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ABSTRACT

Diseased cobia (Rachycentron canadum), which were culture in Nha
Trang were sampled and analyzed. The fish displayed signs of lethargy, fin
necrosis, internal organs contain fluid and white pus spots in the kidney.
Parasites, Neobenedenia sp. and Parapetalus sp., were found in skin, gills,
intestine and blood. Bacterial strains which were isolated from liver,
kidney, spleen and brain were identified as Photobacterium damselae
subsp. damselae and Vibrio alginolyticus. Histopathological analysis
revealed necrosis in the liver, the kidneys, appeared center
melanomacrophages in the spleen and kidney, proliferate of gill cells
along with the loss of structure in the muscles.

TOM TAT

Ca bop (Rachycentron canadum) bénh nudi thuong pham tai Nha Trang
dugc thu mau va phan tich. Ca bénh c6 ddu hiéu lo do, hoai tir mang va
goc vay, ndi quan tricong to c6 chira dich, thn c6 nhiéu dom trdng. Phat
hién sdn la don chii Neobenedenia sp. va rin ca Parapetalus sp. & mét s6
co quan nhw da, mang va héc mang, rugt va mau. Cac ching vi khudn
phan lap duoc tw cdac mau gan, than, ty tang va ndo dwoc dinh danh la
Photobacterium damselae subsp. damselae va Vibrio alginolyticus bang
kit API 20E (BioMerieuex, Phdp). Biéu hién mé bénh hoc ddc trung ciia
mau cd bénh la hién tuwong hoai tir ¢ té bdo gan, than, xudt hién cac trung
tam dai thiee bao sdc 16 & té bdo 1y tang va thdn, cdc té bao mang tang
sinh ciing voi sy mdt cdu triic ¢ cac bo co.

1 GIOI THIEU

2003; Rajan et al, 2003; D6 Thi Hoa va ctv.,

O Viét Nam, ca bop (Rachycentroncanadum)
duoc nudi ¢ cac tinh Quang Ninh, Hai Phong, Phu
Yén, Khdnh Hoa va Viing Tau (Nguyén Dinh Mao
va Lé Anh Tuin, 2007). Gan day, nghé nudi thim
canh dbi twong nay gip tré ngai do dich bénh gay
nhiéu thiét hai cho ngudi nudi. Bénh thuong gip ¢
¢4 bop 1a bénh do ky sinh trang, virus va vi khuan
(Leafio et al., 2008). Trong cac loai vi khuan thi
Photobacterium sp. dugc nhidu tac gia mo ta nhu
1a mot tac nhan nguy hiém, gay ty 1¢ chét khoang
80% & ca bop nudi (Lopez et al., 2002; Liu et al.,
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2008). Vi khuan thugc gidng Vibrio nhu Vibrio
alginolyticus, V. harveyi , V. parahaemolyticus va
V. vulnificus da dugc bao cao giy chét (khoing
45%) ca bop giai doan gidng (Rajan et al., 2001).
Bén canh do, san 14 don chi Neobenedenia sp. va
ran ca Parapetalus sp. cing gdy bénh cho ca bop
nudi tryc tiép hodc gian tiép qua nhiém tring thir
cAp (P& Thi Hoa va ctv., 2008; McLean et al.,

2008). Bai bio nay chang toi trinh bay két qua
phan tich v& mam bénh ky sinh trung va vi khuén
phan 1ap dugc tir mau ca bop bénh thu tai Nha
Trang. Pdng thoi, nhitng bién d6i mé hoc & mot sd



Tap chi Khoa hoc Truong Pai hoc Can Tho

co quan ctia mau ca bop bénh ciing duge mo ta dé
cung cap thong tin vé dic diém bénh hoc cia ca
bop nuoi tham canh.

2 PHUONG PHAP NGHIEN CUU

2.1 Vit liéu nghién ciru

Mau c4 bép bénh duoc thu tir trai nudi ca 96ng
nghiép~ ¢ vinh Nha Trang, tinh Khanh Hoa.Tat ca
cac mau ca bénh duoc thu va xl’r ly tai phong thi
nghiém cuia trai nudi. Sau d6 mau dugc phan tich
tai phong thi nghi€ém cua B moén Bér}h hoc thuy
san, Khoa Thuy san, Truong Pai hoc Can Tho.

