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THANH PHAN VI KHUAN VIBRIO TREN 2 LOAI

HAl SAM VU (Holothuria nobilis) VA HAI SAM LUU

(Thelenota annanas) Bl BENH LG LOET
TRONG DIEyY KIEN NUOI g1

Nguyén Vin Hing', Nguyén Thj Qué Chi', Duong Thj Phugng!

TOM TAT

Hai sﬁn} la l(}:\i m}Oi th(xy\ sdn ¢6 gia tri dinh duong va kinh té cao. Bén canh mét s6 thanh tiu dat duge
trong san xuat nhan tao va nuéi thuong phdm, hai sam cing phai d6i mat vai vin dé bénh. Bénh 1o loét duge
xem la mot trong cde bénh nguy hiém thuong gap nhit trén hai sam nuoi. Nghién cfm nay'nham xac dinh
thanh phan vi khudn Vibrio phan 1ap tir 2 loai hai sam Wwu (Thelenota annanas) va hai sam via (llo/ot/il}ﬂé?
nobilis) dang dugce nuéi phat dyc, leu giir tai Trung tam Nghién ciru va Phat trién Nuéi bién Nha Trang -
Vi¢n Nghién cttu Nudi trong Thiy san 11 (Khanh Hoa). Két qua phan lap vi khudn trén & méu hai sam (4
hdi sim Iyu va 4 hai saim vi) bi bénh 16 loét, thu duge 11 loai vi khuan Vibrio spp. Két qua dinh danh theo
phuong phap truyén théng két hop phuong phap sinh hoce phan tir, dua trén khuéch dai 2 gien 16S rARN va
gien diéu hoa dgc t6 foxR, da xac dinh duoc 4 loai Vibrio chinh. D6 la Vibrio parahaemolyticus, V. harveyi,
V. alginolyticus va Vibrio sp.. Tan s6 bt gap cta V. alginolyticusla 100% trén ca hai d6i tuong hai sam hzu
va hai sam va. Doi vai V. parahacmolyticus, V. harveyiva Vibrio sp. chi phat hién véi tan s6 bét gap la 25%

trén hai sam liyru va chura phat hi¢n thay trén hai sam va.
Tu khéa: Bénh o loét, gien 16S rADN, gien toxE, hdi sém liru (Thelenota annanas), hai sam vi (Holothuria

nobilis), Vibrio.

1. DAT VAN BE

Hai sam 1a loai dong vat thuoc nganh da gai. Lop

hii sim hién nay co khoang 1.100 loai, trong do co

khodng hon 20 loai co gia tri thuc pham va y hoc

dang duge tap trung khai thac va nuoi thuong pham

(Dao Tan Hé, 2006)*. Trong d6, hai sam vi dugc

dinh gia 1a loai c6 gia tri thuong mai cao. J vung

bién nuére ta c6 khoang 60 loai hai sam, trong d6 chu

Yéu t3p trung & vang bién Pha Yén, Khanh Hoa va
téc ddo xa ber nhu Phu Quéc, Thé Chu, Truong Sa,
Con Bio... Mac dit trir luong hai sam kha phong phu
\a da dang nhumg do tinh trang khai thac qua ml'f?
&in dén nguén loi hai sam suy giam nghiém trong va
“ guy cor can kiet (Do Tan Hé, 1991)* Theo F e
1), sdn luong khai thac tu nhién tren thé gio
0 tir 4,300 1 nam 1950 lén 23.400 tdn nam 2000,
siiu d6 san lrgng hai sam giam manh con gaq 10.000
10 nam 2010. Nhu cau sir dung hai sam lam thye
4m tang manh va s quan Iy khai thac nguon 1o
,ﬂ.h.r"ng hop 1y chinh 1a nguyén nhan Cﬁ?{ VieE suy
Mn nghiém trong ngudn loi cac loai hai sam. 1 ruifc
"¢y thyc (ién, nhiéu nghien ciu sinh S0 nhan

Moo SO

Vign N

ghién ciry Nuéi tréng Thuy san 11
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tao, vong nuéi 4u trung va nuoi thuong pham cac loai
hai sam da duoc chu trong thuc hién. An Do la nudc
d4u tien trén thé gidi san xuat nhan tao thanh cong
hai sam cat Holothuria scabra do James thuzc hién
nam 1996. Nhin chung, sinh san nhén tao hai sam da
dugc thuc hién déi voi mot s6 loai ¢o gia tri kinh té
cao nhu H. scabra, H. fuscosgilva, Actinopyga
mauritiana va A. miliaris (Nguyén Dinh Quang Duy
et al., 2009)%.

