
SF9 Cell Culture

To thaw frozen cells:

1)  take aliquot from liquid nitrogen (usually frozen at 107 cells/mL) (ex. 1 mL)

2)  thaw @ 37°C

3)  dilute to final density of 5 x 105 cells/mL (ex. 20 mL)


[125 mL flask – 50 mL]


[250 mL flask – 100 mL]

To split cells:

1)  take aliquot of cells and add tryphan blue stain

2)  count cells

3)  at density of 2-5 x 106, split to 2-5 x 105 cells/mL concentration in SF9 medium

4)  @27°C, shaker set at 130-150 rpm


[typical doubling time is around 2 days]

To amplify virus:

1)  plate 3 x 107 cells in 30 mL SF9 medium in T150 flasks

2)  leave at RT for 15’ (or O/N if more dilute) to allow for cells to adhere

3)  infect with virus (ex. 1-2 mL)

4)  @27°C for 48 hrs

5)  save sup

6)  filter sterilize sup

7)  store at @4°C

To express protein:

1)  dilute 4.5 x 105 cells into 100 mL SF9 medium for a density of 2-3 x 106 cells/mL

2)  @27°C shaker for ~3 days until reaches final density of 2-3 x 106 cells/mL

3)  infect with virus (approximately 8xs amount used for amplification) (ex. 8-10 mL)

4)  after 52 hrs, start taking 1 mL aliquots and count to check cell density

5)  spin down 1 mL aliquots, rinse with PBS, resuspend in 500 (L 2x SDS-PAGE stop buffer

6)  when culture reaches original cell density, spin down cells, rinse with PBS, store @-80°C

7) run 10 uL of timepoint aliquots on SDS-PAGE to look for increasing amount of protein
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