
IEF (from passive rehydration)

1. Materials needed: IEF tray-1, protein samples, mineral oil, electrode wicks,
Millipore water, piece of paper towel.

2. Calculate from the concentration of you samples how much you will need for a
100µg protein load.

3. Dip the electrode wick into the water and blot it on the paper towel.  Lay this
across one of the electrodes.  Repeat for the other electrode and for as many lanes
as needed.

4. Lay your protein sample into the correct lane making sure it doesn’t soak up into
the wicks.

5. Remove a rehydrated strip from the tray and drain the mineral oil, then lay it
across the electrodes in the IEF tray.  Once again remove all enemy bubbles.
Overlay with mineral oil.

6. Place the IEF tray in the IEF machine making sure the correct electrodes touch.
Close the lid.  Turn the machine on.  Hit PRESET METHOD.  Hit LINEAR. The
next screen should say NO to rehydration, put the correct gel length in, focus
temp. stays at 20˚, hit NEXT. Nothing changes on the next screen, just hit NEXT.
If your running 7cm strips change the focus hours from 20000 to 40000, if your
running 17cm strips do not change the preset number; say YES  to the 500V hold,
hit NEXT.  Now put in the number of strips you are running and hit the running
man to start the program.



Passive Rehydration

1. Materials: rehydration/equilibration tray-1, rehydration buffer (RB), immobilized
pH gradient (IPG) strip-as many as needed.

2. For the 7cm strips lay 125µL of RB down an edge of one of the lanes of the
rehydration tray.  For 17cm strips use 300µL of RB.

3. When looking at the strip if you can read the numbers the gel side is away from
you.  Remove the protective backing from the strip and lay it gel side down on top
of the RB.

4. Check for bubbles they are your enemy, remove any and all of the enemy.
5. Overlay with mineral oil. Place tray on orbital shaker and allow to rehydrate for at

least 12 hr.



2nd Dimension, SDS-PAGE

1. Materials needed: rehydration/equilibration tray-1, equilibration buffers I & II
(EQ I & II), as many gels as you need, overlay agarose.

2. Remove the IPG strip from the IEF tray, drain the mineral oil.  Place the strip gel
side up in the rehydration/equilibration tray.  Repeat, skipping a lane between, as
needed.

3. Cover the strips with Eq I, allow to shake for 10min.
4. Move the strips up one lane and cover with Eq II, allow to shake for 10min.
5. Melt the overlay agarose in the microwave.
6. Pick up one of the strips, gel side facing you, and lay it on the top of the spacer

plate of one of the gels. Be careful not to let it slide into place.  Get a pipetful of
overlay agarose and fill to the top of the short plate.  Immediately push the IPG
strip into place.  Once again bubbles are our enemy, remove all of them.  Allow
the agarose to solidify.  Repeat for each gel.

7. Assemble the gel box.  Fill with 1x TGS buffer; fill above the short plate inside
and out.

8. Turn the machine on.  Hit MANUAL, CONSTANT mA.  Run at 10-16mA/gel for
the small gels, up to 24 mA per gel.

9. Run until the dye front reaches the bottom.


