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NON-REDUCED GEL SDS PAGE

Gel from process which had
Gel of Dissociated material mitigation applied

200 200
116.3 116.3
97.4 974
66.3 66.3
554 554
36.5 36.5
31 31
215 215
14.4 14.4
6 6

Track 1 2 3 4 5

Trac 1 2 3 %Z S

Before: No Mitigation After: With Mitigation

FIGURE 4

SUBSTITUTE SHEET (RULE 26)



PCT/EP2017/064313

WO 2017/212071

5/11

g 34NSl4

SJUBLIINY 3dBl1] JO UOIIPPY SNONUIIUOD) Ylim ss9301d weanysdn pasiwndQ —e—
SJUSLIINN 3del1| JO UOIIPPY Shjog Ylim ssa30id weasysdn pasiwndo —v—
$59201d Wealisdn) auijaseg —e—

(sAep) uonean ainind
91 sL  vL €L Tl L1 ol 6 8 L 9 S 4 €

—
o

3dUaIaYIp [enrnusrod xopai

ssad04d pasiwnido-xopai pue M_
|
AW G| |- Aj@1ewixoiddy _

i
i
_
i
|
i
_ ssa201d sulj@seq Usamiaq
|
_
]
_
1
|

npas /(|6ugsean>_

AdUBIRYIP [eruaod Xopal A

\J
V. N v v
,,,,,,,,, Vg e Y| oo SR - V= v\
i ., €
_ \ j AN Vaf - _ V.
_ \V X _ WV
_ ( V@< Y _ Y,
_r 9, 0°€€ 10 a4njpiadwag .“ 9. §°9€ 10 ainypsaduwa]

00¢-

0s

(AW) [B11US10 XOPaY 21NN UOIIdNPOId

SUBSTITUTE SHEET (RULE 26)



PCT/EP2017/064313

WO 2017/212071

6/11

(D,) 21mesadwa] a1nyn> UoIIdNPOId

9 3dNSI4

2IN1RIB0 WIS | e  MOJJ USDAXQ) —  MOY JIY ——
(4) swi] pasde|3
00L€ 0'89¢ 0'99¢ 0'v9¢ 0'cot 0°09¢ 0'8s¢ 09s¢
0 1 i i i 1 i i I i 1 1 i i L ] L 1 i I | i i 1 i I 1 i i L | L i i 0
57 1S3AJRY 1JB]1S 0} wm
uouaD aunjersdwa] I
0L+ 5Beys 359n1eYy
Bbuunp -
alnjesadwa| m'l
gl I
0 -Gl
; i At |
i IR ™ 2
0€
T4
ce- \ abeis uondnpoid Buunp ainjessdws] .
Buijoo> jo uels
o (413

1seAlel Buring ain3jny) uoidNPOoId Ul S3]1j0id |043U0) jo 3jdwex] uy

(ANd1S) puewap uabAxo sejn||a) 1o} USBAXQ pue Jiy jo mo|4 abiedg

SUBSTITUTE SHEET (RULE 26)



PCT/EP2017/064313

WO 2017/212071

7/11
185 112 96) 10 / (1) WN|OA 2IN3ND

(

V. 3dNSIl

awnjopJopeaiolg - - = (Buljjonuod) |0Q - — 2uInjesadwd] - —- MOJ{ USBAXQ pabiedS mm «  MO[ 1Y PIDIRAS mmme  3)RJ UOIRUOY = =

(Y) swiL pasde|3

m
O
(28]
™~
O
(28]
Lo
1= 10
o™
(=]
O
(28]

@
-
®
™

'
;
—:
;
:
;
-
;
:
b4
:
:
:
:
S N
:
:
:
:
|'
o
™~

| N

................... 7 A e L OF

O T o s o s o s

t
i
i
i
i
i
i
o come 1— L
i
i
i
i
i
i
it G TR TR EEE R e S
i
i
i
i
4
i
Q
O

0oci : : 06

Bunsaasey Buunp ainjjn) uoidNPOoId Syl Ul paxid
a1e uabAxQ pue a1y pabieds syl USYA\ S3J1}04d [013U0) Jo djdwexs uy

