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Thaw a vial of ATGC MDCK (CCL-34; Lot: 1805449) and seed T-25
flask using.10 ml 10% FBS DMEM medium (P55)

2 more passage in 10% FBS DMEM
Medium in T-225 flasks

Recover MDCK cells by trypsinization, concentrate: by centrifugation,
resuspend cells in 10% FBS DMEM medium with 7.5% DMSO, aliquot

1 ml in cryovials (Serum MDCK Pre-Cell Bank, P57)

Y

Thaw a vial of Serum MDCXK Pre-MCB and:seed T-75 flask using 35 m!
10% FBS DMEM medium (P58)

3 more passages in 10% FBS
DMEM Medium in T-225 flasks

Recover MDCK cells by trypsinization , concentrate by centrifugation ,
resuspend cell in 10% FBS DMEM medium with 7.5% DMSO, aliquot
1 mlin eryavials.( Serum. MDCK in 10% FBS:DMEM, P61)

l

Thaw & vial of Serum MDCK in 10% FBS DMEM and seed T-75 flask
using 35 m] 10% FBS DMEM medium (P62)

l 5hore passages in 10% FBS DMEM,
Medium in either T-75 or. T-225 flasks

Recover MDCK cells by trypsinization, seed cells at 0.5 celbwell/100 pL
in 96-well plates, pick single cell clones, expand and freeze. Total of

54 clones were frozen. Cloné 1 was frozen at P4 after cloning (P71

total passape)

A 4

Thaw a vial of Serum MDCK clone 1 and seed T-75 flask using 35 ml
10% FBS DMEM/F12medium (P5/P72)

DMEM/F12 Medium in either T-75 or

i 8 more passages in.10% FBS.
T-225 flasks

Recover MDCK clone 1 cells by trypsinization, seed cell at

0.5 cell/well/100 pt in 96-well plates, pick single cell clones,.expand and
freeze. Total of 63 clones were selected and banked. Sub clone 1-B

was frozen at P5-after subeloning (P85S total passage)

FIG. 5A
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Thaw a vial of Serum MDCK clone 1-B, Lot NB894Pg173 and seed
T-75 flask using 35 ml'10% FBS DMEM/F12 medium (P86)

2 more passage in 10% FBS DMEM
fF12 medium in T75 flasks

Recover MDCK clone 1-B cells by trypsinization, seed cells into &
T75 flask containing 35 m1 MediV-10S5 senim-free medium @ 5 % 10*
cells per ml media (P89 total passage)

4 more passage MediV-103 serum-free
medium in T-75 flasks or T-225 flasks

Recover MDCK cells by trypsinization, cancentrate by centrifugation,
resuspend cell in 50% spend medium + 50%.fresh MediV-105 SFM +
7.5% DMSO, aliquot 1 m{ in cryovials (Serum Free MDCK 1-B
accession bank, P93 total passage)

FIG. 5B
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Step Descril

Sample for Mycoplasma, Adventious

UPSTR VEST > Agents, Bioburden, PERT, Infectivily

Y

Benzonase treatment at31¢C for 3 hours

A

Clarify the harvest pool by 1.2- and 0.45¢ mtitration

¥

Concenlrate the darified harvest by ultrafilration.

Y

Diafiltar the concentrated harvest against sucrosa-
phosphote buffor

Y

Purify the concantrated, diafitered harvest using affinity
chromalegraphy or catinn-exchange chromiography

A 4

Diafifer the puridied harvest againgt formulation bulfer and
concentrale the purfied, diafitered hanvest

l

Fitter the purified, diefltorad and concentralad harvest by

045 and 0.2.m fSiration
! Sampie for infectivity, pH,
Qsmolality, DNA Host Coll Protein,
Drug Subsianca - Sterilty, Attenuation, Ganotype,

Phenotype, idanitty, Endotoxin,

Banzonase and Color and
Appearance

FIG. 11A
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Sample for
Mycoplasma,
Stabilized Virus Harvest (2 dpi) »  Adventious Agents,
Bioburden, PERT,
DFF (1.2/0.45 micron) Infectivity

