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1. PURPOSE

1.1.  To transient transfect 10 T150 plates with ~35% monolayer via calcium phosphate precipitation.

2. MATERIALS

2.1.  250ml DMEM (glucose supplemented with 10% FBS, 1% L-glutamine, and 1% pen-strep(LSP-001)

2.2.  10 150 mm plates with ~35% confluent monolayer of 293T cells(LPP-002)

2.3.  30 ml  2X HBS, pH 7.11, Sterile

2.4.  4 ml  2 M CaCl2,  Sterile

2.5.  30 ml  H20 Sterile and DNase/RNase free

2.6.  .5 ml chloroquine 25 mM (1000x)

2.7.  210 (g Vector plasmid

2.8.  140 (g Helper plasmid

2.9.  70 (g Envelope plasmid

2.10. General Vector Core and tissue culture equipment 

3. METHOD

3.1.  24 hours after platting 10 150 mm plates(LPP-002) add 25 (l of 25 mM chloroquine  to each plate.

3.2.  Prepare transfection mix in a 50ml conical:     

First add 5 ml H20 then appropriate amounts below

Reagent


Amount per plate

Helper plasmid


14 (g

Envelope plasmid


7 (g                                                           Vector plasmid


21 (g                                                           2M CaCl2



389 (l
3.3.   Top off mix with more H20 to make a final volume of 30 ml (3 ml/plate)

3.4.   After mixing put 15 ml into a separate 50 ml conical

3.5.   Medium vortex a 50ml conical containing 15mls of mix and drop-wise add 15ml of 2X HBS.

3.6.   Carefully pipette 6 ml of the HBS/transfection mix into one plate. 

3.7.   Repeat steps 3.4.-3.6. for remaining plates

3.8.   Place plates in incubator overnight

3.9.   After 12-18 hours, aspirate media off plates and add 17-30ml of fresh media per plate

3.10. Media containing virus is collected 48-60 hours later

3.11. Centrifuge medium at 500 g for 5 min 

3.12. .45 (m polysulfone filter supernatant and store 

