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1
1.1
1.1.1 App 2
pMD-18T T-Vector pBluescript [ SK +  E. coli DH5a
BL21 pET-28b
1.1.2 Ex Taq DNA T4 DNA TaKaRa
DNA App 2
HRP IeG
1.1.3 LB PPLO
1.1.4 GanBank  App 2 112145
3 466bp
5'GTACTTGGTCAAGCATGTTAGCCG 3’
5'TAACGTGTTGACCATCATCTCGCC 3’
1.2
1.2.1 App PCR 2
1.2.2 PCR 94C 4min 94°C 60s 67°C 755 72°C 165s 30
72C 12min
1.2.3 PCR PCR
T-Vector DH5«a
1.2.4
1.2.5 T-Vector ~ pET-28b
apx [l A
pBluescript II SK+ pSK apx [l A
pET-28b
BamH1  Sal 1 apx [l A /T-Vector
pSK apx [l A /pSK Sal 1~ Not 1
apx [l A /pSK  pET-28b apx [ll A /pET-28b
1
1.2.6 apxIll A Western blotting apx [Il A /pET-28b
BL21 SDS-PAGE App 2
HRP IeG Western blottting 3
1.2.7 ELISA apx [ll A pET-28b ELISA
App HRP IeG
ELISA 0D, 0D
ELISA 71
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Pstl Ligation
Pstl Notl
BamHI1

AN
Sal17

@/T vector
i BaMnHI/Sau

Not1

\
pET28b
Sall

HI
S Mﬁ;gzm
Xbal
Not1/Sall

m\t Sall

apxI174/pET28b

1 apxI[ A /pET-28b
Fig.1 Construction of recombinant plasmid of apx [l A /pET-28b

M | 2
2
2.1 apxTA PCR
3 466bp
2.2 apxllA T-Vector
apx[TA T-Vector
apx Il A 5' I
2 A /T-Vect
934bp Pst 1 _ o eoor
, Fig.2 Characterization of apx [ll A /T-Vector by Pst |
T-Vector 3 Pst 1 1 M.DL-15000 1 2. apx[ll A /T-Vector Pst |
apx [ll A T-Vector
3626bp 2 533bp 940bp  5225bp Pst | 2
apx [l A T-Vector
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2.3 apxlTA
NCBI Blaster2 3 Query Shjet  NCBI
L12145. 99.3%
98.2%

Query: 51 gtacttggtcaagcatgttageccgacttaaaaaaaagggctgaagaagccaaaagacaag 110
Sbjct: 741 gtacttggtcaagcatgttagccgacttaaaaaaaagggctgaagaagccaaaagacaag 800
Query: 111 aaaaaaggctacgatgtaactaaaaatggtttgcaatatggggtgagtcaagcaaaat 170
Sbjct: 801 aaaaaaggctacgatgtaactaaaaatggtttgcaatatggggtgagtcaagcaaaat 860
Query: 171 tacaagcattagcagctggtaaagccgttcaaaagtacggtaataaattagttttagtta 230
Sbjct: 861 tacaagcattagcagctggtaaagccgttcaaaagtacggtaataaattagttttagtta 920
Query: 231 ttccaaaagagtatgacggaagtgttggtaacggtttctttgatttagtaaaagcagetg 290
Sbjct: 921 +ttccaaaagagtatgacggaagtgttggtaacggtttctttgatttagtaaaagecagetg 980
Query: 291 aggaattaggcattcaagttaaatatgttaaccgtaatgaattggaagttgcccataaaa 350
Sbjct: 981 aggaattaggcattcaagttaaatatgttaaccgtaatgaattggaagttgcccataaaa 1040
Query: 351 gtttaggtaccgcagaccaattcttgggtttaacagaacgtggacttactttatttgcac 410
Sbjct: 1041 gtttaggtaccgcagaccaattcttgggtttaacagaacgtggacttactttatttgecac 1100
Query: 411 cgcaactagatcagttcttacaaaaacattcaaaaatttctaacgtagtgggcagttcta 470
Sbjct: 1101 cgcaactagatcagttcttacaaaaacattcaaaaatttctaacgtagtgggcagttcta 1160
Query: 471 ctggtgatgcagtaagtaaacttgotaagagtcaaactattatttcaggaattcaatctg 530
Sbjct: 1161 ctggtgatgcagtaagtaaacttgctaagagtcaaactattatttcaggaattcaatctg 1220
Query: 531 tattaggtactgtattagcaggtattaatcttaatgaagectattattagtggeggttcag 590
Sbjct: 1221 tattaggtactgtattagcaggtattaatcttaatgaagctattattagtggeggttcag 1280
Query: 591 agctcgaattagctgaagctggtgtttctttagcctctgagctcgttagiaatattgcta 650
Sbjct: 1281 agctcgaattagctgaagctggtgtttctttagcctctgagctcgttag!aatattgcta 1340
Query: 651 aaggtacaacaacaatagatgctttcactacacaaatccagaactttgggaaattag@gg 710
Sbjct: 1341 aaggtacaacaacaatagatgctttcactacacaaatccagaactttgggaaattaggkg 1400
Query: 711 Iaaatgctaaagggtta 7217

