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Abstract - CI50001 is a recombinant human granulocyte colony-stimulating factor (rHuG-CSF) that stimulates
the formation of neutrophils from bone marrow stem cells. It was produced in E. coli and purified through
refolding and several processes. We produced C$970125(300) using purified CI50001 and additives in order to
test the stability of CY50001. When CS970125(300) was stored at 50°C for more than 1 week, high molecular
weight proteins were formed and those proteins were detected by non-reducing SDS-PAGE, gel filtration HPLC,
and Western blot. Those proteins showed single band at the same position of CJS0001 in reducing SDS-PAGE.
These data indicated that those high molecular weight proteins were the multimers of CJ50001. In biological
assays, in vitro and in vivo, the multimers did not have biological activity and inhibitory action to that of CJ
50001. The mutimers did not induce toxicity in mice and rats in acute toxicity test. These results suggest that if
C8970125(300) containing CIS0001 is stored at 507, CI50001 will be the multimers that do not have
biological activity and inhibitory effect to CI50001 and do not induce acute toxicity.
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Fig. 1. Non-reducing and reducing SDS-PAGE of C8970125
(300). A, Silver staining of non-reducing SDS-PAGE. B,
Western blot of non-reducing SDS-PAGE using anti-hG-CSF
Ab. C, Silver staining of reducing SDS-PAGE. Lane 1, mol-
ecular weight marker (NOVEX SeeBlue); Lane 2, CS
970125(300) 4C, 11 months; Lane 3, C5970125(300) 50, 8
weeks; Lane 4, C§970125(300) 50T, 20 weeks.
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Fig. 2. HPLC chromatograms of CS8970125(300) stored at
50C. A, O time; B, 1 week; C, 2 weeks; D, 4 weeks; E, 6
weeks; F, 8 weeks; G, 20 weeks; H, 4°C 11 months.

Table L. In vitro bioassay of C§970125(300) using M-NFS$-60 cell-line

noculation Cell Culture Biological Activity

Method Comncentration (cells/well) Time (hr) Sample (x 10° TU/mg) Result (%)
MTT 5x10° 72 Standard 1.1 100
C5970125(300) 47T 1.18 107
C5970125(300) 50°C 0.03 3
*H-thymidine 5x10° 44 Standard 1.1 100
CS970125(300) 4C 1.36 124
CS8970125(300) 50C 0.03 3
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Fig. 3. Effects of CJ50001 and multimer on quantitative
changes of neutrophil in male mice (n=6) after intravenous
injection (*p<0.03, **p=0.01).

1 Vehicle, 8 CJ50001, 7 Multimer, W CJ50001+Multimer.

£-4 %k A= Table Ief] vrEh e}

Table 14 4CellA 1148 E<t Bk 287t 2714
el s 2z} 107%s} 124%F vhebdl 9k 50T
A 20F B 2R3G A B 3% 14 F4E& Byrt of#]
Az 50°colA 208 Fot BT A= v A" S
A7V in viro A FEGH AL SRR ZTE B
£t
In vivo bioassay

274 JICR mouse S Al-g-3ted F3A 2] mouse Aol
&) d7ke}b CI50001) ek As 2E 52 dolrs] 9
shed in vivo assayE 3319l 0 1 Aoh= Fig 39 2
o} CS970125(300)Y% 4T olA] 117487 B 4T AR
Folgek 20 ughg), S0TANA 2053t BAF 50T AR
(Foi47F 20 ug/kg) B F AR 1:5 EFAE[FIEE
4°¢ A E(20 ug/kgy+50C A 2(100 ugke)ts 22 w22l 4
Ao g Boigh F, 442k ARA 50T Ao}t EFAR
A 3Hpa] Zl7E BEY 40 ARAE F9A
e 27t A gkt 2ehd 8AElE AT Al
#e} BB 3575 Fo4 sle ST 2
93 2 57t AEE fabstd ot 50T ABdAME B
To) S FEE A gt

RE FojFe] A, v, A8, €44, HE
T a4l g Eahex o)A vebide T T v|ad S

Foj ol EohE W A 5 gl

25

4ollA 1178987 B3 4T AR, 50TA 20571 2
gk 50T A5 rate} mouseE AgE FAEH AF 4
Sh= Fig. 49} 2kom, 50 ugkgelld 5,000 pg/ke7tA18]

&

A 300 {-
250 -
G
= S
K= =
2 200 ¢
pr .
g ~tvehicle
M ~a— 50 ug/kg
150 —o— 500 gg/kg
—— 5000 zn/kg
100 L i A J
0 2 4 6 8
Day
B 45
40

|

Body weight(g)
<3
D

~O~vehicle
28 r ~a—50 pgfka
—0— 500 ug/kp
C 5000 m/kg
15 [ 1 3 L J
0 2 4 4] 3
Day

Fig. 4. Changes of body weight of male rats (A) and mice (B)
after single intravenous administration of multimer.
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