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TOM TAT

Bénh xudt huyét 16 loét la mét bénh phé bién & ca chém trong dé vibrio dwgc xem la mot trong nhitng tdc
nhén gdy ra bénh nay. Khi nghién ciru vé tac nhan gdy bénh 16 loét & long nudi ca chém tai Van Ninh, Khdnh
Hoa, chiing téi dd sang loc cdc tdc nhdn gdy bénh tiém dn va cudi cing phdn ldp dwge ching Aus K0917 tir
thn ciia cd chém 16 loét. Két qua kiém tra ddc diém hinh théi va sinh héa ciia ching Aus K0917 da xdc dinh
chiing Aus K0917 1a vi khudn Vibrio harveyi. Két qua gidi trinh ti gen 16S rDNA ciia ching phdn ldp ciing cho
thay suw twong dong dén 100% voi trinh ty ching vi khudn Vibrio harveyi LS8 md dinh danh FJ937878.1. Béc
liee ciia ching Aus K0917 kha cao, Liéu gdy chét 50% quan dan cd chém khi cong cwong déc vao xoang bung
duoe xdc dinh la 10**cfu/cd sau 7 ngdy. Mioi bon ngdy sau khi cong cuong déc, khong thé phan lap dwoe vi
khudn V. harveyi tie nhitng cd thi nghiém con lai

Tir khéa: Xudt huyét, lo loét, bénh, V. harveyi
ABSTRACT

Hemorrhagic and ulcerative disease is a common disease in barramundi in which vibrio is considered
as one of the main causative agents. During the study on the causative agent of ulcer disease in barramundi
cultured in cages at Van Ninh, Khanh Hoa, we screened potential pathogens and finally isolated Aus
K0917 strain from the kidney of fish with ulcerated skin. This isolated strain was identified as V. harveyi by
morphological characteristics and biochemical tests. The results of 16S rDNA gene sequencing of the isolate
also showed 100% similarity with the sequence of Vibrio harveyi LS8 (accesstion FJ937878.1). The virulence
of the Aus K0917 strain is quite high. The lethal dose of 50% of the barramundi population via intraperitoneal
injection was determined to be 10*#cfu/fish within 8 days. Fourteen days after inoculation, V. harveyi could
not be isolated from the surviving barramundi.
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I. PAT VAN PE

Trong nhimg niam gan ddy, nghé nudi ca
bién & Khanh Hoa noi riéng va Viét Nam noi
chung ngay cang phat trién. Tinh dén nam 2020,
dién tich nuéi ca bién 1én dén 8700 ha va 3,8
tridu mét khéi 16ng, dat san lugng 38000 tn.
Trong d6 cung vdi ca my, ca chim va ca bop, ca
chém 1a mot dbi tugng nudi phd bién boi tée dd
tang truong cao va kha ning chong chiu tt véi
nhiing bién dong 16n ciia cac yéu to moi truong
dac biét 1a 6 man. Tuy nhién nghé nudi ca chém
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dang phai d6i mit véi thach thire 16n vé van dé
dich bénh. Hai virus thuong gip ¢ ca chém la
nodavirus thudc ho Nodaviridae gdy bénh hoai
tir than kinh & c4 chém giéng (Ransangan va
Manin 2010) va iridovirus (Girisha va cong
su 2019). Nhiéu nhém ki sinh tring duge tim
thdy ¢ ca chém nhu nhom nguyén sinh dong
vat (trang qua dua, trung banh xe, trung loa
kén...), san 1a don chu, san 14 song chu... gay
anh hudng truc tiép hodc gian tiép dén strc khoe
cua ca (Wendover 2010).
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Nhiéu nghién ciru da chi ra ring bénh do vi
khudn ngay cang gia ting & ¢4 bién no6i chung
va cd chém ndéi riéng. Ba nhom bénh do vi
khudn gay ra thuong xuyén duoc nhiac dén la
Streptococcosis, Tenacibaculosis va Vibriosis
(Wendover 2010). Vibriosis duoc xem 1a mbi
nguy hai thuong truc cho cac ddi twong nudi
bién néi chung va c4 chdm noi riéng. Trong do6
Vibrio harveyi 1a mot trong nhitng tac nhan phd
bién. Nghién ctru ctia Vii Khic Hung nam 2021
cho biét di phan lap duoc 175 ching vibrio tir
191 méu ca chém, Trong d6 ¥ harveyi chiém
ti 1& cao nhat (45,71%). Tuy nhién da c6 nhiéu
nghién ctru cho thiy doc luc cua cac chung ¥
harveyi manh hay yéu tiy thudc vao sy c6 mat
clia cac gen doc lyc & chung vi khuan nay.

