KHOA HOC CONG NGHE

XAC DINH TAC NHAN GAY BENH XUAT HUYET TREN

CA BONG KEO (Pseudapocryptes elongatus)
NUGI O DONG BANG SONG CUU LONG

Nguyén Thu Dung’, Ding Thi Hoang Oanh?

TOM TAT

Xuat huyét la bénh gay nhiéu thiét hai cho nghé nuéi ca bong keo (Pseudapocryptes elongatus) & déng
bang song Ciru Long. Cac ddu hiéu bénh ly thong thuong ciia bénh la xuat huyét & da, viy va hau mon. C4
bénh co ty 1é chét cao va lay bénh nhanh, Nhimg ddu hiéu bénh Iy bén ngoai ctia bénh nay rat dé phat hién.
Tuy nhién, quan sat cac dau hiéu bénh ly tir bén ngoai khong du dé xac dinh loai vi khudn gay bénh dé lam
co s¢ cho viéc phong va diéu tri bénh. Vi vay, mau ca bong kéo bi bénh xuat huyét duge thu tir cac viing c6
nhicu h¢ nuéi ca bong keo tham canh. Quan sat bang kinh hién vi tieu ban nhuém Gram méu than phét
kinh cia ca bénh cho thdy c6 vi khudn hinh cau, Gram duong. Vi khudn dugc phan lap tir than truéc, gan
va tuy tang clia ca bi bénh xuat huyét moc trén méi truomg brain heart agar (b sung 1,5% NaCl) 14 vi
khuan Gram duong, khong di dong, oxidaza va catalaza am tinh. Vi khuin duoc dinh danh 1a Streptococcus
disgalactiae bang phuong phap sinh hoa, kit API 20 strep, PCR va giai trinh tu gien 16S rARN. Thi nghiém
cam nhiém bang phuong phap tiém cho thdy S. disgalactiae c6 kha nang gay bénh trén ca bong keo véi dau
hiéu bénh 1y giong nhu ca bénh trong ao thu mau véi gia tri LDy, khoang 4,25 x 10' CFU/ml. Két qua phan
tich mo6 bénh hoc cic mau ca bénh cho thdy cac hién tuong hoai tir dac trung do nhiém khuén & gan va
than tuy tang. Day 1a bao cdo dau tién vé bénh xuat huyét do S. disgalactiae gay ra trén ca bong kéo nuoi &

Viét Nam,

Tirkhoa: Ci bong kéo, Streptococcus disgalactiae, bénh xuat huyét, doc lrc.

1. BAT VAN BE®

Ca béng keéo (Pseudapocryptes lanceolatus) 1a
déi tuong thuy san dang duoc nudi phé bién & cac
tinh ven bién nhu Séc Trang, Bac Liéu va Ca Mau.
Ca bong kéo duoc nuoi rong rai dudi nhiéu hinh thic
nhu: (i) nu6i ghép voi tom trong rudong lua hay trong
ruong muéi, (ii) nuoi trong vudng nudi chuyén tom
va (iii) nuéi tham canh trong ao. Tuy nhién viéc md
rong dién tich va sy tham canh hoa nghé nuéi ca
bong keéo khong thé tranh khéi tinh trang dich bénh
xay ra ngay cang nhiéu va gay thiét hai ngay cang
lIon. Bénh phé bién va gay thiét hai nghiém trong
trong cac mé hinh nuéi ca bong keo la bénh xuit
huyét (Nguyén Thu Dung va Pang Thi Hoang Oanh,
2013). Hién tai, hau nhu chua c6 cong trinh nghién
ciu nao vé bénh, nhat 1a bénh xuat huyét & ca kéo
dugc cong bo. Tuy nhién, da c6 nhiéu céng trinh
nghién ctru vé bénh xuat huyét trén cac déi tuong
nuodi thuy san nudc ngot (nhu ca chép, ca nheo My,
ca tra, ca ro phi, ca dieu hong hay luon dong) va
nudce lg man (nhu ca ro phi, ca chém, ca chinh, ca

' Nghién ctru sinh khéa 2011, Trudng Dai hoe Can Tho
“ Khoa Thuy san, Trudong BPai hoc Céin Tho
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hoi). Tac nhan gay bénh chi yéu gay bénh xuit
huyét & dong vat thily san duoc cong bo nhiéu nhat
la vi khuan thuéc cac giong Aeromonas, Vibrio,
Pseudomonas va Streptococcus.

