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: Infect 324K cells (30 T150 #asks) at
Day 0 MOI 0.002 TCID50/cell in 1% FBS DMEM.

|

Days 3-5 Change media to FBS-free DMEM
+— Aaany decamied medin {3 samplze)
Day 1014 | Harvest lysates |
i <—Pgany lysaize {3 - 1 pool somples)

| Clarity by centrifugation and 0.22um filtration |
w—fasey cenified leaia

Concentrate using
Cenfricon 70°s (100kDa) x4,
each lcaded 3X. Wash once in 70ml TNE.
Spin each device down 1o ~2 mil volume.

Recover & pool reteniates.
f——ﬁm&y {tirere

Add retentate 1o single ultracentrifuge tube.
Add TNE o biing velume: 1o 30ml {fll jube).

l-ﬂ—-w——ﬂs&my dired el
Day ~15 ' Ultracentrifuge virus for 4 hours [

A

¥
| Resuspend pelletin 30ml INE. |

4

— A EEan SUIRCITERET,

-Prazay resnspended vius

Proecess 30ml with GEX membrane.
Collect 1mi fractions

N

Aaeoy 1 ealy & 1 e post-Shiel) fracion
| Snapiceze fractions. Storeat-80C |

| Thaw sample |

{

Pacay thersed i

FIG. 2
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Protocolff PROC-010
Cellhost] A9
Format] T150x 30
Eval run # 5
Clar lysate Titer (log TCID50/mY) 9.88
Centricon filtrate Titer (log TCID50/ml) 6.69
(discarded)
Centricon retentate  Titer (log TCID50/ml) 10.31
(diluted to 30ml) Protein (ug/ml 9856.00
U/C Sup Titer (log TCID50/ml) 9.19
(discarded) Protein (ug/ml) 9366.00
Virus Loss 8%
U/C Pellet Titer (log TCID50/mi) 10.56
_Protein {ug/ml) 134.56
CEX early fract Titer (log TCID50/mi) 10.63
Protein (ug/mi) 93.63
Protein/virus (fg/TCID50) 218
CEX late fract, Titer (log TCID50/ml) 10.31
Protein (ug/ml) 104.90
Protein/virus (fg/TCID50) 514
Total Virus Harvest  log TCID50 12.63
Total Virus Yield log TCID50 11.98
Purification Loss log TCID50 0.65

FIG. 6
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