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Purification of PRV Virions Fuller lab

(as communicated via phone from T. Ben-Porat) 4/91

Cells can be pig kidney or Vero or 3T (any cells that give

109 titers reproducibly)

Infect at 3PFU/cell. Let grow 48 hrs or until extensive CPE.
Scrape or shake all cells {dnto medium. Spin at ~ 5000K? to

pellet cells. Remove supernatent which contains virus
particles.

Spin out debris from supernatent by another spin at 7K
for 7 minutes.
Prepare a 1.0 ml 30% sucrose cushion in ? . Using a

tube that fits into an SW25 or eqguivalent rotor, spin at
13,500 for 1.0 hr.

Will see pellet at bottom which has gone through sucrose
cushion. Carefully remove sucrose and resuspend pellet in
PBS-A (71.0m1). Sonicate mildly.

Prepare a 15-30% sucrose gradient with PBS-A or PBS-BSA.
w/BSA to get rid of excessive viral proteins (gXx)
w/0 BSA if viral proteins are desired

Layer sonicated virus over gradient. Spin for 70 minutes at
13,000 in an SW27 or equivalent g force.

Remove gradient and view as with dextran gradient. See a
very distinct band of virus about 1/2 way into gradient.

Remove sucrose before use by diluting in buffer and spinning
down and resuspending virus in desired volume.

o Do. - lge/—Hﬁf Hran Vero

~Determine best cell to grow PRV for this

-Work our centrifuge equivalencies

~Find reference of T. Ben-Porat for this procedure.
-Try procedure and fill in missing details
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