293T Transfection Protocol for LV Production
Day 1 – Day before Transfection

1. Split 293T cells 1 day before transfection in 10% FBS medium:  


9.0 x 106 cells / 15 cm dish


4.0 x 106 cells / 10 cm dish


0.5 x 106 cells / well of 6 well plate

Aim for about 80% confluency at the time of transfection. 

Day 2 – Day of Transfection

2. Bring all reagents to room temperature.

3. Prepare transfection mixture:

a. Mix DNA into 5 ml tube as follows (10 cm dish)





15cm dish   10cm dish         6 well 




psPAX2 (packaging plasmid)
  
   14.7 ug
  6 ug          1.0 ug




pMD.2G (envelope plasmid)
  
   7.9 ug             3 ug          0.5 ug




pRRL (transfer vector)

   22.5 ug         10 ug          1.7 ug
b. Add water to 450 ul final volume

c. Add 50 ul of 2.5M CaCl2
d. Add 500 ul of 2×HBS Solution

4. Add 1 ml transfection mixture to the plate.

Day 3 – 24 hr Post-Transfection

5. Aspirate the media and wash cell with 8 ml PBS once.

6. Overlay with prewarmed transfection medium (2% FBS – see below).


Day 4 – 48 hr Post-Transfection

7. Collect viral supernatant, filter using 0.22µm, and store at 4°C (up to 1 wk).

8. Virus can be aliquoted and stored at -80 indefinitely. Freeze/thaw cycles will decrease titer.
Reagents


293T Media

1×DMEM


500 ml






10% CS


50 ml






4 mM L-glutamine

10 ml






10 mM HEPES

5 ml




Transfection Media
1×DMEM w/o phenol red
500 ml






2% FCS


10 ml






4 mM L-glutamine

10 ml






10 mM HEPES

5 ml

2 × HBS Solution 
NaCl

16.4 g
(final 0.28 M)

HEPES
11.9 g
(final 0.05 M)

Na2HPO4
0.216g
(final 1.5 mM)

ddH2O

800 ml

Titrate to pH 7.05 with 5 N NaOH

Add ddH2O to 1000 ml

Filter-sterilize through 0.45 (m filter

Store @ -20(C in 45 ml aliquots


2.5M CaCl2 

70 ml ddH2O






36.75 g CaCl2





ddH2O to 100 ml






aliquot in 1.5 ml Eppendorff tubes 






Store at -20°C

