Recipes:

2x BBS

2.14 g N,N-bis[2-hydroxyethyl] 2-aminoethanesulfonic acid (BES)

3.2 g NaCl

0.054 g NaH2PO4
add 180 ml ddH20 and bring the pH to 7.00

Bring the final volume to 200 ml with ddH20

Filter sterlize

CaCl2
2.5 M CaCl2 in ddH20 (filtered)

Method (for a single well of a 24 well plate):

A. Before starting transfection, warm up bottle of MEM at 37C

1. In a 1.5 ml eppendorf tube, add 1-2g DNA with 1.5 l CaCl2 and X l ddH2O for a total volume of 15 l

2. In a separate eppendorf tube, add 15 ul 2x BBS.

3. While gently vortexing the tube with 2x BBS, add DNA/CaCl2/ddH2O mixture dropwise.

4. Incubate combined mixture at RT for 15-20’

5. Remove 75% of growth medium and save for after transfection.

6. Wash the neurons 2-3x with 800l MEM (75% exchanges) 

7. After the final wash, leave only 500 l in the well to be transfected.

8. Vortex CaPO4-DNA mixture on high for 1 second

9. Add transfection mixture, dropwise, to the well

10. Put neurons back in incubator for < 30’

a. Check every 10’ for the formation of precipitates

b. As soon as precipitation forms and has settled on neurons 10-15’, proceed to next step

11. After incubation, wash 3x with MEM (80% washes)

12. After the final wash, add back the 750 l of conditioned medium that you saved in step 5.

13. Put back in incubator.

