DNAzol™ (Invitrogen) Genomic DNA Isolation from Leaves
Harvest 2-3 leaves (medium size) into a 1.5 ml tube, and freeze in liquid N2.

Grind leaves using blue pestle with blue 15 ml plastic cap on top of pestle.  Turn blue cap which turns pestle and grinds tissue.  Grind about 10 sec, dip tube in liquid N2, but don’t let liquid N2 enter opening at top.  Grind 10 sec more, cool once more, grind 10 sec more.  Cap tube and put back into liquid N2.  Grind all samples.

Remove ground up samples from liquid N2, open caps and add 150 L of DNAzol. Invert gently to mix as samples thaw.  Incubate at RT for 5 min. (Note: if you are doing a large number of preps, only remove 1-2 tubes at a time from liquid N2 so that contents do not warm up before DNAzol is added.  In this case, remove 1-2 tubes, add DNAzol, mix, remove 1-2 tubes more, etc.)  
Add 150 L of chloroform, mix well, and incubate at RT for 5 min.

Spin for 10 min at 10K rpm in microfuge.

Remove supernatant using a P200 into a fresh tube.  Do this step in the fume hood.  After supernatant is placed in clean tube, pipette chloroform into organic waste and place used tube in the plastic bag located in the fume hood.

Add 113 L of 100% ethanol to tubes containing supernatant.

Invert 6-8 X, and then incubate at RT for 5 min.

Spin at 10K for 5 min, and DNA will form small pellet at the bottom of the tube.  This pellet is unlikely to be visible.

Remove supernatant by gently pouring out supernatant.

Add 150 L of DNAzol-EtOH wash.  [DNAzol-EtOH wash is made by mixing 1 volume of DNAzol with 0.75 volumes of 100% ethanol.  For example, 2 ml DNAzol plus 1.5 ml 100% ethanol. To calculate: the final desired volume of DNAzol-EtOH wash can be divided by 7, 4/7 will be DNAzol and 3/7 will be 100% ethanol.]

Vortex to wash DNA pellet.

Incubate at RT for 5 min.

Spin 10K rpm for 4 min, and then remove supernatant by gentle pouring.

Add 300 L of 75% ethanol (75% 100% ethanol, 25% Sigma H2O) to wash pellet.

Mix, spin for 1 min at 10K rpm, and then carefully remove supernatant with drawn-out pasteur pipette.

Air dry pellets.  Resuspend in 30 L of TE.  Use 1 L for PCR reactions.
