XAC PINH SU LAY TRUYEN DQC CUA VIRUT GAY BENH DICH TA VIT
TU PAN VIT SINH SAN SANG VIT CON BANG KY THUAT PCR VA RT-PCR
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TOM TAT

Dé xac dinh sy 14y truyén doc cua virut gy bénh dich ta vit (DTV) tir dan vit sinh san
mic bénh sang dan vit con cua ching, chung t6i da st dung phuong phap xét nghiém sinh hoc
phén tir PCR va RT-PCR. Két qua nghién ctru da khang dinh c6 sy truyén doc caa DEV tir dan vit
sinh san mac bénh dich ta vit sang con cta ching. Két qua nay da duoc kiém chimg qua triéu
chimg lam sang, bénh tich dac trung va xét nghiém bang k¥ thuat PCR (Hansen, 2000). 148 mau
vit con mot ngay tudi va trang chét phoi thu thap tur trai san Xuét glong vit Bic Kinh mic bénh
DTV di duoc xét nghiém bang k¥ thuat PCR. Két qua xét nghiém cho thay ty 16 nhiém DEV bién
dong tir 0 dén 4,6% bang PCR va tir 79 dén 97,3% bang RT-PCR véi chat danh déu - SYBR
Green Master Mix (Applied Bio Systems).
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DETERMINATION OF THE VERTICAL TRASMISSION OF DUCK ENTERITIS VIRUS
FROM DUCK BREEDERS TO DUCKLINGS BY USING PCR AND RT- PCR TECHNIQUES.
Tran Ngoc Bich and Jean-Luc GUERIN
SUMMARY

To confirm the vertical transmission of Duck Enteritis Virus (DEV) from duck breeders to
their ducklings, we have used methods of molecular biology tests (PCR and RT-PCR). The result
of investigation was confirmed to have the vertical transmission of DEV from infected duck
breeders to their ducklings. This result was verified through clinical symptoms, disease
characteristics and PCR tests (Hansen , 2000). 148 samples of one day old ducklings and dead
embryos collecting from DEV infected Peking duck reproduction farm were tested by PCR
techniques. Testing results indicated that DEV infected ratio varied from 0 to 4.6 % by classical
PCR technique, and from 79 to 97.3% by PCR-RT technique, with marking substance - SYBR

Green Master Mix (Applied Bio Systems).
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1. DAT VAN DE

Bénh dich ta vit (Duck virus enteritis, Duck plague) la bénh truyen nhiém lay lan rat manh
va gay chét cho loai thity cam (vit, ngan, ngdng va mot s6 loai thuy cim hoang da khac), ty 1é
chét co thé 1én dén 100%.

Virut DTV thudc loai Herpesvirus hoac Anatid Herpesvirus 1, giéng herpevirus phu ho
Alpha Herpesvirinae, ho Herpesviridae (OIE, Terrestrial Manual 2010). Virut c6 cau tao khang
nguyén dong nhit nhung c6 rat nhleu chung doc luc khac nhau (Hess et Dardiri, 1968).

Bénh DTV thuong truyén 1ay do tiép Xuc tryc tiép gitra dan vit bénh va vit khoe, hoac co
thé do tiép xtc gian tiép qua mdi truong co mam bénh nhu cac ngudn nudc, _nguoi chan nudi,
dung cu chan nudi,...Sy truyén doc cua virut DTV tir dan vit gidng sinh san mic bénh DTV dén
vit con ludn 1a chu dé gay tranh cai (Burgess et al., 1981).

Hién nay, phuong phép chan doan bang k¥ thuat sinh hoc phan tir (PCR) d duoc nhiéu

1. Khoa Néng nghiép va sinh hoc vmg dung-Pai hoc Can Tho
2. Ecole nationale vétérinaire de Toulouse ( France)
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nhom nghién ciru qudc té va Viét Nam st dung trong chan doan bénh DTV trén thyc dia tir bénh
pham noi tang va phan cta thily cdm nghi mic bénh DTV (Pritchard L.I et al., 1999 ; Samia
Shawky et al., 2002, Kim Van Phuc et al., 2004 ; Han Xian-jie et al., 2006 ; Tran Dinh Tur et al.,
2004...) Tuy nhién chua c6 mot nghién ctru chinh thirc nao vé sy truyén doc cua virut DTV tir
dan vit gidng sinh san méc bénh DTV dén vit con.

Il.  NOIDUNG, VAT LIEU VA PHUONG PHAP NGHIEN CUU

2.1 Noi dung nghién ciru

Khao sat sy truyén doc cua virut gdy bénh DTV tir dan vit gidng sinh san méic bénh sang

con bang cach sir dung phuong phap xét nghiém PCR va RT-PCR.