Cung véi sy phat trién nhan rong mé hinh nuéi,
hai sam bi mét s6 bénh trong qua trinh nuéi, bénh do
ky sinh trung, vi khudn,... gay ra. Cho dén nay, co
rdt it cong trinh nghién ciru vé cac bénh & hai sam
tren thé gioi, & Viet Nam chua ¢6 cong bé nao vé
benh & nhom doi tugng nay. Tuy nhién, qua téng
quan tai liéu co thé thay bénh 1o loét 12 bénh nguy
hiém thuong gap nhat & hai sam nuéi, bénh cg thé
Jay lan va gay chét vai ty 1é 1on trong khoang thoi
gian ngan. Mot s tac gia da nghién ctru vé bénh nay
nhu Becker va dong tac gia (2003)° nghién cima beniq
16 loét trén hai sam cat A. scabrz Deng va déng tac
gia (2008)%, Li va dong tac gia (2010)* nghien oy
bénh 1o loét & loai hai sam Apostichopus Japonicys
nuoi trong bé xi mang va ao dit. Nhin chung, cac
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n‘gh“‘ffl Ctu da phan lap dugc mot s6 nhom vi khuin
tr hdi sam benh 1§ loét nhu Vibrio, Bacteroides,
I?botqbacteﬁum, Staphylococcus,... Trong d6, Vibrio
la nhqm tac nhan hién dién thuong xuyen va chiém
u’El thé trén cac miu hii sam bénh 1 loét. Chinh vi
vay, nghién ciru nay dugc thue hien nhim xac dinh
chmh xac thanh phan vi khuin Vibrio trén hai loai
hdi sam va Holothuria nobilis va hai sam luu
Thelenota annanas bi bénh 1& loét trong diéu kién
nuoi gitr. Két qua ctia nghién ctu sé 1a co s& dé tiép
tuc nghién ciru kha nang gay bénh va dé xuit bién
phap phong tri bénh 1& 1oét tren hai loai hai sam nay.
Da phat hién 4 loai Vibrio & hai sam bi bénh 1& loét,
nhung kha nang, mitc do...gay bénh cua ching thi
can tiép tuc duoc nghién ctru cu thé thi méi c6 thé dé
ra bién phap phong tri.

2. VAT LEEU VA PHUONG PHAP NGHIEN CUU

2.1. Théi gian va dia diém nghién ctru

Nghién ctru dugc thyc hién tir thang 3 dén thang
9 nam 2017 tai Trung tAm Nghién ctru va Phat trién
nuo6i bién Nha Trang - Vién Nghién ciru Nuéi trong
Thy san III.

2.2. Vit liéu nghién ciru

Hai loai hai sam via (Holothuria nobilis) va hai
sam lwu (Zhelenota annanas) dang dugc nudi phat
duc tai Trung tam Nghién ctru va Phat trién nuoi bién
Nha Trang, thuoc Vién Nghién cttu Nudi trong Thay
san III.

2.3. Phuong phap nghién ctru

231 Thu mau

Hai sam c6 d4u hiéu dic trung, ro rang ciia bénh
1 loét sé dugc cach ly va ldy mau. Pong théi, chon
hai sam khoe (khong c6 dau hiéu bénh) dé lay mau
doi chimg.

232 Phuong phap phan Iap, nudi ciy va thuin
chiing vi khuan

—

™~
h vi khuan tang sinh trong TSp (,

Huyén dic \ 4 sung 2% NaCl) duoc bd sung

Soy Broth, :

l4c déuva c
52;10;60 tii dong sau -80°
tiép theo.

233 Phuong phap ngéién ctu dic digy, S
théi. sinh Iy, sinfl hoa vi khuan

Nhimg loai co tan so bat gap (TSBG) ¢, \,,
chiém tu thé duoc khao sat dic diém hinh ths, sm}j
ly, sinh hoa theo cac budc nhur sau:

- Nhuém Gram dé quan sat hinh thaj vi Khu,
theo phuong phap cua Plumb va Bowser (han dich
cita Nguyén Ngoc Nhién, 1992).

- Kiém tra kha nang chiu dung nong do mug
vi khuin & 0%, 3%, 7% va 10%. Thir cac phan tmg gy,
héa catalaza, oxylaza va kha nang nhay cam y;
Vibriostat (0/129) dé buéc dau khdng dinh vi ki,
thuoc nhom Vibrio.

, .
hia nho trong C4c eppendory ]rl;l

” , n
C str dung cho cac ngp;, "
i (‘mJ

inh

- Thuc hién day phan tmg sinh héa bang test
API 20E (BioMérieux- Phap).

Dinh danh so bo theo phuong phap truyén thing
dua vao khoa phan loai vi khuin ctia Bergey (197)
dugc gidi thiéu boi Holt va dong tac gia (1994). Dinh
danh theo phian mém apiweb ctia nha san xuat Test
kit API 20E (BioMérieux- Phap).

