
	  

	  

 
 

Titering Virus on FG293 cells 
 
Plate around 1 million FG293 cells per well the day before infection in a 6 well dish.  
This will provide around 1.5 x10^6 cells at time of infection; plan for 6 wells per virus to 
be titered.  
Allow 1 extra well to be trypsinized for counting cells/well at time of infection 
1. Prepare media: 1 cc media per well with 5ug/ml of polybrene  
2. Add 1cc media with polybrene to each well  
3. leave first well without virus as a control  
4. add 10mcl unconcentrated virus to 2nd  well, 100mcl unconcentrated virus to 3rd  well  
5. Add 0.01 mcl, 0.1mcl, 1 mcl of concentrated virus to wells 4, 5, and 6 as follows: 

a.  Add 1 mcl virus to well 6   
b. Prepare 2 eppendorfs with 9 mcl of media in each   
c. Add 1 mcl of virus to first eppendorf and mix (1mcl of this will provide 0.1 mcl of 

virus to add to well #5) 
d.  Add 1 mcl from the first eppendorf to the 2nd  eppendorf and mix (1mcl of this will 

provide 0.01 mcl of virus to add to well #4).  
6. Swirl the plate to mix virus  
7. Don’t forget to trypsinize and count the extra well to determine the baseline cell 

count per well at the  time of infection  
8. Aspirate off media and add 2 ml of fresh media (without polybrene) after 4-20 hrs to 

stop the infection  and let cells grow for 48-72 hrs before FACS to check titers.  
9. Calculate titers as follows:  Number of cells in a well at time of infection x %GFP+ = 

number of virions per volume of virus added to the well. Based on this number 
calculate how many virions would be in 1 ml of concentrated virus fluid – this number 
is the virus titer (good titer= 1x10^9 concentrated virus, which is 100-150 times more 
than the unconcentrated virus.)   

 
e.g 1x10^6 cells in well at the time of infection, 1 mcl of virus added to that well. 10% of 
PI negative (live) cells are GFP+. So 1x10^6 x 0.10= 1x10^5 virions in 1 mcl. 1 ml of 
virus would have a titer of 1000x 1x10^5= 1x10^8 virions per ml.  
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