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TOM TAT: Bénh phéat sang 1& mgt bénkh nguy hiém va phé bién trong cac trai sdn xudt cua
giong (Scylla serrata) ¢ mién Bac. Ty 1é chét gay ra do bénh nay c6 thé Ién téi 50 - 100% sau 2 - 3
ngay nhiém bénh néu khong cé bién phap chia tri kip thoi. Bang phwong phdp dinh danh vi khudn
(phuong phap thir phan img sinh hod va phuwong phdp doc va so sanh trinh tir gen 165 rDNA) va
gay cam nhiém nhan tao, chiing téi d4 xac dinh tac nhan gay bénh phat sang trén du triing va cua
giong 1a vi khuan Vibrio harveyi va phicong phdp tri bénh hiéu qud théng qua hai buéc: DUng hoa
chdt Pemanganat kali, Chlorine, Formalin khit triing nuwéc, cua me, thice an (artemia) va dung cu
chuyen dung sau do ding mét trong 3 logi khang sinh Neomycm Erythromycin hogc Doxycyclln Vdi
nong do 2 ppm/ngay trong 3 ngay dau lién tlep & mMéi giai dogn (Zoea, Megalop va cua giong) dé
phong bénh va 3 ppm/ngay trong 3 ngay lién tiép ké tir khi du trung nhiém bénh dé tri bénh.

Tir khéa: Au triing va giong cua xanh, Scylla serrata, bénh phét sang, vi khuan.

PAT VAN DPE

Cua xanh la mat trong nhu:ng dbi tuong
nubi thUy san ¢ giéa tri kinh te & Viét Nam. K§
thuat nudi cua don gian, toc d6 sinh truong
nhanh va gia cua thuong pham thi truong tuong
dbi 6n dinh (tir 120. 000 - 180.000 dong/kg)
Hang ndm udéc tinh can khoang 1 ty con giong
cua de tha nudi trén hang ngan hecta dién tich
ao dam, nhung hién nay con giéng khai thac tir
tu nhién chi dap u:ng dugc khoang 10 - 20% so
v6i nhu cau cua giéng cho nudi thuong pham
[1]. Viéc nghlen ClrU San Xuét ~giong cua xanh
thanh cong da gop phan thiic diy nghé nuéi cua
phat trién. Tuy vay, truéc tinh hinh thuc tién
Cac tral san Xuat giong cua blen dang gap mot
50 van dé vé dich bénh lam au tring va cua
gidng chet hang loat, ty I¢ 50ng trung binh tur
Zoea 1 dén cua gibng rat thap chi dat dudi 4%
[2]. Bénh cua khdng nhirng la nguyén nhan lam
giam ty 1é song, giam san lwong ma con lam
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giam chit luong 4u tring va con glong Cho
dén nay, da phat hién ra duoc bénh au trung cua
do nhiéu tac nhan gay ra nhu vi khuan, nim, ky
sinh trung va vi rut [2]. Trong d6, bénh phat
sang & au trung va cua giong |a mot trong
nhﬁ:ng bénh ddc biét nghiém trong. Bénh xay ra
& nhiéu trai san xuat gidng cua tai Hai Phong,
Nam Dinh va nhiéu dia phuong khac lam chét
hang loat va gay thi¢t hai lén cho cac trai san
XUt glong cua bién. Cho dén nay, cac nghién
cliru Ve bénh phat sang ¢ au tring va cua giéng
con rat han ché. Vi Vay viéc nghlen cau tac
nhan gay bénh phat sang do vi khuan Vibrio
trén au trung va gidng cua xanh I hét stic can
thiét, gop phan khong nhé vao su phat trién cua
nghé nudi cua bién & Viét Nam.