2.3.4. Phwrong phap dinh danh sinh hoc phén 11

- Tach chiét ADN vi khun bing bo kit GeneJET
Genomic DNA Purification (Thermo, My).

Béang 1. Trinh tircdc cip mdi PCR_

San

Gien Trinh ty oligonucleotit (5-3) phar
165 | 27F | AGATTTGATCCTGGCTCAG | 148

rADN |1492R | GGTTACCTTGTTACGACTT |
ToxR [LoXRF | GATTAGGAAGCAACGAAAG | ¢
[ToxRR |[GCAATCACTTAA~TAATAAC
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ald gbm 94°C trong 30 giay, 50°C trong 30 giay
a ts: poan gi€ toxR duoc khuéch dai bang cap mdi
| 73 ToxRR (Xie et al., 2005)*%, san pham PCR
[ To fuoc khoang 658 bp. Phan tmg PCR duoc

"Ch ™ 2 4
o B ;oh trong téng thé tich 50 pL véi vong lap 35

‘ ?en hw 3m 94°C trong 1 phit, 53°C trong 1 phut va
- 7 pien di san pham PCR keém theo thang chuén 1
| e gel agaroza 1,5% trong dung dich dém TBE
| o110 Volt trong 20 phiit. Doc két qua dién di trén

| iy ol gel UV, kiém tra su c6 mat ctia san pham

o(R tuomg (Mg VO

111
u

kich thudc truoc khi gliri mau giai

fu.
D liéu trinh tur tho sé duoc két noi va phan tich
chy phan mém Sequencher 5.4.5 (Gene Codes-
Anh). Céc trinh tu ADN ctia cac ching vi khudn va
cic trinh t tham chiéu c6 san trén GenBank sé duoc

Bang 2. Pic diém khuén lac (KL) ciia 11 ching Vibrio spp-

st dung cho viéc ph
(National Center for Biotechnology
dung cong cu nucleotit - BLAS
ncbi.nlm.nih.gov/ BLAST). Tat ca cac
sé duoc déong hang bang
ClustalW va cac khoang trong (gap)
bang phan mém BioEdit 7.0.1.

trinh tu gien nghién ciru ciing voi cAc trinh tur gi
Genbank. Phép phan tich dugc tién
thuat toan Neighbor Joining, S
MEGA 6 (Tamura ef al, 2013)* véi do 1ap lai 1.000
lan. Gia tri tin cay (Bootstrap) dugct
dinh tinh chinh xac cta thuat toan.

an tich trinh tu tren NCBI
Information), sur
ST (http://WWW.
trinh tu ADN
cach st dung cong cu
duoc loai bo

sinh loai ctia cac
en tir
hanh dua trén
& dung phan mém

Phan tich méi quan hé phat

inh toan dé xac

3. KET QUA VA THAO LUAN
3.1. K&t qua phan lap vi khudn

STT | Kihiéu Pac diém khuén lac Vat cha
-Trén TSA: KL trang duc, duong kinh (dk) 2 mm Hai sam leu bi
{ | Thi1 |-TrenTCBS: KL xanh dam, mép tron, 16i, dk 2 mm ;‘;ﬁ‘;‘o ;‘(’)“e g .
-Tren CHROMagar: KL tim, dk 2 mm i
- Tren TSA: KL trang trong, dk 2 mm Hai sam hea bi
2 Th.2 -Tren TCBS: KL xanh sang, mép tron, hoi 16i, dk 2 mm benh 16 dod :
-Tren CHROMagar: KL trong suot, dk 2 mm :
—Tren TSA: KL trang duc dam, tron, 16i, bong, dk 2 mm w0 <im furwbi
3 Th.3 -Tréen TCBS: KL vang, mép tron déu, 161, bong, dk 2,5 mm benh 1 foét ;
s -Tren CHROMagar: KL trang duc, dk 2 mm -
—Tren TSA: KL trang duc, tron, 16i, bong, dk 2 mm 5 oy I
4 Thd |-Tren TCBS: KL vang, mép hoirang cud, dep, dk 2 mm i ;ru !
-Trén CHROMagar: KL tim AL Tl
5 Ths | Tren TCBS: KL vang, bong, tron, hoi 16i, dk 1,5 mm Hai sam Iyu bi
Mg . -Tren CHROMagar: KL trang duc bénh 1& loét
6 __— Tren TCBS: KL vang/ xanlh lot, bong, tron, dk 1 mm Hai sam luu bi
’ -Tren CHROMagar: KL trang duc bénh 1& loét
“Tren TCBS: KL xanh nhat (chuyén vang), dk 1,5 mm, c6 S
7 Ho.l | tam KL dam,vungXung quanh nhat bénhrlr} Yu'bl
Trén CHROMagar: KL mau trang Quc , i
g _Tren TCBS: KL xanh nhat/ Var’1g, dk 1 mm, bong, tron Hai sam vu bi
Ho.2 -Trén CHROMagaﬁ KL mau trang trong ‘ bél’lh 16 loét
9 _Tren TCBS: KL vang, dk 1,5 mm, béng tron Hai sam vu bi
e Ho3 | 1 an CHROMagar: KL mau tring trong __ . bénh 1¢ loét
~Tren TCBS: KL vang dam, dic 3 mm, bong: o hoidep, | pai am vitbi
| 10 Ho.4 dinh chat trén bé mat thac}} , bénh 1& loé t.
[ | -Tren CHROMagar: KL mau trang ,duc : =
t 1 . ~Tren TCBS: KL vang, dk 1 mm, bong tron Ha} sam vu bj
r-re > . . 11 man trang duc bénh 1& loét
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‘ Nghién ctru phan lap duoc 11 loai vi khudn
Vibrio spp. trén 8 mau hai sim bi bénh 1& loét (4 mau
hai sam Iyu 7helenota annanas va 4 mau hai sim vi
Holothuria nobilis).

