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TOM TAT: Bénh phait sang la mot bénh nguy hiém va phé bién trong cac trai san xudt cua
grﬂng (Scylla serrata) & mién Bac. Ty Ié chét gay ra do bénh ndy €6 thé lén t6i 50 - 100% sau 2 - 3
ngady nhiém bénh néu khong co bién phdp chita tri kip théi. Bing phwong phép dinh danh vi khudn
{(phuong phdp thir phdn img sinh hod va phwong phap doc va so sdank trinh ty gen 168 rDNA) va
gdy cdm nhiém nhén tgo, chiing t6i dé xdc dinh téc nhin gdy bénh phdt sang trén du tring vd cua
giong la vi khudn Vibrio harveyi va phuong phdp tri bénh hidu qué thong qua hai buée.: Dang hod
chat Pemanganat kali, Chlorine, Formalin khir tring nwdc, cua me, thirc dn (artemia) va dung cu
chuyén dung sau do dung mgt trong 3 loai khang sinh Neomycin, Erythromycin hodc Doxycyclin VOl
nong d¢ 2 ppmfngay trong 3 ngdy diu lién rwp o moi giai doan (Zoea, Megalop v cua giong) dé
phong bénh va 3 ppm/ngay trong 3 ngay lién tidp ké tir khi du trimg nhiém bénh dé tri bénh.

Tir khéa: Au triing va giéng cua xanh, Scylla serrata, bénh phdt sdng, vi khudn.

PAT VAN DE

Cua xanh 13 mét trong nhiing d6i tuong
nudi thuy san ¢O gta tri kinh t€¢ o Viét Nam. K¥
thuit nuéi cua don gian, toc dd sinh truomg
nhanh va gid cua thuong pham thi trirong tuong
dbi 6n dinh (tr 120. 000 - 180.000 dong/kg)
Hang ndm uéc tinh cin khoang | ty con giong
cua de tha nudi trén hang ngan hecta dién tich
ao d4m, nhung hién nay con gidng khai thac tir
ty nhién chi dap ung dugc khoang 10 - 20% so
vo1 nhu cdu cua giong cho nuéi thlrcmg phim
[L]. Vlec nghlen clru san Xuét _giong cua xanh
thanh cong da gop phin thic diy nghé nudi cua
phat trién. Tuy vayg trude tinh hinh thye tién
cac trai san xuét gidng cua blen dang gﬁp mét
so vin de vé dich bénh fam 4u trung va cua
giong chet hang loat, ty 1§ song trung binh tir
Zoea 1 dén cua gidng rat thap chi dat dwdi 4%
[2]. Bénh cua khong nhirng 1a nguyén nhin lam
giam ty 1€ song, giam san lugng ma cén 1am
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giam chit lwong du trung va con gmng Cho
dén nay, 3d phat hién ra dugc bénh au trung cua
do nhiéu tic nhan gay ra nhu vi khudn, nim, ky
sinh trung va vi mit [2). Trong d6, bénh phat
sang & au trung va cua giong la mdt trong
nhung bénh dac biét nghiem trong. Bénh xay ra
& nhiéu trai san xuat gidng cua tai Hai Phong,
Nam Pinh va nhiéu dia phuong khac lam chét
hang logt va giy thit hai lcm cho cac trai san
Xudt gu)ng cua bién. Cho dén nay, cic nghxen
ciru vé bénh phat sang & du tring v cua gidng
con rat han ché. Vi vay, viéc nghlen cuu tac
nhan gy bénh phat sang do vi khuan Vibrio
trén du mmg v3 gidng cua xanh I3 hét s\rc cin
thlet gop phéan khong nhé vao sy phét trién cia
nghé nudi cua bién & Viét Nam.

PHUONG PHAP NGHIEN cU'U

Pé xéc dinh chinh xac tac nhan gdy bénh
phat sang ¢ au trung va cua gmng, chiung toi
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dung phuong phe’ip phan lap va dinh danh vi
khuan theo cic tac gid Musselius (1993), Ferich
(1993) va Bergey (2001) bang phurong phap
phin tir 16s rDNA va phuong phap doc va so
sanh trinh tu gen 16S rDNA) sau dé dung
ching vi khuan phin lap dugc trén miu bénh
dé gay cam nhiém nhén tao.

