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Infect 324K cells (30 T150 fasks) at
MO! 0.002 TCID50/eel) in 1% FBS DMEM.

!

Days 35 Change media to FBS-free DMEM

<+—Aseay decamied medi {3 samplze)

Day 1044 | Harvest lysates }

i “—Ageay beades {3 + 1 pool scamples)

| Clarify by centrifugation and 0.22um filtration |
l"“"‘“‘ﬁﬁa‘&"‘h}f elizsifize! freie

Concenirate using
Cenfricon 70°s (100kBa) x4,
each lcadad 3. Wash once in 70mk TNE.
Spin each device down 1o ~2 ml valume.
Recover & pool retentales.
rd——ﬁmag {Hliraies
Add ietentale to single uliacentrifige tube.
Add TNE 1o bing valume: 1o 30ml (il ube).
l-:t-——ﬁ‘m dired reiemaie

Day ~15 L Ultracentrifuge virus for 4 hours l

Day O

|+
Y

| Resuspend pellet in 30ml TNE. |
“———F 5oy eenspended s

Process 30ml with GEX membrane.
Collect Tmi fractions
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| Thawsample |

v

Aosay tharsed W

Aszay SURCINAIEI,

FIG. 2
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Protocol
Cellhost
Format
Eval run #

PCT/US2011/031747

PROC-010
A8
T160 x 30
5

Clar lysate
Centricon filirate

(discarded)

Centricon retentate
{diluted to 30ml)

U/C Sup
{discarded)

U/C Pellet

CEX early fract

CEX late fract,

Taotal Virus Harvest
Total Virus Yield
Purification Loss

Titer {log TCIO50/mI)
Titer {log TCID50/mM1)

Titer {log TCID50/m)
Protein (ug/mi

Titer (log TCID5O/MY)
Protein (ug/ml)
Virus Loss

Titer (fog TCIDS0/m)

_Protel'n (uglml}

Titer {log TCIDS0/mI)
Protein (ug/mi
Protein/virus (fg/TCID50)

Titer {log TCID50/mI)
Protein (ug/mb
Proteinfvirus (fgrrcinsoy

log TCID50
log TCID50
log TCID50

FliG. 8

9.88
6.69

10.31
£856.00

8.19
9366.00
8%

10.66
134.56

10.63
93.63
2.19

10.31
104.90
514

12.63
11.98
0.65
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