PHUONG PHAP NGHIEN CUU

Dé xéc dinh chinh xac tac nhan gay bénh
phét sang & au tring va cua giéng, ching toi



dung phu:orng phép phan 1ap va dinh danh vi
khuan theo cac tac gia Musselius (1993), Ferich
(1993) va Bergey (2001) bing phuong phap
phan tir 16s rDNA va phuong phap doc va so
sanh trinh tu gen 16S rDNA) sau dé dung
chung vi khuén phan lap duoc trén miu bénh
dé gay cam nhiém nhan tao.

Vat liéu thi nghlem 1a du trung va cua giéng
chung t0i thu tai cac trai san xuat giébng & mién
Béc va thu 30 mau cho mbi loai.

Thi nghlem dugc thyc hién tai Tram
Nghién ctru Nuoi trong thuy san nudc 1g thude
Trung tam Quoc gia giong Hai san mién Bic,
Vién Nghién ctru Nudi trong thuy san 1.

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

Téch chiét DNA téng sé

Ly tam thu dich té bao & toc dd 10.000 rpm
trong 5 phat, ro| thu can, hoa vao trong 567 pl
(1 TE (10:1) dé trén da va votex, tlep d6 thém
vao 30 ul (I SDS 10%) tron 3 Ian roi thém vao
3 ul (I Protease K (2 mg/ml), tiép do u ¢ 37°C
trong 1 gio, roi thém 180 ul (I NaCl 5 M, 1 &
56°C trong 10 phat), thém 1 V Chloroform:
Isoamyl (24:1), tiép d6 ly tam 12.000 rpm trong
10 phdt, Ip lai budc trén 1 1an nira, roi thu ldy
dich trong, b4 sung 1/10 V Sodium acetate 5M
va 2,5 V Ethanol 100%, giit ¢ -25°C trong 2
gio, sau d6 ly tam 12.000 rpm trong 20 phut dé
thu taa, thu taa va hong kho, thém 400 pl (1 TE
- ARNase, U & 37° C trong 1 gio, cuoi cung
kiém tra DNA tong s bang dién di Agarose.

Tbi wu hoa diéu kién chay PCR nhan gen
16S rDNA

Thanh phan phan tng chay PCR nhan gen
16S rDNA (bang 1).

Bang 1. Thanh phan phan &ng nhan gen

16S rDNA cua Vibrio sp.

Thanh phan Néng do Lwong hat
PCR buffer 10X 2 ul
Taqg polymerase 5 u/ul 0,3 ul
dNTPs 2,5 mM 1,5 pl
DNA template 50 ng/ul 2l
Mbi 5 F 10 uM 1yl
Mbi 1525 R 10 uM 1yl
Nwéc cat chay PCR 12,2 ul

Nghién cuu tac nhan gay bénh phat sang ...

Phuong phdp xdc dinh mdt do Vi khudn:
Bing phuong phap so mau dung bo dng chuin
Mc - Faland’s.

Dé dua ra phu(mg phéap phong va tri bénh
phat sang chung toi bo tri thi nghi¢m theo so dd
khdi ngau nhién trong bé kinh thé tich 10 it
mat d6 tha du tring cua ban dau 1a 10 con/lit.
Ba loai khang sinh phé bién trén thi truong do
la_ Erythromycin, Doxycyclin, Neomycin duoc
lua chon thtr nghiém véi nong do6 va thoi gian
tac dung khac nhau.

Phirong phdp phan tich sé liéu

Str dung chuong trinh DNA STAR dé xir ly
trinh tu va vé cay phat sinh loai.

KET QUA VA THAO LUAN

Két qua dinh danh vi khuin trén miu bénh
phét sang

Nubi cdy va phan ldp vi khuan

Béng phu:orng phap nuéi cdy va phan lap vi
khuan trén méi truong TCBS, chung t6i da xac
dinh dugc 4 chang vi khuan \fbrlo (V1,Vv2,V3
va V4) hi¢n dign trén mau bénh au trung, cua
gidng phat sang vai ty 18 xuit hién twong tng 1a
0,00 - 18,8%; 75,0 - 100%; 11,1 - 25,0% va
0,00 - 12,5%.