Viéc xac dinh tac nhan gay bénh xuat huyét & ca
khong thé chi dua vao ddu hiéu bénh 1y bén ngoai
ma phai két hop véi nhimg xét nghiem dac hiéu thi
moi c6 co so dé xac dinh chinh xac vé tac nhan gay
bénh va bién phap phong tri. Nham cung cap thong
tin cho viéc phong tri hiéu qua bénh xuat huyét trén
ca bong kéo, da tién hanh thuc hién dé tai: “Xdc dink
tac nhan gay bénh xuat huyét trén cd bong kéo nuoi
& dong bang song Ciu Long” Noi dung cta dé tai 1a:
nghién ctru dic diém hinh thai, sinh 1y, sinh héa va
kha nang gay bénh xuat huyét cta vi khuin
Streptococcus disgalactiae doi voi ca bong keo.

2. PHUDING PHAP NGHIEN CUU

2.1. Phuong phap thu va phan lap vi khudn tir
mau bénh phidm

Niam muoi bon méiu ca bong kéo duge thu tir 6
ao nudi thuong pham (ca da duoc nuodi khoing 2-4
thang) ¢ tinh Bac Liéu, trong d6 3 ao c6 dau hiéu
xuat huyét (24 miu) va 3 ao khong c6 biéu hién bénh
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(30 méau). Mau duoc thu la nhimg con ca cé biéu
hién lo do, boi 16i mat phurong huéng. Mau ca sau khi
duoe vot khoi mat nude duoc tién hanh phan tich
ngay va chi nhimg mau bénh phidm con séng moi
duoc str dung dé phan lap vi khudn. Truoc khi phan
lap vi khuin, mat ngoai co thé ca duoc khir trung
bang con 70° va lau sach. Sau d6, tién hanh mé ca
bang dao mé, kéo tiét triung. Dau hiéu bénh ly bén
trong co thé ca duoc ghi nhan. Ké dén, dung dao mé
tiét trung rach mot duong trén thin, gan va tuy tang.
bit que cay vao noi vira rach, xoay nhe dé ldy mau

bénh phdm va cdy trén dia moéi truong Brain heart
infusion agar c6 bé sung 1,5% NaCl (BHIA®, Merck).
bia cdy duoc 11 & 30°C trong 24-48 gid. Cac khudn lac
phat trién trén moi treong BHIA* duoc chon dé xac
dinh cac dac diém hinh thai, sinh ly, sinh hoa, thuc
hién phan tng PCR va giai trinh tuw gien 16S rARN.
Cac ching vi khudn phan lap duoc trir ¢ -80°C trong
moéi truong Brain heart infusion broth c6 bo sung
1,5% NaCl (BHIB*, Merck) va 25% glyxerin. Cac
chuing vi khuin nghién ctru duoc trinh bay & bang 1.

Bang 1. C4c chiing vi khu4n phén 1ap tir c4 bong kéo bénh xudt huyét chon nghién ciru

STT | MaPTN Noi thu mau Co quan phan lap | Nam thu mau
1 B 1-6T Thanh pho Bac Liéu Than 2014
& B 1-6TT Thanh pho Bac Liéu Tuy tang 2014
753 B 2-3T Huyén Hoa Binh, Bac Liéu Than 2014
4 B 2-3TT Huyén Hoa Binh, Bac Liéu Tuy tang 2014
5 B 2-5G Huyén Hoa Binh, Bac Liéu Gan 2014
6 B 2-6G Huyén Hoa Binh, Bac Liéu Gan 2014
7 B 2-7TT Huyén Hoa Binh, Bac Liéu Tuy tang 2014
8 B 3-2G Huyén Pong Hai, Bac Liéu Gan 2014
9 B 4-6T Huyén Pong Hai, Bac Liéu Than 2014
10 B 6-9TT Huyén Pong Hai, Bac Liéu Tuy tang 2014

