Agarose Gel Electrophoresis
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Solutions:

	Gel Percentage

	%
	kb 
range

	0.3
	60 - 5

	0.5
	30 - 1

	0.7
	12 - 0.8

	1.0
	10 - 0.5

	1.2
	7 - 0.3

	1.5
	4 - 0.2

	2.0
	3 - 0.1

	3.0
	<0.1


· 50x TAE

· 400ml dH2O

· 121g Tris Base

· 28.6ml glacial acetic acid

· 9.3g EDTA

· pH to 8.2

· dH2O to 500mL
· 5x Loading Dye

· 7.5ml Glycerol

· 200µl of 0.01g/ml Bromophenol Blue (diluted in TAE)
· 200µl of 0.01g/ml Xylene Cyanol (diluted in TAE)
· 100µl of 1M Tris (pH 8.0)

	Casting volumes

	Gel Size

(cm x cm)
	0.25cm 

(mL)
	0.5cm 

(mL)

	7 x 8
	14
	28

	9 x 11
	25
	50

	12 x 14
	42
	84


· 20µl 0.5M EDTA

· 200µl of 10% SDS

· dH2O to 10ml
· EtBr: 0.1g ethidium bromide in 10ml of dH2O (10mg/ml)
Prepare Gel:
· Prepare appropriate percentage and volume of agarose gel (see tables on right)

· For 50ml of 0.7%:
	Max loading volumes per well 

of a 7 cm x 8 cm gel

	Gel

(cm)
	Comb

(mm)
	5-well

(µL)
	8-well

(µL)
	10-well

(µL)

	0.25
	1
	12
	7
	5 

	
	1.5
	17
	10
	8

	0.5
	1
	35
	20
	15

	
	1.5
	55
	30
	20


· 0.35g of Agarose

· 50ml of 1x TAE
· Microwave briefly at high & swirl until fully dissolved

· Cool to below 60oC
· If using EtBr, add it at 1:5000 (ex: 10µl in 50ml)
· Secure combs into cassette
· Pour agarose solution into cassette
	1kb plus
(Invitrogen)
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· Allow to harden, takes ~30min

Denature RNA (optional): Using quick method  (Masek et al., 2005):
·  Add formamide to 2µg of template RNA to give at least 60% formamide
· Add loading dye
· Heat for 5min at 65C
· Cool on ice
· Load on gel
Running Gel

·  Turn cassette so runs from –ve (black) to +ve (red)
· Fill with TAE till above gel and electrodes (usually a fill line on box)
· Load 1-2.5 µg of sample in each well
· Run at 100V till desired separation (~1hr)
· Bromophenol blue runs at ~250bp
· Xylene Cyanol runs at ~4000bp

· If staining with SYBR Gold, add 5µl to 50ml of TAE and incubate with rocking for 10-40min
http://www.geocities.com/simonwaynemoore/protocols.htm 
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