AT-2 TREATMENT AND GRADIENT PURIFICATION OF HIV-1

Reagent / Supplies:

· 20% glycerol (20ml glycerol + 70ml dH2O + 10ml 10X PBS, filter)

· 30ml ultra-centrifuge tube, Beckman #344058

· 1X PBS

· 30% sucrose (30g sucrose bring up to 100ml PBS, autoclave)

· 45% sucrose (45g sucrose bring up to 100ml PBS, autoclave)

· 5ml ultra-centrifuge tubes, Beckman #344057

· Aldrithiol-2; AT-2

Note: all reagents should be sterile, stored and used at 4(C.

Protocol:

1. Treat virus stock with 250(M AT-2 for 1 hour in a rocking 37(C H2O bath.

2. Divide virus stock over 30ml ultra-centrifuge tubes.

3. Gently underlay virus stock with 0.5ml 20% glycerol.

4. Pellet virus by centrifugation for 1 hour at 4(C at 27,000 rpm (SW28 rotor). Ensure that the tubes are balanced!
5. Gently pour off medium, invert tube onto Kim wipe for a few minutes. Place tubes on ice.

6. Gently resuspend each pellet in 1ml 1X PBS.

7. Gently layer 2ml cold 30% sucrose over 2ml cold 45% sucrose in 5ml ultra-centrifuge tubes.

8. Gently layer 1ml pelleted virus suspension on top of the step gradient. Ensure that the tubes are balanced!
9. Band virus at sucrose interface by centrifugation for 90 minutes at 4(C at 45,000 rpm (SW55 Ti rotor).

10. Gently remove one layer at a time. You might be able to visualize the small fuzzy band at the sucrose interface.

· First remove top layer of media along with the 2ml of 30% sucrose with a sterile pipette and discard.

· Using a new sterile pipette, gently remove the viral band (~1ml), careful not to disturb pellet on the bottom of the tube.

11. Transfer virus layer to fresh 5ml ultra-centrifuge tube.

12. Add 3ml 1X PBS and mix gently.

13. Gently underlay virus suspension with 0.5ml 20% glycerol.

14. Pellet virus by centrifugation for 1 hour at 4(C at 45,000 rpm (SW55 Ti rotor). Ensure that the tubes are balanced!
15. Resuspended each pellet in 1ml 1X PBS and store at -70(C