2.2 Vit liéu
- Mau phan cta dan vit gidng sinh san Bic Kinh nghi méic bénh do virut DTV.
- 51 trang vit ap ¢ ngay thir 28 va 30 trimg ap bi chét phoi duoc 14y cung 16 tir dan vit gidng Bic
Kinh da dugc xét nghiém xac dinh miéc bénh DTV trude do béng phuong phap PCR, dugc mang
vé phong thi nghiém cua truong Thi y Qudc gia Toulouse — Cong hoa Phap dé tién hanh xét
nghiém.
- 110 mAu bénh pham (phan, gan va lach) thu dugc tir 51 vit con 1 ngay tudi né ra tir 51 tring va
38 mau bénh pham (phan-nudc trimg va gan) ciia 30 trimg chét phoi (thai). Tong s6 148 mau
bénh pham dugc trinh bay trong bang 1.
- Kit High Pure PCR template Preparation kit (Roche, Germany).
- Tag DNA Polymerase recombinante (Invitrogen) dugc sit dung trong phan tng PCR, véi cap
mdi DEV F — DEV R di Hansen et al.,(2000) str dung.
- Ho4 chat danh du 1a SYBR® Green Master Mix (Applied Bio Systems) dugc st dung trong k¥
thuat RT-PCR, cip méi (DEV SBF1 — DEV SBR) duoc thiét ké bang phin mém Primer3
software dua trén doan gen 446 bp cua virut DTV va sir dung may 5700 Sequence detector
(Perkin-Elmer Applied Biosystems).

Cac cap moi sir dung trong nghién ciru dwoc cung cdp béi cong ty Eurogentec SA (Bi)

Moi Trinh tw moi (55— 3) Kich thuoc Ky thudt xét nghiém
(bp)

DEV-F GAAGGCGGGTATGTAATGTA 446 Xéc dinh DEV bang
DEV-R CAAGGCTCTATTCGGTAATG phéan tng PCR
DEV-SBF1 CTCCTCCTCGCTGAGTGG 76 Xéc dinh DEV bang
DEV-SBR AACCGCAGCACTGCTATCTT phan tng RT-PCR

2.3 Phwong phép nghién ctru
- K§ thuat ly tich ADN: Viéc ly tach ADN cua virut duoc tién hanh tai phong thi nghiém bang
cach str dung b Kit High Pure PCR template Preparation kit (Roche, Germany).
- Phan tng PCR: Trong nghién ctru nay ching t6i sir dung cip mdi DEV F — DEV R di duoc
Hansen et al.,(2000) mé ta, vdi Tag DNA Polymerase recombinante (Invitrogen), san phdm thu
duogc tr phan ng PCR nay sau khi duogc chay dién di (electrophoretis) trén moi truong thach 1%
va doc két qua dudi dén cuc tim (UV).
-Phén ing RT-PCR:). Trong nghién ctru ndy, chung t6i st dung hoé chét danh déu 13 SYBR®
Green Master Mix (Applied Bio Systems), cip moi dugc thiét ké bang phan mém Primer3
software dua trén doan gen 446 bp dac thu cua virut DEV va st dung may 5700 Sequence
detector (Perkin-Elmer Applied Biosystems).
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1.  KET QUA VA THAO LUAN

T dan vit giéng sinh san Béc Kinh tai trai chian nudi thuc nghiém cia Truong ndng
nghiép Périgueux thudc ving Aquitaine-Phap, nghi bi nhiém bénh DTV véi céc tridu chimg va
bénh tich ddc trung ciia bénh nhu ty 18 chét cao va kéo dai, bai liét, chay nudc mat, tiéu chay 1ong
c6 mau xanh nhat, giam ty 1 dé.... Vit chét bi xut huyét & nhidu co quan, dic biét loét & da day
co, xuat huyét vong nhan & rudt non, xuat huyét xoang miéng. .. (hinh 1).

Hinh 1. Triéu chitng va bénh tich ciia dan vit giong Bdic Kinh nghi nhiém virut DTV

Dé xac dinh dan vit gidng nay nhiém bénh do virut DTV, chung toi da 1ay 3 miu phan cua
3 con vit gidng trong dan co cac triéu ching va bénh tich dién hinh cua bénh dich ta vit d& mang
vé phong thi nghiém thuc hién phan ung PCR, va két qua dd ching minh ca 3 miu diéu duong
tinh voi virut DTV (Hinh 2).
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e 1,2, 3: miu xét nghiém

e T*: dbi chung duong

e T": d6i ching &m

e M: thang do kich thudc cua gen
1kpb(Invitrogen)

. 446 bp: 1a kich thudc doan gen cua
virus DEV dugc phat hién khi st
dung cip mdi miéu ta & trén

Hinh 2. ADN ciia virut DTV chén dodn bang PCR tir dan vit giong nghi nhiém bénh

Dé theo ddi su truyen doc cua virut DTV tir dan vit glong mic bénh sang con chdng toi
tién hanh xét nghiém 148 mau bénh pham cua vit con 1 ngay tudi va ctia trimg chét phoi (thai)
dugc lay tir dan vit gidng Bic Kinh di dugc xac dinh bi nhiém DEV, bang phan tmg PCR va RT-
PCT, két qua duoc trinh bay trong trong bang 3, 4 va hinh 3.

