purified Sheep anti—Calmodplin IgG
== Uodn Antisera

4 modulin, Bovine Testes.
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Immunohistochemical Localization Procedure

Grow cells on glass coverslips (11x22mm).
Rinse coverslips in Dulbecco's PBS.
Fix cells in 3% Formalin in salt/Pi for 30 minutes at room temperture.

Rinse coverslips in salt/Pi and dehydrate cells in absolute acetome at - 20°C for 10
minutes (or absolute acetone (dry ice temp) for 1-3 minutes).

Rinse in salt/Pi, 2-3 changes, 5 to 10 minutes per wash with gentle agitation.

Invert coverslip over a drop 10-20ul of Calmodulin IgG (approx1mately 100ug /ml).

“Incubate for 1 hour at 37°C.

Repeat Step 5.

Incubate cells with appropriate labelled second antibody (approximately 1230 dilution)
in salt/Pi at 37°C for 45 minutes.

Repeat Step 5.

Rinse coverslips briefly in distilled water and mount on glass microscope slides in
a drop of salt/Pi: glycerol (1;9) pH 8.5.

Immunoblots of Calmodulin

Con51derab1e dlfflcultles can be encountered in immunoblotting
Calmodulin. Two publications; one by L.J. Van Eldik, et alk
M ' (describes the phenomena and offers some Sotential solutions), épd
‘a recent publication by Maxwell T. Hincke? describes in detail
¥ solutions to the problem. It is reported that using potassium buffer
in the eléctro transfer leads to a 6-fold increase in calmodulln
retention by nitrocellulose.

The BTI anti-Calmodulin IgG can be used for western immunoblots
(1:30-1:150). The exact concentration must be experimentally
determined. ‘

*Buffer:  25mM Potaséium'?hosphatg, pH 7.0
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