HMW-DNA extraction protocol for Campanula americana

NOTES
Use wide-bore tips when handling the lysate.
Perform all steps at 4C (or on ice) when possible.
Do not incubate the lysate with potassium acetate for more than five minutes.

SOLUTIONS
	Lysis buffer (freshly prepared)
· 0.75% CTAB
· 130 mM sorbitol
· 100mM Tris-HCl pH 8.0
· 37.5mM disodium EDTA
· 750mM NaCl
· 0.75% sarkosyl
· 0.1% PVP-40
	5M Potassium acetate pH 7.5
3M Sodium acetate pH 5.2
Isopropanol
70% ethanol
Chloroform-isoamyl alcohol 24:1
RNase A



PROTOCOL
1. Briefly heat the lysis buffer to 60 ˚C and let it cool to room temperature.
2. Add 700uL of lysis buffer and ~2ul of 100x RNase A to the tube containing the previously grinded leaf tissue (~150mg). Mix by inversion.
3. Incubate at room temperature for 30-45 minutes mixing by inversion every 5 minutes.
4. Cool on ice for 2 minutes and add 140uL of 5M potassium acetate. Mix by inversion.
5. Incubate on ice for 3 minutes.
6. Spin at 7000rpm for 5 minutes.
7. Transfer supernatant (~600µl) to a new tube and add 540ul of chloroform-isoamyl alcohol. Mix by inversion for 2 minutes.
8. Centrifuge at 6000 rpm for 5 minutes and transfer aqueous phase to a new tube.
9. Repeat steps 7 and 8.
10. Add 0.1 volumes (~50uL) of sodium acetate and mix by inversion.
11. Add 1 volume of isopropanol (~550uL) at room temperature. Mix by inversion and incubate for 3-5 minutes at room temperature.
12. Centrifuge for 10 minutes at 10,000 rpm.
13. Remove supernatant and wash the pellet with 300uL of 70% ethanol. Mix and centrifuge for 2 minutes at 6000rpm.
14. Decant supernatant.
15. Repeat steps 13-14.
16. Let the pellet dry and resuspend in 30µL of 0.1x TE buffer or molecular biology-grade water.