2.2 Phwong phip nghién ctru

2.2.1 Phwong phdp thu mdu

Mau ca bop bénh dugc thu tir 4 16ng (4 con/
16ng). Miu ca duoc thu cé trong lugng tir 2-4
kg/con v&i nhitng ddu hiéu bénh 1y nhu boi 16 do,
thdi vay va mang, cac co quan ndi tang sung to va
¢6 nhiéu dich, nhiéu dém tréng & than.

2.2.2  Phwong phap phdn tich ky sinh trung

Méu c4 bénh dwoc kiém tra ky sinh tring
(KST) trén da, mang va héc mang, rudt va mau.
KST dugc dinh loai dua vao dic diém hinh thai va
céu tao theo phuong phap nghién ctru KST trén c4
cua Ha Ky (1992).

2.2.3 Phwong phdp phét kinh

Dung kéo tiét trung 1dy mot phan nho khoang
0,5 cm & gan, than, ty tang va nao dat 1én goc lame,
cho lamelle cham vao mau, dy lamelle nguoc vé
phia trugc 1 16p that mong cho méu trai déu trén
lame. MAu sau khi kho duwoc c¢b dinh trong
methanol 1-2 phut. Dé miu khé ty nhién rdi nhuom
Giemsa.

2.2.4  Phuong phap phan lgp va dinh danh vi khudn

Mau c4 sau khi duge vot khoi mat nuge thi tién
hanh phan tich ngay va chi nhimmg mau bénh pham
con song mdi duoc s dung dé phan lap vi khuén.
Trude khi phan lap vi khuan mit ngoai co thé ca
dugc khir tring bang con 70° va lau sach. Sau do,

54

Phan B: Néng nghiép, Thity san va Cong nghé Sinh hoc: 38 (2015)(1): 53-60

tién hanh mé ca bang dao md, kéo tiét trung. Dau
hiéu bénh ly bén trong co thé ca duge ghi nhan. Ké
dén, dung dao mé tiét trung rach mét duong trén
than va gan. Pat que cdy vao noi vira rach, xoay
nhe dé ldy mau bénh phim va ciy trén dia moi
truong Tryptic soya agar (TSA bo sungl,5% NaCl,
TSA+) va moi truong Thiosulphate citrate bile salt
sucrose agar (TCBS). Nao ca ciing dugc phan lap
vi khuén. Pia cdy duoc u & nhiét d6 khoang 28°C
trong 24 gio. Cac chung vi khuan phén lap duoc
trlt & -80°C trong moi truong Tryptic soya broth
(TSB bd sungl,5% NaCl) c6 25% glycerol.

Cac chi ti€u hinh thai, sinh 1y va sinh héa duoc
chon dé dinh danh vi khuan duoc trinh bay ¢ Bang
1. Hinh dang, kich thugc va tinh rong ciia vi khuan
dugc xac dinh bang phuong phap nhuém Gram.
Tinh di dong cua vi khuan dugc quan sat bang cach
nho mot giot nudc cit 1én lam, trai déu 1én lam mot
it vi khuan, day bang lamen va quan sat bang kinh
hién vi & vat kinh 40X. Cac ddc diém sinh ly va
sinh hoa dugc xac dinh dua theo cidm nang cua
Cowan va Steels (Barrow va Feltham, 1993) va st
dung kit API 20 Strep (BioMerieux, Phap).

2.2.5 Phwong phap mé hoc

Miu mé co, mang, gan, thin, ty tang va ndo
duogc thu va ¢b dinh trong dung dich formol trung
tinh 10%. Mau dugc xur 1y qua céac giai doan: loai
nudce, 1am trong mau va tim paraffin. Sau d6 mau
duogc duc khdi, cit voi do day tir 4-6pm va nhudém
Haematoxylin va Eosin. Tiéu ban dugc quan sat
dudi kinh hién vi lan luot & d6 phong dai 10x, 40x
va chup hinh tiéu ban déc trung.

