
 

Calcium Phosphate Transfection 

The amounts indicated below are for transfection of a 60-mm plate of cells. For a 100-mm plate, the
solution amounts should be doubled or tripled.

1. In the indicated order, add the following to 6-mL tubes: (_for the 6 wells i used half of the
materials amount and used 2.5 ml of medium)

H2O (187.5 - X) μL
total DNA (20 μg) X μL
1 M CaCl2 62.5 μL
Total (per transfection) 250 μL

HEPES-buffered saline (HEBS; 2X)
Dextrose (12 mM)
HEPES (50 mM)
KCl (10 mM)
NaCl (280 mM)
Na2HPO4•2H2O (1.5 mM)
The recommended amount of total DNA for a 60-mm plate is 20 μg. For many experiments, it is best to use
20 μg of the plasmid of interest. However, a smaller amount of the plasmid can be combined with sufficient
“filler” DNA (usually an empty plasmid vector) to achieve the 20-μg total. In other experiments, the 20 μg will
include a specific amount of a reporter plasmid combined with an expression plasmid for a transcription
factor.

2. Add 250 μL of 2X HEBS dropwise to the tube. After each drop, flick the tube vigorously or
vortex.
3. Allow the precipitate to develop at room temperature for 20-30 min.
The solution should turn uniformly cloudy and the fine precipitate should be visible under a
microscope.
4. Add the precipitate to a 60-mm dish of 50% confluent 3T3 cells containing 5 mL of growth
medium.
The ratio of precipitate volume to medium volume should be ~1:10.
5. Incubate the cells for 6-8 h or overnight (up to 12 h) at 37°C.
Each cell line has a different tolerance for the precipitate. For most cell lines, an overnight incubation
is acceptable, but the precipitate should never be left on longer than 12 h.
6. Aspirate the medium gently. Replace with 5 mL of fresh growth medium.

alternative:
An alternative method for adding the precipitate is to aspirate the medium from the culture dish first. Add
the precipitate, tilt the dish to ensure complete coverage, and incubate for 30 min at room temperature.
Add 5 mL of growth medium. Some investigators find that this method significantly increases transfection
efficiency.
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