Ghi chu: (1) Than; (G) Gan; (TT) Tuy tang.
2.2. Phurong phap dinh danh vi khuin

2.2.1 Phuong phap xdc dinh cdc chi tiéu vé hinh
thai, sinh Iy vd sinh hoa

Céac chi tiéu hinh thai, sinh ly va sinh hoa duoc
chon dé dinh danh vi khuin duoc trinh bay & bang 2.
Hinh dang, kich thuéc va tinh rong cta vi khudn
duoc xac dinh bang phuong phap nhuém Gram. Tinh
di dong cta vi khudn duoc quan sat bang cach nho
mot giot nuoc cat 1én lam, trai déu lén lam mét it vi
khuén, day bang lamen va quan sat bang kinh hién vi
& vat kinh 40X. Cac dac diém sinh ly va sinh héa
duoc xac dinh dua theo cdm nang cta Cowan va
Steels (Barrow va Feltham, 1993) va st dung kit API
20 Strep (BioMerieux, Phap).

2.2.2. Phuong phap PCR

Chiét tich ADN- ADN tir vi khuan duoc chiét
tach theo phuong phap ctia Bartie va dong tac gia
(2006). Vi khudn duoc nuéi ting sinh 16-18 gid trong
5 ml méi trueomg nutrient broth (c6 bé sung 1,5%
NaCl) & nhiét do 28°C, sau do duoc st dung dé ly
trich ADN béng cach cho cho 1,5 ml dung dich vi
khudn vao ong ly tam cung voi 100 ul 10 mM Tris-
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HCI, 1 mM EDTA, pH 8,0 (TE). Hén hop duoc dun
nong & 95°C trong 15 phut, réi duwoc lam lanh trong
nuodce da va ly tam 2 phut & van toc 14.000 vong/phut
dé tach dung dich ADN va trir & -20°C cho dén khi st
dung.

Khuéch dai ADN:

Thanh phan hoa chat phan umg PCR khuéch dai
gien 16S rARN: duogc thuc hién dua theo qui trinh
ctia Nunan et al (2003). Téng thé tich phan ung 50 pl
gom 1X dung dich dém, 2 mM MgCl, 200 uM
dNTPs, 2,5 Ul Taq ADN polymeraze, 0,22 yM méi
xudi (7611F), 0,22 pM moi nguoc (7611R) va 20 ng
méau ADN. Chu ky nhiét thuc hién phan (ng la 95°C
trong 2 phut, sau d6 95°C trong 3°0 giay, 45°C trong
30 giay, 72°C trong 2 phut; lap lai chu ki trén 30 lan;
45°C trong 1 phat; 72°C trong 2 phut. Trong luwong
phan tir doan ADN cuta S. disgalactiae can phat hién
14 1500 bp.

Thanh phan hoa chat phdn tmg PCR phét hién S.
disgalactiae: duoc thuc hién dua theo qui trinh
ctia Hassan et al (2003) co6 diéu chinh (Lé Thanh
Céan, 2015). Téng thé tich phan tng 30 ul, gom:
1X dung dich dém, 1,5 mM MgCl,, 0,2 mM dNTPs,
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1,25 UlTag ADN polymeraza, 04 uM moi
xud6i (STRD-Dyl), 0.4 pM méi nguoc (dys-165-23S-
2) va 50 ng mau ADN vi khudn. Chu ky nhiét thuc
hién phan ng la 94C trong 4 phut, sau d6 94°C trong
30 giay, 50°C trong 60 giay, 72°C trong 30 giay, lap lai
chu ki trén 30 lan, 72°C trong 5 phut, gie & 20°C.
Trong luong phan tir doan ADN cua S. disgalactiae
can phat hién 1a 259 bp.

Pién dr. 10 pl san phdm PCR duoc chay dién di
trén gel 1,5% agaroza (ABgene, UK) trong dung dich
dém x1 TAE (10 mM Tris, 5 mM axetat, 0,1 mM
EDTA). Két qua dién di dugc ghi nhan bang may doc
gel Vilber Lourmat (Phap). Thang ADN 1 kb plus
(Inv'itrogen) duoc chay chung voi mau dé xac dinh
kich thudc ctia cach vach ADN.