Dic diém hinh thai, kich thuéc, mau sic khuan
lac ctia 11 chiing Vibrio spp. duoc thé hién & bang 2.

3.2. Két qua dinh danh sinh héa

RAVA nw> — N

Két qua sinh hoa ctia 11 ching vi khy;,
(&

R ¥ h J]an
N ang dac diém dac g cia el
lap 4 12 Gram Am, c6 kha nang di dong .

1ng dé ) ¢ hiy
(':hurégtalaza va oxidaza ducmg.tlnh, phén tmg uré g,
l{nlgl khong co kha nang sinh HZS va nh{ly "
t\lfrilbx:iostat 2,4-diamino-6,7-diisopropylp,

(0/129). Ngoai ra, cac dac diém sinj, y,

t oA = o i
photpha hiing duoc thé hién & bang 3.

khacctallc

cita 11 chiing Vibrio SPP.

Béng 3. Pac diém sinh héa

PAAnImE Th2 | Th3 | Thd4 | ThS

sinh hoéa

T—TI;_ Ho.1 | Ho.2 Ho.3 | Ho.4 | Hoj

+ - - =

Phat sang

0% NaCl

3% NaCl

+ |+
+ |+

7% NaCl

+ |+

+ |+
+ |+ |+

10% NaCl

+ 4 s
+ + +
+ +

ONPG

]
'
+
)

ADH

LDC

ODC

CIT

TDA

IND

VP

GEL

GLU

MAN

INO

SOR

RHA

SAC

MEL

AMY
ARA

+
+
+
+

NO,

+
+
F

+

+
+

Két qua
dinh danh
so bo

V. alginolyticus
V. alginolyticus

Vibrio sp.

V. alginolyticus

\Epa_rabaemowcus-[- + |4 | ' ' ' U S I S I O 1 ' [ S S 1 [ I I S ] ' E
V. harveyi/
V. campbellii

|

V. alginolyticus/

V. alginolyticus
Vibrio sp.

V. alginolyticus/

Vibrio sp.
V. alginolyticus

\E/.:zlginolyiicus

I
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i 4 Khuan oon T, Ve dinh danh s N M

.umg 3
} Jai & chi Vibriova s R ah danh Shink RN

(¥1ﬂ1gmn‘ N“r‘-ﬂl\ ]\h‘fu\ [nh hoe DHAN [y

hﬁﬂ \ \.\
Chattetioe VA Haldar @01 e wang

R tnh da hinh a0 va e than R Jinh dAnr h N

’ N

" i ™ pén néu St duma vaa dae QM s M hae Dy
ﬂ ~ \ 3 ‘.\

kh' o the dinh danh chiah 220 i, Chimh:

v, gien ma hoa 1IN & \\\ VR WA R gen hae 1
doe ST AU TORR TR TR dinh danh Vine

I\h"
0 sinh o Phan KL Nghwn Simniy s Qg
mm 1(“51’\1\\7 A Qen B haa AN 1 s A i

quoh dén Todi
33, Dinh danh vi Khuiin hing phavag phee sia
hoc phén B

ADN tong 80 ctia vi Khuan Qdooe Ladm s &3
ih sach tren gel dn i AQATOZR
rang chudn 1 Rb va ADN 1dng 80 oia 10 haws dde o
fich thude 1on hon 10.000 b, Cac mida ADN Qe
ding trong phan img Khudch da 2 gron IR AN v
xR bing K thudt PCR van cac cp mdy 3 dww.

