35 5 Vol. 35 No. 5
2016 9 FISHERIES SCIENCE Sep. 2016
DOI:10. 16378/j. cnki. 1003-1111. 2016. 05. 023
PCR
1 , 1 , 2 , 1 , 1
(1. , 571158;
2. ) 570216 )
2 s ,
PCR s s
1.75X107° ng/pL, 3.96 X10"* ng/uL,
o PCR s
; ;  PCR
: S947 A : 1003-1111(2016)05-0587-04
(Aeromonas veronii) o gryB
. s rpoB 2
A} N N b2l o v
) ) PCR o
, (Cyprinus carpio) .
(Eriocheir sinensis) | (Macro- !
brachium nip ponense) (Misgurnus anguilli- 1.1
caudatus) . N
S (Acinetobacter (Staphylococcus sciuri) (Mor-
baumannii) N ganella morganii) (Pseudomonadaceae)
) N o
[8-9] s , 1.2
L1o-13] | DNA ;ExTaq (5 U/
, pL) . pMDI18-T Promega 5
. s ANTP,
. DL2000 DNA Marker
, ) ; Sigma .
H ) 1.3
) ) , sy GenBank gryB
s . rpoB
o C D,
PCR o
: 2016-02-16; :2016-05-03.
(31502036, 31372228); (314076, 20153086) ;
(Hnky2016-15).
. E-mail: dingli705@163. com. : (1963-—),

(1982—), , ;

. E-mail: haitao-shi@263. net.



1 PCR R
/bp
gyrB-F 5'-CAGGATGGTATCGGCGTTGA -3’ 379 ABS29164
gyrB-R 5'-TGACCACGATCTTGGCATCG -3’
rpoB-F 5 '/—(‘}AAT"‘[‘C(‘}"‘I‘.‘A‘C‘GTA‘"I‘GC‘CG‘C(‘J —3,' 752 FI715474
rpoB-R 5 -CTTTGTCGCCCAAGTTCACG -3
1. 4 DNA .
. . 28 °C 18~24 h,
. LB . .

.28 °C 24 h, 2 mL . . .

DNA DNA, .

DNA . .
1. 5 PCR )
gryB
rpoB 2 PCR , 2. 1 PCR PCR
ExTaq ,1.0% 2
, gryB rpoB , 379,
pMDI18-T , , 752 bp s C D,
(pMD-gryB pMD-rpoB) , ’ ’
PCR NCBI gryB
. 2 X rpoB 96% 95% .
ANTP Mg** . gryB rpoB .
: . 25 L Mg™  .dNTP . ’

: 54.55.56.57.58.59,60 C +10xPCR 2.5 pls25 mmol/L - Mg™ 2
51 °C . ANTP (2. 5 mmol/L) 1. 1.5.2,2.5 oo mmol/LdNTP 2 ul.5 U/pl. Taq
pL. Mg’ * (25 mmol/L) 1.1.5.2 yL 2.5 DNA 0.25 pl..gryB (1o
pL. (10 pmol/L) 0.5.1.0,1.5 ul pmol/L) 0. 75 L, rpoB ‘ o
2.0 4L PCR ’ pmol/L) 1 pL., .2 pL. ddH, O 25 ul,

.94 °C 3 min;94 °C 30 s,60 C 45 5,72
’ C 30s, 34 ;72 °C 10 min, PCR
1.6 10 g/L , 2
’ ’ . 379 bp 752 bp( 1),
. . DNA
. PCR
,10 g/L o
1.7
. DNA,
.2 DNA
. 10 .
PCR , PCR .
1.8 PCR 1 gyrB.rpoB PCR
. 2.2
1.4 DNA i aryB
PCR , rpoB 2 ,
. 379 bp 752 bp, .
1.9

