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pMDI8-T 0.7% PCR 390bp
DNA 100 mg/L pMD 18-T DNA
pMD18-T-action/ Myostatin GenBank
1.3 Myostatin A—>G Ferenc Jeanplong ?
MD18-T-action/Myostatin =~ Sal I EcoR 1 1
pET30a + Invitrogen
BI21 80mg/L kanamycin
DNA DNA
pET30a + -action/ Myostatin
1.4 pET30a + -action/Myostatin
pET30a + -action/ Myostatin
BL21 BI21/pET30a + -action/
Myostatin ~~ BL21/pET30a + SmlL LB
80 mg/L LB 37°C 12 h 1 pMD18-T-Myostatin
1:50 A 0.5 IPTG Sigma Fig.1 Restriction analysis of pMD18-T-Myostatin
0.5% 37°C 4h 8 mol/L L.ADNA EcoR |/ Hind Ill marker
PBS QIAexpressionist 2. pMDI18-T-Myostatin/ Sal I / EcoR 1
QIAGEN Inc
N R Ekaway 2.2 pET30a + -action/Myostatin
15% -
SDS-PAGE pET30a + -action/Myostatin DNA
GenBank ORF
pET30a + -action/ Myostatin PCR
ImageMaster VDS Pharmacia Bio- 390bp 2
tech 2.3
1.5 Myostatin 15% SDS-PAGE 13.5kD
Myostatin pPET30a +
pET30a + -action/ Myostatin 0.5% IPTG
86% 3h 100 mg/LL
SDS-PAGE 80 mg/l. 3
96 %
1.6 Miyostatin 21226—
11
10% DMEM/F12 Gibco 37C
5% CO, PBS
24
24 h 0.5 mL
10 pL Myostatin
0.5 mL 10 L. PBS 20 min
0.8 mL 48 h 72 h 2
Fig.2 Restriction analysis of pET30 a + -action/Myostatin
1.7 1.ADNA EcoR | /Hindlll marker
, 2.pET30 a + -action/Myostatin/Sal | /EcoR |
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Fig.3 Expression of pET30a + -action/ Myostatin Myostatin
1. Protein marker 2. Control
3. Expression of pET30a + -action/Myostatin
1 Myostatin
Table 1 Effect of Myostatin action protein on muscle cells
Protein/ pg/L 0.0 1.0 2.0 2.5 5.0 10.0 50.0 100.0
Muscle cells 10*/well ! 2.4+0.15 3.1+0.00° 3.5+0.16> 3.4+0.00> 3.8+0.162 4.0+0.00° 4.2+0.16 3.7+0.00°
" mean +SEM 2 vs PBS group P <0.01
5
3714 21d
5
P N
<0.05 RNA RNA i
3
« ” 7 C
PCR Piedmontese
Myostatin C- Hyperplasia
BL21 Hypertropy
30%
Myostatin
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Molecular Cloning Expression Mutation of Myostatin and Study on
Biochemical Activity of Its C-terminal Peptide

YANG Xing-Yuan HOU Jian

AN Xiao-Rong GUAN Hong GOU Ke-Mian

YANG Shu-Hong CHEN Li-Dong CHEN Yong-Fu”

The State Key Laboratories for Agrobiotechnologies college of biology

China Agricultural University Betjing 100094  China

Abstract Myostatin - a member of the TGF-3 family negatively regulates skeletal muscle development. Mutation of myostatin

activity leads to increases muscle growth and carcass lean yield. The bovine myostatin mutation ¢cDNA was amplified by poly-

merase chain reaction and then sub-cloned into the expression vector pET-30a +

to form the expression plasmid pET30a

+ -action/ Myostatin. The recombinant plasmid was transformed into E. coli BI21. The overexpression product of pET30a

+ -action/ Myostatin was been showed in vitro . Sheep skeletal muscle cell were cultured with the purified myostatin mutation

C-terminal peptide. The results of this study suggest that had a powerful activity to stimulate the hyperplasia and proliferation of

sheep muscle cells and shows high biochemical activity.
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