Hinh anh dién di k&t qua 1\ R Khudch dai 2 gwon o
séuthé hien o hinh 1va 2

5% o 1‘~Q AU

Hoh 1. Didn di sén phim PCR khudch dai gion 18
rADN (M: marker 1Xkb)

100N ™D

assBp
AL SR

Sy Di¢n di sin phdm PCR khuyoeachs NEEN
toxR (M: Marker 100 bp)
q 168 rADN a1

. Ké&
QUi so sdnh trinh QU %
‘1 (N\“‘\'

a
CH

] h
% uin Vibrio van cac trinh tir 8¢
“ng thanh 4 phom. Nhom 1, loat Th 1y

b )\““
mcac lodi V. ]’.77"?1'1.?("7701“"\ wx Nhom

X
mmg ding vin cac loai Vo Ahanatd \m.‘\.‘ a

h \Y \\

.
4> 4 -3
A S0

: QS tueng déng vor cac loat V. alginolvticus.
\’\1‘1.’?_ L lea L ong doxm voi cace chung Vibrio
vPee tuy van minh ty déu co cac chi s6
Jany L Queny cover: 9 Q- 90%, E value: 0, Ident: 99 -
SR qua deig minh g cva 4 nhom Vibrgo cho
SR oy Jear gree 168 rADN cta chung ¢6 mure
A g Joing Kha cao, oo the len den 98% va diu
AL Uee ot s e gt ghi nhan truoe do (Kim ef
A 3L Ne er 22 (2009)°, Mustapha et al
QNLI L Cargeet ef 2/ (2013)9). Tuy nhién, gitra 4
e 0 § v o pudleont khae nhau trong tong sO
SR rudieet, ik pe Tai vi trt nucleotit thar 1009,
QR haw gz cac loat trong cting mot loai ¢
mhin ¥ ggmodocus S khae nhau ¢ nucleotit T
S Gyt cd ren loa tham khao tir Genbank.

Sﬁ“ \\_‘!\\

K Qua v saeh ve ty ¢ % sai khae gita cac
W Y e leal ong cung mot nthom nhur sau: ty 1¢
A Dap (1) hoae khong co s sai khae (0%)
SR S lcar Teg curg mot nhomy; trong khi ty 16 %
WA g ol ehoim cao hon, dao dong tur 0.0 dén
L% Teeg do gita 2 nhom V. parahaemolyticus va
i J;vrzmv:m\ o ¥ ¢ % sai khae twong doi thap
L3508 che thay mue do twong dong vé trinh tu
ez I AN kha cao ¢ hai nhom vi khudn nay.
3 Qua pay weeg e vor ket qua nghién clu caa
Ngwade Th Que Chi va dong tac gia (20171 Nhom

20 g da thee hien nghien cum twong ty trén cac
C”-‘:«'Qi ve Rbhuan Ve spp.. dwpe phan 1ap tir au
g cwa hoang & (Rwunea raind) bi bénh phat
Wi, Xt qua sv xanh ve v I % sai khae gitra cac
Sung Vidre spp. trong cung nhom cang 0 - 0,1% va
g e phoi vor thau 1 0.5 - 0.8 %. Vi 168 rADN 1a
Joa e v ol Bao ton rat cao ¢ tat ¢a cic té bao,
N vax, ver cae o 1e % sat kKhae nhue v@y hoan toan da
oo 0 J¢ phan loat cac chung Vidrio spp..

Deeng by vay, et qua so sanh trinh ty gien toxR
i 1Y lead vt Khuan nghien ciu vor cac loai tham
Whie oo Cenbank cang chia chung thanh 4 nhom:
Vo agdeemelocus Vo daveve Vo alginolyvticus va
Y :i Vidire s Ly rhicn, ty 16 sai khae vé trinh ty
S XK QR QI nhom ( L3 =289 %) va gitra cac
o meig cung nhom (- 3.9%) cao hon nhidu so voi
i W Q‘g o 1N AN Prdu do mot lan nita cho
:\,\ e do hae ot cao hon ¢ gien 16S rADN vi
Whadis k\ N {» st Khae ve trinh te gien (xR gitra cac
can duee the hidn qua bing 4.

ORS

\\i\ Xt \
Niv g oy phat sinh lodi cia cde ching
Videio spin Dang phan mem MEGA 6 (Tamura et al,
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) ‘\:{\.‘\ AR o\ =\ WK
AL v e trinh e gien 168 tADN v glen

S duee hice thi tren cae nhanh, Trong do, 2 dung &

r gien 165 PADN (HES419968.1) vi g
((']";};,,E],;(‘).] 1) ctia vi khuédn V. mediterrane;

l()'\'.‘: P‘lh‘ :L'\\l \’l{\\\‘ lt\\\ t‘l 3 \ ) . o A P -
t o hinh 3 v 4 vol gia tt
: g i Jam nhom ngoai.

