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Refer to Risk Assessment Document “Yool 10”

Use of Lab minimum PPE required at all times

Day 1

Label eppendorf - DH5/ sample # (leave on ice)

Add 185ul DH5 to each tube. (DH5 stored @-80o  in 2ml aliquots enough for ~ 10 tubes)

Label eppendorf (eg aqp1 #00 dil 1:1000) add 1ml DEPC H2O in to each tube.

Dry Plates in incubator @ 37o for 1 hour. (plates slightly ajar)

Read Centrifuge SOP
Mark Plasmid tubes and Spin @ 4o 10,000 rpm  10min.

Remove supernatant (keep)

(70 % ethanol- anhydrous (stock in -20o freezer) Orange lid - “molecular use only”)

Rinse 70% ethanol & spin @ 4o 14,000rpm 20min. (mark out)

Draw off ethanol. (keep)

Read Speed-Vac SOP.
Dry with speed-vac ~ 20-30min @ 37o or until completely dry.

Reconstitute dry pellet with 20ul  1X TE buffer 

Brief vortex.

Brief spin. (eppendorf centrifuge)

Add 1ul to 1ml H2O tube. (1:1000)

Mix gently. (tip up and down)

Add 2ul OF 1:1000 to 185ul DH5 (labeled tubes.) (mix with tip gently – *fragile cells)

Leave on ice for ~30 – 40 min.

Heat Shock @ 42o for 90 sec (heat-block).

Add 1ml LB Broth (no ampicillin) for 30min @ 37o  (heat-block).
Spin @ 18o  3,000 rpm for 5min.

Remove top 600ul.

Mix remaining 400ul gently.

Plate out two plates per sample. x1 @ 300ul and x1 @ 100ul.

Place in incubator @ 37o overnight. (Agar plate uppermost to avoid condensation)

*can then be sealed with parafilm and put in fridge for later eg. over weekend *

Day 2

Make up LB Broth with 75ul 1000x stock ampicillin / 75ml LB Broth.

Add 4mls (1ml for glycerol stocks) LB Broth to 14ml snap cap tubes.

Take one colony per tube and agitate in broth.

Place in rack and shake continuously at 37o overnight.

Day 3
Mix culture gently and take 1.5mls in to labeled eppendorf.

(Also take 1ml into separate eppendorf for glycerol stocks)

Spin @ 18o 12,000 rpm for 2min. (hinges out)

Gently poor off, leaving pellet.

Take another 800-100ul (equal amounts depending on volume left) of culture in to tube.

Spin @ 18o 12,000 rpm for 2min.

Gently poor off, leaving pellet. (keep for glycerol re-suspention)
Remove remaining culture with pipette do not disturb pellet.

Re-suspend.  See Geneelute Plasmid miniprep kit notes.

Re-suspend pellet for glycerol stock in 850ul supernatant / 150ul 80% glycerol. (15%vol) 

Mix with tip and store in Liquid N2














