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Stop agitation, pH, DO and temperature controls if applicable
Let microcarrier beads settle {e.g., 15 = 5 minutes)
Remove 70-90% of growth medium

Replace with DPBS/0 . 3mAf EDTA wash solution to desired volume
{e.g., original volume)

'

Start agitation for 23 + 5 minutes

‘

Stop agitation and let microcarrier beads seitle for 15 4 5 minutes

‘

Remove 70-90% of the volume

Add DPBS/0.5mAf EDTA wash solution up to ~50% of working volume

!

Start agitation, pH, DO and temperature controls if applicable

'

Adjust pH setting to 8 if using a stirred tank bioreactor

'

Add TrypLE to 0.05X final concentration

Draw sample aliquots to check for complete cell detachment (30 minutes)
Add growth medium to desired working volume {e.g., onginal volume)

'

Transter desired volume to vessel, may be onignal or new {e.g., production) vessel

Fig. 8A
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Stop agitation, pH, DO and temperature controls if applicable
Let microcarrier beads settle {(e.g., 15 = 5§ minutes)

Remove 70-90% of growth medium
Repeat 1-3X
Replace with DPBS wash solution to desired volume

|

Remove wash solution as needed to leave ~30% of the original volume

Add 0584 EDTA to a final concentration of ~0.5 mAf

v

Start agitation, pH, DO and temperature controls if applicable
Adjust pH setting to 8 if using a stirred tank bioreactor
Draw sample aliquots to check for complete cell detachment {~60 £ 10 minutes)

v

Add growth mediom to desired working volume {e.g., original volume)

Transter desired volume to vessel, may be onginal or new {e.g., production) vessel

1f desived wash original vessel with growth medium
and combine with transfesred matenal

Incubate transferred matenial without agitation for ~-40-60 minutes

Start agrtation, pH, DO and temperature controls if applicable

Repeat as desired for serial propagation, scale-up and infection

Fig. 8B
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Direct Flow Filtration 1 (DEF1) Filter Rig Drawing

Stablized Viral Direct Flow
Harvest (SVH) Filtration 1
(DFF1)
1.2 pm

Filter Capsule

| (T |
> > -
N
Peristaltic 0.45 um
Pump Filter Capsule

b—v- 38 Fo02sft | fee 1R —

GE Healtheare Uniflux skid Tubing Rigs Drawings

UNIFLUX Sample/Buffer Feed Tubing Rig

nick

COe Gy /{
ik
¥

¥ Connochor mef T Connoctr
b— 3 —

aick

Commacior

UNIFLUX Feed Drain Tubing Rig
Quick

F o

UNIFLUX Permeate Tubing Rig

Connector [ wf T Connachor

{ i
f—1s5n |

NOTE: All wbing rigs werve prepared with 3/87 id silicone tubings.

Fig. 9A
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GE Healthcare ARTA Process skid Tubing Rigs Drawings

Inlets Qutlet 1
. mm o B
Quiick - : TC wor Connector ll ==f TConnochor
p— o5~} f— 15K |
Outlet 2
ik

i

Outlet 3 15k !

Cxiick
Connectr
&

NOTE: Al wubing rigs were prepared with 3/87 id silicone tubings.

Direct Flow Filtration 2 (DFF2) Filter Rig Drawing

Tangential Flow Direct Flow
Filtration 2 Fittration 2
{TFF2} Retantate {DFF2) Filtrate
045022 pm
Filter Capsule
: . | .
Peristaltic
Pump
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BPG 100

—— BPG 200

Pressure (bar)
Fig, 12
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Production Simulation Run #3
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