A 4

Clarified Virus Harvest

500 KD TFF (5X UF / 5X DF)

h 4

Conditioned Virus Load

CS Chromatography/Benzonase

A 4
Purified Virus Eluate

500 KD TFF (8X DF)

h 4

Formulated Virus Bulk

Sterile Filtration (0.45/0.2 micron)

Sample for Infectivity, pH,
{ Osmoilality, DNA Host Cecli
. Protein, Steriiity, Attenuation,
Final Bulk | Genotype, Phenotype, identity,
Endotoxin, Benzonase and Color
and Appearance

FIG. 11B
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TFF-Purified Virus
(56X UF/5X DF)

!

i.oad virus on Cellufine Suifate column

l

1 CV Wash with 1X SP (wash #1)

!

2.5 CV Wash with 1X SP containing
Benzonase and 2 mM MgCl, (wash #2)

1

2 CV Wash with 1X SP (wash #3)

l

Elution with 1X SP containing 1 M NaCl (1-step
gradient)

1 CV Wash with 1X SP

l

5 CV Column cleaning with 0.1 N NaOH

FIG. 12B




Glucose {mM) solid line

Glutamine (mM)

16/20

Cell Growth
1.6
T
=
242 /.
=a
[~
w
S
> o8
£
g
2 04
g ’_—/
=z
0 r . .
0 20 40 60 80 100
Timo post seeding (b}
Glucose and Lactate Profiles
40.00 30.00
+ 25.00
+ 20.00
+ 15.00
1 10.00
10.00 - o
5.00 | 1 5.00
0.00 Gummnt 0.00
0.00 50.00 100.00 150.00 200.00
Time (h)
6.0 Glutamine and Ammonium ion Profiles 10
T 25
+ 2.0
+ 1.5
+1.0
+ 0.5
0.0 : 0.0
o 50 100 150 200

Time (h}

FI1G. 13

Lactate (mM) dotted line

Ammonium ion (mM)




17/20

T4 s aaes
CEI | —m—
0sg: | —m—
Q0L L =

[T1dAL)

0'0Zi

Vi1 "OIA

(%) onel afueyoxs wnipaw
Q00L 008 009 o'ov ooz

(Fwy/ng460}) 1933 snaIp



18720

dpz @

L

qavi "OIA

(x1) uonenusouoD J1dA1| anncoyT]
G0 20 800

YO"

0

o sy Ty



19/20

afiueyox3g
BIPSIN LN OYIM -

abueyoxg
BIP3 UUAA -

IVL "OIA

{1idy) swny

08 0L 08 oS oy oc 0c o4 o

1 1 ) ! I L .

Y00T/C0TI/WRWRAIA/Y

T

0L

L

8L

'8

g8

06
()
9'g
09
9
89
L
9L
0's
'8
g8'e

{Twnd30160) sep) snnp

(Tw/n-do1501 18y sruiA,



ST OIA

{1dy) uepaoju) ywod munoy
B oo aps e (11 s ey oer ow L0 oo
¢
_ | Mu2d C000T =R ot
mundd 600Z ——
“1 i ooz '
-1 nurmdd oz " e
WHNLS Z e g
- 3 =
......................... 9 W
{(idy)uopssuiised sunoy e e e m o ' M
0'00 006 008 o'oL o'os 009 oot vog A R o 3
1 1 L N 1 & 3 & P . - m
TL N . ;=2
mwmndgoc00z~ | 0 S &4 4 L0 AT =
= . 1windd Q00T - ¢+ . A L] L pa
] E F = L LR N
S 1WA 00Z —— | et -
« 1WA 0 —— <
R T (SO UNU | -y S R B4y A S -y - L}
HW/A AL 2 —e— ¥ g
c
aaaaaaaaaaaaa e B
............. +8 3
................................ +ze 3
................................................ L prg
s