Nghién ctru nay dugc thyuc hién nhim danh
gia doc tinh ctua chung V. harveyi gay dich
bénh 16 loét & ca chdm nudi 16ng tai Van Ninh,
Khéanh Hoa tao c& s& cho viée kiém soat va
phong ngtra bénh c6 hiéu qua sau nay.

I. VAT LIEU VA PHUONG PHAP
NGHIEN CUU

Chudn bj cd

Ca thi nghiém dwoc mua tr trai san Xuét
gidng sau khi kiém tra khang dinh dan ca giong
khong bi nhiém ¥, harveyi va dua vé Trung tim
nghién ctru Gidng va Dich bénh thuy san luu
giil it nhat 2 tuan trudc khi bat dau thi nghiém.
Céa duoc nudi trong bé 2000L voi cac thong
s6 mdi truong co ban duoc duy tri & mirc 28-
32ppt, pH: 7,9 — 8.3, DO >5ppm. C4 dugc cho
an thirc dn cong nghiép 2 lan/ngay va thay
nudc 2 ngay/lan.

Chudn bi vi khudn

Vi khuén ¥, harveyi (Aus K0917) phan lap
tir than c4 chdm bi bénh xuat huyét, 16 loét thu
tai 16ng nudi ca chém ¢ Van Ninh vao thang
9/2017 dugc luu gilr tai Trung tdm nghién
ctru Giéng va Dich bénh thuy san. Viéc dinh
danh chung vi khuan trudc khi sir dung cho thi
nghiém dua trén cac dic diém sinh hoa theo mé
ta ciia Bergey, 1994 va duoc giam dinh lai bang
phuong phap giai trinh tu gen tai Cong ty Nam
Khoa, Tp H6 Chi Minh. Ching vi khuan nay
duogc hoat hoa trong moéi truong TSB (tryptic
soy broth, Merck) bé sung 1,5% NaCl ¢ 30°C
trong 24h trudc khi cdy lai trén moi trudng

TSA (tryptic soy agar, Merck) . Khuan lac tir
mdi trudng TSA s& dugc nudi trong TSB b
sung 1,5% NaCl ¢ 30°C trong 18h. Thu vi
khuan bang cach ly tim & 1000g trong 15 phut,
rira 2 1an bang dung dich nudc nubi sinh 1y dém
phosphate (phosphate buffered saline — PBS,
pH 7,4) trudce khi pha loang tré lai trong dung
dich PBS d¢ dat duge mat do 10° cfu/mL

Xiac dinh ddc lwce vi khuan V. harveyi

Thi nghiém xac dinh liéu giy chét 50%
(LD50) ctia vi khuan ¥ harveyi dugc tién hanh
v6i 6 nghiém thirc. Mdi nghiém thirc gom 40 ca
chém (9,1 £ 0,2 cm) nudi trong bé 250L chira
200L nudc bién v6i cac thong sé méi truong
co ban duogc duy tri & muc 28-32ppt, pH: 7,9
— 8.3, DO >5ppm. Tat ca ca déu duoc tiém
0,1 mL dich huyén phu vi khuan V. harveyi ¢
ndng do 103, 10%, 10%, 10°, va 107 cfu/ca, ca ddi
chung dugc tiém 0,1mL PBS

Liéu gy chét 50% quin dan cé thi nghiém
duoc xac dinh dya vao ti 18 chét tich iy cua cé
0 céac nghiém thurc thi nghiém tai thoi diém sau
7 ngay ma khong co ca chét & bat ki nghiém
thirc nao. Cac s6 liéu thu thap duoc phén tich
bang ham probit trén phan mém SPSS statistics
22.0
1. KET QUA NGHIEN CU'U VA THAO
LUAN.

1. Mot s6 dic diém sinh hoc ciia chiing
Vibrio harveyi

1.1. Bic diém hinh thai, sinh héa ctia ching
V. harveyi.

Két qua phan 1ap vi khuan cho thay khudn
lac chung Aus K0917 trén moi truong TCBS
¢6 mau vang, tron déu, nhin bong, duong kinh
khuén lac khoang 2-3mm sau 24h nudi cdy &
30°C. Vi khudn bt mau gram am, hinh que
ngin, thing hodc hoi cong, khong hinh thanh
bao tir va c6 kha nang chuyén dong (hinh 1)

Két qua xac dinh cac dac diém sinh hoa cua
ching Aus K0917 bang KIT API20E cho thiy
hau hét cac phan Ung sinh hoa ctia chung vi
khuén nay trung khép voi mé ta vé chung ¥/
harveyi do Bergey’s mo ta nam 1994 (bang 1).
Chi c6 2 diém khac biét vé ddc diém sinh héa
0 cac chung nay so v&i mo ta cua Bergey’s la
phan ing Voges-Proskauer (VP) va D-sorbitol
(SOR). Tuy nhién, su khac biét vé hai phan tmg
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Hinh 1. Hinh dang khuin lac (a) va té bao nhudém gram cia V. harveyi (b).

nay ciing duoc chinh Bergey’s cho biét s& co
khoang 10% chung vi khuan xay ra khac biét
va diéu nay ciing da thé hién ¢ cac nghién ctru
cua Pretto, 2020 va Katarina, 2005. Vi thé két
qua nay cho thdy ching Aus K0917 dugc phan
1ap tir than ca chdm bénh 1a vi khuan ¥, harveyi.

