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1 30L DHSa pMG604  SDS-PAGE
Fig.1 SDS-PAGE of DH5a pMG604  fermentation
in 30L bioreactor

1.DH5a pMG604 induced for Sh 2. Inclusion body 3.Marker
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2 1hSCF  SDS-PAGE
Fig.2 SDS-PAGE of purified thSCF
1.5pg unreduced thSCF 2. Marker 3.5pg reduced rhSCF

2.2
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3 1hSCF  RP-HPLC
Fig.3 RP-HPLC of purified thSCF
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Fig.4 Mass spectra of thSCF
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rhSCF
FAB-MS 300 ~ 1500
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Fig.6 Mass spectra of peptids by FAB-MS
Fig.5 Molecular weight analysis by Gel-HPLC
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Fig.7 Mass spectra of peptides by MALDI-TOF-MS
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1 rhSCF
Table 1 The comparison of peptide mass of rhSCF cleaved by trypsin

Peptide fragment Amino acid residue Predicted molecular weight/D Detected molecular weight/D Difference Method
I 1-6 707.9 708.5 0.08% I*
(VA 7-8 288.3 - .
™ 9-14 673.8 680.5 1.0% 1
T4 15-18 461.5 454.3 1.6% 1
TS 19-25 753.9 754.6 0.09% 1
T4-TS 15-25 1215.4 1207.6 0.6% 1
T6 26-32 883.1 883.5 0.05% 1
T5-T7 19-63 5129.1 5161.4 0.6% -
T6-T7 26-63 4375.2 4361.4 0.3% Il
T8 64-79 1787.0 - -
9 80-92 1458.7 1459.0 0.02% 1
TI0 9397 563.6 561.5 0.04% 1
TI1 98-100 374.4 - -
TI2** 101-101 146.2 - -
TI3 102-104 380.4 383.4 0.8% 1
T4 105-109 584.6 575.5 1.7% 1
TI5 110-118 1185.4 1185.5 0.01% 1
T16 119-122 548.6 549.5 0.03% 1
TI7 123-128 679.8 681.5 0.2% 1
T1+T9"*** 1-6 + 80-92 2166.6 2164.1 0.1% 1
T7 + TI* " 3363 + 129-149 5692.5 5689.4 0.05% Il
% FAB-MS xx MALDI-TOF-MS %% Too small in molecular weight * %% % Two fragments connected by disulfide bond
2.4 N-
Edman thSCFN- 15 10 thSCF  150p.g/kg thG-
MEGICRNRVTNNVKD N CSF 20pg/kg
hSCFN “Co
N- WBC
2.5 C- 11
rhSCF 08r e
C- Val-Ala- ——GIBCO
COOH hSCF C- oor
€04l
2.6 E
thSCF 02F
0 s s |
2.7 1 10 100 1000
thSCF/(ng/mL)
rhSCF GIBCO rhSCF '
TF-1 8 1hSCF  TF-1
Fig.8  Activity of thSCF toward TF-1 Cell
16ng/mL 8 rhSCF
rhil-3 CFU-GM 3
CFU-mix 9
thSCF thG-CSF ¢ pmtSSh e mmamunns
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Fig.9 The effect of thSCF or rthSCF synergy with rhIL-3 on rhSCF
the generation of CFU-GM from human bone marrow cells 1D
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Fig.10  The effect of tThSCF or rhSCF synergy with thG-CSF on thSCF
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Study of Recombinant Stem Cell Factor

WU Jun GONG Xin CHANG Shao-Hong ZHAO Zhi-Hu ZUO Cong-Lin MA Qing-Jun”
Institute of Biotechnology Academy of Military Medical Sciences Beijing 100071 China

Abstract  Stem cell factor is an important hematopoietic growth factor. In this study the human stem cell factor was produced
by recombinant E . coli and the structure and biological activity of the recombinant stem cell factor thSCF was studied. It was
indicated that the thSCF was a uncovalent dimer in phosphate buffer and had the correct mass spectra mass peptides spectra

composition of amino acid N-terminal sequernce C-terminal sequence and intrachain disulfide linkages rhSCF alone or synergy

with thG-CSF could mobilze hematopoietic progenitors to blood in monkey.

Key words stem cell factor gene expression hematopietic growth factor
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