ULTRACENTRIFUGATION:

n.b. you can fit supernatant for one virus per round of spinning – 4 flasks x 24ml x 2 days = 192ml i.e. 32ml/ultracentrifuge tube.

1. Defrost the 50ml Falcon with viral supernatants at 37C.
2. Cool down (4C) the ultracentrifuge, with the rotor inside (when finished, the rotor must be taken out from the centrifuge and put into its support).
3. Take the 6 ultracentrifuge tubes (±36ml) and put them in the hood. Wash x1 with 70% Ethanol, filling one tube and passing the ethanol from one to another. Discard the ethanol in the last tube. Put the tubes upside down in a tissue to get dry.
4. Rinse x2 with sterile PBS, using the same methodology as with the ethanol. Discard the PBS in the last tube.
5. Pipette 25ml of supernatant into each centrifuge tube.
6. Underlay each tube of supernatant with 5ml of 20% Sucrose (dissolved in PBS and sterile filtered): draw up 7.5ml of 20% Sucrose into the pipette, insert the pipette into the centrifuge tube until touching the bottom of the tube, carefully underlay 5ml of 20% Sucrose very slowly and remove the pipette. Repeat for each tube.
7. Add more supernatant to each tube, up to 0.5cm of the top of the tube.
8. Put the tubes in the ultracentrifuge buckets (stored in the fridge at 4C).
9. Weigh each filled ultracentrifuge bucket. Add a suitable volume of supernatant or PBS to each tube so all 6 tubes weigh the same.
10. Put the buckets in the ultracentrifuge rotor. They must swing in the rotor. Select the correct rotor (surespin 630) by selecting RLM.
11. 23000 rpm; 2h; 4C. Acc 9, dcc 5.
12. Spin
13. In the hood, prepare a piece of tissue, a 6-well plate and media for resuspending the virus.
Open the ultracentrifuge rack carefully. Take out the tube from the rack using tweezers.
14. Remove the supernatant by pouring it off.  Put the tube upside down in a well of the 6-well plate to remove all the media. Repeat with each tube.
15. Add 600ul (for 6 tube in total) of RPMI 10% HS or 10% FCS to the first tube. Resuspend the virus by pipetting 20 times. Transfer the media to the second tube, and resuspend by pipetting 20 times. Repeat with all the tubes consecutively. 
16. Store the virus in 10 aliquots of 60ul at -80C. It can be helpful to leave a small aliquot for titration (35ul) and another one for SG-PERT (10ul).

