To Make Competent Bugs

Things to prepare:

-Wash with Alconox soap VERY WELL 2 250mL centrigue bottles and lids then autoclave

-Autoclave 2 500mL glass bottles and 500mL of LB

-prepare buffer a and b and filter into autoclaved glass bottles using a 0.22um filter

-prechill buffers before use

1.  Grow 5mL on LB culture (xl-blue use 15ug/mL, but DH5 alpha no selection)

2.  Inoculate 5mL overnight culture into the 500mL of LB

3.  Grow to OD(650nm)=0.5 check using deposable 1 mL cuvette first at four hours and  

     then every 20 min there after

4.  Transfer to 250mL autoclaved centrifuge bottles

5.   Incubate on ice for 10 min

6.  Spin 2400rpm for 15 min at 4c in 2X 250 mL bottles(don’t worry the supernatant may 

     still be a little cloudy)

7.  Using sterile technique resuspend the pellet in 165 mL of Buffer a

8.  Incubate on ice 45 min

9.  Spin 2400 rpm 15 min 4C

10. Resuspend in 40mL of Buffer b

11. Incubate on ice 15 min

12. Freeze the cells in 200uL aliquots in a ETOH dry ice bath

To test for efficiency:

Transform 0ng, 10ng, and 100ng of supercoiled plasmid DNA on LB+antibiotic

Count colonies work out the number of colonies per ug

Good bugs are 106 per ug

Buffer a






500mL

100mM RbCl



6.05g of (120.92mW)

50mM MnCl2



4.95g of (197.9mW)

30mM K-Acetate


1.47g of (98.14)

10mM CaCl2



0.755gof (107.02)

15% glycerol



75 mL

pH to 5.8

q to 500mL

Sterilize through 0.22 um filter

Buffer b






500mL

10mM MOPS



1.045 g of (209.27MW)

10mM RbCl2



0.605 g

75mM CaCl2



5.515 g

15% glycerol



75 mL

pH to 6.8

Sterilize throught 0.22um filter

q to 500mL with H20

