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ABSTRACT

In 2010, in cage-cultured snub-nose pompano (Trachinotus blochii) in Nha Trang Bay, a
novel disease caused high mortalities at sizes 8-14cm. Small pimples which were developed
to grey ulcerative spots on skin and tumors along the spine were found in diseased fish.
Mucus, abscess and small white nodules appeared in the gill. Swollen kidney, spleen and liver
with white nodules were observed. From 47 diseased fish, a Nocardia like bacterium was
successfully isolated on Ogawa medium after 7-10 days in 26-28°C with white, dry and creasy
colonies. The bacterium was about 2-10, branched, fragmented, Gram positive and acid fast.
Histopathological observation presented lesions in kidney, spleen, liver, muscle and the spinal
column. Development of tumors caused deformation of the spinal cells. In vivo challenge
experiments and TEM proved that the Nocardia like bacterium was related to the internal
organ white spot disease in snub-nose pompano. This was the first report in Viet Nam that
Nocardia sp. was the pathogen in cultured marine fish.

PAT VAN DPE

Cé chim vay vang (Trachinotus blochii) Ia loai c& bién dang duoc tién hanh sinh san nhan tao
va wong nudi & Viing Ngan, thanh phd Nha Trang, tinh Khanh Hoa. Nam 2010, bénh ¢6m
trang ndi tang d& xuat hién va gay chét nhidu ca c6 kich thudc tir 8 -14cm, dang dugc nudi
trong cac long bé trén bién. Ca bi bénh da thé hién cac dau hiéu nhu: c6 cac ndt phong rop
nho & da, khi v& tao nén cac vét loét nhd mau xam, c6 cac khdi u 1am doc cot sdng 1am co thé
cé cong veo, di dang, bung c4 hoi phinh va cing. C4c u hat mau tring xam d& quan sat thiy &
trén va trong mot s co quan ciia ca nhu: mang, gan, than va lach. Céc bién d6i bénh 1y trong
t6 chiic co quan ciia ca bénh va tic nhan chinh gy ra bénh nay d4 duoc trinh bay va mo ta
trong béo céo nay

VAT LIEU VA PHUONG PHAP NGHIEN CUU
Thu miu ca

47 ca chim vay vang (leh thudc tir 7-14cm ) bi bénh c¢6 biéu hién: ¢ cac not phdng rop nho
& da, khi v& tao nén cac vét loét nho mau xam, c6 cac khdi u 1am doc cot sdng lam co thé ca
cong veo, di dang, bung c4 hoi phinh va ctmg va 10 con ¢ khong c6 dau hiéu cua bénh, da
duoc thu trong cac thi riéng biét, co suc khi dé dam béo cac mau ca con song khi chuyén vé
phong thi nghi¢m.

Cac phwong phap nghién ciru d& dwoc sir dung

Phwong phap mé bénh hgc

Dé nghién ctru nhitng bién ddi bénh 1y trong mo va té bao ciia cac to chirc & ca bénh, phuong
phdp mo bénh trng dung cho nghién ciru ¢ ca xuwong dugc gidi thiéu boi Tonguthai & CTV
(1999) da duogc st dung trong nghién ctru nay.

Phwong phdp nghién ciru bénh do vi khudn

Phuong phéap nghién ciru bénh do vi khudn & ca cia Whitman (2004) d4 dugc dung dé phan
lap, dinh dang va xéc dinh vai trd ctia vi khudn trong viéc giy ra bénh ddm tring ndi tang & ca
chim vay vang
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Lam va nhugm cdc tiéu bdn phét mé tiv néi tang ciia cd bénh va ca khée
Sat trung bé mat co thé ca bang miéng bong tham con etylic 70%, sau d6 st dung kéo vo
trung dé giai phau ca va tach cic ni tang nhu mang, ndo, gan, lach, va than.

Dung keo va panh v6 trung dé cit va kep mot miéng nhé mé tir cic t6 chic c6 boc 1§ cac u
hat mau trang; phet mo cit nay trén mét cua tAm lam sach chtra mot giot nudc mudi sinh 1y vo
trang (0,85%) dé tao mot vét boi va dé tieu ban kho trong khong khi. Cac tiéu ban nay duoc
cb dinh trén dén con trude khi dua vao nhudm.

Phwong phap nhué¢m Gram

Céc tiéu ban c6 chira vét bdi tir mo ca bénh dugc nhudém bang tim crystal va fuchsin, ¢b dinh
bang lugol va 1am mat mau cua tim crystal bang dung dich con-aceton. Cudi cling, céc tiéu
ban nay duoc rira nudc chay nhe, dé kho tu nhién va quan sat dudi kinh hién vi quang hoc &
d6 phong dai 1000 lan trong dau dé phat hién sy ton tai cua vi khudn trong mo, quan sat hinh
dang va mau sic cta vi khuan sau khi ¢4 nhuom Gram: vi khuan Gram (+) c6 mau tim va vi
khuan Gram (-) ¢6 mau hong.

