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, *1 34F5
16S rDNA ) Tab.1 Primer sequences
Cc4 (AS-C4),
(bp)
CGMCC No.7335
0] pGFPuvF549 CATGCCCGAAGGTTATGTAC
pGFPuv , : 430
pGFPuvR978 TGTAATCCCAGCAGCAGTTA
120 SV1 GACCCTGACTGGTGATGTTTC 542
; 113 g£20 g, SV2 CATCAGCAGGCTTCAGAGTCA
12°C, 1, 1 1.2.3.3
, 3 AS-C45™? LB (
1.2 sk 200 pg/mL) (28°C),
1.2.1 AS-C4 kB ’
- S-C 1/1 000(v~), 24 h 1,
AS-C4 LB .
. , 28C 48 h,
OD60() 0.5~0.8 N 30 min, _
4°C, 2 500 r/min ll()o(r;un, ddH,O ( / 1<100%
( ) o O ) 124 AS-C4%7
( )s 10%
100 pL/ 1.5mL ,—80°C 1241
120
1.2.2 pGFPuv AS-C4 ’ 60 AS.CA9P 28
[11] 100 pL
200 pgml) LB LB 18~24 h,
m
. He 2.65x10"cfu/mL
, 28°C , ;
100 L 2.65%x10 c¢fu/mL
AS-C4 GFP h 100 L
, AS-C45™P
1.2.3 GFP (AS-C4°™™) Ih 4 h
( 5s
12.3.1 );
gfp
(AS-C4) GFP AS-C4°F?,
1.2.42 AS-C4°*P
1.2.3.2 PCR
pGFPuv (NCBI accession no.U62636), >
Primer5.0 gfp )
pGFPuvF364 pGFPuvR971, SV1 LB ( 200 pg/mL),
svali2l vapA(EMBL 28°C 48 h
accession no. M64655), 1
AS-C4°FP 10 uL , 1L 1.2.43 AS-C4°"F
PCR PCR 1 94°C 10 min, (N=4)
30 : 94°C 30 s; 53°C 30 s; 72°C
30 s, 72°C 5 min PCR 1% , 1 10(m/N)
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10 100 , 2 100 pL
LB (
200 pg/mL), 28°C 48 h
2 #XR
2.1 B34 E AS-C4ACTT ¢4 iF ik A= AL
pGFPuv
, (AS-
C4GFP)
AS-C45F? LB
, AS-C45F?
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2.2 AS-C4CFP 84 % b
AS-C46FP

2 GFP

Fig.2 Cells of GFP-tagged A. salmonicida strain AS-C4°™?
A. AS-C4°""; B. AS-C4

2.3 AS-C4°*" & PCR #)
PCR ( 3):  AS-C4°F

1 2 M 3 4 5

3 PCR GFP AS-C4°™P
Fig. 3 PCR amplification of vap4 and gfp gene fragments
from GFP-tagged AS-C4%™
1. AS-C4°™ ; 2. ddH,0; M. Marker DS200; 3. AS-
C46FF gy ; 4. pGFPuv gfp ;5. ddH,0
1. amplification of vapA4 fragment from AS-C4°?; 2. ddH,0;

3. amplification of gfp fragment from AS-C4°""; 4. amplification of
gfp fragment from pGFPuv; 5. ddH,O
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£2 AS-CATTRAEMHRMER
Tab.2 Results of AS-C4°™ stability experiment

AS-C4°F
1 2 3 4 5 6 7
(%) 100+0 100+0 100+0 100+0 100+0 100+0 95+1
o4O 3 Wi
( 4 pGFPuv
, GFP 5
gy (AS-C4°™),
AS-C4°F
( 1 , AS-C4°FF
( 2 PCR
vapA  gfp .
« 3 pGFPuv
[13]
4 AS-C45™F pFPV25.1( ) (4.
hydrophila),
Fig. 4 Detection of AS-C4%™" in the spleen, liver, and kid-
ney of dead Atlantic salmon ’
S, L. K. GFP
S. spleen; L. liver; K. kidney pWSKI129( ) ,
GFP 4]
GFP
2.5.2 AS-C4 pEGEPuy
(V=4) AS- GFP GFP
C4F, , 2.6x10" CFU/g ,
Q)
400 ’
_ 350 ’
20
E 300 s
O
S 250f ul )
< 200
g [15]
2 150}
s
T 100}
2 S50t - gfp
pWSK129 Ah4332
0 |+| " L s L= cF e
G S L K I Sk M AhJ-1, Ah4332 70
e
100%; AhJ-1
5 AS-C4GFP 10 S Wang 1]
. GFP . 1. .
Fig. 5 Numbers of AS-C4”"" in different tissue samples of pFPV25.1 (E.
dead Atlantic salmon
G. ; S. ;L. ; K. ;L ; Sk. s M. tarda), ’
G. gill; S. spleen; L. liver; K. kidney; 1. intestine; Sk. skin; M. muscle 7d 100%
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Abstract: Aeromonas salmonicida is a typical causative agent of furunculosis in salmonids and causes considerable
economic loss in salmonid farms. In this study, we used electroporation to transform a pGFPuv plasmid into the A.
salmonicida C4 strain and successfully obtained a green fluorescent protein (GFP)-tagged strain AS-C4°™". The
AS-C4% P strain grew well on plates with ampicillin and could be easily identified as bright green fluorescing colo-
nies under UV light. The results from viewing AS-C4°"" under a fluorescent microscope as well as our polymerase
chain reaction (PCR) detection of gfp and vapA verified that we had successfully transformed pGFPuv into 4. sal-
monicda. In an artificial infection experiment, we used the streak plate method to isolate AS-C4°"" from the spleen,
liver, and kidney of dead Atlantic salmon (Sal/mo salar) and the results showed the spleen to have the most
AS-C4°F". GFP-tagged AS-C4°*F made A. salmonicida more easily and specifically detectable, thus providing good
biological material for the study of the infection route of 4. salmonicida in Atlantic salmon.
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