Protocol for  FV Vector Production (September, 2003, JA)

Day 1:  Seed 23-30 plates (10cm) with 3.0 to 3.5 x 106 293 cells in 10 ml D10 (DMEM + 10% HI FBS + pen/strep).

Day 2:  Transfect ~1:00 pm.  CaPO4 precipitation per 10cm plate.


DNA solution:



50 ul 2M CaCl2 



11.84 ug  vector plasmid



11.84 ug pCiGS


1.5 ug pCiPS



0.736 ug pCiES



bring volume up to 400 ul with sterile H2O


Hepes solution:



396 ul 2x HBSS



4 ul phosphate mix
Add DNA solution dropwise to Hepes solution while vortexing.  Add 2.8 ul 100 mM chloroquine per plate (final 25 uM) prior to adding precipitation.  Incubate precipitation for 10 minutes before adding to cells (800 ul per plate).  Be careful to avoid blasting the cells off.  Gently rock plate to spread the precipitation.  Let the cells take up the DNA for 4-6 hours, then add 200 ul Na butyrate (500 mM) to each plate (no medium exchange!).

Day 3:  First thing in the morning exchange the medium for warm D10 (I usually leave just what I need at room temperature O/N and warm it up a little when I arrive).  Be extra careful to avoid dislodging the cells.

Day 5:  Harvest the supernatant (no cells) to 250 ml conical centrifuge tube (or several 50 ml) and spin for 5 minutes at 1200 rpm (~300 x g) in tabletop.  Remove supernatant and filter through 250 ml, 0.45 um Millipore (Stericup/Steritop, Durapore PVDF, cat. # SCHVU02RE).  Transfer 36 ml x 6 into SW28 tubes and spin at 19,000 rpm for 2 hours at 20oC.  Carefully aspirate off the supernatant (avoid the bottom of the tube).  Add 250 ul transduction medium (serum-containing is OK) to each tube before the pellets dry out.  Solubilize the virus pellet by repeat pipetting while minimizing the generation of foam.  Transfer the resolubilized pellet from one tube to the next and chase with 500 ul D10.  The pooled prep should have a final volume of 2 ml.

The prep can be used fresh, or frozen in aliquots at –80°C in the presence of 5% DMSO.  Be careful not to add straight DMSO to stocks as it will destroy virions on contact.  DMSO can be dialyzed away if necessary after thawing if necessary.  It is important to thaw frozen stocks rapidly at 37ºC, and to rapidly dilute out the DMSO (ideally at least 1:10) by infecting cells right away.

Solutions

2M CaCl2:  29.4g up to 100 ml in H2O, filter sterilize.

2x HBSS:  280 mM NaCl, 50 mM Hepes, pH 7.05 (8.18g NaCl, 5.96g Hepes up to 500 ml in H2O) filter sterilize

Phosphate mix:  4.95 ml 1M NaH2PO4 (monobasic-12g up to 100 ml H2O) + 10.05 ml 1M Na2HPO4 (dibasic-26.8g up to 100 ml dH2O) + 85 ml dH2O, filter sterilize.










































































































































PAGE  
1