Sbjct: 1401 @aaatgctaaagggtta 1417

3 apx Il A
Fig.3 Sequence alignment of apx [l A Query and L12145 Shict
2.4
pSK apx Il A
pET-28b Xba 1 1
930bp 5 100bp 4 apx [l A pSK
Sal 1 Not |
3 400bp 5 500bp 5
2.5 apxlTA
SDS-PAGE 116.0kD
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112.5kD 6 apx [l A ¢
Western blotting
M 1 2 3 M 1 2 3 4
bp
%=L
5000—R —

2500 — e
1 000 —
250 —
4 apxI[ A /pSK Xbal 5 apx I[ A /pET-28b
Fig.4 Characterization of apx [l A /pSK by Xba 1 Fig.5 Characterization of apxlllA /pET-28b by Sal 1 + Not |
M.DL-15000 1~3. apxlll A /pSK Xba | . M.DL-15000 1~4.apelll A /pET-28b  Sal 1+ Not | .
w M 1T 2 3 4 2.6 ELISA
71 apx lll A
44 apx Il A 27
OD ey |
THA 0D/
ODgy > 0.6
1 apx Il A ELISA
6 SDS-PAGE Table 1 The results of checking cases by ELISA depending on apax [l A
Fig.6  SDS-PAGE analysis of expressed C 0Dy
ases
apx [l A /pET-28b in BL21 Blank vector Expressed protein
M. Protein Marker SM-0431 MBI Negative 0.104 0.278
1.pET-28b 2 ~4.pET-28b/apx [ A . Positive 0.153 1.015
4
1
apx Il A
Il|
1
1} Western blotting  ELISA
PCR apx [l A 2
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Cloning and Expression of the apx [[[ A Gene of
Actinobacillus pleuropneumonie

Chen Hanyang Liu Junfa He Qigai Xiao Shaobo ~Chen Huanchun”
Labs of Animal Viuras ~ Huazhong Agariculture University -~ Wuhan 430070  China

Abstract The apx [l A gene of Actinobacillus pleuropneumonie App was amplified by PCR. The
amplified DNA fragment 3 466bp was cloned into pMDI8-T. After R.E. analysis and sequencing
the apx [ll A gene in pMDI8-T was ligated into pBluescrip [ SK +  the recombinant expression
plasmid pET-28b/apx [Il A was constructed and analysed with R.E. the protein of apx [l A gene
expressed in E . coli BI21 was detected by Western blotting. Based on expressed apx|l[ A protein as
antigen empty expression vector as control the ELISA to detect antibody against apx [[l A was
developed and was primarily used to detect serum samples.
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