Agrobacterium Plasmid Prep

1. Grow Agrobacterium cells overnight (20-24 h) at 28ºC and 250 RPM in 2 mL YEP medium containing an appropriate conc. of antibiotics (e.g. 50 μg/mL Kanamycin for pBI101.1, plus 50 μg/mL Gentamycin and 50 μg/mL Rifampicin for Agrobacterium).

2. Transfer the culture to a 1.5 mL tube and pellet by centrifugation for 1 min (4ºC, 14 K). Take out all the supernatant with a drawn-out Pasteur pipette. 

3. Resuspend cells in 100 μL of ice-cold Solution I (50 mM glucose, 10 mM EDTA, 

25 mM Tris-HCl, pH 8.0, 10 mg/mL Lysozyme [added fresh; stored at -20ºC]).

4. Incubate for 15 min at RT.

5. Add 200 μL of Solution II (0.2 N NaOH, 1% SDS) and invert gently to mix. 

6. Incubate for 5 min at RT. 

7. Add 30 μL phenol (Tris-phenol, pH 8.0) equilibrated with 2 volumes of Solution II. 

Mix well by inversion. 

8. Add 150 μL 3M Sodium Acetate (pH 4.8) and mix by inversion. 

9. Incubate at -20ºC for 20 min. 

10. Centrifuge for 15 min (4ºC, 14 K). Transfer the supernatant with a P200 into a new 1.5 mL tube. 

11. Add 1 mL ice-cold 95% ethanol to the supernatant. Mix by inversion and store at -80ºC for 20 min (or at -20ºC overnight). 

12. Centrifuge for 15 min (4ºC, 14 K) and remove supernatant.

13. Add 1 mL 80% ethanol Centriguge for 10 min and remove supernatant. 

14. Resuspend pellet in 20 μL TE. * Store DNA sample at -20ºC until transformation of 

E. coli.

*The copy number of oriV plasmid in Agrobacterium is very low so we cannot analyze plasmid DNA at this stage. 

15. Thaw 100 μL of competent E. coli (e.g. DH5α) cells on ice. Alternatively, the standard E. coli electroporation with 2 L of Agro DNA can be done, followed by the standard plasmid prep. 

16. Add 2 μL of Agro DNA, mix, and incubate on ice for 15 min.

17. Heat shock at 42ºC for 90 sec, and place on ice for 2 min.

18. Add 800 μL S.O.C. (RT and no antibiotics), and shake cells for 50 min at 37ºC. 

19. Plate 200 μL on LB plate containing appropriate antibiotics, and incubate ON at 37ºC.

20. Single colonies can be picked and inoculated in media plus appropriate antibiotics for plasmid analysis (16 h at 37ºC and 200 RPM).

YEP liquid medium (per liter)

10 g bactotryptone

5 g yeast extract

5 g NaCl

(add 12 g bactoagar for plates only)
