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Abstract
pMAS
verticillium mobaraensis,and the heterologous signal peptide was fused in front of the mig gene fragment. The fusion fragment and the pMAS

[ Objective ]In order to increase the MTG yield and achieve a simple and effective purification process, the recombinant vector
mg Was constructed and expressed in Bacillus subtilis. [ Method ] The mig gene fragment was amplified from the genomic DNA of Strepto-
vector were digested and ligated,and then transformed into E. coli competent cells. The positive strains were identified by PCR and extracted to

check by DNA sequencing. The recombinant vector pMAS,,, was then transformed into the competent cells of B. subtilis ,then the recombinant

mtg

strain was obtained by resistance screening and double restriction enzyme digestion. [ Result] The mtg gene fragment was successfully ampli-

fied,,and the recombinant vector pMAS,,,

was constructed. [ Conclusion ] The recombinant expression strain of pMAS

g Was obtained , which pro-

vided an effective method for the purification of MTG and its future bioengineering transformation.

Key words MTG ;Signal peptide ; Vector; Bacillus subtilis

TR IR IR A 4 S T g e il (TG ) T A 1 25 1 o 1]
R SEHR , 4 LRSI I 7 R M R, X R e R AL
P HATR = Py, R, 82 0 T8 9
YU MR TR SRR T, (B MTG A 7 A i, ik
PR e BRI T MTG i SRR,

TR E WA B ST R B R AR, B R AL
MR RIE RS, MR . EHIE TR
PR FEA TR, 971 meg LI, 54004 pMAS 42, %
ARG ZEAIFT B, 3045 MTG B4 2k gk, LIt — 5T
MTG 74 % QPP ) 20k K alifk
1 #R57EE
L1
1.1.1 Akl BEUREEEE H (Streptoverticillium mobaraensis ) Fl
i B ZF FLAF IR ( Bacillus subtilis ) Y306 1 I 4 99 v o O
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1.1.2 & 35 K #|, EasyPure Bacteria Genomic DNA Kit
(TransGen ), EasyPure Plasmid MiniPrep Kit ( TransGen ),
EasyPure PCR Purification Kit( TransGen) ,EasyPure Quick Gel
Extraction Kit( TransGen) ,T,—~DNA Ligase( TransGen ) , Enzyme
Ndel \Nhel( TransGen) ,Tag DNA Polymerase ( Sangon Biotech) ,
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FastPfu DNA Polymerase ( TransGen ) , DNA Marker, Tryptone,
Yeast extract,NaCl, Agar, Ampicillin , Kanamycin %,
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L.2.1 RIHHFE DHSo RS2 8l 50 B 1 mL 3 8 57
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A 0.5 mL 10 % H il 81 B B8 A, SR 5 o 00 67
1.5 mL EP &, £:45 50 wl,-80 CHAFEH .
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SRR B K Ndel 750 BN 514 pl 195 Ao LA S. mob-
araensis SR DNA SoA5iAs i@ 13514 p3 Fl p4 18 mug |
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Nhel XY 5N , 90 7 9 90 g 1 Wi, 7% 42 5 {6 & E. coli
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Table 1 Primers used in this study
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Gene Primer Sequence(5’—3")
S bl GGAATTCCATATGAAAAAAAGAAAGAG-
e GCGA
2 CTCTTCCCCCGCGCCATTGTCTGCTAGTA-
CATCGGCTGGCAC
mig 3 (%'I“GCC‘A‘G‘C‘C‘GAT‘GTACTACCAGACAATG-
GCGCGGGGGAAGAG
ol GCGGCCGCTAGCTCAGTGATGGTGATG-

GTGATGCGGCCAGCCCTGCTTTACCTTG
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Fig.1 Amplification of SP,,,,signal peptide
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Fig.2 Amplification of mig
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Py — Mg mtg Marker

1 500 bp

1 000 bp
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Fig.3 The fusion of SP,,,, signal peptide and mtg
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130 bp,mig K 1200 bp, HLIKZEHAE 4 iR, B A B
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Fig.4 PCR validation of E. coli colony

2.5 WEBYIWIE F5 IR IERG Y pMAS,,, B4 BRI AAG
L 0 = I A 1 A T 7 D B R S O L2 0
FERR T LB+RIR % 3 B WA B 7R 5 P 5 IR i 8, S UBORY,
AT Ndel FI Nhel XUBEVISGUE, FELUKESRANEL S firs , B4
JBURL pMAS,,, ZXUBEIINE G AT 2 S50 0 Y 250 50N
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Fig.5 Double restriction enzyme digestion of recombinant vector
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