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1.0E+12 in culture medium. » hcDNA  : Even with High-Density Cells, it was confirmed that hcDNA
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Using CTS™ Viral Production Cells 2.0 (Thermo Fisher Scientific), a suspension of ~300 e Viability : %0 Culture medium BalanCD HEK293 BalanCD Somvemtanal PETT palancD HEK293 medium  BalanCly HEK293 PerfusionA
HEK293 was inoculated into a Univessel® SU (Sartorius AG) bioreactor, with £250 o VED 1] 8 5 | TargetVCDfor TF 20E6 (cells/mL) HEK293 | medium
temperature and DO set points at 37°C and 33% respectively, utilizing BalanCD® for 3 teo L R AREED U 3 (wd) FonUsTen & v perfusion Low pertusion
HEK?293 cell culture media (FUJIFILM Biosciences). Perfusion culture was conducted 3 10.0 Start o ! 20 2| | Pasmia: PRI ratic o . . _ o
using Xcell™ ATF2 systems (Repligen). For PEI-transfection, the three AAV plasmids > 50 roe . 65 Transfection Complex 57 %) » Using BalanCD HEK293 Perfusion A media allows for a 50% reduction in
(pGol-GFP, pRepCap5, and pHelper) were at a 1:1:1 (equi-molar) ratio and a total of 0.5 00 ¢ ¢ , . e . (% of volume to be transfected) perfusion medium consumption with equivalent AAV production capacity
ug per 1.0E+6 cells. PElpro® (Polyplus) was used as the transfection reagent and (Culture Day) TF complex incbation 15 (min)
DNA:PEI ratio was 1:2. These were mixed in culture media and incubated at room Y e e D
temperature for 15 min. After transfection, AAV production culture was carried out by _ _ _ _ _ Contact Information
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0.5% TWEEN®20 (Croda Int'l), 50U/mL of Benzonase® (MilliporeSigma) and 2 mM of
MgCl,, followed by a 2-hour incubation at 37 °C whilst mixing at 180 rpm.
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Full/empty enrichment was performed not only by anion chromatography (AEX) but vector CDMO
also by density gradient ultracentrifugation (ZUC, himac CP-NX), and the enrichment oy Booth 1 031
was compared. capabilities
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