Phwong phdp nhupm Ziehl- Neelsen

Phucrng phdp nhudm Ziehl-Neelsen déa dugc st dung dé nhan biét vi khuin khang acid (acid
fast) c6 mat trong to chirc mo ciia ca bénh.

Céc budc tién hanh nhu sau: dung dich carbol fuchsin (0,03g fuchsin pha trong 10ml con
etylic 95%, rdi bd sung thém 5g phenol va 95ml nuéc cit) ¢4 duoc nho tran trén bé mit cua
vét boi trén tieu ban phét mé va tiéu ban nay duoc ho ndng trén ngon lira dén con dé nude boe
hoi trong 10 phat. Tiép theo, cac tiu ban nay duogc rira nhe nhang véi nude sach trude khi
lam mét mau bang acid acetic 0,5% trong 20-30 gidy. Sau do, cac tiéu ban phét duoc nhudm
bang Methylene blue trong 60 gidy, dugc rira nhe bang nudc sach va cudi ciing dé kho.

Tiéu ban da nhuém Ziehl-Neelsen duoc quan sat dudi kinh hién vi quang hoc ¢ do phong dai
1000x trong dau, co chat cua td chirc vat chu bat mau xanh lam nhat ctia methylene blue, cac
khuan lac hay cac dam té bao cua vi khuan khang acid bat mau hong tim cta Fuchsine.

Phan Idp vi khudn tir mé ciia cd bénh
Chuan bi méi trwong dung cho phan lap vi khuan

Dua vao két qua quan sat cac tiéu ban phét tir mo ca bénh bang kinh hién vi quang hoc dé
chon cac loai méi truong dung cho phan lap.

Dé phan 1ap vi khudn tir c4 bénh, hai moi truong gidu dinh dudng khong chon loc nhu: TSA
(Tryp Soy Agar) va NA (Nutrient Agar) dugc str dung. Dong thoi, st dung 2 mai truong c6
tinh tinh chon loc vi khuan cao 1a méi truong Ogawa duoc dung dé phan 1ap cac vi khuan
khang acid va méi truong TCBS (Thiosulphate Citrate Bilesalt Sucrose) dung dé phan lap vi
khuan Vibrio.

Céc mdi truong dinh dudng tong hop da cd ban sin trén thi truong dugc pha ché nhu huéng
dan ctia nha san xuat ghi trén nhin mac chai dung moi truong. Riéng moi truong Ogawa da
duoc pha ché bang phudng phap thi cong.
MBobi trwong Ogawa gom 3 thanh phan sau

Dung dich muéi khodng: 3g Kali - dihydrophosphate (KH.PO.); 3g Sodium glutamate, 6g
NaCl hoa tan trong 300ml nuéc cat. Dung dich nay dugc hap tiét trling & nhiét do 121°C,
trong thoi gian 30 phat.

Dung dich malachite green, 2%: Hoa tan 2g bot Malachite green véi 100ml nuéc cat tiét
trung, dung trong dung cu thuy tinh v trung roi dat vao trong ta am.

Tring: Trang ga moi de (khdng qua 7 ngay tir khi dé) dugc 1am sach bén ngoai bang bang Xa
phong, rdi ngam tiép trong dung dich xa phong 30 phdt, tiép theo rira nuc sach va ngam
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trong con etanol 70% 15 phat. Tring d& 1am sach, duoc lam va bang mot con dao vé tring,
roi cho dich tring vao dung cu v trung, tron déu triing bang mot dung cu khuay vo trung.

Tron déu 300 ml dung dich mudi khoang, 18ml dung dich malachite green 2%, 600 ml tn’rng
ga va 18ml glycerol. Diéu chinh pH ciia hon hop ndy la 6,8, sau d6 phan phdi moi truorng nay
vao mdi dng nghiém da tiét trang (6-8 mI/ong) Dé ong nghlem nghiéng mot goc 45 (tao mat
nghiéng) va lam déng moi trudng trong cac 6ng nghiém nay bang cach dat vao tu say ¢ nhiét
d6 80°C — 85°C trong thoi gian 45 phit. Khi moi truong d4 ran lai s& c6 mau xanh 14 chudi
non.

Phan lap vi khuin tir ca bénh

Bénh pham thu tir gan, than, lach va mang cua c& bénh duoc ciy trén cac dia 16ng chira moi
truong phan lap nhu TSA (hoic NA) va TCBS, va phan mat nghiéng ciia mdi truong tring
Ogawa trong cac 6ng nghiém. Cac dia 1ong sau khi ciy duoc u ¢ nhiét ¢ 26 — 28°C. Quan sat
su Xuét hién caia cac khuan lac trén dia va dng nudi cay 2 lan/ngay.