Vit hiéu thi nghlem la du tring va cua giéng
chung 51 thu tal cac trai san xuét gmng d mién
Bic va thu 30 miu cho méi loai.

Thi nghlem dugc thuc hign tar Tram
Nghién ciru Nudi trung thuy san nuaoc lg thude
Trung tdm Qudc gia giong Hai san mién Bic,
Vién Nghién ctru Nudi tréng thiy san 1.

Phuong phap doc va so sanh trinh ty gen
16S r DNA chi tiét nhu sau:

Tdch chiét DNA tong s6

Ly tam thu dich té bao & toc d¢ 10.000 rpm
trong 5 pht, r01 thu cgn, hoa vao trong 567 l
(I TE (10:1) dé trén da va votex, tlcp d6 thém
vao 30 ul (1 SDS 10%) trén 3 lan ré1 thém vao
3 pl (1 Protease K (2 mg/ml), t:ep dé o & 37°C
trong 1 gid, rdi thém 180 pul (1NaCl 53 M, 4 &
56°C trong 10 phut), thém 1 V Chloroform:
[soamyl (24:1), tiép 46 ly tdm 12.000 rpm trong
10 phat, 13p lai bude trén | lin nita, ri thu Iy
dich trong, bd sung 1/10 V Sodium acetate 5M
va 2,5 V Ethanol 100%, giit & -25°C trong 2
gi0, sau d6 ly tdm 12.000 rpm trong 20 phut dé
thu toa, thu taa va hnng khé, thém 4G0 ul (1TE

- ARNase, u & 37 C trong 1 gio, cubi cing
kiém tra DNA tong s6 bing dién di Agarose.

T6i wu hod diéu kién chay PCR nhén gen
16S rDNA

Thanh phan phan ing chay PCR nhén gen
16S rDNA (bang 1).

Béang 1. Thanh phan phan Urng nhan gen
16S rDNA cua Vibrio sp.

Thanh phin Nong dd Lwrgng hat
PCR buffer 10X 2 ul
Tag polymerase 5 ufpl 0.3 ul
dNTPs 2,5 mM 1,5 pl
DNA template 50 ng/ul 2 ul
Mdi 5 F 10 pM 1
Mdi 1525 R 10 uM 14l
Nudére cdt chay PCR 12,2 ul

Nghién cuu tdc nhan gdy bénh phat sang ...

Phuong phap xdc dinh mdt dé vi khudn:
Bang phuong phap so mau dung bé ong chuin
Mc - Faland’s.

bé dua ra pl:urcmg phap phong va tri bénh
phat sang ching t61 bo tri thi nghiém theo so dd
khéi ngau nhién trong bé kinh thé tich 10 lit,
mét do tha du trung cua ban dau 1a 10 con/lit.
Ba loai khang sinh phd bién trén thi trudng dé
la Erythromycin, Doxycyclin, Neomycin dugc
lva chon thir nghiém véi nong d¢6 va théi gian
tac dung khac nhau.

Phwong phdp phén tich so lidu

St dung chirong trinh DNA STAR dé xur Iy
trinh tu va vé€ cay phat smh loal.
KET QUA VA THAO LUAN

Két qua dinh danh vi khuin trén miu bénh
phit sang
Nuéi cdy va phin lgp vi khuin

]_Bfing phirong phap nuéi ciy va phan lap vi
khuén trén mdi trudng TCBS, chung t6i da xac
dinh dugce 4 ching vi khuan Vibrio (V1, V2, V3
va V4) hién dién trén mau bénh & 4u tmng, cua
gidng phat sang véi ty 18 xuat hién trong img 13
0,00 - 18,8%; 75,0 - 100%; 11,1 - 25,0% va
0,00 - 12,5%.

Nhr viy, ching vi khuan V2 duge col la
chiing vi khuan chiém wu thé trong miu bénh

phat sang.

