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Tém tit Khoa ludn tot nghiép

UNG DUNG PHUONG PHAP IN SITU HYBRIDIZATION (ISH) BE CHAN POAN
MAM BENH WSSV (White Spot Syndrome Virus) TREN TOM SU (Penaeus monodon)
VA TSV (Taura Syndrome Virus) TREN TOM THE CHAN TRANG (Penaeus vannamei)

Sinh vién: Pham Thi Tuyét Anh Khéa: 2001 — 2005

Dé tai dugc thyuc hién tir 1 — 3 — 2005 dén 30 — 7 — 2005, tai Vién Nghién Ctru Nudi Trong
Thaty San I, trén hai ddi tugng 12 TSV trén P. vannamei (Postlarvae va thuong pham) va WSSV
trén P. monodon (Postlarvae va thuong pham). Hai loai virus nay c6 mirc 6 nguy hiém va kha
nang tao dich bénh 16n ¢ tom nudi tai Viét Nam. Do @6, ching t6i st dung phuong phap In Situ
hybridization (ISH) hay lai tai chd nhdam muc tiéu phat hién nhanh va chinh xac cac miu tom nhiém
bénh Taura va ddm tring, dé ¢ bién phap xir Iy kip thoi, gop phan phong ngira sy 1ay lan va bung
phat hai loai dich bénh nay. Dé tai gdm cac thi nghiém sau:
1. Céac thi nghiém trén P. vannamei
e Thi nghiém theo quy trinh chuén cua b kit dé én dinh phuong phap ISH chan doan TSV
trén P. vannamei. Sau khi thyc hién thi nghiém nay, chung toi nhan thiy rang phuong phap ISH
duogc tmg dung rat hiéu qua trong chan doan TSV trén P. vannamei.
e Thi nghiém tim quy trinh ISH t5i uu ap dung trong diéu kién phong thi nghiém tai Vién,
gdm céc thi nghiém nho sau:
+¢ Thi nghi¢m tim nhiét d6 bién tinh mau t6i wu, thuc hién trén 5 nghiém thtc. Két qua
nhiét d6 bién tinh mau theo nghiém thirc thir ba (probe dugc bién tinh trude & 95°C
trong 10 phut, 1am lanh nhanh va gitr & 4°C; khi lai thi cho dung dich lai c6 probe da
bién tinh 1én mAu va thyc hién bién tinh mau ¢ 70°C trong 6 phut, sau d6 & mau qua

dém & 42°C) 1a tot nhat trén postlarvae va tom thuong pham.

®
%

Thi nghiém tim thoi gian cit tdi wu véi Proteinase K, thuc hién trén 5 nghiém thuc:
11 phut, 13 phit, 15 phat, 17 phat va 19 phat. Két qua thoi gian cat voi Proteinase

K t6i wu trén postlarvae 1a 15 phut va trén tom thwong pham 1a 17 phut.

®
%

Thi nghiém tim dung dich lai thich hop, thuc hién trén 3 nghi€m thuc: 100ul, 75pl
va 50ul. Két qua thé tich dung dich lai thich hop nhét trén tom postlarvae va tom
thwong pham 1a 75ul.
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2. Cac thi nghiém trén P. monodon
e Thi nghiém theo quy trinh chudn cua bo kit dé 6n dinh phuong phap ISH chan doan WSSV
trén P. monodon. Sau khi thyc hién thi nghiém nay, chiing t6i nhan thay rang phuong phap ISH
dugc tmg dung rat hiéu qua trong chan doan WSSV trén P. monodon.
e Thi nghiém tim quy trinh ISH ti wu 4p dung trong diéu kién phong thi nghiém tai Vién,
gdm céc thi nghiém nho sau:
% Thi nghiém thay d6i mot s hoa chét théng dung nhu cdn tuyét ddi, xylene va
paraformaldehyde do Viét Nam va Trung Qudc san xuat, nham giam chi phi chan
doan. Két qua thi nghiém cho thay khong c6 su khac biét so v4i thi nghiém ding cac

hoa chét nhu bo kit da khuyén cao sir dung.

®
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Thi nghiém dung quy trinh xir Iy mau nhanh: thyc hién trén ca tom postlarvae va
thwong pham, két qua lai thyc hién theo quy trinh nay khong khac véi két qua lai

theo quy trinh chuan.

®
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Thi nghiém bién tinh mau va probe dong thoi trén lame trudc khi lai: thuc hién trén
ca tom postlarvae va thuong pham va thu duoc két qua khong khac vai két qua lai
theo quy trinh chuan.

% Thi nghiém két hop xtr Iy mau nhanh véi bién tinh probe va miu ddng thoi trén
lame: thyc hién trén ca tom postlarvae va thuong pham va thu duoc két qua khong
khac véi két qua lai theo quy trinh chuén.

3. Thi nghiém so sanh phwong phap ISH véi mé hoc va PCR

Thi nghiém duoc thyc hién trén P. vannamei (postlarvae va tom thwong pham) va P.
monodon (postlarvae va tom thuong pham). Két qua thi nghiém cho thiy phuong phap ISH c6 do
on dinh, d6 chinh x4c va nhay hon m6 hoc va PCR.

Tur cac két qua thuc nghiém nhu trén, chiing t6i da dua ra quy trinh ISH c6 d¢ nhay, do on
dinh, d6 chinh xac cao va thoi gian chin doan nhanh, dap g duoc viéc kiém tra cac mam bénh do
WSSV va TSV géy ra trén tom nudi trong diéu kién phong thi nghiém va trong cic hé théng nuoéi

tom ¢ Viét Nam.