Céc chung thuan duoc tach ra tir cac khuan lac roi trén méi truong TSA, NA va TCBS sau khi
duoc U & nhiét do 28°C trong 24h. Trong khi d6, cac chung vi khuan tach ra tor moéi truong
Ogawwa sau khi dd dugc 0 ¢ nhiét d6 28°C trong 7 - 10 ngay.

Khi cac khuan lac xuat hién trong cic 6ng nghiém chira ching thudn, cac tiéu ban ¢ép tuoi,
nhuém Gram va nhuém Ziehl-Neelsen dugc thyc hién dé kiém tra hinh dang, cach sip xép va
cach bat mau cua vi khuan.

Céc phan tmg sinh hoa da dugc s dung dé xac dinh kha ning oxy hoa va Ién men (OF), kha
nang 1én men duong lactose, glucose, kha nang sinh hoi va sinh HyS (KIA), kha nang di dong,
phan tng catalase, oxidase, nitrat va kha nang 1én men cac loai duong khac nhu: arabinose,
sucrose, galactose, manose, maltose... Cac két qua nay dugc st dung 1am co s& cho viéc dinh
danh vi khuan theo hé théng phan loai ciia Bergey dugc trinh bay bai Holt, I.G. & CS (1994).

Quan sat chiing vi khuin khang acid tir ca bénh bing kinh hién vi dién tir

Dé hd tro cho viée dinh danh vi khuan 14 tAc nhan gy bénh, cdc miu mo than va lach ca bénh
d4 duoc c¢b dinh trong dung dich Glutaraldehyde véi ty 1¢ vé thé tich 12 1/10 (miu/dung dich
cb dinh), dugc giir trong da kho va duoc quan sat bang kinh hién vi dién tir truyén qua (TEM)
& Vién Vé sinh Dich t& Trung Uong, Ha Noi.

Thi nghiém cim nhiém trong diéu kién in vivo dé xdc dinh tac nhan gay bénh

Str dung 2 chung vi khuan d4 phan lap dugce ¢ ca bénh voi tin xuit gap cao (VKCVVO01 va
VKCVV02), céc thi nghiém cam nhiém vao ca khée da duoc thuc hién & trai thuc nghiém &
phuong Vinh Hoa, Nha Trang

Cac vit liéu dung cho thi nghiém

Chung vi khudn nghi ngo VKCVVO0I: 1a tryc khuan ngan (1-2 pm), tron 2 dau, Gr (-), phét
trién nhdy rat manh xung quanh khuan lac hinh tron trén méi trudng TSA hodc NA, khuén lac
c6 mau vang trén TCBS va bit gip véi ty 1é cao & nhitng con ca bi bénh (30/47 con ca bénh),
dac biét khi bénh phém léy tr mang cua ca bénh.

Chuing vi khudn nghi nge VKCVV02: 1a tryc khuan dai (2 — 10um), phan nhéanh, gﬁy débt, Gr
(+) la vi khuan khang acid, phan 1ap duoc trén moi truorng Ogawa va duoc tim thiy & 100%
céc tiéu ban (47/47 con cé bénh) phet tir md cua ndi tang (lach, gan, thdn, mang va co gan
khéi u cot sdng), nhung khong tim thiy hodc phan 1ap dugc chung vi khuan ndy ¢ céc con ca
khoe (n=10 con) dugc str dung nghién ctu.

Ca dung cho thi nghiém cam nhiém: Ca chim vay vang (c6 chiéu dai 8-10cm) dugc mua tir
Trai Thuc nghiém cia Khoa Nudi trong Thuy san, Trudong Pai hoc Nha Trang. Cac con ca
nay hoan toan khoe manh, khong boc 16 cac ddu hiéu bénh 1y ¢ ngoai va trong co thé ca. Niam
con c4 d4 duoc giai phau dé kiém tra bénh 1y va tim vi tri an toan nhat dé tiém huyén dich vi
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khuan vao 6 bung cuia ca. Ca dugc dua vé co sé thuc nghiém 1 tuan trudc khi thi nghiém bét
dau.

Tao huyén dich vi khuan ding dé tiém cho ca: Liy mot sb khuan lac moc trén mat nghiéng
cta 6ng nghiém chira ching thuan, dua vao nude mudi sinh 1y (0,85% NaCl) v tring dé tao
ra cac huyén dich c6 do duc khac nhau. So d6 duc ndy véi cac dng duc chuan ciia MacFaland
dé tao ra cac dng chira huyén dich voi cac mat d6 vi khuan khac nhau theo muyc dich cua timg
thi nghiém. Giir cac dng chira huyén dich ndy ¢ nhiét do 4°C cho dén khi sir dung dé tiém cho
c4 khoe. Ngoai ra, mat do ciia cac huyén dich ndy ciing d& duoc kiém tra lai bang phuong
phép gian tiép, pha lodng va nudi ciy trén cac dia thach.