Két qua giai trinh ty gen 16s rDNA cta

chung vi khuan Aus K0917 voi do dai 508 bp
cling cho thiy su twong dong dén 100% vé
trinh tu gen khi so sanh voi céc trinh tu gen
cia vi khuan V. harveyi LS8 ma dinh danh
FJ937878.1 do Li va cac cong sy cong bd nim
2011 trén Genbank (NCBI) (hinh 2)

TGGCTCAGATTGAACGCTGGCGGCAGGCCTAACACATGCAAGTCGAGCGGAAAC-
GAGTTATCTGAACCTTCGGGGGACGATAACGGCGTCGAGCGGCGGACGGGTGAG-
TAATGCCTAGGAAATTGCCCTGATGTGGGGGATAACCATTGGAAACGATGGCTA-
ATACCGCATAATGCCTACGGGCCAAAGAGGGGGACCTTCGGGCCTCTCGCGTCAG-
GATATGCCTAGGTGGGATTAGCTAGTTGGTGAGGTAATGGCTCACCAAGGCGAC-
GATCCCTAGCTGGTCTGAGAGGATGATCAGCCACACTGGAACTGAGACACGGTC-
CAGACTCCTACGGGAGGCAGCAGTGGGGAATATTGCACAATGGGCGCAAGCCTGATG-
CAGCCATGCCGCGTGTGTGAAGAAGGCCTTCGGGTTGTAAAGCACTTTCAGTCGTGAG-
GAAGGTGGTGTAGTTAATAGCTGCATTACTTGACGTTAGCGACAGAAGAAGCACCGGC-
TAACTCCGTG

Max  Total Cuery

ldent  Accession
score score cover value

Description

Wikrio sp. WikC-0c-005 165 ribosomal RRA gene, partial sequence 939 939 100% 0.0 100% KE&S77010.1

Wibrio harveyi strain LSS 165 ribosaormal RMA gene, partial sequence 938 939 100% 0.0 100% EJH9378Y51

Hinh 2. Két qua dinh danh bang phwong phap giai trinh ty gen 16S rDNA ciia chiing Aus K0719.

3. Xac dinh dc lwe vi khuan Vharveyi
phén lap tir ca bénh

Két qua thu dugc tur thi nghiém xac dinh
lidu gay chét 50% quan dan (LD50) cho thiy
ca bat dau chét sau khi tiém vi khuan V. har-
veyi vao xoang bung 2 ngay va tang manh &
ngdy thir 3 sau d6 giam dan. Pén ngay thir 8
khong con xay ra hién tuong ca chét ¢ tat ca
cac nghiém thirc va két qua kiém tra phan lap
vi khudn vibrio ¢ than cta cé thi nghiém & ngay
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tho 14 cho théy than ca hoan toan khoe manh
va khong nhidm vibrio. O nhom d6i chimg
khong co6 bat ki hién tugng chét ndo xdy ra, ca
khoe manh va hoat dong boi 16i binh thuorng
cho dén kh1 két thic thi nghiém. Liéu gy chét
50% quéan dan ca chdm khi tiém vi khuén Aus
K0917 vao xoang bung 1a 10** (hinh 3).
Két qua qua trinh theo ddi déu hiéu bénh
1y bén ngoai cua ca thi nghiém cho thiy ca
bénh thudong chuyén mau den sdm va hay boi
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Bang 1. Mt s6 dic diém hinh thai, sinh héa ciia cac chiing vi khuin Aus K0917

Aus

Dac diém K0917

Pretto,
2020

Katarina, 2005 Katarina,
(02/001) 2005 01/022

Nhuom Gram -
ONPG -
L-arginie (ADH) -
L-lysine (LDC)
L-ornithine (ODC) -
Trisodium citrate (CIT) -
H2S production -
Urea (URE) -
L-tryptophane (TDA) -
Indole (IND)
Voges Proskauer (VP) -
Gelatin (GEL)
D-glucose (GLU)
D-manitol (MAN)
Inositol (INO)
D-sorbitol (SOR)
L-rhamnose (RHA)
D-sucrose (SAC)
D-melibiose (MEL)
Amygdalin (AMY)
L-arabinose (ARA) -
Oxidase (OX) +