Nhu vay, chung vi khuan V2 dugc coi la
chang vi khuan chiém wu thé trong miu bénh
phat sang.

Dinh danh vi khudn trong mdu bénh phat sang

Két qua thir phan ung sinh hoad: Bang
phuong phap thong dung nay chiing téi dd Xac
dinh dugc chung V1 la V. ordalii, ching V2 la
V. harveyi, chung V3 la V. alginolyticus va
chung V4 la V. parahaemolyticus.

Két qud doc va so sanh trinh tw gen 16s rDNA

Can cir vao két qud trén, chung téi xac dinh
dugc chung vi khuan V2 la ching vi khuan
chiém uu thé trong cac mau bénh phét sang. Do
vay, chang t6i chi dinh danh chung vi khuin
bang k§ thuat sinh hoc phan tir.

Bing phuong phap doc va so sanh trinh tu
gen 16s rDNA tai Vién Céng nghé Sinh hoc
chiang vi khuan can dinh danh V2, ching toi
thu duoc két qua:
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ba nhan dugc gen 16s rDNA cua loai
Vibrio sp. véi kich thudc tuO'ng ung khoang
1,4 kb. Tuy nhién, san pham nay chua dic hiéu,
do vay phai tién hanh thdi gen va tinh sach san
pham PCR truée khi doc trinh tu. Két qud san
pham PCR, thoi gen va tinh sach duoc thé hién
& hinh 1 va hinh 2.

Hinh 2. Két qua tinh sach gen 16S rDNA cua

Hinh 1. Két qua nhan gen 16S rDNA cua loai Ket qu 65T
loai Vibrio sp. tir bénh phat sang

Vibrio sp. tir bénh phat sang

Doc trinh tir gen 16s rDNA cua loai Vibrio sp. (889bp)

GAACGCTGGCGGCAGGCCTAACACATGCAAGTCGAGCGGAAACGAGTTATCTGAACCT
TCGGGGGACGATAACGGCGTCGAGCGGCGGACGGGTGAGTAATGCCTAGGAAATTGCC
CTGATGTGGGGGATAACCATTGGAAACGATGGCTAATACCGCATAATGCCTACGGGTCA
AAGAGGGGGACCTTCGGGCCTCTCGCGTCAGGATATGCCTAGGTGGGATTAGCTAGTT
GGTGAGGTAATGGCTCACCAAGGCGACGATCCCTAGCTGGTCTGAGAGGATGATCAGC
CACACTGGAACTGAGACACGGTCCAGACTCCTACGGGAGGCAGCAGTGGGGAATATT
GCACAATGGGCGCAAGCCTGATGCAGCCATGCCGCGTGTGTGAAGAAGGCCTTCGGGT
TGTAAAGCACTTTCAGTCGTGAGGAAGGTAGTGTAGTTAATAGCTGCATTATTTGACGT
TAGCGACAGAAGAAGCACCGGCTAACTCCGTGCCAGCAGCCGCGGTAATACGGAGGG
TGCGAGCGTTAATCGGAATTACTGGGCGTAAAGCGCATGCAGGTGGTTTGTTAACTCAG
ATGTGAAAGCCCGGGGCTCAACCTCGGAATAGCATTTGAAACTGGCAGACTAGAGTAC
TGTAGAGGGGGGTAGAATTTCAGGTGTAGCGGTGAAATGCGTAGAGATCTGAAGGAAT
ACCGGTGGCGAAGGCGGCCCCCTGGACAGATACTGACACTCAGATGCGAAAGCGTGG
GGAGCAAACAGGATTAGATACCCTGGTAGTCCACGCCGTAAACGATGTCTACTTGGAG
GTTGTGGCCTTGAGCCGTGGCTTTCGGAGCTAACGCGTTAAGTAGACCGCCTGGGGAG
TACGGTCGCAAGATTAAAA