Thi nghiém cam nhiém vi khuin nghi ngé vao ca khée

Thi nghiém 1: Hai ching VKCVVO01 va VKCVV02 véi mat do 10° cfu/ml, duoc cam nhidm
riéng ré vao cé khoe bang cach tiém vao xoang bung cia ca véi lidu 0,1 ml/con; ca & nghiém
thirc d6i ching dugc tiém nude mdi sinh 1y vo tring (0,1ml/con). Thi nghiém dugc thuc hién
trong cac thing nhwa 120 lit (10 con ca/thing), lip lai dong thoi 2 1an, suc khi 1ién tuc, thay
nude dong loat 30% khi thdy nude duc. Sirc khoe cia ¢4, cac ddu hiéu bénh 1y, ty 18 ca chét va
mot s6 yéu td moi truong nhu nhiét do, pH va do min da dugc theo ddi hang ngay. Nhimng
con c& bi bénh va hap hdi dugc thu dé kiém tra bénh ly, 1am cac tiéu ban mo bénh hoc, phét
noi tang va phan lap vi khuan nhu ¢4 trinh bay ¢ muc trudc.

Thi nghiém 2: Thi nghiém 1 ¢4 xac dinh dugc chung vi khuan VKCVV02 la tic nhan gay ra
bénh dém tring ndi tang & ca chim vAy vang. Do d6, dé khing dinh VKCVVO02 14 tic nhan
gay bénh ¢ ca chim vay vang theo nguyén tic ctia Korch va xac dinh tinh doc cua chung vi
khuan nay thdng qua chi s6 LD50%, thi nghiém cam nhiém tha 2 d4 dugc thyc hién. Theo do,
0,2ml huyén dich ciia ching VKCVV02 da duoc tiém vao cé khoe vai cac mat do khac nhau:
10%, 10°, 10° 107 va 10° tb/ml (xac dinh mat 6 bang phuong phap MacFaland). Tuy nhién,
sau khi kiém tra lai bang phuong phap nudi ciy trén dia thach, mat do cua cac huyén dich &
c4c nghiém thirc da dugc xac dinh lai 1an luot 1a: NT1: 0,98 x 10%; NT2:1,02 x 10%; NT3: 1,10
x 10°; NT4: 0,85 x 107 va NT5: 0,97 x 10° cfu/ml. O nghiém thirc ddi ching (BC), 0,1 ml
nude moi sinh 1y vo tring ¢4 duoc tiém vao xoang bung ctia mdi con ca. Phuong phap tiém
huyén dich vi khuan vao c4, cham soc, theo ddi, thu mau va phan tich cic mau c4 bénh trong
thi nghiém nay cling dugc thuc hién twong tu nhu da trinh bay ¢ thi nghiém 1. Thi nghiém
nay da duoc lap lai cung ldc 02 lan. Chi s6 LD50 d4 duoc xac dinh theo cong thirc cia Reed
va Muench (1938): LD50= a*", trong d6: x 1a ndng d6 vi khuén thip nhit gay chét ca 50%; a
la bac pha lodng cua cac lidu vi khuan (trong thi nghiém nay a=10); pd (hiéu s6 hiéu chinh)=
[L (tp 1é % cd chét thap nhdt > 50%) — 50] / [L (ty 1é % cd chét thap nhat > 50%) — H (ty 1é
% ca chét cao nhdt< 50%)]

KET QUA NGHIEN CUU VA THAO LUAN

Céc déu hi¢u chinh ctia bénh d4 quan sat dwoc

Quan sat bén ngoai co thé va bén trong 6 bung cua ca bénh d4 phét hién duoc nhiéu dau hiéu
dic trung cho bénh ndy & ca chim vay vang. Trén bé mit co thé ca bénh xuat hién nhiéu nt
phdng rop nho dudi da, khi cic ndt phong ndy v ra va tao nén cac thuong ton mau xam, nhod
(hinh 1a). Mang ca bénh tiét rat nhicu dich nhay, lam cac to mang dinh bét vao nhau, mot vai
thuong t6n hoai tir da quan sat thay trén mang cia mot so con cd bénh (hinh 1b). Doc theo ¢t
séng ciia mot s6 con bi bénh c¢6 1 hay nhiéu khéi u ndm doc cot song, khi khdi u c¢6 kich
thuée 16n da lam co thé cong gap, di dang (hlnh 1c & d). Khi g|a1 phau nhitng con c4 bénh,
cac dom trang nho da dugc quan sat thiy trén va trong mot sb ndi tang nhu than, gan va lach.
(hinh 2).
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CA4c bién dbi bénh Iy trong mé va té bao ciia ca bénh

Sy thoai hoa tir nhe dén ning két hop voi cac thuong ton dang u hat thay thé cho cac md mém
da quan sat dugc trong cac to chirc ndi tang nhu gan, than, lach va co cua ca bénh va lam bién
dang cau tric mo & cac to chirc nay.