4+ 0 4+ 0 4+ 4

J’_

+ o+

+ 0 4+

+

1 1 1 1
I S R e L T T S
1 1 1

+

1 2 3 4 5 6 7 8 9 10

Thoi gian sau cdm nhiém (ngay)
a=@u=) 351077 e=@==? 35x1076 2,35x1075
2,35x10") e=@um? 35x10"3 e=@sNaCl0,9%
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LD50: 10%%°
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Ti 1é chét tich Ity (%)

0
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Log 10 cla ndng dd vi khuan Aus K0917

Hinh 3. Ti 1¢ chét tich lity ciia c4 chém sau khi tiém vi khuin V. harveyi.

long vong gan mit nude. Cac déu hiéu bénh
1y bén ngoai nhu mu mat, xo dudi, rung vay,
xuat huyét ngoai da, 16 10ét ciing duoc ghi nhan
trong qua trinh thi nghiém. Giai phiu bén trong
ndi quan cta ci cho thiy c6 hién tugng tich
dich & xoang bung, Xuét huyét gan, sung than
va dich 16ng ¢ rudt (hinh 4)

Vibrio harveyi dugc xem la mot trong nhiing
tac nhan gy bénh nghiém trong cho nhiéu loai
dong vat thity san. Vi khuan nay 1a tic nhan gy

cac bénh hoai tir gan tuy cip, phat sang, tring
dudi, ddm den ¢ vo tom he (Muthukrishnan
va cong su, 2019; Prayitno and Latchford
1995, Zhou va cdng su, 2012, Selvin va cong
su, 2005), bénh 16 loét ¢ hai sam Holothuria
scabra (Becket va cong su, 2010), bénh mun
mu ¢ bao ngu Haliotis discus hannai (Wang
va cong su, 2018)... V, harveyi ciing la tac
nhan gy mu mit & ca mang sira (Ishimaru
and Muroga, 1997), gay rung vay, 16 loét, hoai
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Hinh 4: DAu hiéu bénh Iy ¢4 chém nhiém V. harveyi. (a) mu mat; (b) xo dudi; (c) xuét huyét trén da;
(d) sung than, gan xuit huyét; (e) tich dich rudt gay suwng rudt.

tor co & ca mu (Shen va cong su, 2017, Zhu
va cong su, 2018) bénh mon dudi ¢ cac vugc
Lateolabrax japonicus, cé trap Sparus aurata
(Wang va cong su, 2002, Haldar va cong su,
2010). Vi khuan nay ciing 1a tic nhan gay viém
ruot & nhiéu loai ¢4 khac nhau nhu ca mu, ca
du doé (Yii va cong su, 1997, Liu va cdng su,
2003). Két qua nghién ctru nay cho thdy cac
dau hiéu bénh 1y bén ngoai cua ca chém nhiém
V. harveyi ciing twong tu v6i nhitg dau hiéu
bénh 1y & mot s6 loai ca bién méc nhiém loai
vi khuan nay da timg duoc bao céo trude day.
Doc luc cua cac chung V. harveyi rat khac nhau
& cac nghién ctru khac nhau. Nhiéu bao cdo chi
ra rang doc luc cta vi khuan V. harveyi phu
thudc vao su ton tai cua cac gen doc luc luxR,
toxRVh, chiA,,, trong ban than cua vi khuén.
Nghién cttu ciia Iwamoto va cong sy nam
1995 cho thdy liéu tiém 1,1x107cfu/ml ¥
harveyi vao xoang bung da gy chét 50% quan

TAI LIEU THAM KHAO

dan ca song (Trachurus japonicus) sau 4 ngay.
Liéu gy chét 50% quan dan cua vi khuan ¥,
harveyi d6i véi cac loai ca ma den (Epinephelus
coioides), ca chém chau Au (Dicentrarchus
labrax), luon Nhat Ban (Pralichthys olivaceus)
va ca 10 bién (Sebastes schlegeli) 1an luot 1a
2,53 x 107, 1.5x10°, 2,48x10° va 2x10%fu/
ml (Yii va cong su, 1997, Pujalte va cong su,
2003, Won and Park 2008). Déi chiéu véi cac
két qua nghién clru cla cic tic gia nay thi rd
rang doc luc cua cac chung Aus K0917 phan
1ap ¢ than cad chém nudi & Van Ninh, Khanh
Hoa kha cao.
IV. KET LUAN

Vi khudn ¥ harveyi 1a tic nhan gy bénh
xudt huyét 16 loét & ca chdm nudi tai Khanh
Hoa. Poc luc cua cac chung vi khuan phan lap
duoc kha cao véi lidu vi khuan gay chét 50%
quan dan ca chém la 10** CFU/ca khi cam
nhiém vao xoang bung.

1. Vii Khic Hung (2021). Két qua xac dinh loai V. harveyi, V. vulnificus, V. parahaemolyticus trén ci chém
nuoi tai Khanh Hoa. Tap chi Khoa hoc k¥ thuat Thu y tap XX VIII $6 3. Trang 69-74
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