7T

(utw/7) smoj4 seo / (D,) inieiadwa] [95s9) / (widy) a3ey uoneuby

SUBSTITUTE SHEET (RULE 26)



PCT/EP2017/064313

WO 2017/212071

8/11

d/ 3dNSl4

(buyjonuod) |0Q - - —  21RIUONRYDY == == UNRIRAWR] ——-  BWNJOABINYND) = « =  MOJ{ USDAXQ PbIRdS e e  MOJ 1Y PROIRAS e
() swi) pasde|3
EE13 1413 1333 413
OJHlnh.l_l..Il.Jl|I|f|h|||h|I| |I||Ll||||l|||l|||..ll.._lllnll : : _ 0 <
| T | L, 5
| e S E e FGL 2
Y 1 1 '._
] " | | B
I T B R oo -0l ©
w. e ] | B m et ——— - — w
—r . i ALY 1 < =~ - L
m. ..sa;\n!ﬁ»anJﬂvUn\».hJ\l.U.k;l.Vr\:an;.V;):/n».\h—/;nhml\ Iuh;\ln.u.\thy\.llnl.a‘ﬂlrlrnflflillxluu-n.:l:ulu.miﬂnnlunlnﬂ nnnnnnnnnn ;\n\.m »»»»»»»»»»»» = :..rxlxullxlxx: .Im L ”
=} v . " SelLl? = o
A b S m ke PR
m 0 e e A F— 20— -0¢ w.._._.
= ] b N )
o 1 e S fer 2
= J - A ¢ A
~ B i H - D L W
L e B I e N B
0sl - - o€ =
S - v r Lo L2
- e ittt tintbysiuntin it S Wittt -7 0
) 8 i \ | . - =
= . “ — — “ \ L £
4 T T S e T e FE— e - - 655 - aar g m e A, ®
nfbl.__.\ OONIl m m - ® = e 'n O.V OA
- i m -
[T e e i v 3
m | -2
05T “ " 0s&

Py

WINWIXe\ UOIIRINIES JIY % 007~ 0} 34n}|Nd JO 10d oY1 Hwi 0} BunssaseH bBunnp ainyn)
uoIIdNPOId dY3 Ul paxi4 aie usabAxQ pue a1y pabieds syl usyp sojijoid j013U0) jo sjdwexd uy

SUBSTITUTE SHEET (RULE 26)



WO 2017/212071 PCT/EP2017/064313

9/11

Agitator to provide strong
axial flow to promote
Headspace / Overlay  a5id mixing of surface aerated

gases (air and oxygen) |3yer with Builk
Feed and or medium I / _ Titrant

supplementation Addition
fom T e e 2y 1 I
|
| | i
| : f \[\_Jx\jenttases “\a/ Vent
| | gases
! | /
:Headspace/| | Operating at
Overly gases, full volume
| (air, oxygen, !
I nitrogen& |
C )
l |
| | 4
| |
| 1
| 1
| |
| |
| |
1 y——
! i
| 1
| 1
| —-— -

Bioreactor

Sp.arge gases

(air, oxygen, Drain valve 4% 1, eted harvest
nitrogen & Harvest valve collection vessel to
COy) permit temperature
control
Pump

N
|

l -

| Filtef Stage 1
| |

I

=i

I
|
: ————————
! I
v @ v v v "7 !
Feed-back control to manage the process value detected here to [ -
~ process-specific defined 'target range’ to prevent protein it

destablisation oo _ P

FIGURE 8A

—C[?
|
|
|
|
[
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|

S S ——

SUBSTITUTE SHEET (RULE 26)



WO 2017/212071 PCT/EP2017/064313

10/11

Filtrate > -
Distance’A'is definedasthetop A p° | J/ \&

of the tangential height of the bag ¥ -~
and the outlet of the filtrate tube.
This should be between 2% and
30% of the total tangential height The filtrate inside the bag is
of the vessel introduced in a way such that it
flows down the side of the vessel

]

FIGURE 8B
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Harvest filtrate
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FIGURE9
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