E. coli Transformation

1. Take out DH5( cells out of the -80(C freezer and put on ice to thaw.

2. When thawed, add DNA to cells, quick mix, and incubate on ice for 30 min

· during this time check to make sure there is water in 42(C heat block

3. Put tubes in 42(C heat block for 45 seconds, then put them back on ice for a minute

4. Add 1ml of LB to each tube (use sterile technique), and incubate in the 37(C shaker for 1 hour.

5. - during this time put LB/Amp plates in 37(C incubator to warm up.

6. Quick spin the cells down and pour/pipette out LB leaving ~150(l left.  Re-suspend cells in this volume.

7. Then add cells to plates

a. Label plates on agar side

b. put plate on spinner

c. add cells to middle of plate (make sure that cells are resuspended)

d. take spreader from EtOH and flame it (make sure it is pointed down)

e. after flame is gone put spreader on plate (not on cells) to cool off

f. then spread cells evenly across the plate while spinning the spinner

g. let pool of liquid dry for awhile (in incubator or on bench)

7. Put plates agar side up in 37(C incubator and incubate overnight. 

