
Transformation by Rb-Mn Treatment

(Adapted from Wilderman’s Protocol, 1999)

Preparation of Competent Cells:

1. Make 0.2M RbCl by adding 2.6 g to 112 ml. Filter-sterilize and store at 4°C. 
2. Make 1M MnCl2 by adding 1.97 g MnCl2 to 10ml. Filter-sterilize, aliquot 1.14 ml to microfuge tubes, and store at 4°C.
3. Make fresh Transformation Buffer (TB):

14 ml 0.2M RbCl


1.14 ml 1M MnCl2

1.5 ml 1M CaCl2

1.0 ml 1M KOAc


7.5 ml 50% Sucrose

4. Store TB on ice while harvesting cells.
5. Inoculate 100 ml LB 1:100 from overnight culture. 
6. Grow to an OD of 0.3 - 0.5 (~3 hours) at 37°C (E. coli) or 43°C (Pseudomonas).
7. Pour culture into centrifuge bottle and chill on ice for 30 minutes.
8. Harvest cells at 6000 rpm for 5 minutes at 4°C, then pour off supernatant.
9. Resuspend cells in 20 ml ice-cold TB, centrifuge at 6000 rpm for 5 minutes, and pour off supernatant.
10. Resuspend cells in 2.5 ml cold TB and add 90 µl DMSO.
11. Allow to sit on ice for 30 minutes.
12. Aliquot 150 µl into pre-chilled microfuge tubes.
13. Use immediately or store at -80°C. E. coli cells can be stored indefinitely, Pseudomonas cells for only ~ 1 month.
Transformation:

1. If frozen, thaw competent cells quickly by briskly rubbing in between hands.
2. Immediately add DNA and allow to sit on ice for at least 10 minutes.
3. Heat shock cells at 42°C for 1 minute.
4. Immediately ice for 1 minute.
5. Add 1 ml of nutrient broth (LB, BHI) and allow to recover for 30 minutes-1 hour, depending on antibiotic, at 37°C with shaking.
6. Plate 100 µl of transformation on appropriate media.
7. Spin down remaining transformation, pour off all but 100 µl of supernatant, resuspend, and plate on appropriate media.

