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Abstract: A 126bp — length DNA fragment and a 2214bp - length DNA fragment from Actinobacillus
pleuropneumoniae plasmid pKMA2425 were synthesized and then cloned into pGSI. The constructed recombinant
plasmid was named pGSIA. Spectinomycin resistance gene amplified by PCR from pTKRED and linear pGSIA
(126bp—length DNA fragment+pGSI+2214 bp—-length DNA fragment) amplified by PCR from circular pGSIA
were ligated together and then transformed into Actinobacillus pleuropneumoniae by electroporation. In the selection
pressure of spectinomycin, correctly ligated recombinant plasmid was gained by PCR identification and named
pGSIAS. Sequencing result of pGSIAS was as expected. In the selection pressure of spectinomycin, Actinobacillus
pleuropneumoniae serotypes 1 ~ 10 containing pGSIAS growed well. In the selection pressure of ampicillin,

Escherichia coli containing pGSIAS growed well. The results showed that the sequence of Escherichia coli -
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Actinobacillus pleuropneumoniae shuttle vector pGSIAS was correct. In addition, pGSIAS could replicate itself and

express related genes on the vector in Actinobacillus pleuropneumoniae or Escherichia coli.

Key words: Escherichia coli;Actinobacillus pleuropneumoniae ;shuttle Vector
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Tab 1 Primers
Ei D= 5149 AR YR EE/bp
Amplified fragments Primers Templates Length of amplified fragments (bp)
ACTGCACAUTCGGGATATTTCT
2 i
#tE pGSIA ATGGGGGCUTCTATAATAGGGTC AR pGSIA 212
AGCCCCCAUGCGCTCACGCAACTGGTCC
W 2 A
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AGAGTTTGATCCTGGCTCAG KIp A [R A B
16SrDNA 5% T e s et 1505
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1.2.6  wAEqe FH MRS il A IO AT TR I 4 TR
i B P 2 AL SRR SZ S M, 48 IR A 19 322 4 7 ) v B
EENEZ M, AL S EC R 2.5 kV,
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1.2.7  #HAkeyml %2 R TETE R IR A L U8
KL, IRASTH SE R AN AW HEAR (ALat) A FRA " F
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100 pg/mLZE N H BRI, BURRRE RS, 5
HRUTRL , B2 AL RSl i RAT TR LT 1~3 & 5~ 10
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Fig 1 Technical route of pGSIAS construction
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1: linear pGSIA PCR product
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Fig 2 Electrophoresis photo of linear pGSIA PCR product
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1: Spectinomycin resistance gene PCR product
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Fig 3 Electrophoresis photo of spectinomycin

resistance gene PCR product
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Fig 4 Electrophoresis photo of 16SrDNA fragment PCR product
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