Str dung chuong trinh DNA STAR dé xu ly
trinh ty, két qua cho thy loai Vibrio sp. duoc
phan lap tor mau bénh phat sang tu nhién va
mau bénh phat sang nhan tao do gdy cam
nhiém (Vibrio sp.) da dugc so sanh vai cac loai
Vibrio khac c6 trong ngan hang gen
(GENBANK) cho thay: chung Vibrio sp. (V2)
c6 ty Ié phin traim twong dong cao nhat so voi
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loai V. harveyi la 99,7% va khoang cach di
truyén tuong ung la 0,2; tiép do la loai V.
carchiariae c6 ty 1¢ phan tram _tuong ddng la
99,8% va khoang cach di truyén 1a 0,3. Tiép
dén la  hai loai V. alginolyticus va V.
parahaemolytlcus c6 ty lé phan trdm tuong
ddng 1a 99,3% va khoang céch di truyén la 0,6
va 0,7 twong ung.



Qua do, chiing t6i c6 thé khing dinh chang
vi khuan V2 (Vibrio sp.) duoc phan lap tir mau
bénh phéat sang tai Hai Phong va Nam Binh la
loai Vibrio harveyi.

Béng 2. Bang phan tram tuong ddng va
khoang cach di truyén cua cac ching
Vibrio vai chiang Vibrio sp. (V2)

Percent Identity
A i2 73 475 6718 970112
1 MM 997 939 05711953 054997 9251920 9931949 993 1
2 03 (053954 955 956 998 1925 82419931067 995 2
3054 51 M7 950 067 9381919 508 940662 844 3
4 5145 75 a0t 047 951835 505 948739 850 4
5 4845 40 53 Q095 953 957 1975 955 5
5 5
7 7
8 8

Vibrio sp.
V.carchiariae
V.

V.damsela
VAuvialis

W furnisii
Vhareyi
Vhollisae

058 1674 855
590 :940 i85 7
589231874 827

Divergence

V.mimicus

V.

Vwulnificus
Y. alginolyticus

Ghi chi: Divergence: Khodng cach di truyén,
Percent Identity: ty 1¢ phan tram (%) twong dong.

Nuceotids Substitutions (x100)

Hinh 3. Cay phét sinh chung loai
cua cac loai Vibrio

Két qua gay cam nhiém va dinh danh lai vi
khuén tir mau bénh nhan tao

Gay cdm nhiém vi khudn véi du trung, cua
giong

Két qua gay cam nhiém 4u trung va cua
gidng vai vi khuin Vibrio harveyi cho thiy:
Trong cac giai doan phat trién cua au trung (tur
Zoea dén Megalop va cua gidng) thi giai doan
Zoea la giai doan rat d& man cam nhat véi V.
harveyi (dac biét Zoea 2). V6i mat do vi
khuan V. harveyi dat 6,0 x 10° CFU/ml, 4u
tring Zoea dén 48 gio da xuat hién bénh phét
sang. Trong khi do6, & cac 16 thi nghiém cam
nhiém Megalop va cua véi vi khuin V.
harveyi, thi 4u tring Megalop phat sang sau
72 gid v6i mat do vi khuan dat trén mac 1,0 x
10° CFU/ml, cua giéng phat sang sau 72 gid
voi mat do vi khudn dat trén mac 1,0 x
10" CFU/m.

Nghién cuu tac nhan gay bénh phat sang ...

Két qud gay cam nhiém au tring va cua
gidng véi 3 chung vi khuan (V. ordalii,
alginolyticus va V. parahaemolyticus) da xac
dinh dugc ca 3 chung V. parahaemolyticus, V.
ordalii va V. alglnolytlcus khong phai la tac
nhan gay b¢nh phat sang truc tiép. Rat cd thé
céc chung vi khuin nay sé& két horp Véi ching V.
harveyl lam bénh phét sang tré nén tram trong
va kho chira tri.

