Gel Casting Protocol @H RIIE’_)RE

Mia Till, adapted from Hannah Reid's Protocol
March 2025

This is the second section of the Western Blot Protocol. This protocol has nine sections.

Purpose: To prepare the gels used for gel electrophoresis.

In this protocol, gels will be made using the Bio-Rad 10% Fast Cast Gel Kit.
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Assemble the glass plate and cover
slip. 1.00mm plates are used most
frequently, the volumes used will
have to be adjusted if using different
sizes. Place the plates in the green
holder and clip them to the casting

apparatus.

Pipette ddH20 between the plates
until they are ~1/3 full. Mark the
water line with a sharpie and observe
if the plates leak.
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Once you know there are no leaks,
pour out the excess water without
removing the plates from the casting
apparatus. Dry the plates completely

using strips of filter paper.




To make one gel combine the following
reagents:

1. Resolving solution
o 3ml Resolver A
o 3ml Resolver B
o 3ul TEMED
o 30ul 10% APS
2. Stacking solution
Tml Stacker A
Tml Stacker B
2ul TEMED
10ul 10% APS
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Note that once you add the APS you must
work quickly, as the solutions will begin to
polymerize.

@ Vortex both solutions to mix.

Pipette the resolving solution between
the plates, until the green line near the
top. Pipette the stacking solution evenly
across the top until the space between
the plates is filled with solution. Add the
comb between the plates.

Wait for the gels to polymerize for
approximately 30-45min. Save any leftover
resolving and stacking solution so you know

when they are ready.

Remove the gels from the casting
apparatus once polymerized. You can
either load them straight away, or you can
store them for 4 weeks. Wrap them in
paper towel damp with ddH20 and place
them in a sealed plastic bag at 4°C.
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