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1.5 PCR 2
16S rRNA , 2.1
e (TaKaRa) :
F5 ' -CTAGAGTACACATGIACTINAAG 3’ R5 '- ,
GGATTTTCCACTCCCATIAG3  PCR 0.2—1.2mm , D2 D3
TA 1mL0. Inol/ LTE(pH7.4) 2.2
,8000r/ min 5min, D2 O3 TA BHI
10QLTE . AL PCR 5L PCR 28 37 20
, Tag  2u(Pomega ) 10 x , 15 ,24h
L Mgl BIL 10pnol/ L dNTP .10 9h
(Takara ,2. 5mnol /L) §IL : 45
94 3mn 94 1Imn 55 1mn 2.3
72 1.5min, 35 , 72 2.3.1 D2 D3
10min , L 2% ,
(90V ,90min) 100bp ( 2
Ladder (Takara) ;BioRad GalDoc2000
1.6
& /
. F .
1.7 \ ’ ,
5 Dl
, 100 —120g/ s »1 .
1 N
4.0%x10° 4.0x10° 4.0 2
x10" 4.0x10° 4.0 x 10°CRU/ nL , 0. 4nL/ L o2
, Fg.1 Microgaph o the isolate SO-2( x 1000)
24 —27
' 2.3.2 B
LDs  Reec-Muench L4l 10 45
1.8 VP
, 55 —65g/ 1
7 2.4 PCR
3.5x10° 7x10° 1.4x10° 2.8 165RNA FCR
10'CRU/ L | 0.2m/ 2 : -2
, 24 —26 -3 :
300bp , 16SRNA
1.9
’ 20— 25
23g/ 5.0 x 10° ’

5.0%x10° 5.0 x10° 5.0 x 10°CRU/ nL ,
0.4m./
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1
Tab.1 Phydo-hiochemicd characterigics of two ilates
Item 02 O3 Re erence Item 02 O3 Reference
drains drains
10 + + + Méibiose - - -
45 - - - Sarch + + +
Cadae - - - Sucrose + + +
6.5 %Nad - - - Sicin + + +
Herolys's B B B Argnine + + +
Esculin + + + VP - - -
Hippurate - - - Fuoose + +
Ureae - - - Ribose + +
Quoose + + + Mannitol + +
Alkdine
Lactose - - - + +
phophatase
Inulin - - - a- - -
Arabirose - - - B- + +
Reffirose - - - - ; B
Srbitol - - -
) ATCC20177  ATCC29178 151
, 02
3 L Cso 4.8 x 10°CRU/
1.9x10'CRU/ D3 02,
(02>1.6x10CRU/ ,303>1.6x10°CRU/ )
) , 24h
, 2d
( 10d) , SO3
1.6 x 10°CRU/ ) 1 ,
2 16SRNA PR 1.6 x 10°CRU/ , 2 ,
Fg.2 Idertification o 163RNA gene of two ilates by usng PCR )
1.902;2.903;3.BSK-10
2.6.2 02 S0O3 -2
) ’ 03 4 4
02 03 ,
2.6
7 x 10°CRU/ , 100 %
2.6.1 S0O2 O3 R0,
2 03 3 ' ’
, 2
302 03
D3 LDs 2.8 x 1°CRU/ 8.3 x
, 1.6 x 10°CRU/ , ,
83%  90% 10°CRU/
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2 02 O3 (mm)
Tab.2 The senstivity o two ilates to antibiotics
Antibecterid agents 02 03 Antibacterid agents 02 03
Peridillin 21 18 Unagyn 17 15
Anpicillin 26 28 Bacitracin 17 16
Aperacillin 20 22 Rifampicin 19 19
Cephalexin 2 23 Medimycin 20 18
Cephalexin 15 2 Neomycin 10 12
Chloranphenicol 19 18 Nitrof urantoin 20 20
Doxycydline 21 21 Oxagillin 18 2
Erythromycin 21 18 Tobramycin 11 14
Vancomycin 18 18 Cefohid 24 24
3 02 03 ( / )
Tab.3 Pahogenicity o two isolates to red drum(dezath ro./teg mo.)
1.6 x10° 1.6 x10° 1.6x10 1.6 x10° 1.6x10° LDso
Srain (CrUl ) (cRru ) (crur ) (crur ) (crur ) Qortrol (crur )
02 56" 2/10 0/ 10 0/ 10 0/ 10 0/10 4.8x10°
D3 9/10 7/10 46" 0/ 10 0/ 10 0/10 1.9x10
4 02 O3 ( / )
Tab.4 Pathogenicity of two isolates to tilgpia(death ro./ teg mo.)
7 %108 1.4 %108 2.8%107 5.6x10° LDsp
Srain (crUl ) (cRu ) (cru ) (CRU/ ) Qortrol (CRU/ )
02 55 25 15 o5 05 2.8x10°
D3 5/5 35 U5 05 0/5 8.3 %10’
26.3 S0O2 903 02 1—=3d ,
03 02 03 LDsp
D2 03 , 9.6 x 10°CRU/ 4.2 x 10°CRU/
5 02 SO3 ( / )
Tab.5 Pathogenicity of two isolates to nouse(death ro. / tes mo.)
2.0x10° 2.0x10° 2.0%10° 2.0x10° LDs
Sran (crul ) (cru ) (cru ) (CRU/ ) Qontrol (CRU/ )
02 55 35 5 o5 05 9.6 x 10°
D3 55 45 25 o5 0/5 4.2x10°
( 20 % —30 %)
3
LDso , 4.8 x 10°CRU/ 1.9 x
D2 D3 10'cru/
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5—7d 1991
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, 1995 —
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1976 -2 O3 LDsy 9.6 x
: 10°CRU/ 4.2 x 10°CRU/
50 4.5 20.2
19.8 )
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ISOLATION, IDENTIFICATION AND PATHOGENICITY OF STREPTOCOCCUS INIAE
ISOLATED FROM RED DRUM SCIAENOPS OCH.LATUS

