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Preparation of electrocompetent cells

OUTLINE:
Pre-culture (3 mL) — Culture (add the pre-cultured bacteria to the fresh medium at a ratio of 1:100 (e.g., 1
mL to 100 mL). Allow the culture to grow until O.D. 600 reaches 0.5-0.7 — Replace the culture medium

with a glycerol solution.
Procedure: *Perform all subsequent procedure within a tissue culture hood, whenever possible.

Day0: Plating E.coli (evening)
1) Retrieve tubes containing competent E.coli cells (10 pL) from —80 °C (Deep freezer), and streak the cells
on a LB plate without antibiotics.

2) Culture overnight at 37 °C.

Dayl _morning: Advance preparation (NOT always necessary)

1) Autoclave 10—12 1.5 mL Eppendorf tubes. *If you don't have autoclaved tubes, it is OK to use non-
autoclaved ones.

2) Prepare 100 mL of LB in an Erlenmeyer flask (use larger 200-300 mL flask) and autoclave it. *If you

have an empty autoclaved flask, you can add the autoclaved LB to it when you are ready to culture.

Dayl_evening: Pre-culture
3) Prepare approx. 3 mL of LB medium to a Spitz tube and inoculate the E. coli from a single colony in
the medium.

4) Incubate overnight at 37 °C with shaking.

Day2 morning: Culture

1) Inoculate 1 mL of a fresh overnight E.coli culture into 100 mL of fresh LB medium (without
antibiotics). *The medium becomes just slightly cloudy.

2) Grow the cells at 37 °C with shaking to an OD600 of 0.5-0.7. *The best results are obtained with cells
that are harvested at early to mid-log phase (corresponding to a cell density of 4—5 x 10" cells/mL).

Day2_afternoon: Making competent cells

3) Chill the cells on ice for ~20 min. For all subsequent steps, keep the cells as close to 0°C as possible

(in an ice/water bath) and chill all containers in ice before adding cells.

4) Transfer the cells to a clean, cold 50 mL conical tube and centrifuge at 4000 x g for 15 minutes at 4°C.



5) Carefully pour off and discard the supernatant. *It is better to sacrifice yield by pouring off a few cells
than to leave any supernatant behind. Gently resuspend the pellet in 100 mL of ice-cold 10% glycerol.
Centrifuge at 4000 x g for 15 minutes at 4°C.

6) Carefully pour off and discard the supernatant. Resuspend the pellet in 50 mL of ice-cold 10%
glycerol. Centrifuge at 4000 x g for 15 minutes at 4°C.

7) Carefully pour off and discard the supernatant. Resuspend the pellet in ~5 mL of ice-cold 10%
glycerol. Centrifuge at 4000 x g for 15 minutes at 4°C.

8) Carefully pour off and discard the supernatant. Resuspend the cell pellet in a final volume of 0.4 mL of
ice-cold 10% glycerol. Aliquot 100 uL of the suspension per 1.5 mL tube and keep the cells in a deep
freezer (< —80 °C). For immediate use, proceed directly to electroporation.