Céc vat chat hiru co bi hoai tir ndm ¢ ving trung tdm cuia cac u hat va xung quanh u hat nay
duoc bao boc bdi mot vach day dugce tao ra do cac 16p té bao biéu mo det. Khi quan sat & do
phong dai > 400 lan, vi khuan dang hinh que ciing d4 dugc phat hién ¢ ving trung tam caa
khdi u va cac dai thuc bao da quan sat thay tap trung xung quanh cac u hat (hinh 3va 4).
Riéng & cac u xuong doc cot sdng, cac thwong tén dang u hat c6 kich thudc 16n hon so véi
cac u hat & cac mé mém nhu than, lach, gan va co va giy tac dong chén ép lam bién dang,
méo Mo cac té bao xuong va tao nén khdi u xuong & doc cot song (hinh 5).

Hinh 1: Cac ddu hi¢u bén ngoai ciia ci chim vy vang bi bénh dom tring ndi tang
a . Cdc not phong rép & da (mili tén nho) va cdc vét loét nhé mau xam (Miii &n lom)

b. Mang cd bénh bi tiét nhiéu dich nhdy va cé cdc u hat trcfng (miii tén den)

¢ & d. Khoi u (miii tén) nam ¢ cét séng lam cd bénh cong veo, di dang

-

Hinh 2. C4c d4u hi¢u thé hi¢n trong ndi tang ciia ca chim vy vang b bénh
a &b. Nhiéu u hat nho, mau trangxudt hién o gan cua cd bénh. )
c. Nhiéu u hat mau trang, nho da xuat hién o lach cd bénh, lam té chitc nay sung to hon binh thuong
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Hlnh Hinh 3: Bién déi bénh Iy ¢ lach ctia ci chim vay vang bi benh dom tring ndi tang
a. M6 hoc ciia lach & cd khée (nhuém voi H&E, d¢ phong dai 400x)
b. Nhiéu thuong tén dang u hat ton tai trong 16 chire lach ciia ca bénh (nhuém véi H&E, 100x)
¢. Cac thuong ton dang u hat ton tai nhiéu trong 16 chire lach cua cé bénh (nhuom véi H&E, 400x)

Hlnh 4: Bién dbi bénh Iy & than ca chlm vy vang bi benh dém trang noi tang

a. M0 thén ciia ca chim vdy vang khde (nhuom voi H&E, 400x)

b. M0 thdn ciia cd bénh véi rat nhiéu cac ving thuong ton dang u hat (nhugom voi H&E, 100x)
¢. Cac thuwong ton dang u hat ddc thU gap ¢ mé thdgn voi su tdp trung cia cdc dai thyue bao xung
quanh u hat va cdc vi khudn dang que ¢ trung tam (nhuém véi H&E, 400x)

Hinh 5: Bién dm bénh ly & xu’(mg song ca bénh, noi xuét hlen cac kh01 u (V61 H&E)
a. Khoi u trén xuong song ca chim vay vang bi bénh (ludc chin, go thit)
b. M6 cua xuong song cd khoe (400x),
c. T hu’ong ton dang u hat bt mau tim cua thuéc nhuém hematoxylin chiém ché trong mé xuong, chen
ép, don nén lam bién dang cdc té bao xwong (Miii tén mau den chi khoi u hat, miii €n mau trang chi
mo xuong)(400x)

432




Phét hién vi khuin trén cAc tiéu ban phét mé cia ca bi bénh

1 -\ . >
Hinh 6. Trwe khuin manh, phin nhanh, c6 gy thanh dét, Gram (+) va khang acid (c6 miu
hong ciia Fuchsin khi nhudm Ziehl-Neelsen va c6 miu tim xanh khi nhuém Gram) da dwoc
phat hién trén cac tiéu bin phét mé tir ca bi bénh.
- a,b,C: CAc tiéu ban phét mé ciia ndo, co' ¢ bé mdt khéi u, ldch va thdn ciia cd bénh nhugém Gram
- e, 1, g: C&c tiéu bdn phét mé nhu da trinh bay ¢ trén nhung dwoc nhuém Ziehl-Neelsen, mod cé co
mau xanh ciia methylen blue, cdc té bao Vi khudn cé mau hong cia fuchin

Céc tiéu ban phét ¢4 duoc 1am tir mé cia mang, co dudi viing da bi phdng rop, gan, than, lach
va ndo cua ca chim vay vang bi bénh dém tring ndi tang, duoc nhudém bang 2 phwong phap:
Gram va Ziehl-Neelsen. Duéi kinh hién vi quang hoc ¢ do phong dai 1000 1an, mot loai vi
khuan dang que, phan nhanh, mot s6 nhanh giy thanh cic doan ngin, dai tir 2- 10um, Gram
(+) va khang acid d4 duoc phat hién rat pho bién ¢ hau hét cac tiéu ban phét mo gan than,
lach... tir c4 bi bénh. Tuy nhién hoan toan khong phét hién dugc loai vi khuan nay trong cac
tiéu ban phét mo 1am tir ca khoe. Két qua quan sat ndy thé hién rang, ca chim vdy vang bj dém
trang noi tang da bi nhiém vi khuén hé thong (nhidm toan than). Ngoai loai vi khuan nhu d&
mo ta & trén, & mot s6 tiéu ban phét ciing phat hién mot s6 tryc khuan Gram (-), ngén 1-2 pm
nhiém & mé mang va ndi tang cia 1 s6 ca bénh (hinh 6).

