	Safe Operating Procedure (SOP)
	School of Molecular & Biomedical Science

	Prepared by:  Laura O’Carroll
	Date: 22/05/2008

	Northern Gel
	

	Approved by: Andrea Yool
	Signature:


Refer to Risk Assessment Document “Yool 08 & 04”

Use of Lab minimum PPE required at all times.

Formaldehyde should inhibit RNase, so solutions and gel box need not be DEPC treated.

Northern Buffer: (10x) stock pH 7.0

To make 200 ml-


final conc

100 ml 1 M Hepes pH 7.0

500mM

20 ml 0.1M EDTA pH 8.0

10mM

3.3 ml
 3 M Sodium acetate
50mM

Adjust pH to 7.0 Filter-sterilize. Store at room temp.

Gel:

400mg electrophoresis agarose

36ml  mq H20

5ml Northern Buffer (10x) stock

Melt agarose in the microwave in an oversized flask.

Remove and place under fume hood. 

While agarose is still hot, add and swirl to mix 9 ml 37% formaldehyde solution.

Allow gel mixture to cool until the bottom of the flask can be touched, then pour the gel.

Let harden, then fill the gel box to cover gel by ~0.5cm with Northern gel tank buffer.

Northern Gel Tank Buffer:

In Fume Hood -

100ml Northern buffer (10x) stock

180ml 37% Formaldehyde Solution

720ml mqH2O

RNA gel sample loading buffer:

In Fume Hood -
To make 1 ml-



final conc

100ul Northern buffer (x10) stock)
1x

500ul ultrapure formamide

50%

180ul 37% formaldehyde solution
2.2M

100ul bromophenol blue (10mg/ml)
1mg/ml

120ul mq H20

store @ -20o

Read Ethidium Bromide (EtBr) SOP 

Loading samples:

From each RNA sample, aliquot 2ul into a clean tube on ice and add 7ul of RNA loading buffer.

In a separate tube, aliquot 6ul of loading buffer in prep. for the ladder.

Remove Millennium Marker Ladder (stored in Lq N2) thaw in the palm of your hand until just melted, aliquot 3ul into 6ul of loading buffer, then immediately return ladder to Lq N2.

Add 1ul 1/50 ethidium bromide to both samples and ladder. Mix by trituration

Heatshock ladder and samples at 70o in heat block for 3min. then briefly cool on ice.

Centrifuge samples briefly to collect the liquid to the bottom, then load gel.

Run at < 45 V, until the dark blue dye is near the edge of the gel (~2.5 hrs). Briefly rinse the gel in mq H2O.

Wearing UV protective mask, gloves and gown. View and photograph the gel on a UV light box.











