PEG Transformation Protocol

1. 
Grow EM158 [E. coli  del(recA-srl) srl ::Tn10 zfi ::Tn10 dCam supF supE hsdR galK trpR metB lacY tonA ] overnight in 2 ml LB at 37°C.  

2.
Subculture 0.2 ml into 20 ml LB in a Klett flask.  Grow to early log phase (about 50 Klett units) on a 37°C shaker.

2.
Centrifuge in the SS34 rotor at 5000 rpm for 5 min at 4°C .

3.
Resuspend the cell pellet in 1/10 volume cold TSB.

4.
Incubate on ice for 10 min.  (After this step the cells are competent for transformation. Competent cells prepared by this method can be frozen in a dry ice-ethanol bath and stored at -70°C, then thawed on ice without significant loss of transformation efficiency.)

5.
For each transformation – in tubes on ice add aliquots of purified plasmid DNA and competent cells as shown below:

                      ----------------------------------------------

                      Plasmid DNA1      Competent cells

                      ----------------------------------------------

                            --- 
0.1 ml 
Cell control

                            1 µl 
0.1 ml

                          10 µl
0.1 ml

                          10 µl 
---  
DNA control

                      ----------------------------------------------

                     1About 100 pg of plasmid DNA is ideal.

6.
Leave on ice for 5-10 min.

7.
Add 0.9 ml LB to each tube and grow for 60 min in a 37°C shaker to allow phenotypic expression.

8.
Spread on LB + Amp plates. Incubate overnight at 37°C.

REAGENTS


TSB



100    ml    LB



  10    g      PEG (MW = 3,350)



    5    ml    DMSO



    0.1 ml    1 M MgSO4


    0.1 ml     MgCl2