C 2,



5 PCR 589
2
/%
11 30.5
14 38.9
PCR 13 36.1
15 41.7
6 16.7
3
e ’
[10-12] .
2 PCR [3-5]
:M,DL2000 DNA Marker; 1, 5 2, ’ ’
5 3, 3 4,
5 ; 6, 7 ’
2.3 .
DNA(17. 5 ng/pl)
DNA(39. 6 ng/pl) 10° ~10° )
. PCR : . .
, PCR
1.75X10"* ng/pL. PCR S
3.96X107° ng/pulLC  3), °
[17]
PCR
3 PCR gyrB rpoB o
:M.DNA DL2000; 1~7, DNA 100 ~106 ,gyrB rpoB
[18-19] .
2.4 2
379
PCR »36 ’ bp 752bp 2 DNA .
11 N N
4, 30.5%  38.9%; X PCR
PCR .
13 15 PCR
36.1% 41.7%, 6 . . . ,
16.7%C  2), PCR PCR
\ \ 1.75X10"° ng/ul,



[1]

[2]

[3]

[4]

[6]

7]

L8]

[9]

3.96 X10 ° ng/pL,

PCR

Figueras M J, Aldea M ], Fernandez N, et al. Aero—
monas hemolytic uremic syndrome. A case and a re-
view of the literature [ J]. Diagn Microbiol Infect Dis,
2007, 58(2):231-234.

Fraisse T, Lechiche C, Sotto A, et al.
spp. infections: retrospective study in Nimes Univer-
sity Hospital, 1997—2004 [J]. Pathol Biol, 2008, 56
(2):70-76.

Aeromonas

’ ’ ’

[Jl. , 2015,
34(10) :640-646.
[Jl. , 2008, 24
(1) :45-49.
[Jl. , 2015,34

(11):673-682.

, , : L],
-2008,24(12) :1100-1102.

“ ”
’ s ’

L1l » 2009, 36 (10)
1571-1576.

Méndez ] A, Mateos J, Beceiro A, et al. Quantitative
proteomic analysis of host-pathogen interactions: a
study of Acinetobacter baumannii responses to host
airways[ J]. BMC Genomics, 2015, 16(1):1-21.

[M]. 4

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

(18]

[19]

, 2007.
(1. .
2014, 33(12).785-789.
[Jl. , 1997, 24(2).
104-106.
[Jl. , 2010, 24
(4):489-493.
[Jl. , 2010, 29(3):156-161.
[Jl. , 2016, 35(4);
426-430.
PCR [I].
, 2013, 35(4):304-307.
. . ’ . PCR
(1] , 2008,
26(6) :422-424,
[Jl. , 2015, 34(2).128-134.

Chacon M R, Castro-Escarpulli G, Soler L, et al. A
DNA probe specific for Aeromonas colonies [J]. Diagn
Microbiol Infect Dis, 2002, 44(3):221-225.

. rpoB

’ s ’

[G1// . .

2013

,2013:103.

Establishment of Duplex PCR for Detection of Aeromonas veronii

and Acinetobacter baumannii from Turtles

DING Li', DAI Xiaomei', FANG Zhenhua*, WANG Jichao', SHI Haitao'
(1. College of Life Sciences, Hainan Normal University, Haikou 571158, China;

2. School of Biological Engineering, Hainan College of Vocation and Technique, Haikou 570216, China )

Abstract: In this study, a duplex PCR (dPCR) was established and optimized to detect pathogenic bacteria

Aeromonas veronii and Acinetobacter baumannii simultaneously in turtles, and two sets of specific primers

were designed for development of the duplex PCR. After optimization of PCR components and reaction

profile, a duplex PCR method was established. The results showed that the assay is highly specific to A.

veronii and A. baumannii, and no-target pathogens were detected with the minimum detectable nucleic

acid concentration of 1. 75X 10 ng/uL in A. veronii and 3. 96 X107 ng/uL in A. bawmannii, more sensi-

tive than conventional methods. The duplex PCR established in this study is specific and sensitive, and

will be useful for clinical detection and identification of A. weronii and A. baumannii.

Key words: Aeromonas veronii ; Acinetobacter baumannii ; duplex PCR



