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Sequencing – cleaning up sequencing reaction

1.
Pipette PCR sequencing reaction to 1.5 ml microcentrifuge tube.

2.
Add 80 l of 75% isopropanol, and vortex briefly.

Isopropanol is harmful and highly flammable.  Use small volumes, avoid breathing vapours, keep away from sources of ignition and do not empty into the drain.
3.
Leave tubes at room temperature for 20 min.

4.
Place tubes in a microcentrifuge with the hinge facing outwards, then spin 20 min at maximum speed.

5.
Immediately aspirate the supernatant and discard. The pellet will be located below the hinge but may not be visible; hence avoid touching this region with the pipette tip. The supernatant must be removed completely.
6.
Add 250 l of 75% isopropanol. Invert tube 2-3 times. 

Isopropanol is harmful and highly flammable.  Use small volumes, avoid breathing vapours, keep away from sources of ignition and do not empty into the drain.
7. 
Place the tubes in a microcentrifuge hinge facing outwards as in step 4, then spin 5 minutes at maximum speed.

8. 
Aspirate supernatant carefully as in step 5.

9. 
Dry pellet by placing tube with lid open in a 90oC heat block for 1 minute. Place tube containing pellet on ice or store frozen at -20(C.

Person must be trained in School chemical safety procedure, spill safety procedures and centrifuge operation. 


PPE: long-sleeved gown, closed shoes, gloves and safety glasses











