WO 2014/075807 PCT/EP2013/003441
1/8

] HZN\/lOJ\ HzN\/l?\
HN Koy 1 PogH,PO, roon NaOEY/EtOH : of
\Q 2. H,0, n-BUOH \QO 1h8o°c \Q 5
OH 0=P-0OH 0=P-ONa

1

OH ONa



WO 2014/075807

2/8

DMF-SO, :

DMF, Pyridin \©\
?

OIS"FO

OH

PCT/EP2013/003441

NaOEt/EtOH




Viable Cell density (x10 Scells/ml)

WO 2014/075807

200

160+

100-|

50-]

3/8

A 2

PCT/EP2013/003441

Fig. 3

-@- 2NaTyr 1mM
--a- Without Tyr

—h——k—

5 6 7

Culture time (days)

-2 2NaPTyr 4.5mM
- MgPTyr 4.5mM

-o— KPTyr 4.5mM

12



WO 2014/075807 PCT/EP2013/003441

4/8

150
|

100- T

Viable Cell density (x10 ®cells/ml)
[32]
Q

T

0 2 4 6 8
Culture Time (days)

-~ CDM control + 1,5mM Cysteine
--a-- CDM control + 3mM Cysteine
—»— condition 1

-+- condition 2



WO 2014/075807

180+
160
140+
120
100+

Viable Cell density (x10 ®cells/ml)

PCT/EP2013/003441
5/8

Fig. 5

Cellcounts -

T+ ¢ T 1T T3 T 1T "1 1T “"1/71T /1
0 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15

-=-- Control

—— Condition 1

Culture Time (days)

—— Condition 2
—+— Condition 3



WO 2014/075807 PCT/EP2013/003441
6/8

Fig. 6

lgG

1500

1000+

IlgG concentration ( mg/L.)
(42
[=]
<

T ¥ I 1 T R i T i 13 T L3 T 1
1 2 3 4 5 6 7 8 9 10 11 12 13 14 15
Culture Time (days)

-a- Control —— Condition 2
—— Condition 1 —— Condition 3



WO 2014/075807 PCT/EP2013/003441

7/8
Fig. 7
Cellcounts

zsow
= 200
E
K]
©
mo
a
x 150
z
723
s
S 100
©
o
2
]
S 50+

0 | T LI J 1 ¥ 1 T J T T 3 1 I 1 T L]
0 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20
Culture Time (days)
--a-- Bioreactor 1 control —e— Bioreactor 3 - Single feed strategy

—=— Bioreactor 4 - Single feed strategy

v-- Bioreactor 2 contro —— Bioreactor 5 - Single feed strategy



WO 2014/075807

2500~
2000
15001

1000J

19G concentration (mg/l. )

500

PCT/EP2013/003441
8/8

IgG

--a-- Bioreactor 1 control
-v-- Bjoreactor 2 control

UL L.
10 11 12 13 14 15 16 17 18 19 20

Culture Time (days)

—=— Bioreactor 3 - Single feed strategy
-a— Bioreactor 4 - Single feed strategy
—— Bioreactor 5 - Single feed strategy



