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Amplification of Adenoviruses in HEK-293 cells

1. Plate 293 cells in T-75 flask with 10ml of DMEM containing 10% serum. (about 70% confluence when cells are attached). 
2. One day after cells were seeded, infect cells with adenoviruses. Add whatever amount you have (typically the content of one frozen vial).

3. Check cells every day. Harvest cells when all of them have rounded up and approximately 50% of cells have detached from the flask. It takes about 3 to 5 days dependent how much virus was added.

4. Scrape cells from flask (don’t use trypsin) and transfer into a 50ml tube.

5. Spin down at 800 g for 10 min. Discard supernatant and suspend the pellet into 1 ml cold PBS.
6. Prepare liquid nitrogen and 37 oC water bath containing 10% bleach. Lyse cells by performing four freeze and thaw cycles. Do not allow sample to warm up to 37 oC, take out from water bath as soon as sample has thawed. After each cycle, vortex vigorously.

7. Spin down the cell debris in a 1.5 ml tube at 12000 g for 10min. Filter sterile the supernatant by using 3 ml syringe and 0.2 uM filter.

8. Mix with equal volume of 2x storage buffer (10mM Tris pH8.0, 100mM NaCl, 0.1% BSA and 50% glycerol) and store at -20 degree freezer.
9. Titer virus by GFP fluorescence in the target cell line. Start with dilutions of 1:200, 1:100, and 1:50. Determine the lowest dilution at which all cells express GFP after 24 h. 