R [
| Bing 4. Ty I s K v rinh 0BG 700 T
*\\L‘ | v | 2 3 4 2 () il __ﬁ__..- ————" i i
RO\ y | i ’ e — 1
NpGh 72 o9 [ ] *"*:___,,_,.a...—-fw—-m
NI N VN S N I B W W N e e b o
NRGR 4 7280 384 [81 |- S N N N N S e, ey e I I
O[5 (w82 wsr(es2(2r6 |- | | L —t—T
BN Te T [ 257 (281 v P | d—t1
B T7 T8 (189 [955 279 05 102 |- | |—— =
B TR Tasa 9 [255 (279 (05 [02 [02 |- | —1— -
B Te T185 (19 257 | )“() 07 |04 [02]02 |- | N—
W [0 [sa (19 (955 279 [05 [02 [0 0102 L
HSMQ 1 [ 185 [187 [253 -i"'s 07 [04 |02 02104102 -
TR T st 189 [ 955 [ 279 05 (02 [0 [0 10210 | 02 |-
NaGB T3] t\\._ﬂ;tfs.jéf__';{Sf">74 00 12 [10 |10 |12 [1,0 109 L10 1.
WSE 14 (958 [953 (213 [224 [263 (266 [26,5 [265 26,3 26,5 [26,3 |26,5 |258 |-
NaGR (15 261 [253 (213 [22,1 [265 265 [26,3 [263 [26,1 26,3 26,1 [26,3 258 [3,9 |-
GB (V. harveyi DQ503438.1),V.a GI (

G ot Vip GB (V. parahaemolyticus AB372517.1),V.h
2lureiecus ABIT2529.1), Vs GB (chiing Vibrio sp. AY260170.1)

eorsons Bing 5. Két qué dinh danh va TSBG ciia c4c chin
s res Vibrio spp. )
L2 .'::::z;u:v.mm Wicus ’ISI;(; (%)
[ Ky | Hii | W
. ..{,,iwm STT| hiéu Két qua dinh danh . .
"::l: il?ul.l V. alginolyticus 10 él sam Sdm
. = MF S9SS0X 1 V. purahaemolyticus ]Lru vi A
B '“;,j';j;\" i 1 | HS1 V. parahaemolyticus | 25 0
] e 2 |HS2 | V. harveyi 25 | 0
—— 3 | HS3
Cxoa . . . 4 | HS5
Hinh 3. Cay phat sinh lodi cua cac chung Vibrio =TT
sop.dia vao trinh ty gien 16S rADN
spp.dya 81 = 6 | HS7 | V. alginolyticus 0o |
pyans 7 | HS8 .
Juswrowe 8 | HS9
i 9 | HSI0
2 v 10 | HS11
w0 ll.\:b-T():\R 11 HS4 - - [
PO 1:’;:72‘:.’?) V. alginolyticus I/}bno Sp . 25 _’L
l—l d:';ln?;t?l V. parahaemolyticus s Ké't qUé th danh cho thé’y loai vi khufiﬂ ‘
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4 tai CAC trai giéng ("rAMadezgascar. Két qua dinh
o cho thay chung\r thudc chur'lg\ Vibrio va mot s§
;e dinh danh lab{{ gafvey 1Va V. alginolyticus
Ugc 2 con ch(.) biét, e.n 10' loetonay da xay ra tren
s Apostichopus jzfpomcus 0 Trung Quéc, hai
m Jsotichopus .ﬁzscjus 0 Ecuador va hai sam cat g
cahra Australia va New ‘Caledonia. Bén canh d,
\“\. g et al. (20Q4 ' cho rang nguyén nhan gay tir
qng cao trén hai sém’ nuoi trong giai doan 2001 -
4 1a do cac bénh thoi rira - 16 loét trén than va tac
1in 14 céc loai vi Khudn thuoc ching Vibrio. Gan
g, Li et al. (2010) tién hanh nghién cau trén hai
«m Apostichopus japonicus bi bénh 1& loét than,
qng phong miéng gay tir vong cao. Nghién cuu
dng da dinh danh sinh héa va sinh hoc phan tir sir
ding gien 16S rARN d6i véi cac loai vi khudn phan
lip duoe, két qua, ngoai nhém vi khuidn Vibrio chiém
e cao nhdt (64,5%) thi mot s6 nhom vi khudn khac
cing & duoc tim thay 1a Shewanella (12,9%), Serratia
(129%), Pseudoalteromonas (6,4%) va
Havobacterium  (3,2%). Trong d6, cac loai V.
plendidus chiém wu thé trong cac mau phan lap.
Ding thoi, nghién ctru ciing da xéac dinh doc luc cha
mit s loai vi khudn va cho két qua doc luc tang lén
eo thit tir cac loai P tetraodonis, V. splendidus va
Stewanelfa sp. (LDylan luot 12 7,24 x 107, 1,74 x 107,
16x10° cfu/g trong lwong hai sam).