Dinh danh vi khuin trong mdu bénh phit sdng
Két qua th phan Ung sinh hoa: Bang

phirong phap théng dung nay ching téi di xac

dinh dugc ching V1 la ¥ ordalii, ching V2 la

V. harveyi, chiang V3 la ¥V alginolyticus va

chung V4 1a ¥ parahaemolyticus.

Két qua doc va so sdnh trinh tw gen 16s rDNA

Cin cir vao két qua trén, ching t6i xac dinh
dugc chung vi khuan V2 la chung wi khuan
chiém uu thé trong cdc mau bénh phat sang. Do
vady, chang to1 chi dinh danh ching vi khuin
bang k¥ thudt sinh hoc phéan tr.

Bing phuong phap doc va so sanh trinh ty

gen 16s rDNA tai Vién Coéng nghé Sinh hoc
chung vi khuan can dinh danh V2, ching toi

thu duoc két qua:
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P3 nhdn dwgc gen 16s rDNA cua loal 1 2 ey
Vibrio sp. voi kich thudc tuong tmg khoang g

1,4 kb. Tuy nhién, san pham nay chua dic hiéu,
do vy phai tién hanh théi gen va tinh sach san
pham PCR truéc khi doc trinh tur. Két qua san
pharn PCR, thdi gen va tinh sach dwoc thé hién
& hinh 1 va hinh 2.

Hinh 2. Két qua tinh sach gen 168 rDNA ctia

Hinh 1. Két qua nhén gen 16S rDNA cua loai _
lodi Vibrio sp. tr bénh phdit sang

Vibrio sp. tir bénh phat sang

Boc trinh tie gen 16s yrDNA cua loai Vibrio sp. (889bp)

GAACGCTGGCGGCAGGCCTAACACATGCAAGTCGAGCGGAAACGAGTTATCTGAACCT
TCGGGGGACGATAACGGCGTCGAGCGGCGGACGGGTGAGTAATGCCTAGGAAATTGCC
CTGATGTGGGGGATAACCATTGGAAACGATGGCTAATACCGCATAATGCCTACGGGTCA
AAGAGGGGGACCTTCGGGCCTCTCGCGTCAGGATATGCCTAGGTGGGATTAGCTAGTT
GGTGAGGTAATGGCTCACCAAGOGCGACGATCCCTAGCTGGTCTGAGAGGATGATCAGC
CACACTGGAACTGAGACACGGTCCAGACTCCTACGGGAGGCAGCAGTGGGGAATATT
GCACAATGGGCGCAAGCCTGATGCAGCCATGCCGCGTGTGTGAAGAAGGCCTTCGGGT
TGTAAAGCACTTTCAGTCGTGAGGAAGGTAGTGTAGTTAATAGCTGCATTATTTGACGT
TAGCGACAGAAGAAGCACCGGCTAACTCCGTGCCAGCAGCCGCGGTAATACGGAGGG
TGCGAGCGTTAATCGGAATTACTGGGCGTAAAGCGCATGCAGGTGGTTTGTTAACTCAG
ATGTGAAAGCCCGGGGCTCAACCTCGGAATAGCATTTGAAACTGGCAGACTAGAGTAC
TGTAGAGGGGGGTAGAATTTCAGGTGTAGCGGTGAAATGCGTAGAGATCTGAAGGAAT
ACCGGTGGCGAAGGCGGCCCCCTGGACAGATACTGACACTCAGATGCGAAAGCGTGG
GGAGCAAACAGGATTAGATACCCTGGTAGTCCACGCCGTAAACGATGTCTACTTGGAG
AQTTGTGGCCTTGAGCCGTGGCTTTCGGAGCTAACGCGTTAAGTAGACCGCCTGGGGAG
TACGGTCGCAAGATTAAAA

