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This is the fifth section of the Western Blot Protocol. This protocol contains nine sections.

Purpose: To transfer the proteins from the gel to a PVDF membrane

@ Turn off and

unplug the
PowerPac, then
disassemble the
gel cassette.

Carefully remove the gel from
the glass plates with the green
. D gel lever. Cut off the pieces
forming the wells. Place the gel
in a tray of transfer buffer for
5min, shaking at RT.

I\ @Place a PVDF membrane into
(S— a tray with methanol. Place it
on a shaker at RT for 30s.
| This opens the membrane and
™ R must be performed anytime
the membrane is allowed to
dry.

Place the membrane into
transfer buffer for 5min,
shaking at RT.

i? Handle the membrane carefully by only grabbing a corner with flat forceps. ﬁ




Assembling the Blot Sandwich

Place a filter paper transfer stack down first, covering with transfer buffer.

Place the membrane down second.

Place the gel on top of the membrane.

Place another filter paper transfer stack on top of the gel, covering with transfer buffer.
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6.
leing the Bio-Rad Trans-Blot Turbo Transfer System
Run the apparatus in "Turbo" mode. This activates the mixed MW protocol.
The two bays can run independently of each other.
If running both bays, you can load one mini gel in each bay, 2 mini gels in each bay
(with the foot of both gels facing each other), or 1 midi gel in each bay.
Typically mini gels are used in the lab.
Consult the manual for the apparatus for more information.

—

After the transfer apparatus runs for 7min (for the turbo
/ protocol), the bands from the ladder will be visible on the
membrane. Carefully disassemble the blot sandwich.
Discard the transfer stacks and gel.

Place the membrane in TBST on a shaker
at RT for 5min. Notch the top left corner
so you know which side of the membrane
is the front. Hang the membrane to dry
once finished, or proceed immediately to
primary antibody incubation.
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