Két qua phan lap vi khuin tir ca bénh

&5
| BneaPa

Hinh 7. Két qua phén lap vi khuén tir ca bi bénh

- VKCVV02: Khudn lac (a), té bao nhugm Ziehl-Neelsen (b) va nhugm Gram (c) ciia chiing vi khudn d& phan ldp
duoc trén moi truong Ogawa.

- VKCVVO01: Khudn lac (d) va té bao nhugm Gram (e) ciia ching vi khudn sinh nhay phén ldp dwoc trén TSA,
NA va TCBS tir cd bénh.
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Bénh pham ldy tir mang, gan, than va lach ciia c& bénh d4 dugc nudi cdy phan lap trén cac
mdi trudong dinh dudng: TSA hoac NA (2% NaCl), m6i truong Ogawa (2% NaCl) va TCBS.
Sau 24h & mau & nhiét do 28°C, d& xuét hién nhidu khuédn lac tron, tring va sinh nhdy moc
trén moi truong TSA hodc NA; khuén lac tron, 161, c6 mau vang trén TCBS. Kiém tra trén cac
tiéu ban ép nhu¢m Gram da phét hién cac truc khurfln ngin, kich thudc tir 1-2 um, Gram (-),
cac vi khuan ndy khéng bit mau hong khi nhuém Ziehl-Neelsen va da dugc ky hiéu 1a
VKCVVO01 (hinh 7 d & e).

Trén mat nghiéng céc 6ng nghiém chira moi truong Ogawa, cac khuan lac mau tring nhu
phan, kho va nhin nheo trén bé mit dd moc kha day sau 7 -10 ngay nudi cay ¢ nhiét do 26-
28°C. Tu cac khuén lac nay, cac tiéu ban nhuoém Gram va nhuém Ziehl-Neelsen dd dugc thuc
hién. Duéi kinh hién vi quang hoc (phéng dai 400-1000 lan) d& x4c dinh dugc mot loai truc
khuan dai 2- 10pm, phan nhanh, mot s6 nhanh bi giy dé tao nén cac doan ngin, Gram (+) va
khang acid va duoc phat hién phd bién trong cic md ndi tang ciia ca bénh. Loai vi khuan nay
hoan toan khong phét trién trén cac moéi truong dinh dudng NA, TSA hoic TCBS. Picu dé
chimg to ring chiing d4 dugc phén lap thanh cong trén méi truong Ogawa. Ching vi khuan
nay hoan toan khdng phan lap duoc tir cac mau ca khoe va duoc ky hiéu 1a VKCVVO02 (hinh
7 a,b vac).

Bang phuong phap vi sinh vat hoc truyén thong, duwa vao cac dic diém hinh dang, ciu tao va
sinh hda, chung vi khuan VKCVV01 d dugc xac dinh 1a loai Vibrio alginolyticus, loai nay
da dugc thong bao 14 tdc nhan gy bénh ¢ tom va ca bién (Liu, C.H. & CS, 2004).

Chang vi khuan VKCVV02 d4 thé hién mot sé dic diém cua gidng vi khuan Nocardia, thugc
nhém 22, Nocadioform Actinomycetes, trong hé thong phan loai ctia Bergey nhu: tryc khuan
dai, manh, phan nhanh, mot sb nhanh ton tai tu do trong khdng khi bi giy thanh nhiéu doan,
Gram duong, khang acid; khuén lac mau tréng nhu phr?in, khé, nhin nheo trén bé mit, moc
khé cham trén moi truong dic thd Ogawa (c6 2% NaCl), khoang tir ngdy nudi ciy thi 6 -7 &
nhiét d6 26-28°C méi phat hién duge rd cac khuan lac (hinh 7a 13 khuan lac quan sat & ngay
nubi cdy thir 10). Mot sb ddc diém sinh hoa cia chung VKCVV02 d4 duge xac dinh nhu:
Catalase (+), Cytochrom oxydase (-), O/F (-/-), sinh hoi (-), sinh HS (-), khong di dong,
Nitrate (+) va ngoai kha nang 1én men glucose (+) con lai am tinh (-) v&i hang loat cac loai
duong khac nhu: Lactose, Mannitol, Maltose, Mannose va Galactose. Vi cac dic diém vé
hinh thai va sinh héa nhu da néu ¢ trén, chung VKCV02 duogc cho 1a tuong ty nhu loai
Nocardia sp., viét tit 1a NLB (Nocardia Like Bacteria).