 Tuy nhien, khong chi trén hai sam, ching Vfbﬂ'?
C‘L“g, duge x4c dinh 14 tac nhan chinh gay bénh xu:-?lt
", 15 loét tren mot s6 d6i tuong thily sin khac
B g (Oncorhynchus spp), ca trap (Sparus
:3%)» ca chem chau Au (Dicentrarchus labraﬂ: ca
MScophthalmus maximus),... O ho ca mi, chung
"/Zjdo thomg gay bénh trén cac loai nhu ca rpu
4 me, lam

Ch

<I‘1 %, mg den, mu chdm cam va mu )
i kinh tg cho nghé nuoi c4 mi & Brunel
hgfa?am, Malaysia, Dai Loan, Ho‘n’%‘h ,I;:(I);lfl'
3,{‘?’?13. Kuwait, Singapore, Philippin va * 3 1 V
::;,.aha"‘ gy benh thuoc ching Vibrio th%ro'rlg . V
N laefnob’li(‘us, 174 a]ginob’ﬁcus’ V. yulnificusva V-
:}a”ae (Nash va cong su, 1987
éﬁ%vtaﬁmh a e
% ' QA dinh danh vi khuan Vibrio phan 1P
CBm oL, - een 2 hai <Am luu

Vibrio phan lap dugc 4 loai V. parahaemolytiucs, V.
harveyi, v, alginolyticusva Vibio sp. véi TSBG ctia V.
alginolyticus 1a 100% trén ca hai doi twong hai sam
lyu va hai sam va. Péi vei 1, parahaemolyticus, V.
harveyiva chiing Vibrio sp. chi phat hién voi TSBG
2?% trén hai sam lyu va chua phat hién théy trén hai
sam vu.

Tir két qua nghién ctru trén clung véi mot s6
nghién ctru truée d6 vé benh 1& loét trén hai sam do
Vibrio gay ra thi vi khuén Vibrio c6 thé 1a tac nhan so
cap hoic tac nhan tht cap (tic nhan co hoi) trong
bénh nay. Viec phan lap ching Vibrio tir miu bénh
khong kho nhung xac dinh vai tro cta ching khi cé
dich bénh khéong don gian. Chinh vi vay can thuc
hién thém mot s6 nghién cttu bénh khac dé xac dinh
chinh xac tdc nhan gay bénh 16 loét trén hai sam va
dé xuat cac phuong phap phong, tri hiéu qua.

TAI LIEU THAM KHAO

1. Nguyén Thi Qué Chi, Ping Thuy Binh va
Nguyén Thi Thanh Thiuy (2017). Thanh phan vi
khudn Vibrio phan lap trén 4u trung cua hoang dé
(Ranina ranina Linaeus, 1785) bi bénh phat sang. Tap
chi Nong nghiép va Phat trién nong thon, ky 1, thang
3, tr. 98-107.

2. Nguyén DPinh Quang Duy (2009). Nghién
ctru xay dung quy trinh cong nghé nuéi thuong
pham hai sam cat Holothuria scabra trong ao & quy
mo san xuat tai mot s6 tinh duyén hai Nam Trung bg.
Bao cao tong két dé tai cap Bo. Vién Nghién ciu
Nuoi trong Thiy san IIL

3. Pao Tin H6 (1991). Nguoén loi hai sim
(Holothuroidea) & vung bién phia Nam Viét Nam.
Tuyén tap béo cao khoa hoc - Hoi nghi khoa hoc toan
quéc vé bién lan 11, tap 1, tr. 112-118.

4. Pao Tan Hé (2006). Dac diém hinh théi cac
loai hai sam c6 gia tri thuong maiqc’y bi§n Viét Nam.
Tap chi Khoa hoc va Cong nghé bién, so 2, tr. 70-89.

5. Alsina M. and Blanch A. R. (1994). A set of
key for biochemical indentiﬁgtion of environmental
Vibrio species. J. Appl. Bacteriol. 76: 79-85.