2.2.3 Giai trinh tur

San pham PCR gien 16S rARN duoc giri dén
Cong ty Nam Khoa giai trinh tu. Két qua giai trinh tu
duoc so sach bang chuong trinh Blast search trén
ngan hang gien (GenBank) ciia NCBI dé dinh danh
loai vi khuan.

2.3. Phuong phap giy cdm nhiém

Thi nghiém duogc thuc hién tai phong thi nghiém
uot Khoa Thuy san, trirong Dai hoc Can Tho trén hé
thong bé nhya (500 L va 60 L). Bé nhua 500 lit duoc
vé sinh ky bang xa phong va clo 200 ppm, phoi khé.
Sau d6 cap nudc vao khoang 2/3 bé, c¢6 suc khi. Xo
nhua 60 lit cip nudc khoang 1/3 bé duoc dat trong
phong. Nguén nudce str dung la nude may c6 do man
10%o.

Ca bong kéo c6 khoi luong khoang 15 - 20
g/con. Ca tuong d6i dong co, khoe manh, linh hoat,
da sang bong. Ca sau khi mua vé duoc duong trong
bé nhua 500 lit, ¢6 suc khi khoang 1 tuan. Trudc khi
tién hanh bé tri thi nghiém, chon ngau nhién 5 con
ca dé kiém tra ky sinh tring va vi sinh. Ca duoc bé
tri ngau nhién 20 con/bé va dé vai ngay cho ca quen
vOi moi truong trong bé.

Chang vi khuan B1-6T duwoc chon dé gay cam
nhiém. Vi khudn duwoc phuc héi trén méi truong
tryptic soy agar ¢6 b6 sung 1,5% NaCl (TSA*, Merck)
va gilr trong ta am 48 gio & 28°C, sau d6 chon hai
khudn lac thuan nuoéi tang sinh trong méi truomg
tryptic soy broth ¢6 bo sung 1,5% NaCl (TSB’,
Merck) 24-48 gio, ly tam 5000 vong/phut trong 3
phut & 4°C, rtta 2 lan bang dung dich 0,85% NaCl va
xac dinh mat do vi khuan bang may so mau quang
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phé & bude song 610 nm két hop voi phuong phap
dém s6 khudn lac phat trién trén méi truong TSA",
Ca dugc gay cam nhiém béng cach tiém 0,1 ml dung
dich vi khuén & géc vi nguc.

Thi nghiém xac dinh mat d¢ vi khudn gay chét
50% ca thi nghiém (LDyy) duwoc bo tri gém 8 nghiém
thirc, lap lai ba lan: (1) d6i ching tiém nuwdc mudi
sinh ly (0,85% NaCl) (0,1 ml/c4); (2-7) tiém vi khuén
lan luot voi mat do 10-10° CFU/ml. Ca duoc theo
doi cac biéu hién lién tuc trong 14 ngay sau cam
nhiém. Nhimg con ca 1o do duge thu dé quan sat dau
hiéu bénh 1y, lam tiéu ban kinh phét than, tai phan
lap va tii dinh danh vi khudn tir than bang phuong
phap PCR. Mau mé gan va than ctia ca bénh & cac
nghi¢m thirc gay cam nhiém va ca khoé (d6i chimg)
duoc 14y dé xac dinh dac diém mé bénh hoc theo
phuong phap ciia Coolidge va Howard (1979). Nong
do vi khuan gay chét 50% ca thi nghiem (LD,) duoc
xac dinh theo cong thite cia Reed va Muench (1938):

LDy, = 1024,

Trong dé: p.d = (L%50/L%H%); a: s6 liy thira ma
tai d6 vi khudn gay chét ca thap nhat nhung trén 50%;
H%: ty 1é ca chét cao nhat nhung duwdéi 50%; L%: ty le
ca chét thap nhat nhung trén 50%.

