DNA miniprep from plant tissue

(modified from Shure et al. Cell 35: 225-233)

1. Grind the frozen (liquid N2) tissue (3 inflorescences) in 1.5 ml fuge tube with a disposable pestle.

2. Add 500 μl of UEB and grind some more. 

3. After all the samples are in UEB, add 250 μl of phenol:iso-amylalchohol:chloroform (PIC), shake well and spin at 10,000 rpm in a microfuge for 10 min, in the cold. 

4. Remove the aqueous top layer (~ 400 μl) and put into a new tube.

5. Precipitate with an equal volume (~ 400 μl) of isopropanol (IPA). Invert the tubes until you see the DNA precipitate (you may not see the DNA). 

6. Spin for 3 min at 10,000 rpm in a microfuge in the cold to bring down the DNA. 

7. Pour off the IPA and resuspend the pellet in 500 μl TE. 

8. Reprecipitate the DNA by adding 100 μl 4.4M ammonium acetate, pH5.2 and 700 l IPA. Invert the tubes until you see the DNA precipitate (you have a better chance to see the DNA this time). 

9. Spin for 3 min at 10,000 in a microfuge in the cold to bring down the DNA.

10. Take out the supernatant with a drawn-out Pasteur pipette and wash the DNA pellet by adding 300 l 80% ethanol. Spin at 10,000 rpm for 2 min in the cold.  

11. Air dry and resuspend in 50 μl TE buffer.
(For PCR, use 1 l per PCR reaction.  For restriction digests, digest about 10 μl of DNA with each restriction enzyme. The DNA solution also contains RNA so make sure you use RNase in the restriction digest, start the digest without the RNase and add it 1h before the end of digestion.) 

Urea Extraction Buffer (UEB):

168 g urea

25 ml 5M NaCl

20 ml 1M Tris-HCl pH 8.0
16 ml 0.5M EDTA pH 8.0
20 ml 20% Sakosine

~ 190 ml H2O, qs to 400 ml.
Store at RT. Do not autoclave urea!