SHEN zhi-Hua'? QIAN Dong® XU WenJun® QU Jinr Hua® and SHAO Jian- Zong'
(1. Colege d Life Sdences , Zhgiang University , Hangzhou  310012; 2. Zhgiang Indtitute f Freshwater Fisheries, Huzhou 313001;
3. Zhgiang Institute © Marine Fisheries, Zhoushan  316100; 4. Huzhou Central Hospital , Huzhou  313000)

Abgract :In recent years ,red drum( Sciaenops ocdllatus) became the ecoromic inportant pecies of marine cage-culture in Zhe-
jiang Province. During Sgptember to October 2001 ,cortinuous nortdity of cage-cultured red drum was recorded in Zhoushan,
with the synptoms of skin ledons ,exophthadma and d sorientation ,etc. Two bacterid drains SO-2 and SO-3 were iolated from
the kidney of noribund red drum. The pathogenicity of these two isolates to red drum tilgpia and nmouse was tesed. The LDy, of
-2 and SO-3 to red drum were 4. 8 x 10°CRU/ fish and 1. 9 x 10'CRU/ fish to tilapia 2. 8 x 10°CRU/ fish and 8. 3 x 10'CRU/
fish to mouse 9. 6 x 10°CRU/ nouse and 4. 2 x 10°CRU/ nouse , repectively. The challenged fish presented the silar external
dgnsto naturd infected red drum,such as exophthdmia and disorientation. These two ilates were prdiminarily identified as
Streptococcus iniae With the characterigics of gramrpostive cocci in chains, catdase negative and beta-henolytic ,groath under
10 and non-gronth up 45 ,hydrolyzation of escuin and argnine ,\Voges Proskauer ,urease ,and hippurate teds negative fer-
mentation of gucose ,sdicin,sucrose and garch ,ronfermentation of arabinose ,inulin ,lactose ,melibiose ,reffinose and <orhitol .
They were highly senstive to armpicilin ,vancomycin and cefazolin while resgant to gentamicin ,conpound suifamethoxazole ,lin-
comycin and norfloxacin. Rolymerase chain reaction (PCR) of 163'RNA gene was carried out by using the primers ecific for
Streptococcus iniae and a 300bp product was identified with 2 % agar e ectrophored s which corfirmed the identification of these
two ilates as Streptococcus iniae.

Key wor ds :Red drum( Sciaenops ocdlatus) ; Pathogenicity ; Streptacoocus i niae; |dertification