Sir dung chuo‘ng trinh DNA STAR dé xu Iy
trinh fir, két qua cho thdy loai Vibrio sp. duge
phin lip tr mau bénh phat sing tir nhién va
miu bénh phat sing nhin tao do giy cim
nhiém (Vibrio sp. ) d& duogc so sanh véi céc loai
Vibrio khac ¢6 trong ngin hang gen
(GENBANK) cho thay: chung Vibrio sp. (V2)
¢6 ty 1¢ phan trim tuong ddng cao nhit so véi
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loai ¥ harveyi 12 99,7% va khodng cach di
truyén twong tung la 0,2, tiép d6 la loa1 ¥,
carchiarige co ty 1& phan trim tuong dong la
99,8% va khoang cach di truyén la 0,3. Tiép
dén 1a hai loai ¥ alginolyticus va V.
parahaemo!yrwus ¢6 ty 1& phan trim tuong
dong 12 99,3% va khoang cach di truyén la 0,6
va 0,7 tuong img.
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Qua a6, ching t6i ¢6 thé khing dinh chiing
vi khuan V2 (Vibrio sp.) dugc phan ldp hr mau
bénh phat sang ta1 Hai Phong va Nam Binh la
lodi Vibrio harveyi.

Béng 2. Bang phin trdm twong ddng va
khoang cach di truyén cia cic chning
Vibrio voi chung Vibrio sp. (V2)
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Hinh 3. Ciy phat sinh ching loai
cua cac loat Vibrio

Két qud gy cim nhiém va dinh danh lai vi
khuin tir mau b¢nh nhin tao
Gdy cdm nhiém vi khudn véi du tring, cua
giong

Két qua giy cam nhiém 4u tring va cua
gidng voi vi khudn Vibrio harveyi cho thiy:
Trong cic giai doan phat trlen cua an trung (tu
Zoea dén Megalop va cua g}ong) thi giai doan
Zoea la giai doan rit d&€ man cam nhat véi ¥
harveyi (dac biét Zoea 2). Vi mét df wi
khudn ¥V harveyi dat 6,0 x 10° CFU/ml, éu
tring Zoea dén 48 gidr 4 xudt hién bénh phat
sing. Trong khi d6, ¢ cdc 16 thi nghiém cam
nhiém Megalop va cua vor vi khuan ¥V
harveyi, thi au tn"mg Megalop phat séng sau
72 gi¢r véi mat 4o vi khuin dat trén mic 1 0
10° CFU/ml, cua gidng phat sang sau 72 gid
véi mdt 40 vi khudn dat tén mitc 1,0 x
10" CFU/ml.

Nghién ciru tac nhan gdy bénh phat sdng ...

Két qua ghy cam nhiém 4u tring va cua
giong v&i 3 chung vi khuan (¥ ordalii, V.
alginolyticus va V. parahaemolyticus) di xic
dinh duoc ca 3 chung V. parahaemolyticus, V.
ordalii va V. alginolyticus khong phai la tac
nhin giy b¢nh phat sing tryc tiep. Rét co thé
cdc chung vi khuan nay sé ket hop véi chung V.
harveyi ]Jam bénh phét sang trd nén tram trong
va kho chira try.

Phin lip va dinh danh lgi vi khudn tir miu
bénh phat sang nhin tgo

Trong qué trinh thi nghiém gay cam nhiém
nhin tao, ching t6i tién hanh thu mau bénh
pham bénh phat sa.ng va tién hanh dinh danh lai
vi khudn bang ca hai phuwong phap (thir phan
Urng sinh hoa va doc va 50 sanh trinh ty gen 16S
rDNA). Két qua di thu duoc trong cic mau
phat sang nhan tao la chung vi khuin ¥
harveyi, 6 cling 1a chung vi khun ma truge d6
chiing t6i diing dé giy cam nhiém.

Két qua xﬁc dinh tic nhin giay bénh phat
sing trén Au tring va cua giong

Qua céc két qua dinh danh vi khuén va ket
qua thi ngh1em gay cam nhiém nhén tao trén du
trung va cua giong ¢ trén, ching t6i di xac dinh
duogc bénh phat sang ¢ au tring cua xanh 13 do
loai vi khudn Vibrio harveyi.

Phong va tri bénh L

+

Trong qud trinh san xuaﬁ cua gidng, bién
phap phéng benh ld chinh va chita bénh phai
kip thdi, ngoai vigc phong bénh tir xa bing
cach dung cac hoa chit xir Iy mrde, thirc #n,
cua bo me¢, dung cu nudt thi viéc dung khang
sinh dcr phong khudn trong qua trinh nudi 14 rat
¢én thiét.

