. Lambda red-expressing cells
Plasmid pKD461 expresses lambda red under Para control. Expression is regulated by L-arabinose. The plasmid carries bla and can be maintained under ampicillin selection. The plasmid origin is temperature sensitive, and the plasmid will be lost on temperature shift from 30°C to 42°C. Other versions exist with different antibiotic selections.

The following pKD46-carrying strain is fully r-m+, which allows it to tolerate unmethylated or inappropriately methylated foreign DNA. It also has a higher electroporation efficiency than LT2 for unknown reasons:

TT22971 sty(LT2) metA22 metE551 trpD2 ilv-452 leu- pro-(leaky) hsdLT6 hsdSA29 hsdB strA120 $pKD46 araC bla oriR101 repA101ts lambda red (gam+ bet+ exo+) $COM grow at 30°C!; lambda red under Para control.

3. Electroporation-competent cells
Grow a fresh overnight of TT22971 in 2 mL LB + ampicillin@50 µg/mL at 30°C.

Dilute 0.5 mL of overnight into 50 mL LB + ampicillin@50 µg/mL and 10 mM L-arabinose.

Shake 3 hr at 30°C in ribbed Erlenmeyers with good head space.

Wash 3x in 20 mL ice-cold 10% glycerol made in stringently deionized water (with resulting low conductivity). Do not resuspend the last pellet. Instead, vortex it vigorously until it forms a muddy slurry. Adjust the volume to accomodate the number of transformations required.

The cells lose their efficiency when frozen, and should be used within a few hours.

4. Electroporation
Add 2 µL of linear DNA to 40 µL cells and transfer to an ice-cold electroporation cuvette.

Follow the standard electroporation protocol.

Let the cells recover 2-4 hours at 37 °C; in 1 mL LB. Do not include ampicillin or L-arabinose! From here on, we wish to get rid of red.

Pellet the cells and resuspend in 100 µL 10% glycerol.

Plate to selective medium and incubate at 42°C.

Streak selected colonies for singles, test for loss of pKD46 by ampicillin sensitivity, and screen by PCR using appropriate primers.
