Figure 1

1/6

Hamster IGF-1

Secreted mature hamster IGF-1 (70 amino acids)

1 : tttgccacagctggaccagagaccctetgeggggetgagetggtggatgetettcaatte

G P ETLC GG A EUL VYV D AL Q F

61 : gtgtgtggaccaaggggcttttacttcaacaagecccacaggetatggeteccagecattegy
v ¢ 6 P R G F Y F N K PTG Y 6 8 S I R

121 : agggcacctcagacaggcattgtagatgagtgcectgettecggagetgtgatectgagaaga
R A P Q TG I VDECUCUFUR S CDUIL R R

181 : ctggagatgtactgtgccceccctecaagectacaaaateggeccgetetatecgtgeecag
L EM Y C A PL K PTK S A

241 : cg

Figure 2

Comparison between hamster and
human IGF-1 amino acid sequences
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Figure 3
Native E3E hamster IGF-1 and
active E3R, E3K, E3S hamster IGF-1
3 70
Hamster IGF1 GPETLCGAEL VDALQFVCGP...........
Variation in amino acid charge
E3E (-) native form
E3R (+) active form
3K (+) active form
E3S (F) active form
Figure 4

Hamster IGF-1 (70 amino acids)-expression plasmid
containing triple hamster IGF-1 genes

Ser Al 5308
Triple transferred

hamster IGF1l genes

Swal 5332

1) E3E
2) E3S

pHyg-GF1 3) E3K

8374 bp

EcoRI 3640

EcoRV 3586
BamHi 3382

SV40 Early PolyA  Sal 13145
signal Sequence

SN0 Prameter

BamnHi 2238
meuse CMV / snh
Ecott 2082 CMV Promoter

Hamster (GF.t

hPM1 signal
sequence



Surviving cell density
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O Parent strain cultured in the presence of IGF-1
@® Parent strain cultured in the absence of IGF-1
A ME45 (E3E) strain cultured in the absence of IGF-1
[J MK44 (E3K) strain cultured in the absence of IGF-1
B MS19 (E3S) strain cultured in the absence of IGF-1

Culture Period (day)
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Figure 6

Parent strain cultured in the presence of IGF-1
Parent strain cultured in the absence of IGF-1
ME45 (E3E) strain cultured in the absence of IGF-1
MK44 (E3K) strain cultured in the absence of IGF-1
MS19 (E3S) strain cultured in the absence of IGF-1
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Figure 7
Amounts of anti-IL6R antibodies

produced in fed-batch cultures

B Transformed strain with hamster IGF-1 (E3S) 973 mg/L (Day8)
A Transformed strain with human IGF-1 (E3S) 821 mg/l. (Day$)
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Figure 8

Amounts of anti-IL6R antibodies
produced in fed-batch cultures
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6800 |' M Transformed strain with hamster IGF-1 (E3S)

" ‘ 484 mg/L (Day 6)

Q 500 | @ Transformed strain with mouse IGF-1 (E3S)
'.'E; 373 mg/L (Day 6)

o ] A Transformed strain with human IGF-1 (E3S)
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Figure 9

Amounts of anti-IL6R antibodies produced in
fed-ba;ch cultures of the best strains

IGF-1 (E3S) 508 mg/L (Day 6)
A Transformed strain with human
IGF-1 (E3S) 501 mg/L (Day 6)
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Figure 10
Amounts of anti-IL6R antibodies

produced in fed-batch cultures

500

450

@ Transformed strain with hamster IGF-1 (E3E) 529 mg/L (Day 6)n=3
@ Transformed strain with mouse IGF-1 (E3E) 502 mg/L (Day 6) n=3} "
A Transformed strain with hur!lan ‘|GF-1 (E3E) 468 mg/L (Day 6) n=2
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