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Selective isolation and identification of Laribacter hongkongensis from the intes-
tine of Ctenoharyngodon idellus

PAN Hou jun, WL Shu-gin. LI Ning-giu. SHI Cun-bin, L1 Kai-bin, GONG Hua, TAD Jis-fa. CHANG Ou-gin
(Pearl River Fishenies Bosonrch Instiwte. Chinese Academy of Fishery Scencom, Gusngshou 10380, China)

Abstract: Larthacter hongkongenss ,a novel genus and species associated with community-aequired gastro-
enteritis and traveler”s diarrhea was first isolated in Hongkong in 2001 from the blood snd empyemic pus of
a cirthotic patient with bacteremia and empyema. Then it was sought in [secal specimens of six patients
with community-acquired gastroenteritis. And then it was isolated in freshwater fishes such as grass anp
( Crenoharyngodon wdellus ), big head carp{ Arastschthys nobilis ), mud carp ( Cirvhing molitorella ) and
largemouth bass { Micropterus salmaides ) and also in minced [reshwater fish meat by Law et al in 2004,
Since L. honghongensis s harmiul to human health, the research of L. Aonghongensis s nocessary.

In this study, Celopernmone Macconkey ager was used for sclective solation of bacteria from the s
tine of grass carp [ body weight 2.0 - 2.5 kg) cultured in some [arms of Guangdong Provinee. Five strins
of typical shaped bacteria colonies were obtained named GRAL, GRA2, GREI, GRE2 and GRC1 from five
grass carp respoctively . They were identilied by biochemical charsctenistics, scanming and transmission dee
tron microscope and 168 fRNA gene sequence analyses. The sensitivities of the 5 strains 1o 14 antibiotics
were tested by [ilter puper diffusion method. The results showed that the culture-positive of the typical
shaped bacteria colonics was 41.7% (5/12) from the intestines of the fish. All strains could grow on noe-

mal nutrition sgar. &8s oclonics about 1 mm in dismeter &t 48 h incubation at 28 C . And their colonios were
non- hemolytic, gray and 1.2 — 1.5 mm in disgmeter on 5% sheep blood agar. The formes of all oolonies on

thie three kinds of agar were circular with smooth (ace and swelled-like center. All the five strains wese mo-
tile with bipolar Magellse, seagull in shape, 1.6 < 2.5 pm in length, 0.43 - 0.57 pm in dismeter under scan-
ning and transmission electron microscope. They were gram-negative bacteria, oxidese, catabise, uresse sud
arginine dihydrolase positive. And they reduced nitrate but did not ferment, oxidize, or assimilate 15 kinds
of tested sugar such as gluoose, laciose, etc. The study showed that the morphological and biochemical
charscteristics of these five strains were similar w the 6 strains of L. honghongenss isobuted from the six
patients with community-acquired gastroenteritis by Woo et al. Partial of 165 rRNA gene of the seleive
isolates was amplified by PCR, and the PCR product was analyzed. The length of PCR product was 985 bp
except primer-combined region. This sequence was blast GenBank 10 analyze nucleotide identities with ot
er bacteria by Vector NT1 suite 9.0 software. The result showed that the sequence was 97. 7% - 99.0%
homology with that of & strains of L. hanghongensis, such as HKUI in GenBank . just only 1-
2 hase diflerence. But its nudeotide homology 1o that of major pathogenic bacteria of freshwater fish such s
Aeromonas hwdrophila , Edwardsiella tarda and Pseudomonas fluorescens was less than B4.4% . In an-
clusion, the selective isolates from the miestines of grass carp were delined as L. hongbomgenss based o
the morphology in TEM, bochemical charsetenstics and the 165 rRNA gene sequence analyses. The nest of
susceptibility of the five strains 1o 14 kinds of antibiotics showed that all the five strains wene sensitive 1
gentamicin, levofloxacin, sulfamethoxazole, norfloxacin, kanamyein and mid-sensitive to amoxicillingclave-
lanate, ampicillin but resistant 1w penicillin and rifampicin. There were some differences in susceptibility o
other 5 kinds of antibiotics smong the five strains. [t indicted that the suscoptibilities to smoxicillingclovu-
lanate and imipenem of the five strains solated from the grass carp in this experiment had some dilference
with those isolated from human being by Honghong scientists.

Key words: Laribacter hongbongensiss Clenoharygndon idellus ; selective wsolation; identification
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