ISSR GELS

Large Gels:

1.

10.

11.

12.

Make gel solution (1.2% agarose solution) in 500 ml flask: 6.0 g agarose
500 mls 1X TAE

Heat to boiling in microwave. Place flask in tub of cold ice water on top of stir plate. Place
stir bar inside and stir until cooled (this prevents bubbles normally seen after cooling by hand
in the sink).

Pour gel solution into taped mould with comb(s). Let set about 1 hour. If gel is made the
night before the run, cover with saran wrap and refrigerate.

When ready, place gel in rig and fill rig with 1X TAE solution until the gel is completely
submerged.

Take DNA samples from the refrigerator and add 1-2 pl of blue juice or 1 pl of green dye to
each tube. Spin tubes briefly in the small centrifuge so blue juice or green dye mixes with
samples.

Place 5 pl of the 1 kb ladder previously mixed with 1 pl green dye into the end wells and
once in the middle of each row of wells. Load gel from right to left.

Pipette out the blue DNA layer (about 25 ul). Place DNA in gel wells.

Plug into power pack and run at constant voltage approx. 144V or constant current at 114
milliamps until bands have migrated approximately 10 cm.

NOTE: If running two gels at once, the top row of samples will generally run slower than
the bottom ones. If so, just remove the bottom portion of the dual gel and let the top

portion run a little longer.

Turn off power pack and remove gel(s). To stain, place each gel in an individual plastic tray
and cover with:

1 liter H,O
75 pl ethidium bromide

Place gel tray(s) on rotator and gently rotate for 30-60min.

Destain by rinsing gels with dH»O and rotating them in their trays in clean dH,O for 15-60
min.

Photograph gels and store images on the hard drive for later analysis.



Medium to Small Gels:

1.

Make gel solution (1.2% agarose solution) in 250 ml flask:

Medium gel rig: 1.8 g agarose
150 mls 1X TAE

Small gel rig: 0.60 g agarose
50 ml 1IX TAE

Heat to boiling in microwave. Cool solution in flask under a stream of cold water in the sink.
Swirl gently to prevent the gel from setting. When bottom of flask is only warm to the touch
(not hot), add in the approximate amount of ethidium bromide directly to the gel and gently
swirl to mix completely:

Medium gel: 4.5 ul Small gel: 1.2 ul

Pour gel solution into taped mould with comb(s). Let set about 1 hour. If gel is made the
night before the run, cover with saran wrap and refrigerate.

When ready, place gel in rig and fill rig with 1X TAE solution until the gel is completely
submerged.

Take DNA samples from the refrigerator and add 1-2 pl of blue juice or 1 pl of green dye to
each tube. Spin tubes briefly in the small centrifuge so blue juice or green dye mixes with

samples.

Place 5 pl of the 1 kb ladder previously mixed with 1 pl green dye into the end wells and
once in the middle of each row of wells. Load gel from right to left.

Pipette out the blue DNA layer (about 25 pl). Place DNA in gel wells.

. Plug into power pack and run at constant voltage approx. 144V or constant current at 114

milliamps until bands have migrated approximately 10 cm.

Turn off power pack, remove gel, and photograph. Store image on hard drive for later
analysis.