Cam nhi(fam cac chiing vi khudn d4 phan lap dwoc vao ca khée
Cdm nhiem VKCVVO01 (Vibrio alginolyticus) va VKCVV02 (NLB ) vao ca khée

0,1 ml huyén dich c6 mat do 10° té bao/ml ciia mdi chung vi khudn noi trén da duoc tiém vao
6 bung, ¢ vi tri truéc vay bung cia ca khoe (c& 8-10cm); c& & nghiém thuc ddi chimg duoc
tiém 0,1 ml nuéc mudi sinh 1y (0,85%). Thi nghiém dugc tién hanh trong diéu kién nhiét do
28-29°C, pH 7,8-8,0, 6 min 30%o. B4 tri thi nghiém da dugc trinh bay & phan phuong phap
nghién ctru va két qua thé hién ¢ hinh 8.

Sau 14 ngay thi nghiém, hién tugng ca chét dd khong xay ra ¢ nghiém thirc ddi chung va
nghiém thirc tiém V. alginolyticus. Tuy nhién, hién tuong ca chét véi cac dau hiéu bénh dic
thil cia bénh dém tring noi tang d4 dugc quan sat thiy ¢ nghiém thic tiém VKCVV02
(NLB), bét dau vao ngay thu 11 va chét 100% vao ngay thu 14. Két qua thi nghiém nay da
xdc dinh dwoe chiing VKCVV02 (NLB) la tac nhan chinh gay ra bénh dém tring nji
tang & ca chim vay vang
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Hinh 8. T¥ 1é chét tich liiy (%) ciia c4 trong thi nghiém cim nhiém 1
- VKCVVO01: Vibrio alginotylicus
- VKCVV02: Nocardia Like Bacteria (NLB)

Cdam nhiém VKCVV02 véi cdc liéu khdc nhau vao ca khée

O thi nghiém thir 2, vi khuan NLB d4 duoc cam nhiém vao cé chim vay vang khoe véi cac
lidu khac nhau: 0,1ml huyén dich ciia vi khuidn NLB & mat do khac nhau (NT1: 10%; NT2:
10°; NT3: 10°; NT4: 107 va NT5: 10° té bao/ ml) da dugc tiém vao 6 bung cua mdi con cé
khoe, 0,1ml nudc mudi sinh ly vo trung dugc tiém cho mdi con ca & nghiém thirc ddi chiing
(DC) theo phuong phap d& dugc trinh bay ¢ phan phuong phap nghién ciru. Thi nghiém da
duoc thyc hién trong diéu kién: 24-26°C, pH: 7,4-7.8 va 36 man: 28— 30 ppt.

Két qua ¢ hinh 9 da thé hién, khi ca bi cam nhiém vi khudn NLB véi liéu cang cao thi ca bi
chét cang som va dat ty 1& chét 100% nhanh hon. Ca & cac nghiém thirc NT2, NT3, NT4 va
NT5 bét dau chét vao ngay thi 5 sau cam nhidm va chét 100% theo thir tu vao céc ngay tha
12,11, 10 va 8. Ca & NT1, chi bat dau chét vao ngay thir 7 va chét 100% vao ngay thir 13. Chi
s6 2y chét 50% LD50 cta vi khuan nay d4 dugc xac dinh sau 8 ngdy cam nhiém 1a: 1,78 x
10",

Cé chim vay vang bi bénh sau cam nhiém ¢ thi nghiém 2 ¢4 boc 16 18 mot sb cac dau hiéu dic
thil ciia bénh dom tring ndi tang nhu d trinh bay ¢ trén (hinh 1).
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Hinh 9. Ty 1¢ chét tich liiy (%) ciia ca bi cam nhiém chiing NLB & cac lidu lwgng vi khuén
VKCVV02 khac nhau
Thao luian

Vi cac dau hiéu chinh cua bénh dém trang ndi tang & ca chim vay vang (hinh 1&2), cac bién
d6i bénh Iy trong m6 va té bao cta cac to chirc co quan & ca bénh (hinh 3,4 & 5) va vigc phat
hién mot s6 lwong 16n vi khuan dang hinh que, Gram (+), khang acid, phan nhanh va giy dot
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trong cc tiéu ban phét mo cua ca bénh (hlnh 6) da ching to rang: CAC MAu ca bénh da bi mot
bénh nhidm trung hé théng va cac thuong ton ning né & md cia cic ndi tang nhur gan, than va
lach 1a nguyén nhan gay chét cho ca bénh.