Phan Igp va dinh danh lgi vi khudn tir mdu
bénh phéat sang nhéan tago

Trong qua trinh thi nghi¢gm gay cam nhiém
nhan tao, ching toi tién hanh thu mau bénh
pham bénh phat sang va tién hanh dinh danh lai
vi khuin bang ca hai phwong phap (thtr phan
ng sinh hoa va doc va so sanh trinh ty gen 16S
rDNA). Két qua da thu duoc trong Cac mau
phat sang nhéan tao la chung vi khuin V.
harveyi, d6 cling la chung vi khuin ma truée do
chiing toi dung dé gay cam nhiém.

Két qua xdc dinh tac nhan gay bgnh phat
séng trén 4u trung va cua gidng

Qua céc két qua dinh danh vi khuan va ket
qua thi nghlem gay cam nhiém nhan tao trén 4u
trung va cua glong ¢ trén, chung t6i da xac dinh
duoc bénh phat sang ¢ 4u tring cua xanh 1a do
loai vi khuan Vibrio harveyi.

Phong va tri bénh

Trong qué trinh san xuat cua gidng, bién
phap phong bé¢nh la chinh va chira bénh phai
kip thoi, ngoal vi¢c phong bénh tir xa bang
cach dung cac hoa chit xt Iy nuéc, thic an,
cua bo me, dung cu nudi thi viéc dung khang
sinh dé phong khuan trong qué trinh nu6i 1a rat
can thiét.

Dé phong va tri bénh phét sang ching ta
can quan tam dén viéc xir Iy nuéc va dung cu
bing cac chat diét khuin manh nhu Kali
Pemanganat (ndng do 3 - 5 ppm trong 24 glor)
Chlorine (nong d6 50 - 60 ppm trong 1 tuan) va
Formalin (ndng d6 20 - 30 ppm. trong 24 glor)
Trong qua trinh wong nudi can két hop Vvéi viéc
phong bénh nay bang viéc chon 1 trong 3 loai
khang sinh  (Erythromycin, Doxycyclln va
Neomycin) véi nong do 2 ppm/ngay va st dung
trong 3 ngay dau lién tiép & mdi giai doan phat
trién cua Au trung.
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Két qua phong bénh phét sang trén au tring
va cua gidng la dung mot trong 3 loai khang
sinh (Erythromycm Doxycyclin va Neomycin)
Vv6i nong do 2 ppm/ngay trong 3 ngay dau lién
tidp & mdi giai doan (Zoea, Megalop va
cua giéng).

Két qua tri bénh bing mot trong 3 loai
khang sinh (Erythromycin, Doxycyclin va
Neomycm) Vvéi nong do 3 ppm/ngay trong 3
ngay lién tiép ké tir khi 4u trang nhiém bénh.

KET LUAN

Két qua nghlen ctu vé bénh phat sang trén
4u tring va cua gidéng, ching t6i dd xac dinh
duoc tAc nhan gay bénh 1a vi khuan V. harveyi,
vi khuén nay thuong c6 mat trong nudc bién,
nuée lo va tham chi trén cua me ving bién
Hai Phong.

Dic diém cua lodi vi khuin nay c6 dang
hinh que, bat mau Gram am, khuén lac c6 dang
tron, 16i mau xanh moc trén mdi truong chon
|Q% TCBS sau 24 gio nudi ciy ¢ nhiét do 26 -
28°C.

Khi vi khuan Vibrio harveyi du sé lwong va
doc lyc s& tan cong 4u trung dic biét 1a nhitng
c& thé 4u trung yéu trong bé wong s& dan dén
phat sang.

Bénh phat sang dugc xir 1y bang viéc chon
1 trong 3 loai khang sinh (Erythromycin,
Doxycyclin va Neomycin) véi nong do
3 ppm/ngay trong 3 ngay lién tiép.
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STUDY ON PATHOGEN OF LUMINOUS DISEASE
VIBRIO HARVEY| 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
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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
16S rDNA) as well as artificial disease infection. In addition, we have developed successful
prevention and treatment for this disease as follows: potasium permanganate, chlorine, formaline
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 (Zoea, 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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