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Fig.l The gel electrophoresis pattern of total RNA
1. FARNA; M.DNA #x#t DL 1500
Ltotal RNA ;  M.DL 1500 markers

M 1
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K2 RT-PCR =4k
Fig.2 The gel electrophoresis of the RT-PCR products
LRT-PCR 7*#)); M.DNA #5if DL 2000

1.RT-PCR products ; M.DL2000 markers
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i R REFAREROE S, DI E TSRS
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K3 F4H Uk pMDIS-T/LvLys frIEEEE] % 5
Fig.3 Restriction endonuclease pattern analysis of the
recombinant plasmid pMD18-T/LvLys
MI1. ADNA/EcoR I +HindIII#x#E ; M2. DNA #5#f DL 2000 ;
1,2. pMDI18-T/LvLys Jikif) BamH 1 /Hind XA E174)
MI1. ADNA/ EcoR I +HindIll markers ; M2. DL2000 markers; 1,2. double-digested

product of the recombinant plasmid pMD18-T/LvLys

5148

Pl 4 T FORL IR [ PR R
Fig.4 Analysis of recombinant plasmid with the method
of page reclamation
MI1. ADNA/ EcoR [ +HindIIIF5#E ; M2. DNA #5if DL 2000 ; 1. F4l
Skl pET-28(aH) R =405 2,3, FALFURL pMD18-T/LvLys i [F1i =4
MI. ADNA/ EcoR I +HindIll markers ; M2. DL2000 markers; I.products of the

recombinant plasmid pET-28(a+) with the method of page reclamation; 2,3. products of

the recombinant plasmid pMD18-T/LvLys with the method of page reclamation
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Fig.7 15% SDS-PAGE analysis of the renatured

5 15% SDS-PAGE il LvLys 2 (115534
Fig.5 15% SDS-PAGE analysis of the expression of
LvLys protein
ML T IR A ARE; 1,2,3,4,5,6,7,8,9 40 3 m B4 Lvlys 7F E.coli
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M.low molecular weight protein marker: 1.supernatant liquor purified firstly;

M. low molecular weight protein marker; 1,2,3,4,5,6,7,8,9.the expression product

2.supernatant liquor of the renatured inclusion bodies; 3.the purified dialysis solution
0,2,4,6,8,10,12,14,16 h after induction, respectively .
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Fig.6 15% SDS-PAGE analysis of the purified TOP10 75k
expression product Fig .8 Dectecion of antibacterial activity of LvLys by
M. &> TR AbaAE; 1. LR 20 B G, 3 DR liquid growth inbibition against E.coli TOP10
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Abstract: The total RNA extracted from the hemocyte sample of Litopenaeus vannamei (L. Vannamei) was used
to amplify the sequence encoding an open reading frame for lysozyme gene (called LvLys gene) by RT-PCR. The
sequence was then cloned into pMD18-T vector and was sequenced . The recombinant plasmid was sequenced
and digested by BamH I and Hind III. The target gene was subsequently connected to the pET-28a (+) vector,
which was digested with the corresponding restriction endonuclease. The recombinant plasmid pET-28a(+)/LvLys
was transformed into Escherichia coli BL21(DE3) and then induced by isopropylthio-B-D-galactoside (IPTG) and
purified through chelating affinity, finally recombinant LvLyS protein was analyzed and lytic activity was
assayed. The recombinant protein showed a certain antibacterial activity against Escherichia TOP10.

(AL 4t RIFE)

Marine Sciences/Vol.33,No.1/2009 53



	1 材料和方法 
	1.1 供试虾、质粒和菌种
	1.2 主要试剂(
	1.3 对虾抽血和RNA提取
	1.4 引物设计和RT-PCR
	1.5 重组表达载体的构建及重组子的鉴定
	1.6 重组LvLys基因在E.coli BL21中的表达
	1.7 从包涵体中纯化重组LvLys蛋白
	1.8 重组表达LvLys蛋白浓度测定和活性检测

	2 结果
	2.1 血细胞总RNA提取和PCR扩增溶菌酶
	基因
	2.2 重组质粒pET-28(a+)/LvLys的构建和鉴定
	2.3 重组对虾溶菌酶LvLys在E.coli BL21中
	的表达
	2.4 从包涵体中纯化重组LvLys蛋白
	2.5 重组表达LvLys蛋白浓度测定和活性检测

	3 讨论