3 KET QUA VA THAO LUAN
3.1 Déu hi¢u bénh ly

Ca bénh bo an, 10 do, xuat hién nhitng ving
hoai tir trén mang, géc vay. NOi quan ndi quan,
rudt cia mot sb ca bénh bi viém, mit ca mo duc va
dic trung nhat 1a ¢6 rat nhidu dom tring trén than
(Hinh 1). Qua nhimg ddu hi¢u bénh 1y trén cho
thiy c4 bop bi nhiém nhiéu mam bénh.
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Hinh 1: (a) Ca bép bi thoi mang; (b) th01 vay; (c) khoang co thé va ndi quan bi xuit huyét; (d) than c6
nhiéu dom trang, (e) mit ca mor duc va (f) ngi quan swng to, ru¢t viém

3.2 Ky sinh trung

Két qua phén tich xac dinh dugc hai gidng ky
sinh trung 1a san da Neobenedenia sp. va ran ca
Parapetalus sp. ky sinh & mang va héc mang ca
boép bénh véi ty 1& nhidm 1a 100% va cudng do
nhiém cao (Hinh 2). Theo Leafio et al. (2008), N.
melleni thuong 1a nguyén nhan gay mu khi ky sinh
trén mat ca, con P.occidentalis thi gay hai & mang
ca. Tuy nhién, khoéng phat hién duoc gidng
Neobenedenia sp. trén mat ca bénh ma chi thiy
ching c6 nhidu ¢ héc mang va ddng thoi ky sinh
bén trong co thé rén ca Parapetalus sp. Theo
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McLean et al. (2008), ca bop man cam cha yéu véi
10 loai ky sinh trung trong d6 c6 nhém giap xac,
san da, tring hai t& bao va don bao. San da
N.girellae 33 dugc ghi nhan nhiém & ca boép giai
doan gidng (Lopez et al., 2002). Bén canh d6, loai
giap xac Parapetalus occidentalis (Leaio et al.,
2008) hay con goi 1a ran ca Parapetalus sp. (D6 Thi
Hoa va ctv., 2008) ciing dugc phat hién & ca bop
bénh. Ca bop nhiém néng cac nhom ngoai ky sinh
c6 thé bj gay ton thuong nghiém trong trén bé mit
da va mang dan dén tir vong hodc nhiém trung thi
cép (McLean ef al., 2008).
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ke

Hinh 2: Ky sinh trung trén ca boép. (a) ki sinh trung bam trén mang ca (miii tén), (b va c) va ran ca Parapetalus
sp. va san da Neobenedenia sp. trén mang (4X), (d) cau tao bén trong san da Neobenedenia sp. (10X)

3.3 Két qua phén lap vi khuin 0 cac co quan gan, than va ty tang. Trén moi
truong TCBS sau 24 gio ¢ 28°C ghi nhan loai
khuén lac mau vang, tron tron, hoi 16m, kich thudc
tor 1-2 mm. Trén moi truong TSA+ sau 24 gio &
28°C quan sat dugc cac dang khuén lac giéng véi
dang khuan lac phat trién tren moi truong TCBS
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Quan sat phét kinh tiéu ban than c4 bop bénh
phat hién nhiéu vi khuan (Hinh 3). Dong thoi, phan
lap dugc 26 ching vi khuan gram 4m, hinh que
ngin phét trién trén hai méi truong TSA+ va TCBS
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Hinh 3: Vi khuén hinh que, Gram am (trai) va cum vi khuén trong té bao thin (phai)

Dua vao két qua kiém tra cac chi tiéu sinh hoa que ngin, di dong, phan tng dwong tinh véi
co ban va dinh danh bing kit API 20E oxidase va catalase, c6 kha nang 1én men dudng
(bioMérieux, Phap) cac chung vi khudn phén l1ap tir glucose trong ca hai diéu kién hiéu khi va yém khi
ca bop bénh dugc chia thanh 2 nhém. Nhom thi duoc dinh danh 1a Vibrio alginolyuticus (Bang 1).
nhét phat trién trén moi truong TSA+ c6 khuan lac Nhom con lai ciing ¢6 nhimng ddc diém tuong tu
mau vang trén moi truong TCBS, Gram am, hinh nhom thtr nhat nhung hinh dang ludng cuc va phan
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ung oxidase am tinh dugc dinh danh 1la
Photobacterium damselae subsp. damselae.

