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Hamster IGF-1

Secreted mature hamster IGF-1 (70 amino acids)

1 : tttgccacagotggaccagagaccoctetgeggggetgagetggtggatgeotetteaatte

¢ P E T L C G A E L V D AL Q F

61 : gtgtgtggaccaaggggcttttacttcaacaageccacaggetatggectecageattegg
vy ¢ 6 P R @G F ¥ P RN K P T G ¥ 6 8 8 I R

121 : agggcacctcagacaggeattgtagatgagtgetgetteceggagetgtgatetgagaaga
R &4 P Q T G I V D E C C F R S C D L R R

181 : ctggagatgtactgtgcecccceteaagectacaanateggecogetetateegtgeccag
L E M ¥ ¢ A PL K P T K S A

241 : cg

Figure 2

Comparison between hamster and
human IGF-1 amino acid sequences

Hamster

Human

Hamster

Human
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GPETLCGAEL VDAIQFVCGP RGFYFNKPTG YGSSIRRAPQ

PEVERRErrs perrrnntr i bndeeer trey el
GPETLCGAEL VDAIQEVCGD RGEYFNKPTG YGSSSRRAPQ
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Figure 3

Native E3E hamster IGF-1 and
active E3R, E3K, E35 hamster IGF-1

3 70

Hamster IGF1 GPETLCGARL VDALOFVCGPE. . o v v vvvn ..

Variation in amino acid charge

E3E (“) native form
E3R (+) active form
3K (+) active form

E3s (+) active form
Figure 4

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

Ser Al 539

Triple transferred
hamster IGFl genes
1) E3E
2) E38
3) E3K

Swal 5332

pHyg-1GF1

3574 bp

EcoRV 3585

Bamlil 3382

Hamstar [GF.% Erofit 22 CMYV Promoter

SV40 Early PolyA  Sal 13148
signal Sequence
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
[\ ME45 (E3E) strain cultured in the absence of IGF-1
L] MK44 (E3K) strain cultured in the absence of IGF-1
M MS19 (E3S) strain cultured in the absence of IGF-1
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Figure 6

Survival rate (%)
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O Parent strain cultured in the presence of IGF-1
@ Parent strain cultured in the absence of IGF-1
A MEA45 (E3E) strain cultured in the absence of I[GF-1
(1 MK44 (E3K) strain cultured in the absence of IGF-1
W MS19 (E38) 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 ug/L (Day8)
A Transformed strain with human IGF-1 (E3S) 821 mg/L. (Day®)
@ Parent strain 843 mg/l, (Day®)
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Figure 8
Amounts of anti-IL6R antibodies

produced in fed-batch cultures
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800 ‘M Transformed strain with hamster IGF-1 (E3S)

484 mg/L (Day 6) e
5.‘0-0 1@ Transformed strain with mouse IGF-1 (E3S)
373 mg/L (Day 6) ]
| & Transformed strain with human |GF-1 (E38)
280 mg/L (Day 6) .
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Figure ¢

Amounts of anti-IL6R antibodies produced in
fed-bgfch cultgres of the best strains

IGF-1 (E3S) 508 mg/L (Day 6)
A Transformed straln with human
IGF-1 (E35) 501 mg/L {Day 6)
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Figure 10
Amounts of anti-IL6R antibodies
produced in fed-batch cultures
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B Transformed straln with hamster 1GF-1 (E3E) 5§29 mg/L (Day 6)n=3
@ Transformed straln with mouse IGF-1 (E3E) 502 mg/L (Day 6) n=37 ’
A Transformed strain with hu:;nan I1GF-1 (E3E) 468 mg/L (Day 8} n=2
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