PREPARATION OF FROZEN COMPETENT CELLS

(DLH & GBS; 3-16-90)

adapted from Kristen Lozada’s protocol


FOLLOWED BASIC PROCEDURE AS DESCRIBED IN SAMBROOK, FRITCH & MANIATIS; P.1.76 (MINOR MODIFICATIONS).

1. 1.Spread 50( Invitrogen/Gibco DH5( subcloning efficient competent cells on an LB plate (no AMP)

2. Incubate at 37(C overnight.

3. For a double batch; REMOVE 15ml of SOB for blanking and then inoculate (200ml SOB complete (contains 20mM MgSO4) broth in a 1L flask with a LARGE loop full of cells.  Cover with aluminum foil and shake at 37( for 1-2 hours.

4. Monitor cell concentration.

a. Do not want to exceed a cell concentration of 4 to 7 x 107 cells/ml which corresponds to an A550 = 0.45-0.55 (108 is too high).  To monitor cell concentration, at about half hour intervals, transfer approximately 1 ml of cell suspension from the incubation flask to an Eppendorf capsule using a sterile pipet.  Do not remove flask from incubation chamber when performing this task.  Read A550 on the spec by turning on both UV and VIS light.  In the upper left hand corner, click “Fixed wavelength” and change the 3 wavelengths so that they all read 550.  Blank with SOB complete.

5. Transfer cells to sterile, ice cold 50ml Falcon tubes (25ml/tube).

6. Incubate on ice 10min.

7. Centrifuge (4000 rpm, 10min, 4()in a Sorvall GS3 rotor, or on setting 6 of the clinical centrifuge for 10min at 4( in the cold room.

8. Decant media and discard, invert tubes for 1 min to dry.

9. Resuspend pellet in 20ml/tube ice cold FSB (see recipe below); resuspend using automatic pipette and pipette up and down.

10. Incubate on ice 10min.

11. Centrifuge (as in step 9).

12. Decant media and invert tubes for 1min to dry.

13. Resuspend each pellet in 4ml/tube ice cold FSB; vortex gently.

14. Add 140(l DMSO/4 ml resuspended cells; swirl.

15. Incubate on ice 15min.

16. Add another 140(l DMSO to each tube; swirl and set on ice.  Begin next step immediately.

17. Working quickly, dispense 200(l into pre-chilled 500(l eppendorf capsules and immediately freeze in dry ice-ethanol bath.

18. Store at -70(C.

19. See next page to test efficiency.

Recipe for 500ml FSB

5ml 1M Potassium Acetate

4.455g MnCl2-H20

0.735 CaCl2-2H20

3.73g KCl

0.4g Haxamine Cobalt Chloride

50ml Glycerol  

Add dH20 to 500ml and adjust pH = 6.4 with 0.1N HCl.  If you go over, do not pH back down… it will turn black!