3. KET QUA NGHIEN CUU
3.1. D4u hiéu bénh Iy

s o | e e
Hinh 1. D4u hiéu bénh ly ciia c4 béng kéo thu tir ao
nudi.

A: Cd tap mé (mui tén). B: Cd bi xuat huyét trén
cdc vdy vd todn than. C: Cd bi chuong bung. D: Gan
cd bi xuat huyét va than bi nhin. E: Gan c bi nhay,
than sung to vi xuat huyét

Ca bénh boi lo do, tdp mé, bo an, khong phan
tmg hodc phan mg rat cham véi tiéng dong. Nhin
bén ngoai ca c6 mau sac nhot nhat, xuat huyét nhiéu
& viing trén than (nhu & bung, nidp mang, vi nguc, vi
bung, vi lung, vi hau mon). Dau hiéu bénh ly bén

111



KHOA HOC CONG NGHE

trong duoc ghi nhan la xoang bung chira day dich
nhon, gan xuat huyét hoac tai nhat, tuy tang sung to
hoac teo nho va xuat huyét, than xuat huyét va nhin,
mat sung to (Hinh 1).

Hinh 2. Vi khu4n trong than ctia ca béng kéo bénh
thu tir ao nudi. A: Miu than ca khée. B: Vi khudn pha
vé t€ bao C: Pai thuc bao. D: Té bao héng ciu ca kéo

bi vi khudn bao quanh va pha vo mang té bao

Quan sat duoi kinh hién vi tiéu ban kinh phét
mau thian nhuém Gram ctia ca bénh thay rat nhiéu
cum vi khudn hinh cau nam rai rac trén ving mo
phét kinh hodc tap trung thanh timg cum. O mot s6
mau than ca bénh, vi khuidn xam nhap, pha hay té
bao lam té€ bao bi vo. Cac mau & than ciing cho thay
dai thuc bao chira vi khuan bén trong (Hinh 2A, 2 B
va 2C).

3.2. Phén lap va dinh danh vi khu4n

Két qua phan lap duoc 37 ching vi khudn tir gan,
than va tuy tang ca bénh. Chon ra 10 ching vi khuan
(3 chang phén lap tir than; 3 chiing phan lap tir gan
va 4 chting phan lap tir tuy tang) dé dinh danh béng
cac dic diém hinh thai, sinh ly, sinh hoa va kit API 20
Strep, (Bang 1). Trén moi truong BHIA' sau 48 gio &
30°C vi khuan phat trién cham thanh cac khuan lac
¢6 hinh tron, 16i, mau trang duc, kich thuoc khoang
0,7-1 mm (Hinh 3). Vi khudn c6 kha nang phat trién
trén méi treong co chita 5% mau ciru nhung khong
c6 kha nang gay tan huyét. Tat ca cac chiang vi
khuin déu khong phat trién trong moéi truong TSB co
b6 sung 6,5% NaCl.

Béng 2. Pac diém hinh thai, sinh 1y, sinh hod ciia vi khudn phén 1ap tir c4 béng kéo bénh xudt huyét

Chiing vi khudn Buller

Chi tiéu

10 | (2004)

Nhuém Gram

+
Hinh dang cau

Di dong z - . =

Sinh catalaza 2 - E =

Sinh oxidaza 5 = - »

Phan tmg lén men yém
khi

Phan tng lén men hiéu
khi

Moc trén méi truong mau | + * + +

Gay tan huyét Y i Y Y

Voges-Proskauer - - - -

Thiay phan axit hipuric
niéu

Bile-esculin tolerance 3 - - -

Pyrrolidonyl arylamidaza | - - ) %

Sinh a-galactosidaza : - n .

Sinh p-glucuronidaza + + & +

Sinh B-galactosidaza

Kiém photphataza

+ |+

Leuxin aminopeptidaza

+ |+
+ |+
+ |+
+ |+

+ |+

+ |+ |+
+ |+ |+
+ |+ |+

Acgimin dihydrolaza

+ |+ |+
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Str dung duong

Riboza + o o i

Arabinoza - - - -

Manitol - - - -

Sorbitol = E i ]

Lactoza - - - -

Trehaloza + + = +

Inulin 2 b = -

Raffinoza - - - -

Amidon + + + +

Glucogen + - . +

- - - - - - -

Ghi chi: (1) BI-6T; (2) BI-6TT, (3) B2-3T, (4) B23TT, (5) B2-5G, (6) B2-6G, (7) B2-7TT, (8) B3-2G, (9) B#-

o1, (k) B6-9TT, (+) duong tinh, () 4am tinh.

