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LENTIVIRUS PRODUCTION 

 
1. Plate 293T (or 293-LX) cells in a 6cm dish at ~95% confluence. Transfect 6-12hrs later when cells have attached. 

Optional: plates can be coated with gelatin to promote attachment 
2. Mix: 

i. 150ul DMEM (no supplements) 
ii. 5ug Lentiviral backbone 

iii. 2.5ug PAX2 (viral packaging vector – can be substituted for other versions) 

iv. 1.25ug VSV-G or 2.5ug Eco envelope 
v. If using miRE-based vectors, add 1.25ug shPasha (pcSUPER-DGCR8) 

3. Vortex briefly (5 secs) to mix DNA 

4. Add 30ul room temperature PEI, vortex briefly to mix 
5. Incubate for 10 mins at room temperature 

6. Gently add the mixture drop-wise to cells. Drop close to the surface of the liquid to avoid disturbing the cells 
7. 12-18hrs following transfection, replace media to allow cells to recover 

8. 36hrs following transfection, replace media with appropriate viral collection media - the media used to culture the 
target cells. 

9. Harvest supernatant every 6-12hrs up to 72hrs post transfection. Store supernatant at 4C in between collections. 

10. After the final collection, clarify the supernatant (to remove 293T cells) by either: 
i. Centrifugation at 2000rpm for 10mins, then transfer supernatant to a fresh tube, avoiding the last 0.5ml 

ii. Syringe filtration through 0.45uM PES filter. 
11. Transduce target cells with virus with 8ug/ml Polybrene. For consistent transduction efficiency, the virus may need to 

be titred using a standardized target cell line (we use 3T3s). For integration of a single viral element per cell, we aim for 
<20% transduction efficiency. NOTE: this is an estimate and is cell line dependent. 

12. Virus will remain stable at 4C for at least 1-2 weeks.  
13. Optional: Virus can be concentrated by centrifugation or reagent-based (‘Lenti-X concentrator’) methods and stored 

indefinitely at -80C.  

 