Theo Rivas et al. (2013), P. damselae subsp.
damselae c6 kha nang giy bénh nguy hiém trén
ngudi va nhiéu loai ca bién, ching ¢6 kha nang di
dong, khir nitrate va gay tan huyét trén méi truong
thach mau ctru, c6 thé phat trién ¢ nhiét do 37°C.
Tuong tu, Leafio et al. (2008) md ta P. damselae
subsp. piscisida 14 tac nhan gy bénh tu huyét tring
trén c4 bop, thuong gy thwong ton ca bop giai
doan giéng & nhiét d6 dudi 28°C, lam xuét hién
nhitng d6m tring ddc trung trén than va ty tang.
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Ca bop bi xuét huyét, 10 loét trén than va gbc
vay tai Dai Loan da dugc Rajan ef al. (2001) phan
1ap va xéc dinh do vi khuén V. alginolyticus. Liu et
al. (2004) cling phan lap duoc V. alginolyticus gay
bénh trén ca bop v6i nhitng ddu hiéu 1am sang khac
nhu da sdm mau, mit mo duc va chira dich bén
trong xoang ndi quan. Bén canh do, ca bop bi
bénh viém rudt do vi khudn ciing dwoc Leao et
al. (2008) md ta do V. alginolyticus va Vibrio spp.
gdy ra v6i ddu hidu gan hoi xanh va rudt sung,
viém khi ¢4 dugc nudi ¢ diéu kién nhiét do thip
duai 22°C.

Bang 1: Pic diém hinh thai, sinh 1y va sinh héa ciia cac chiing vi khuin phén lap trén ca bép va 3

chiing vi khuin tham khio

Photobacterium damselae Vibrio alginolyticus
Chi tiéu - . = :
Ching dinh ATCCNCIMB ATCC Chiing dinh
danh 21847 17911 danh Buller, 2004
Nhuoém Gram ) . ) . -) . ) Q)
. que ngan, que ngin, que ngan, P P

Hinh dang hréng cuc lung cuc hrdng cye que ngan que ngan
Di dong (+) (+w) ) () )
TSA (1,5% NaCl) () (+) H () ()
TCBS G G G Y Y
Sinh Catalase (+) (+w) ) () ()
Sinh Oxidase ) (+) ) () (+)
Phan tng 1én men yém khi ) ) ) ) )
Phan @ng 1én men hiéu khi +) ) ) ) )
Phan g véi 0/129 (+) ) ) ) )
B-Galactosidase =) ) ) ) )
Arginine () G () () )
Lysine ) ) Q) () )
Ornithine ) ) ) ) 53
Str dung Citrate ) ) ) H 60
Sinh H2S ) ) ) Q) )
Sinh Urease (+) (+) ) () )
Sinh Tryptophane deaminase () (*) (*) ) (*)
Sinh Indole ) ) Q) ) )
Phan tng Voges-Proskauer €3] (+) ) Q) 83
Sinh Gelatinase ) -) ) Q) )
Sir dung duong Glucose ) (+) ) (+) Q)
Mannitol G ) “) () )
Inositol ) ) ) ) )
Sorbitol ) ) Q) ) Q)
Rhamnose () () ) ) )
Sucrose ) ) (+w) (+) ()
Melibiose ) ) ) ) )
Amygdaline ) ) ) () 67
Arabinnose ) ) ) ) )

Ghi chii: (+) dwong tinh; (-) dm tinh; Y = mau vang; G= mau xanh; w = yéu; (*) = khong xdc dinh
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3.4 Két qua mé bénh hoc

Két qua phan tich m6 bénh hoc & mdot 6 co
quan trén ca bop bénh cho théy gan, thén, ty tang bi
ton thuong. M6 gan ca bop bénh bi hoai tir nghiém
trong, xudt hién cac khong bao, & hoai tr, ¢
hién tuong sung huyét, xut huyét va thoai héa gy
mét ciu tric té bao (Hinh 4). Eissa ef al. (2013),
phén tich mo hoc & 3 loai ca Sparus auratus,
Siganus rivulalus va Tilapia zillii cam nhiém
V. alginolyticus & hd Temsah, Ai Cép ciing thdy
nhitng bién ddi twong tw. Than ca bop bénh ciing
¢6 bién ddi cau trac nhu viém va gian mach méau &
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quan cau than, sung huyét, c6 nhidu ving hoai tir;
quan cdu than kéo dai, bién doi cau tric biéu mo
éng than, mo tao mau bi ton thuong va tap trung
cac trung tam dai thyc bao sic t6 (Hinh 5). Ty tang
ca bop bénh c6 nhiéu ving té bao bi thoai hoa va
sung huyét din dén mit cu trac, hoai tir ciing nhu
sy tap trung cua cac trung tam dai thuc bao séc t6
(Hinh 6). Theo Chinabut et al. (1991), hién tugng
sung huyét va xudt huyét kéo dai s& lam mét ciu
trac té bao va din dén hoai tir. Qua qua trinh thoai
hoa kéo dai, hoat dong cua dai thyc bao cung voi
doc t6 do vi khuan tiét ra gdy thoai hoa cac té bao
ving tiy tréng dan dén hoai tir (Hibiya, 1982).