6. Becker P., Gillan D., Lanterbecq D., Jangoux
M. Rasol ofonirina R., R{ikotoxrao | 9 .Eeckhaut L.

9003). The skin ulceration disease in cultivated
( . f Holothuria scabra (Holothuroidea,

Scanned with CamScanner




SRR

KHOA HOC CONG NGHE _

N

rapgl and accurate identification methods. J, Marine
Sci. Res. Dev, S,

8. Deng H., Zhou Z., Wang N. and Liu C.
(2008).  The syndrome of sea cucumber
(Apostichopus Japonicus) infected by virus and
bacteria. Virologica Sinnica 2008, 23 (1): 63-67.

9. Gargouti A. S, Ab-Rashid M. N. K., Ghazali
M. F., Mitsuaki N., Haresh K. K. and Radu S. (2015).
Detection of tdh and ## toxic genes in Vibrio
alginolyticus strain from mantis shrimp (Oratosquilla
oratoria). J. Nutr. Food Sci. 2015, 5:5.

10. Li H., Qiao G., Gu J. Q., Zhou W., Li Q., Woo
S. H,, Xu D. H,, Park S. I (2010). Phenotypic and
genetic characterization of bacteria isolated from
diseased cultured sea cucumber Apostichopus
Japonicus in northeastern China. Dis. Aquat. Org.
Vol. 91: 223-235.

11. Mustapha S., Mustapha E.M., Brahim B. and
Nozha C. (2012). Characterization of Vibrio
alginolyticus trh positive from Mediterranean
environment of Tamouda bay (Morocco). World
Environment 2012, 2(4): 76-80.

12. Nash, G., Aderson, I. G., Shariff, M. and
Shamsudin, M. N. (1987). Bacteriosis associated with

~

i iant sea perch, Lates cajcy,;
-ootic in the g1an y i,
f}fézoestuari" e grouper. Epinephelus tauyp,, .
M 2 C I(:

cultured in Malaysia. Aquaculture (67), pp. 105 ;

mura, K., Stecher, G. Peterson, D), Filig.
A Ktllrjr.lz;l:,l s., 2013. MEGA6: Molecular Evoly, (»]nj\l'.
Genetics Analysis version 6.0. Molecular Bj, o & ang
Evolution, vol. 30, pp- 27252729,

14. Wang Y. G., Zhang C. Y., Rong X_ J, Chey
L. Shi C. Y., Sun H. L. and Yan J. P. (2004). Disvase;
oE cultured sea cucumber (Apostichopus /;7P011ic'us)
in China. p. 297-310. In: Lovatelli A., Conanq o
Purcell S., Uthicke S., Hamel J-F. and Merci;
(eds). Advances in sea cucumber aquacultyre ang
management. FAO Fisheries Technical Repor y,
463, FAO, Rome. 425 p.

15. Weisburg, W. G., Barns, S. M., Pelletier, D,
A. and Lane, D. J., 1991. 16S ribosomal DNy
Amplification for Phylogenetic Study. Int. |
Bacteriol. Vol. 173, no. 2, pp. 679-703.

16. Xie Z. Y., Hu C. Q., Chen C., Zhang L. P. u(
Ren C. H. (2005). Investigattion of seven Vil
virulence genes among Vibrio alginolyticus und
Vibrio parahaemolyticus strain from the coastal
mariculture system in Guangdong, China. Lett. Appl.
Microbiol. 41:201-207.

ng

COMPOSITION OF Vibrio ISOLATED FROM TWO SPECIES OF SEA CUCUMBERS Holothuria nobilis
AND T7helenota annanas WITH SKIN ULCERATION DISEASE IN CAPTIVE CONDITION

Nguyen Van Hung, Nguyen Thi Que Chi, Duong Thi Phuong

Summary
Sea cucumbers are high nutrition and economic aquaculture species valye. In addition to some of the
achievement in artificially produced and grow-out, sea cucumbers also face the problem of disease. Skin
ulceration is considered one of the most dangerous diseases on sea cucumbers. This study aimed to
identify Vibrio species, isolated from two species of sea cucumbers (Thelenota annanas and Holothuria
nobilis), being stored at Nha Trang Mariculture Research and Development Center - Research Institute for

Aquaculture No.3 (Khanh Hoa). Results of bacteriological isolation on
(four Thelenota annanas and four Holothuria nobilis), with skin ulcera
strains that were belong to Vibrio spp. Traditional indentification method
methods based on 16S rDNA gene and toxR gene amplification, hay
bacteria including Vibrio parahaemolyticus, V. harvey; V., alginolyticy
caught of V. alginolyticus is 100% on both sea cucumbers Thelenota an

eight samples of sea cucumbers
tion disease, obtained 11 isolates
$ combine with molecular biology
€ identified four main species of
s and Vibrio sp.. The frequency
nanas and Holothuria nobilis. For V.

parahaemolyticus, V. harveyiand Vibrio sp., only detected with a freanana. - _
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