Di 6 nhiéu cong trinh dugc cong bd boi cic tac gia trong va ngoai nude vé cac loai bénh
khéac nhau ¢ ca xuong co chung dau hiéu bénh 1y 14 cac u hat tring xuét hién & trén hay trong
ndi tang ciia ¢4 bénh ciing nhu cac thwong ton dang u hat thé hién trén cac tiéu ban mo bénh
hoc. Vi du nhu bénh mu ¢ gan than ctia ca tra nudi & dong bang séng Ciru Long do vi khuan
Edwardsiella ictaluri (Crumlish M.& CS, 2002; Nguyén Qudc Thinh & CS, 2004). Bénh
Photobacteriosis do vi khuan Photobacterium damsela gay ra & ca cobia nudi & Dai Loan véi
cac dém triang dang hat nim trong than, lich hay gan cta ca bénh (Liu & CS. 2003). Bénh
Nocardiosis do nhiém vi khuan Nocardia spp. ¢ dang hinh que, phan nhanh, Gram duong,
khang acid, dd duoc thong bdo gy bénh ¢ loai ca chim vay vang (Trachinotus blochii) va
nhiéu loai c& bién khac nhu ca hong (Lutjanus spp.), ca r6 phi (Oreochromis sp.), cA& ma
(Epinephelus spp) ¢ Malaysia, Trung Qudc va Singapore (Labrie & CS, 2008), ca
Lateolabrax japonicus ¢ Pai Loan (Chen & CS, 2000; Shimahara & CS, 2009), ca dudi vang
(Seriola quinqueradiala) nudi ¢ Nhat ban (Kudo & CS, 1988; Itano & CS, 2002; Shimahara
& CS, 2005), ca Larimichthys crocea (Wang & CS, 2005) va ca l6c (Ophiocephalus argus)
(Wang & CS, 2007). Ngoai ra, bién d6i mé bénh hoc & cac to chic ndi tang cia ca bénh c6
dang u hat ciing dugc phat hién & nhiéu loai ca nudi bi nhiém bénh Mycobacteriosis do vi
khuan Mycobacterium spp., day ciing 1a mot vi khuan Gram (+) va khang acid.

Mot sé dic diém vé hinh théi, sinh vat va héa hoc cua vi khuan VKCVVO02 thé hién su tuong
ddng vai cac loai thudc gibng Nocardia spp. Do vy, ching VKCVV02 da dugc dinh danh 1a
mot loai trong ty nhu Nocardia, viét tit 1a NLB. Tuy nhién, dé phan loai chinh xac hon can
phai 1am thém mot sé dic diém sinh hoa khac nhu xac dinh ham luong cia acid mycolic, phan
ung hypoxanthine, phan Gng testosterone va khang Lysozyme...

Mic dU can tién hanh nhitng nghién ctru sdu hon dé xac dinh dén loai cua vi khuan giy bénh
d6m tring ndi tang & ca chim vAy vang nudi tai Khanh Hoa, nhung két qua thu dugc tir hai thi
nghiém cam nhim ngugc da chimg minh duoc rang, loai vi khuan tuong ty nhu Nocardia
(NLB) Ia tac nhan chinh gay bénh dom tring ndi tang & ca chim vay vang.

Dy 1a nghién ctru budc dau vé mot bénh méi dd xay ra & mot ddi twgng ca nudi méi duge
nhap vao Viét Nam trong vai nam gan day va 1a bao cdo dau tién da phan lap dugc loai vi
khuan tuong tu nhu Nocardia tir ca bién nudi bi bénh ¢ Viét Nam.
KET LUAN VA PE XUAT Y KIEN
Két luin
Cé Chim vay vang (Trachinotus blochii), ¢& 6-14 cm bi bénh ddm tring noi tang da boc 16
cac dau hi¢u chinh nhu sau: xuat hi¢n nhicu not phong rop ¢ da, cac u hat mau trang, nho &
mang va & cdc ndi tang nhu lach, than, gan va cac khoi u 1én hodc nhé nam doc cot song. Cac
thuong ton nay da 1am co thé ca bénh bién dang va gy chét chét rai rac; ty 1€ chet tich ity
quan sat dugc co thé dat tir 30-70% cé& nudi.
Ca chim vay vang bi bénh d6m trang ndi tang da bi cam nhidm hé thdng trong cc co quan ndi
tang mot dang vi khuan hinh que, dai tir 2-10 pm, phan nhanh va thuong gay thanh cac doan
ngan, Gram (+) va khing acid. C4c dac diém hinh thai, sinh vat va hoa hoc cia ching vi
khuan nay tya nhu giong vi khuan Nocardia spp, do vay dugc dat tén 1a NLB (Nocardia Like
Bacteria).
Két qua cam nhidm nguogc trong diéu kién thi nghiém d4 chirng t6 rang, vi khuan NLB 12 tac
nhén gay ra bénh dom trang ndi tang ¢ ca chim vay vang nudi long ¢ Khanh Hoa.
Pé xuit y kién
Can tién hanh dinh danh dén loai chung vi khuan NLB bang k¥ thuét sinh hoc phan tir.
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