Két qua quan sat va phan tich cac dac diém hinh
thai, sinh ly va sinh héa ciia cac chiing vi khudn phan
lap tir ca bong kéo bénh xuat huyét duoc trinh bay &
bang 2. Dua trén cac chi tiéu sinh héa va cin cr vao
ma s6 dinh danh ctia kit API 20 Strep, tat ca 10 chiing
vi khuidn dwoc dinh danh 1a Streptococcus
dysgalactiae. Két qua nay tuong ty nhu két qua cia
Buller (2004) khi dinh danh vi khuin S. dysgalactize
dua trén cac phan tmg sinh hoéa bing kit API 20
Strep, ngoai trir chi tiéu glucogen va lactoza 1a am
tinh, so voi két qua cta Buller (2004) 1a duong tinh.

il

Hinh 3. (tr4i) Khuén lac trén méi treong BHIA bé
sung 1,5% NaCl). (phai) Vi khu4n hinh lién cdu,
Gram duong (100X)

4= 259bp

Hinh 4. Két qua dién di sdn ph4m PCR phat hién
Streptococcus dysgalactiae. Giéng M: thang ADN 1
kb plus, giéng (+): d6i chimg dwong, giéng 1-10; 10
chiing vi khu4n phén 1ap tir c4 béng kéo bénh xuit

huyét, giéng (11): d6i chimg am (nuéc)
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Bon ching vi khuan (B1-6T, B2-3TT, B2-5G va
B6-9TT) duoc chon dé khuéch dai gien 16S rARN va
gidi trinh tir. Két qua so sanh trinh tir nucleotit doan
gien 16S rARN trén co s& dir lieu ngan hang gien
(GenBank) bang chuong trinh truc tuyén BLASTh,
cac ching B1-6T (twong dong 99%), B2-3TT (twong
dong 99%), B2-5G (trong ddéng 100%) va B6-9TT
(twong ddng 99%) voi doan 16S rARN ciia ching vi
khudn Streptococcus dysgalactiae subsp duoc phan
lap tir cd nuc bénh (s6 hiéu Genbank Ila
KMO077497.1).

Két qua dién di san phdm PCR sit dung cap méi
STRD-Dyl/dys-165-23S-2 dac hiéu cho vi khuin S
dysgalactiae & hinh 4 cho thdy tit ca cac ching déu
duong tinh véi san phdm PCR ¢ kich thuoc 1a 259 bp.

3.3. Khd ning gay bénh xudt huyét & c4 béng
keo ctia vi khudn phan lap

Két qua gay cam nhiém chiing B1-6T & nhimg
mat d¢ khac nhau thi ti 1é chét va thoi gian xudt hien
bénh ciing khac nhau. O tit ca cac mat dé cam
nhiém vi khudn déu c6 ca chét (Hinh 5). Ca thi
nghiém bit dau chét vao ngay thi hai sau cam
nhiém, kéo dai dén ngay thir 8 va sau d6 khong cé ca

[ —— ] 02 CFL —.— 10 CF D) —— 1O CF Ll —— i} CF L)

