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Abstract; In May 2016, an epizootic occurred among cultured tongue sole caused mass deaths in a fish farm in
Qinhuangdao, China. In order to find out etiological agent ,a strain of bacterium was isolated from the aseptically
collecting ascites and other tissues of sick tongue sole .The isolate was identified as Photobacterium damselae
subsp. damsela by isolation culture, Gram staining, physiological identification, morphological observation,
biochemical identification and 16S rDNA sequence analysis. It is showed that the isolate shared 99.6% homology
with reference strain in GenBank. The results of animal regression test showed that the isolate can pathogenic and
the pathogenicity was relatively strong. The LDy, of was 3.1x10* CFU/mL, and pathogenicity to mammals. The
results of the antibiotic resistance test showed the isolate was highly sensitive to Norfloxacin, Enrofloxacin,
Ciprofloxacin, Maquindox; was insensitive to Gentamicin, Ceftriaxone ,Tilmicosin and so on, and it had different

degrees to other drugs.

BESWH . WA BHE TR G #NI E (159266201 ) ; 25 2 5 ik RRk 23 1 (201401 A067)
EBRIN: A 6, LA, EE N S E Yo Tk ok, LRSS — 1R .
BIEE. 54, E-mail : Ggs1964@ 163.com



<20 - o E 2 2 2018 4F 2 HAS 52 B5E 2 1)

Chinese Journal of Veterinary Drug

Key words: tongue sole; Photobacterium damselae subsp. damselae; isolation and identification; antimicrobial

susceptibility test

2 N A1 K SEFF B ( Photobacterium damselae) X
PRI, 2 1 8 2 QR PEBRAT 1, 4 36 A\ f
V. Fh ( Photobacterium damselae subsp. Damsela; PDD)
Ml A% 0 3 A ( Photobacterium  damselae  subsp.
Piscicida ; PDP ) ANV, 736 [ H A R A1
] F 36 K IR A PR R LR R Y R R R
g JerL TR HH ) E BN O R — LS BUW TR, )2 AT
TE T K S 5 4 T sy v oA W1 i 1 4
b BENS IR 2R TR T 2 1 R HESE T
Fan 28 B RR a0 O TR B 650 BE T X MR
01005 AT B AR, 1 A R IR T 5228 Ak g
Yy erishd” . FEE TR FL B T, 1988 4R K
A8 25 N A0 R T TR & N A0 Tl A & 95 9 W) 8 K
PRPAF B A I DR 28 3 O UL Il A | AR 3%
I, BT G 0 L I, DT R 5 K T R e L B T R
L, AR g L E R AT, XA,
PDD & —Fh At B I, pLos e 2 68 T
Eh K B JROK SRR I Bl B v i e A 1 AT
A2 TRAR IR BE M A I A B 3™

2016 4F 5 H, %% B 5y 1ii B 2R B B K 57 5
M, KA E BRI IRIE T, SET- R 5A 25%, Jfa
WO, AT 2l e e (R R 5t 0, I 3 s
I, A7 P 25 0 5 0 A6 T D Jp 3 e, B K ™ R,
JEREE A B S, B MR AT 5 DA 4 P 2
RBBE IR, J17 PCR 4808 B AL HRM: 50 | e &
E ST B R R N S AR
1 # 8
L1 moebRe s WdbZe B2 5 B AR B AL K SR
S AE T B A0 (R EAE 420~ 780 g Z[A],

1.2 sistR HmE BRI, WA 5
e Bk el VA B AR A BR A ) 5 I B PR (A
T B 2 A TR A A B A W) 5 250, T
A BT A kR /A ] 52X Es Taq MasterMix, 14 [

FER 4R /A F] ;168 tDNA BT S, ¥ hdb st T
AW TREA IR A G S RE R bR DHS o S8 =
TRAFATB 4 H 3l LSS 08 RS0, o ik A LR A
FJA 7 ID32E % i) 250 B bt g3 B AE W e
AREARAF,
1.3 Zxshdy I B0 B K 5 i
Hb, A HE 2 200 o/ F& 5 TE TS BALB/c /NRR, 1 1
[ = 2R B S 90 S 9 T 5 S 30 gl il B T 4
FESCEE F R LA, LGS I A8
2 77 ik
21 HHAamEER
2.1.1 @HENSBRALS 5L TORCREOME
38 FRBUE 1,30 CHEFR 12 h, PR B R T —
RVE , PRIBCA TR V% T R30G5 A T B I8 TR 2 i
P WL 5 XoF 53 185 TR AR HHE A 7 2 = T L 8 B A, WL 456
TR G R P SO S 38 HUOE 34 TR 9 4 b T 3l
LB ARG 5 R T A S i s g Pl 1, 43
JE T 30 °CHI37 CHEFE 12 h, WE B R E &
F37 ALK,
2.1.2 % B4k 16S 1DNA LB 55 o047 i
GBS TR AR R R A T LU R AR AT PCR, 514 R
27F(5~AGAGTTTGATCCTGGCTCAG-3") il 1492R
5~GGTTACCTTGTTACGACTT-3") , 50 wlL PCR &
% :2xTaq PCR Mix 25 pL, EIFES4 1 pl, R
P11 pL,ddH,0 22 pL, &tk 1 pL, B E 5K
R BL, 5 pMDI18-T # #J5 % A DHSa KN T B Je%
AN BREATEVE PCR RN | FH 1 T kAR U KL
FEREMF

P25 R 25 PFEJ5 , 76 NCBI I Blast TAEX
AT B LT, A R A T R 51 LA KA
SR P 16SIRNA J3 41, E4T7 [RIUR M43 B A 2 R
GREM,
2.1.3 Atk R ATB Al fb¥EE RS,



