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Figure 1: Asian sea urchin with symptoms: ulcer (red

arrow), intestinal enteritis (yellow arrow) and pale
liver (blue arrow)
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Figure 2. Electrophoresis of PCR product of Vibrio sp. specific gene (Ribosomal RNA) on 1.5% agarose gel.
Lane 1: Control negative, Lane2: Control positive and Lane3: PCR amplification of 16S rRNA gene of suspected
Vibrio sp. isolate (668 bp), Lane4: Ladder (100 bp)
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Figure 3. Electrophoresis of PCR product of V. alginolyticus Collagenase gene on 1.5% agarose gel.

Lane 1: Ladder (100 bp), Lane2: Control positive, Lane 3,4,5: PCR amplification of Collagenase gene of suspected V.
alginolyticus isolates (737 bp), Lane 6: Control negative

Gz Gow Job j0 (Shy9m 2U 0 b 3l eals gilwlas V. alginolyticus as)os dloas :f Jgus
Table 4: Number of V.alginolyticus isolated from farmed marine fish during the research period

siwlas Jxo KW alas olaxs byo 2l ags
by = S pepm —lje 1. YOIAY Al ol
O5erm = plsjes AL Al e
Slise> 7Y+ AY V. J5ele
o> 7 AYY ¥ Sils
alas FA S

KU141336.1 Vibrio alginolvticus stram VA2
7

99 L DQ097161.1 Vibrio alzinolvticus strain ZJ4107

b MKE30217 1 Vibrie alomolvticus A TP-dependent Clp protease ATP-binding

KX425012 1 Vibrio alemolvticus stram WW/I

MH029156.1 Vibrio aleinofyticus stram wemVal

99 ——— @ MWES4505.1 Vibrio alginolyticus strain IR-Vac-V.a-2020

88
MWBI6322. | Vibrio alomolyvticus stram IR-V.a-2020

CP014134.1:533708-536152 Vibrio diabolicus strain LMG 3418
sl b awglin yo V. alginolyticus 65 5) p doaims (o9 lod S yd 3551 3 9y b 3U5MS (45 00ud sy S fodud s y0 F S
sas Ll YL slacl .Cawl ouls asine 30,8 565 b o yo (w50 axlllac 3550 digoi NCBI Sledbl oL 10 09250 s los
S 1S5 Ve 31 g @yl gy polie A1
Figure 4: The Maximum-likelihood phylogenetic tree based on the collagenase gene of V. alginolyticus and other

stains in NCBI with Kimura nucleotide evolution model. The sample studied in this tree is distinguished with a red
bullet. Numbers above the internal branches are bootstrap values after 1000 replications
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Abstract:

Bacterial diseases are a major challenge and warning to the development of aquaculture industry.
Vibriosis is caused by bacteria of the genus Vibrio, especially Vibrio alginolyticus, in warm and
temperate regions, which cause severe damages to the marine fish production economy every year. The
aim of the present study was to isolate and identify this bacterium from farmed marine fish with bacterial
septicemia symptoms in the farms of the southern provinces of the Iran. A total of 130 fish were sampled
and isolated bacterial samples by conventional methods. Isolates were examined for biochemical and
molecular properties using specific primers of 16 S rRNA and Collagenase genes to identify Vibrio sp.
and alginolyticus species by polymerase chain reaction, respectively. Molecular analysis showed that
109 isolates out of 119 suspected isolates of Vibrio genus were confirmed as Vibrio genus; also, 48
isolates belonged to V. alginolyticus. It is concluded that the cause of more than 44% of cases of vibriosis
is caused by infection with V.alginolyticus. For the LDso determination, 250 Asian sea bass were used
and the lowest LDso calculated for Vibrio alginolyticus isolates was 1.83x 10 8 fish/CFU. The results
showed a significant role of vibriosis as well as a high percentage of V. alginolyticus in bacterial
septicemia in the studied fish.

Keywords: Cultured marine fish, vibriosis, Vibrio alginolyticus, Polymerase chain reaction,
LDso
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