—— LG CF Ll —— 10" 7 CF —— 1O B CFL L — B 5% MaC)
1200 -

o o Y

Tile stng (e

Hinh 5. Biéu d6 ti 1¢ ca chét (%) theo ngay cim
nhiém
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Sau 14 ngay theo doi thi nghiém, ca chét 90% &
mat do tiém vi khuan 10° CFU/ml, ti lé chét thap
nhat (38,33%) ¢ mat d¢ tiem vi khudn 102 CFU/ml. O
cac mat do con lai 10° dén 10" CFU/ml ca chét voi t
1é lan luot 1a 48,33%, 50%, 73,33%, 78,33% va 81,67%.
Céa & nghiém thic tiém nuéc mudi sinh Iy cang bi
chét trong vong 2-4 ngay sau khi tiém nhung sau do6
khong c6 ca chét, ti 1é chét thap (11,67%), phan lap
khong ¢6 vi khudn. Nhu vay, ca chét & nghiém thic
nay c6 thé do bi séc vi thao tac tiem nuoc mudi sinh
ly va ti 1é chét nay la khong dang ké so vdi cac
nghiém thirc con lai. Tir két qua thi nghiém gay cam
nhiém xéc dinh dugc gia tri LD, ctia ching vi khuidn
B1-6T la 4,25x10* CFU/ml.

A

nhiém. (A) C4 bj huyét hau mén, co thé xuit hién co
bi hoai tir; (B) Ty tang sumng to; (C) Gan bi xudt huyét

Ca chét ¢ thi nghiém cam nhiém cé ddu hiéu
bénh ly giong nhau 1a tich dan, b6 dn va boi lo do
trén mat nuoc. Co thé c6 mau sac nhot nhat, mat
nhot, bung truong to, than cong, xuat hién cac khéi u
mau do trén bé mat co thé hoac 6 chira dich duéi da.
Xudt huyét trén bé mat co thé, nap mang, cac vi, hau
moén va cuéng dudi. Xoang nodi quan chira dich ¢o
mui hoi, gan sung to, xuat huyét hoac teo nho co
mau trang nhot, tuy tang xuat huyét, sung to, than cé
mau tring, ruét sung (Hinh 6). Cac diu hiéu bénh ly
giong véi ca bong kéo bénh thu trong ao nudi.

Quan sat moé gan cua ca béng kéo cam nhiém co
nhiéu viing té bao co hién tuong xung huyét, mé gan
¢6 dich viém va bi bién doi cau tric (Hinh 6 A va 6B).
Mo than ca ¢6 nhiéu viung bi bién déi ciu truc, éng
than bi xuat huyét, xo héa (Hinh 6C va 6D).

Nhimg con ca I do sau khi gay cam nhiém véi
vi khuan S, dysgalactiae duoc giai phau dé tai phan
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Hinh 6. Ddu hiéu bénh Iy ctia c4 thi nghiém cam

lap vi khuan & than. Két qua phan lap duoc vi khuin
tir than trén moi truong BHIA® sau 48 gio & 30°C.
Khuén lac & cac dia c6 mau sic va hinh dang tuong
tu nhau 1a khuén lac ¢6 hinh tron, 16i, mau kem, kich
thuoe khoang 1 mm, giéng voi khuan lac cta vi
khudn phan lap tir ca kéo bénh xuat huyét hic thu
mau. Vi khudn tai phan lap duoc tir nhimg ca bénh
trong khoang 24 -48 gitr sau khi cam nhiém duoc xac
dinh la S. dysgalactiae bang phuong phap PCR.
-. S —

e T

Hinh 6. A. Tinh mach gan bi xung huyét (|) (10X);

(D) Viing mo gan cé dich viém va bién doi cdu tric

(40X). C. (C) Ong than by bién déi c4u tric (1), than

6 hién trong xust huyét () “0X); (D) Ong than bi

xo hoa (), mé thin cé hién tirong xuibt huyeét (1)
(40X)

4. THAO LUAN

Cac ching vi khuidn duwoc xac dinh la S
disgalactiae dua trén cac dac tinh sinh hoa, trinh tu
gien 16S rARN va nhat 1a cho phan tmg duong tinh
voi cap moi dac hiéu cta S disgalactiae gitp phan
biét ching voi cac nhom cau khudn khac va trong
nhém Streptococcus (Hassan ef al, 2003; Buller,
2004; Nomoto et al, 2004; Netto et al, 2011).