‘ D¢ phong va trj bénh phat sing chiing ta
cin quan tam dén viée xir 1y nude va dung cu
bang cic chat diét khuan manh nhu Kali
Pemanganat (nbng d6 3 - 5 ppm trong 24 gm)
Chlorine (nong d6 50 - 60 ppm trong | tuan) va
Formalin (nong d6 20 - 30 ppm trong 24 gio).
Trong qua trinh wong nudi cin két hop voi viée
phong bénh nay bing viéc chon 1 trong 3 loai
khang sinh (Erythromycin, Doxycyclin  va
Neomycin) v6i nong d6 2 ppm/ngay va sit dung
trong 3 ngay déu lién tiép ¢ moi giai doan phat
trién cua du trung,
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Két qua phong bénh phit sang trén au triing
va cua giong la dung mot trong 3 loai khang
sinh (E}j}thmmycin Doxycyclin va Neomycm)
vai nong do 2 ppm/ngay trong 3 ngay dau lién
tiép o méi giai doan (Zoea, Megalop va
cua gidng).

Két qua tri bénh biang mdt trong 3 loai
khang sinh (Eryfhramycin Doxycyclin  va
Neomycin) véi nong d6 3 ppm/ngay frong 3
ngay lién tiép ké tir khi au tring nhiém bénh,

KET LUAN

Két qua nghién cini vé bénh phat sing trén
iu tring va cua giong, chang téi da xac dinh
duoc tic nhin gy bénh 1a vi khuin ¥/ harvey:
vi khuin nay thuong c6é mit trong nudc blen
nwdc l¢ va tham chi trén cua me viing bién
Hai Phong,

Dic dlem cia loai vi khuan nay cé dang
hinh que, bat mau Gram am, khuin lac c6 dang
tron, 16i mau xanh moc tren moi trudng chon
loc TCBS sau 24 gi¢ nubi cay & nhiét do 26 -

28°C.

Khi vi khuan Vibrio harveyi & 56 lwong va
doc luc sé tin cong au trung dac biét la nhirng

ca thé 4u tring yéu trong bé wong sé din dén
phat sang.

Bénh phét sang dwoc xir 1y bing viéc chon
1 trong 3 loat khang sinh (Erythromycin,
Doxycyclin  va Nenmycm) vm nong 4o
3 ppm/ngay trong 3 ngay lién tiép.
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STUDY ON PATHOGEN OF LUMINOUS DISEASE
VIBRIO HARVEYI ON LARVAE AND JUVENILE
OF MUD CRAB (SCYLLA SERRATA) IN HATCHERY

Tran The Muu, Vu Van Sang

Research Institute for Aquaculture Number 1

ABSTRACT: Luminous disease is known as the most popularly dangerous disease in the
hatcheries of mud crab (Scylla serrata) in northern provinces. Without any treatment, the mortality
caused by this disease may reach 50 - 100% after 2 - 3 days infected. In this study, Vibrio harveyi

218




kolition o
bartera cay
odon ol
-AFDEC 4

ol 1
st e,

] tavonom o
¢ eV

s

" e
iy
12l

Nghién ctru tac nhdan gdy bénh phat sdng ..

has been identified as the main pathogen which causes the disease in larvae and juvenile of mud
crab by using method for bacteria identification (bio-chemical reaction and comparision of the gene
165 rDNA) as well gs artificial disease infection. In addition, we have developed successful
prevention and treatment for this disease as follows: potasium permanganate, chlorine, Jormaline
used for treatment of water, crab spawners, living food (artemia), utensils and equipment, after that
one of the three different kinds of antibiotics can be used: Neomycine, Erythromycine or Doxycyclin.
For prevention, the dose of 2 ppm/day can be applied for 3 consecutive beginning days of each
development stage (Zoeaq, Megalope and juvenile), and 3 ppm/day can be applied for 3 consecutive
days for disease treatment.

Keywords: Larvae and juvenile of mud crab, Scylla serrata, luminous disease, bacteria.
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