Bing 3. Két qud xét nghiém bing PCR vi RT-PCR theo logi méu

Mau S6 lirong ___ Duong tinh PCR Duong tinh RT-PCR
So luong (mau) | Ty lé (%) | So lwong (mau) | Ty lé (%)

Vit | Phan 51 5 9,80 51 100

reont [ Lach 51 0 50 98,04
neay ol Fean 8 0 6 75

, .. | Phan-nudc 30 0 23 76,67
Trung chét ,

- . trung
phoi (thal) ey 8 0 7 87,50

Tong 148 5 3,38 137 72,30

Bing 4. Két qua xét nghi¢m bing PCR va RT-PCR trén vit con va trieng chét phéi

So mdu Duong tinh PCR Duong tinh RT-PCR
S6 heong (mau) | Ty 16 (%) | S6 lwong (mau) | Ty 1é (%)
Vit con 1 ngay tuodi 110 5 4,60 107 97,30
Tring chét phoi (thai) 38 0 0 30 79.00
Tong 148 5 3,38 137 72,30

Qua bang 3; 4 va hinh 3 cho thay ty 1& nhiém virut DTV cua vit con 1 ngay tudi va tring
chét phoi (thai) tr dan vit gléng mic bénh DTV dao dong tir 4,6 dén 97,3% & vit con 1 ngay tudi
va tir 0 dén 79% ¢ trimg chét phoi (thai) tuy theo phuong phap xét nghiém. Ty 1¢ nhiém cta vit
con 1 ngay tudi ludn cao hon so véi trimg chét phdi & ca 2 phuong phap xét nghiém d6 1a do virut
DTV ¢o stc dé khang kém, dé bi giam mat do virut do qua trinh phan hiy cia trimg chét phoi
(thai), do d6 trong xét nghiém PCR khong thé phat hién duoc (0%) tuy nhién khi sir dung phuong
phdp RT-PCR thi ty 1& nhiém DTV dugc phat hién ting 1én cao (79%), la do Real-time PCR la
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phuong phap PCR dinh lugng hién dai hoan toan ty dong dang dugc sir dung pho bién dé xac
dinh s6 lugng virut hién dién trong mau phan tich va c6 do nhay rét cao, c6 thé phat hién sy
nhiém virut DEV ¢ s luong réat thip (nhé hon 10 ban sao/mau).

100 -

80 -

60 -
%

40-

20

PCR RT-PCR

[ it con 1 ngay tudi M trirng chét phdi

Hinh 3. Két qud xét nghiém PCR va RT-PCR giiva vit con va trieng chét phoi

Ty 1& nhiém theo ting loai mau trong bang 3 thi mau phan luén chiém ty 1é cao nhat, ké
dén 14 gan va lach cia vit con 1 ngay tudi va trimg chét phoi, tuy nhién voi ky thuat PCR chi phat
hién dugc virut DTV trong mau phan cia vit con 1 ngay tudi véi ty 1& 9,8% con cac loai mau
khac thi khong phét hién duge do mat s virut qua thap, véi ky thuat RT-PCR thi ca 3 loai miu
(phan, gan, lach) déu phat hién dugc virut DTV & vit con 1 ngdy tudi va trimg chét phoi (thai) tir
dan vit gidng bi nhiém virut DTV véi ty 1é dao dong tir 75-100% va ty 1¢ nhiém DTV trung binh
1272,3%.

Két qua nay hoan toan phu hop vai gia thuyét ciia mot s6 nha nghién ciru trude day vé
bénh dich ta vit 13 virut DTV c6 kha nang 1ay truyén doc tir me sang con (Burgess et al., 1981;
JL. Guerin et al., 2005).

IV. KETLUAN

Qua két qua nghién ctru nay da khang dinh c6 su truyén doc cua virut DTV gay bénh dich
ta vit tir dan vit gidng sinh san mac bénh dén vit con (vit 1 ngay tudi va trimg chét phoi) voi ty 16
nhiém trung binh 13 72,3% bang k¥ thuat xét nghiém RT-PCR. Do d6, phuong phap PCR, dic
biét RT-PCR da dugc chirng minh dugc d6 nhay va sy hiéu qua trong viéc phat hién ADN cuia
virut DTV voi mat s6 thip va hién nay RT-PCR dugc khuyén céo nén st dung trong nghién ctru
dich t& hoac 13 mot phuong tién tin cdy dung trong chin doéan bénh hoic dé xéc dinh nguén bénh
trong tu nhién.
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