25 4R35 2018 4F 2 AR 52 455 2 1

Chinese Journal of Veterinary Drug « 21

N853R R D I IR AR 4 3R AL R Y R AR
FRERIK , AR TRV MG B & 0.5 22 R EE, PRI TR
A ID32E Az b4 e AR S5 L, 40 wL/ AL,
FEAEIRE R 252 AL A — T 8™ i, B TS
H1 .30 CHEFR 24 hy H 78 15| W SE 5 LA — i
James Y¥ S IRAUAE T ATB A sh% e RE it
TT%E,

2.2 HEGRE IR SE E IR bR R S
(NCCLS) HEFZ bR UE K-B 48 F 304 iR 0 45/ Fn
S5

2.3 BB ERE X2 HE LD,

23.1 HHEmIERE KA IR B E T
LB 15353 30 °C 5555 10 h, FAE FRER K Pk 7%, P4 2%
WA 1.0x10° CFU/mL, #EHL 12 H {5 i fh |
BEMLAT AL 3 41,2 NSCIedl, 1 X, fEdl 4 2,
SEIYCH A RIS T 0.2 mL B, ST 0.2 mL
AHER K ELEINER 4 d, 0 s 5 10 K R AE T
T, I X FE AT A B 20 B 2

232 2 BAMNES & LD AN EEEEE
it 60 F2, BEMLAT K 6 21,5 20 S04, 1 4 ht
WRZ, R4 10 B, KA BER K AR B TR 2 1.0
10°.1.0x10° ,1.0x 10" . 1.0x10* | 1.0x 10* CFU/mL
TN SERREE | S0 20 B R R IR T 5 0.2 mL B,
X B 2H B P I M 0 O SRR A R OK . REfR
72 h WLEE B AL T AE B, E IR R iR
LDy, , FFRHi L (AT RS A T 53 B 0

2.3.3 & B @A BALB/c A R H LD A BEHL
5 BALB/c /MR 60 H, 441 Ab#i[F] 2.3.2, FIK
AR BRE KR B E R 1.0x10° 1.0x107 1.0x10°
1.0x10° \1.0x10* CFU/mL FLAS2E0BE T, 5256 20 /N
SR s 1 8 0.1 mL BRIV, W R 2 1 S 46 (R AR A 1
oK HARHEAER] 2.3.2,

3 & B
3 HHEABELER
301 mE S BERE R WL T TR

H— R e AR A R B BOE e

IR i1 2 8 57 vh A RN TR %, S BRI Y B
TIPRIL (P 1), Ry 22 R B TE R BRAT B (18] 2) o

B1 SEEDREER

Fig 1 Blood agar medium
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Fig 2 Gram staining
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Fig 3 PCR result of 16S r DNA gene from Isolated bacteria
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Tab 1 Main phenotypic traits of the isolate

AT H 4 AT H ERE S
d-#i%pE GLU + 5 WHEA A HE R ER SKG -
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d-TH iz MAN - 51 IND -
N 24k MNT - d=2RFLBERREL R 1L GAT -
DBz A EE DARL - d-£F4E 5% CEL -
L RARWRITIHER AspA + Il 4: 25 4ERE ADO -
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- 2EH o MAL - o~ HIE T o GLU +
d-Z2 21 MAL + JRZ G URE -
B N LA EMNE B NAG + d-1LALEE SOR -
HEAE SAC - 4T RP +
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L + 37 CHEK +
“+T IR - SRR,
" +" positive ;" =" negative.
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3.3.1 BRI RE S E R ERE
FRATES TR 12 h 5 BT, 36 h @401 X E 4
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JEF U Jieb ik, B il BB 18 1 3 5 S5 0 4 5 TR P i bR A
FF o BT 85 60 P RS0 2 AN B 85 77, 15 IR Bk Ty

BB PCR S LRSS, B 120 TE 5 3R
o B B85 £ 1A DA O 25 ) A TR — 3, 240k 6 N RO
I

332 A BEAMER & LD N 5 MR
oS 1 AR R AEILEE 16 h R HBIETS B 1 2 4
Tl th 48 h NAERIET: SIS —JH 55 5 L FIXS
MRZATCAE T, MRAEER 2 B, A IRk R
i PDD X & 84 Y LD, =3.1x10* CFU/mL,

3.3.3 4B H AT BALB/c R #9 LD #eml 5L 1
H/NRTESEMIN TR 5 h J5 I ET, 5250 1.2 /)
BUAE 16 h PNAEBAET; X IR AT FET , 7 2L W4
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Tab 2 Median lethal dose of isolated bacteria

4151 S Eh Y/ R WJE/(CFU - mL™") I/ mL FET- R/ R FETZ2/ %
Group laboratory animals concentration dose Number of death mortality

1 10 1x10° 0.2 10 100%

2 10 1x10° 0.2 10 100%

3 10 1x10* 0.2 7 70%

4 10 1x10° 0.2 3 30%

5 10 1x10? 0.2 0 0%

6 10 0 0.2 0 0%

R3 HEEFHFIEERNER
Tab 3 Median lethal dose of isolated bacteria

2H 53] g R HelE/ (CFU - mL™") FlH/mL Pl V5 T2/ %
Group laboratory animals concentration dose Number of death mortality

1 10 1x10% 0.1 10 100%

2 10 1x107 0.1 10 100%

3 10 1x10° 0.1 8 80%

4 10 1x10° 0.1 2 0%

5 10 1x10* 0.1 0 0%

6 10 0 0.1 0 0%

4 L5 INE
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k22 3 HLRERS X A B A — & 1B 9T
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