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Refer to Risk Assessment Document “Yool 01”

Use of Lab minimum PPE required at all times

Label x5 sets of tubes (1 for DNA Gel)

Check Phenol/Chloroform stocks (4o)

Check 3M Na Acetate filtered aliquot stocks (-20o)

Set heat-block to 37oC

Set centrifuge to ~18oC (room temp)

Read Centrifuge SOP

20ul - stock DNA

25ul - DEPC H2O

  5ul - 10x react buffer (BamH1/Sac11)

50ul – total

To this add 1ul enzyme (20units/ul) (BamH1/Sac11 etc) (do not put tip far into glycerol)

Enzyme should be <10% of total volume

Do not vortex – mix with tip

Check caps down tightly

Place in heat-block @ 37oC for 1-2 hours and cover tubes with foil

Spin down briefly to collect condensation

Add 50ul DEPC H2O

Total of 100ul
Phenol-Chloroform step to be performed in Fume hood

From previously prepared DNA Phenol 50ml falcon tube

Take 100ul from (bottom layer) and add to sample

Total of 200ul

Cap tightly vortex for 15 sec

Place in centrifuge with hinges outermost 

Spin @ 12,000 rpm 5min @ 18oC (room temp)

Remove aqueous layer carefully to get as much of the 100ul as possible without removing layer below.

Place in clean labeled tube.
From previously prepared DNA Phenol/Chloroform 50ml falcon tube

Take 100ul from (bottom layer) and add to sample

Total of 200ul

Cap tightly vortex for 15 sec

Place in centrifuge with hinges outermost 

Spin @ 12,000 rpm 5min @ 18oC (room temp)

Remove aqueous layer carefully to get as much of the 100ul as possible without removing layer below.

Place in clean labeled tube.
From previously prepared DNA Chloroform 50ml falcon tube

Take 100ul from (no layer) and add to sample

Total of 200ul

Cap tightly vortex for 15 sec

Place in centrifuge with hinges outermost 

Spin @ 12,000 rpm 5min @ 18oC (room temp)

Remove aqueous layer carefully to get as much of the 100ul as possible without removing layer below.

Place in clean labeled tube. (eg: Aqp1-BamH1, #101, date, name, in ethanol)

Remove 5ul for DNA Gel

Add 200ul molecular grade ethanol

Total 300ul (1/3, 2/3 mix)

Add 20ul Na Acetate

Cap tightly – vortex.     Precipitate O/N @ -20oC