Su hién dién cau khuan Gram duong nam rai rac
hodc tap trung thanh timg dam trén vilng mé kinh
phét than khi nhuém Gram cing dugec mo ta & ca
chim bac Pampus argenteus, ca diéu hong
(Oreochromis sp) va ca ro dong (Anabas
lestudineus) nhiém S. agalactiae (Duremdez et al,
2004; Pang Thi Hoang Oanh va Nguyén Thanh
Phuong, 2012; Pang Thi Hoang Oanh va déng tac
gia, 2012). Hién tuong xuat huyét, bi bién déi cau
tric, hoai tir va xuat hién dich viéem ¢ gan, than va
tuy tang cho thdy kha ning gay bénh & mirc té bao
ctia vi khuan S. dysgalactiae (Robert, 1989).
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Gia tri LDy, cta ching S. dysgalactiae B1-6T ma
ching t6i xac dinh duoc la 4,25x10* CFU/mL phu
hop voi nghién ciru cia Pang Thi Hoang Oanh va
Nguyén Thanh Phuong (2012) xic dinh gia tri LD,
cia vi khuan S agalactize trén ca diéu hong la
4,89x10" CFU/ml. Vi khudn S. injae dwoc phan lap tir
ca chem nuoi tai Uc duoc xac dinh gia tri LDs, la
3,2x10" CFU/ca (Bromage et al, 1999). Chung S
dyvsgalactiae B1-6T trong nghién ciru cua ching téi
gay chét ca thi nghiém sau 48 gio tiém phu hop véi
thi nghiém truée day cua Bromage ef al (1999) gay
chét ca chéem (Lates calcarifen) sau 1824 gio cam
nhiém vi khuin S. iniae.

5. KET LUAN

Vi khudn S. dysgalactiae la tac nhan giay bénh
xuat huyét trén ca bong keéo. Dau hiéu bénh ly bén
ngoai la xuat huyét trén bé mat co thé, nap mang, cic
vi, hau mon va cuéng duoi. Dau hiéu bénh ly bén
trong la xuat huyét & gan, than va tuy tang.

Ca keéo bénh xuat huyét do vi khuian S
dysgalactiae gay ra co gan va than xung huyét hoac
xuat huyét, bién déi cau tric, hoai tir va ¢6 dich viém.

LOI CAM ON

Cic noi dung trong bao cao nay duoc thue hién
tir nguon kinh phr nghién ciu do Bo Gido duc va
Pao tao cap dé thuc hién dé tai: Nehién cuu bénh
xudt huyét trén ci Bong kéo (Pseudapocryptes
lanceolatus) nuoi thuong pham va dé xuat giai phap
phong, tri (Ma so: B2013- 16-29).
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DETERMINATION OF CAUSATIVE AGENT OF HEMORRHAGIC DISEASE IN MUDSKIPPER
(Pseudapocryptes elongatus) CULTURED IN THE MEKONG DELTA

Nguyen Thu Dung, Dang Thi Hoang Oanh
Summary

Hemorrhagic disease has been one of significant problem in cultured mudskipper (Pseudapocryptes
elongatus) in the Mekong delta, Vietnam. Usual clinical signs of disease include haemorrhage in skin, fin
and anal with high mortality and widespread. These clinical signs are easy to spot for the layman. However,
the observation of the clinical signs from a macroscopic perspective is insufficient to determine the species
of bacteria responsible for the disease. These pieces of information are crucial to be collected in order to
anticipate the utilization of prevention and treatment. Therefore, diseased specimens were collected at
farms, where intensive culture of mudskipper are commonly practiced. Microscopic observation of fresh
smear of kidney from diseased specimens revealed small cocci, Gram positive bacterial cells. Bacteria
isolates from head kidney, liver and spleen were recovered on brain heart agar (supplemented with 1.5%
NaCl) were recorded as Gram positive, cocci, non-motile, oxidase and catalase negative. They were
identified as Streptococcus disgalactiae using a combination of conventional biochemical test, API 20 strep
system, PCR and 16S rRNA gene sequencing. Histopathological examination of diseased specimens
showed a typical sign of bacterial necrosis in kidney and liver. Challenge experiments using injection
method showed that they can cause the observed disease signs with the LD,, value about 4.25 x 10
CFU/m. This is the first report on Streptococcus disgalactiae outbreak in mudskipper in Vietnam.
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