Hinh 4: (a) Gan sung huyét va hoai tir (X10); (b) cac khong bao thoai héa va mét cau tric (X40)

Hinh 5: Viém va giin mach mau ¢ quan ciu than, sung huyét, cic ciing hoai tir va trung tim dai thuc
bao sac to (a, X10); sung huyét va quan cau thin kéo dai, bién doi cau tric biéu mo ong thén, ton hai
moé tao mau va tap trung cac trung tim dai thwe bao sac to (b, X10)

Hinh 6: Viing mé tao mau bi hoai tir va sung huyét (a, X40); cac trung tim dai thyc bao sic t6, sung
huyét 6 dong mach va vung té bao mit ciu tric (b, X10)
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Mang cé bop bénh ciing ¢6 ddu hiéu bat thudng
1a hién tuong tang sinh ciia cac té bao biéu mo gay
két dinh & cac soi mang thi cap (Hinh 7a). Trén ca,
su ting sinh biéu md mang thuong xay ra dé dap
mg v6i nhitng thay dbi cia méi trudng nhu ham
lugng ammonia tang cao, tiép xlc v6i hoa chat

\\.
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(nhu CuS0y), kim loai nang (nhu chi, cadmium) va
thudc trir sau, thudc diét c6 hay nhiém khuén
(Wani et al., 2011; Patnaik et al., 2011; Peebua et
al., 2008). Mang bi ton thuong s& anh hudéng dén
chirc ndng cua mang, co thé dan t&i hién tugng ca
chét hang loat.

<7 ) \‘z“\_fq )

Hinh 7: (a) Sy ting sinh té bao biéu mé & s¢i mang thir cAp (miii tén, 10X); (b) b6 co lién két roi rac,
mit cAu tric (miii tén); cac khong bao hinh thanh giira cac bé co (miii tén, 40X)

Trén co ca bénh ciing c6 mot s6 bién ddi
nhu céc bo co lién két roi rac, hoai tir, mét cu tric
va sy xuit hién ciia nhiéu khong bao (Hinh 7b).
Ket qua tuong tw cling dugc ghi nhan & ca bop
gidng cam nhiém véi vi khuan Vibrio alginolitycus
(Patwary et al., 2008) va ca ro dong (Anabas
testudineus) thu & cac ao nudi voi dau higu 1o
loét trén than va tua rach vi duoi (Nguyén Thi
Thuy An, 2013). Bén canh tac nhan vi khuén, sy
bién dbi cu truc trén co ca con dugc xac dinh do
anh huong mot s6 kim loai nang va do ndm
Aphanomyces invadans gay hoi ching 16 loét
(Kaoud and Dahshan, 2010; Lilley et al.,1998).

4 KET LUAN

Mau ca bop bénh thu & cac 1dong ca nudi thuong
pham tai Nha Trang da nhiém ky sinh tring va vi
khudn. Séan 1a don chu (san da) Neobenedenia sp.
va ran ci Parapetalus sp nhiém trén tat ca cac mau
ca dugc phan tich. Phan 1ap dugc vi khuan
Photobacterium damselae subsp. damselae va
Vibrio alginolyticus. Cac co quan gan, thén, ty
tang, mang va co deu c6 hién tuong sung huyét,
hoai tir nhidu ving t& bao, mat cu tric va ting
sinh té bao cing v6i sy tap trung nhidu trung tim
dai thuc bao sic td do co thé bj tan cong boi nhiéu
loai mam bénh.
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