Standard DNA extraction protocol
Jer-Ming Hu July 4, 2002

2X CTAB Buffer: (Per 200 ml)
100 mM Tris-HCI (pHS.0) 20 ml 1 M Tris-HCI pH 8.0
1.4 M NaCl 56 ml 5 M NaCl (or 16.4 g)
20 mM EDTA 16 ml1 0.5 M EDTA
2% CTAB 4.0 g powder
2% PVP40 40¢g
0.2% P-mercaptoethanol add right before use

Before you doing:

1. Chill mortars and pestles in -20°C freezer overnight.

2. Set water bath to 65°C and incubate 2X CTAB solution prior to use.
3. Add B-mercaptoethanol to CTAB buffer right before use.

(10ml pre-2X CTAB + 20 ul B-mercaptoethanol per sample)

Grind ~0.5-1g leaf material w/ liquid N5, collect powder in 50 ml Centrifuge Tube
J

+ 10 ml 65°C-incubated CTAB in tube,
incubate 65°C for 1 hour, inverting several times during incubation

Y
Add 10 ml Chloroform:Isoamyl alcohol (24:1), mix gently but thoroughly
y

Spin at 9,000g for 10 min (RT). Remove aqueous phase
to a new S0ml Centrifuge tube (~8 ml)

Add 2/3 volume isopropanol, put in -20°C 30 mins
J

Spin at 10,000g for 10 min,
pour off supernatant gently, wash the pellet with cold 75%EtOH
y

Spin 9,000g for 5 min, dump supernatant, vacuum dry Smin

Resuspend pellet with 2 ml TE, add 1 ul RNase soln,
incubate at 37°C for 30 mins

y
Precipitate with 7.5 ml ice-cold 100% EtOH and 1 ml 7.5M NH4OAc¢

-20°C 1/2to 1 hr

y
Spin at 10,000g for 15 min, 4°C, pour off supernatant gently
y
Wash pellet with 5 ml cold 70% EtOH for 5 min, spin 9,000g for 10 min
J

Pour off supernatant gently, vacuum dry 5 mins

Resuspend in 250 ul TE for storage (50-100 wul for herbarium sample)



