17 4 Vol.17 No.4
2001 7 Chinese Journal of Biotechnology July 2001
GDF-8 cDNA
*
150001
GDF-8
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cDNA 1 GDF-8 Growth and Promega RT-PCR Clontech
Differential Factor-8 GDF-8 TGF-8 PMSF Sigma -NTA
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9 C
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GDF-8 3 1.2.1 RT-PCR RNA
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Myostatin ' GDF-8 Oligo GDF-8 3’
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GDF-8 i 5'-CCGCCGGATCCGGTATCTGGCAGAGTATTGATGTG-3'
BamHI P2
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GDF-8 Xhol
’ GDF-8 RT-PCR Clontech Advantage RT-for-PCR kit
mRNA 1pg PE 9700DNA
GDF-8 RT —42°C 1h 94°C Smin 5°C 5min PCR—
95°C 5min 94°C Imin 50°C lmin 72°C lmin 35 72°C
RT- 10min
PCR RNA GDF-8 1.2.2 pTrcHisB-GDF8 RT-PCR
cDNA pTrcHisB GDF-8 ¢DNA glass
GDF-8 milk DNA
GDF-8 GDF-8 GDF-8 BamHI  Xhol pTrcHisB
Top10
PCR 7
1 1.2.3 GDF-8
1.1 pTrcHisB-GDF8 Topl0 LA 37°C
1.1.1 pTrcHisB Amp 100pg/ 2L 1:5
Topl0 Invitrogene 1h  IPTG Immol/L
30 4.5h ImL 100pL. H,O
1.1.2 Taq DNA Gibco 100pL 2 x SDS Loading Buffer 100°C 10min
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129% SDS-PAGE
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Fig.2 SDS-PAGE assay of expression products of
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’
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Fig.3 SDS-PAGE assay of affinity chromatography products of
chicken C-terminal GDF-8
M. Protein size marke A.Whole bacteria proteins before loading
Ni* -NTA affinity chromatography column B. Flow-out liquid
from Ni* -NTA affinity chromatography column
1 RT-PCR C. Wash liquid with 10mmol/L imidazole MCAC
Fig.1 Agarose gel electrophoresis of RT-PCR product of GDF-8 gene D. Wash liquid with 20mmol/L imidazole MCAC
and digestion of recombinant plasmid with BamHI and Xhol E. Wash liquid with 200mmol/L imidazole MCAC
M. DNA molecular weight marker A.RT-PCR product of F. Wash liquid with 500mmol/L imidazole MCAC
3'half-length chicken GDF-8 B. Recombinant
plasmid digested with BamHI and Xhol 3
2.2 GDF-8 RT-PCR
pTrcHisB trp GDF-8 ¢DNA
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Cloning Expression and Purification of the Chicken Growth and Differentiation Factor-8

YANG Wei WANG Hai-Xia CHEN Yan ZHANG Yong ZHU Da-Hai"
Department of Life Science and Engineering Harbin Institute of Technology Harbin 150001 China

Abstract  Growth and Differentiation Factor-8 GDF-8 is a new member of TGF-83 super-family. It has been shown that GDF-8
is specifically expressed in skeleton muscle in mouse and its function is to inhibit the growth of muscle cell so it is named as My-
ostatin . Here we amplified 3'half-length GDF-8 ¢cDNA from chicken skeleton muscle by RT-PCR and cloned it into the prokary-
otic expression vector pTrcHisB which was then transformed into E. coli Topl0 cells. The recombinant 6 x His-GDF-8 fusion pro-
tein expressed in the ToplO cells was purified by Ni* -Affinity Chromatography for future study.
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