Jason’s Modified Calcium Phosphate Transfection 

Solutions:

Solution 1 (make 5 ml aliquots and store at -20):

 2x HEPES Buffer pH 7.05

50 mM HEPES, pH 7.05 (MW: 238.3)

1.4 mM Na2HPO4  (anhydrous) (MW: 142)
280 mM NaCl (MW: 58.44)

	 
	50 ml

	50mM Hepes
	0.595 g

	1.4mM Na2HPO4
	0.01 g

	280 mM NaCl
	0.818 g


Filter Sterilize 2x HEPES through a 0.22 m syringe filter with a 60 ml syringe.
Solution 2:

2.5 M CaCl2

**Filter sterilize (0.22 m filter) all solutions before use**

Protocol for a 10cm2 dish (Scale protocol up or down based on surface area):

1. 3 hrs before transfection, replace old media with fresh media.

2. In a 15 ml conical tube, add 20 g DNA.  Dilute the DNA with ddH2O to a total volume of 450 l.

3.  Add 50 l 2.5M CaCl2 to the plasmid mix (working concentration of CaCl2 with DNA is 250mM).

4.  Add the DNA-CaCl2 mix to 500 l 2x HEPES buffer drop-wise while gently vortexing (Vortex at 50%).

5.  Allow precipitate to form. Incubate 15-20’ at RT

6.  Vortex at maximum speed for 30s

7. Add the transfection mixture drop-wise to the plate.  Swirl to disperse.

8.  Incubate for 8 hours to O/N 

9.  Change media (lacking antibiotics)

