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Construction and Identification of Bacteria-Yeast Shuttle Plasmid pGBKT7-LMP 1
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(1. Department of Biochemistry, 2. Department of medical jurisprudence, Sun Yat-sen

University of Medical Sciences Guangzhou 510089, China)

Abstract: [Objective] To construct bacteriayeast shuttle plasmid pGBKT7-LMP1. [Methods) The frag-
ment including all the exons of LMP1 was amplified by RT-PCR and was recombined to the downstream of T7
promoter in the shuttle vector pGBKT7. [Results] It has been proved that the sequence of the RT-PCR product
was totally consistent with the data of GenBank by DN A sequencing analysis. The LM P1 ¢cDNA fragment was
cloned in the vector pGBKT7 in the right direction, and the open reading fragment of LMP1 was maintained.
[ Conclusion] The pGBKT7-LM P1. a bacteria-yeast shuttle plasmid is successfully constructed.
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Fig. 1 Agarose gel electrophoresis of RT-PCR product
Lane 1: ADNA/ HindIll+ EcoR1 Maiker; Lane 2: 1 174 bp
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Fig. 2 Agarose gel electrophoresis of plasmids
digested by the EcoRI and BamH I
Lane 1: ADNA/ Hind lll+ EoR1 Markes Lane 2: plasmid
pGBKT 7-LMPI; Lane 3: plasmid pGBKT 7; Lane 4: plasmid pG-
BKT7-LM P1 digested by the EcoRI and BgmHI ; Lane 5: plasmid
pGBKT 7 digested by the EcoRI and BamH1
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Fig. 3 Agarose gel electrophoresis of plasmids digested
by the Xhol . Stul and HindlIll
Lane 1: ADNA/ Hind lll+ E@R1 Markes Lane 2: plasmid
pGBKT7LMPI1; Lane 3: plasmid pGBKT7; Lane 4: plasmid pG-
BKT7-LM P1 digested by the Xho [ ; Lane 5. plasmid pGBKT7 di-
gested by the Xho [ ; Lane 6; phsmid pGBKT7-LM P1 digested by
the Stu 1 ; Lane 7. plasmid pGBKT7 digested by the Stu [ ; Lane
& plasmid pGBKT 7-LMP1 digested by the HindII; Lane 9: plasmid
pGBKT 7 digested by the HindIIl
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Fig. 4 The sequencing result of LMP1 c¢DNA fragment
in the shuttle plasmid pGBKT7-LMP1

Sequences underlined are sites of restriction endonucleases. Se-
quences in holdface are parts of the vector plasmid pGBKT7 linking to
LM P1 ¢DNA. And the sequence capitalized is the initiation coden of
LM P1
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