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Agarose Gels for DNA
Select the percentage of gel:

0.7%
Large fragments, genomic southern blot



1.0%
General use, fragments down to ~200bp




1.5-2%
Small fragments (high resolution of <500bp)
Weigh the required amount of agarose MP (multi purpose) per 100mL of gel (eg: 1g for a 1% gel) and add 100ml 1x TBE

Microwave until agarose is fully dissolved 
CAUTION: Freshly microwaved gels can contain super-heated pockets that cause unpredictable boiling over. ALWAYS handle hot agarose with a heat proof glove, and when swirling or adding a stirrer point the neck away from you. Hot agarose causes very nasty burns…

For real precision, pour gel back in measuring cylinder and add water back to 100ml – this is important for low volumes and high gel percentages

Add a stirrer bar (CARE – it can boil over) and stir until ~55( (comfortable to hold). This is only really necessary for large gels, otherwise just leave for 10 minutes to cool
Add 2.5(l SYBR safe solution per 100ml of gel (25,000x) and stir briefly
For large gels, check that gel cast is flat (use a spirit level)
Pour gel into cast, move any bubbles to lower end with comb, then insert comb.

Leave to set for 20-30 minutes – check particularly around wells before using.
Fill gel tank with 1x TBE, and put the gel in.  Cover the gel to at least 1mm depth.

Carefully pull out the comb.

Add 6x loading dye to samples, pipette into wells, don’t forget a ladder

Put on the lid and connect to power pack. Check that the gel will run in the correct direction – DNA moves towards the +ve electrode

Run the gel: Running voltages vary, but as a general rule 
100V for a small (10cm long gel)

150V for a medium (20cm long gel).

Image gel under UV light or blue safe light.

6x Blue Loading Dye:


0.25%

Bromophenol Blue


0.25%

Xylene Cyanol


50%

Glycerol


in

dH2O
or
6x Orange Loading Dye:


0.25%

Orange G

50%

Glycerol


in

dH2O
10x TBE:

108g
Tris Base

55g

Boric acid (CARE – boric acid has been found to damage fertility. Handling the powder in a ventilated weighing station is advised)

7.44g
EDTA (or 40ml of 0.5M)

dH2O 
to 1L


2

