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TOM TAT.

Trung hoa virut voi huyet thanh trén nuoi cay t& bao cho phep danh gia  dugc muc huyét
thanh lon mién dich trung hoa duoc  virut PRRS co ngudn goc khac nhau , so bo danh gia kha
ning mién dich dich thé bao ho.

Trong nghién cuu nay chung t6i da thlet lap phuong phap trung hoa virut (VNT) PRRS trén
t& bao Marc145, bu0’c dau su dung danh gia hiéu gia trung hoa cua lon lanh bénh triéu chung tai
thuc dia co so sanh voi phuong phap chan doan ELISA va IPMA . Khac véi két qua ELISA va
IPMA, VNT cho thay huyet thanh lon nhlem PRRS chung Viét Nam chi trung hoa virut phan lap
n6i dia, khong trung hoa cac virut c6 nguon gbe Chéu Auva Bac My . VNT to ra la phuong phap
chiém uu thé hon ELISA va IPMA trong danh gia dap ¢mg mién dich ctia lon khang chung dia
phuong.

Tir khéa: Virut PRRS, Trung hoa, Té bao Marc145, Huyét thanh.

1. PAT VAN DE.

Hoi ching réi loan sinh san va hé hip & lon (Porcine Reproductive and Resiratory
Syndrome - PRRS) giy thiét hai 16n d6i v6i nganh chin nuéi lon ¢ Viét nam va trén thé giéi
Hang nam, tai My udc tinh thiét hai do bénh PRRS gy ra ¢ mac 720 triéu do la My . (3 Viét
nam, thiét hai kinh t&¢ do PRRS géy ra chua dugc udc tinh, tuy nhién trong nhiimg nam gan day
hang loat céc trai lon da phai ti€u huy do hoi ching 1oi loan sinh san va ho hap Bénh duoc xép
vao nhom céc bénh nguy hiém trong danh myc cac bénh cta T6 chic thi y thé gisi (OIE).

Cho d&n nay, lon 13 dong vat duy nhit mic hoi chimg rdi loan hdé hip va sinh san
[7,8,9,11]. Viéc khdng ché dich bénh dang gip nhidu kho khin do chua c6 loai vacxin nao c6 thé
bao ho dan lon hoan toan phong chéng duogc hoi chung r6i loan ho hép va sinh san. Dé khéng
dinh c6 hay khong khang thé trung hoa sau khi tiém phong VaCXin ho#ic sau khi con vat nhiém
bénh, chiing t6i st dung phwong phap trung hoa huyét thanh. * Phuong phap nay duoc
Morrison va cs m6 ta nam 1992, so v6i phuong phap IPMA khang thé, phuong phap trung hoa
khang thé ddi véi vi rat PRRS 1a phuong phép tié u chuan dung dé phat hién sy xuét hién khang
thé cham. Phuong phap niy dugc Yoon va cs cai tién nim 1994 bang cach pha loang vi rut trong
huyét thanh thudng , 1am ting do nhay cua phan img , cho phép phat hién khang thé trung hoa
som khoang 11 ngay sau khi gay nhiém ; dong thoi, c6 thé thay sy khac biét khi sir dung cac
chung vi rut c6 d twong dong khac nhau . Sy khic nhau nay khong quan sat dugce khi dung
phuong phép IFAT. Phuong phép trung h(‘)a virut thuong chi ap dung dugc ¢ nhitng phong thi
nghiém c6 du diéu kién nudi cay té bao, it dugc sir dung thuong quy trong chan doan . Tuy nhién,
phwong phap nay c6 thé ding cho nhimg vi rut PRRS phén 18p dugc c6 tinh khang nguyén khac
nhau, dong thoi 1a phuong phap t6i wu xac dinh do dai mién dich cua co thé lon d6i véi vi rut
PRRS [7]. O Viét Nam, do diéu kién co s& vat chit phong thi nghiém chua cho phép thuc hién
viéc cong cudng doc vi thé n6 c6 thé duoc thay thé biang phuong phép trung hoa virut trén té
bao.

I1. NOI DUNG, NGUYEN LIEU VA PHUONG PHAP NGHIEN CUU
2.1. Nogi dung.

- Nudi ciy té baoMarc145

- Chuan d9 virut PRRS

- Thiét 1ap phuong phap trung hoa virut PRRS trén moi trudng té biao Marc145
- Ap dung phuong phap trung hoa virut déi véi mot s mau tir thuc dja

2.2. Nguyén li¢u.

! Vien Thu vy, 2. Chuyén gia FAO tai Viét nam
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- Té bao Marc145 c6 ngudn gdc tir Uc

- Moi truong MEM, Huyét thanh bao thai bé cua hang Gibco

- 3 chung Virut PRRS: 0196 (chung phan lap tai thuc dia ); Ching Chau au phan lap lai tir
vacxin Amervac do bé mén Hoa sinh - Mién dich- Bénh ly va chung Bic My (ching MLV) do
chuyén gia FAO cung cap.

- Chai nudi cay, dia nuoi cay cua hang Corning.

- Huyét thanh am chuan va duong chuan do chuyén gia FAO cung cdp May li tAm , tu lanh,
safety cabinate va may moc khac trong phong thi nghiém.
2.3. Phwong phap nghién ciru :
2.3.1.Nuéi cdy té bao Marc145

Phuong phap nudi ciy té bao duoc thuc hién theo quy trinh ciia CSIRO , Uc (The
commonwealth Scientific and Industrial Reseach Organisation)
2.3.2. Gdy nhiém virut PRRS trén té bao Marcl45 (dugc thuc hién theo hudéng din cua OIE
trong chuong 2.08.07)
2.3.3. Xdc dinh sw c¢6 mdt ciia virut PRRS bang phdn trng RT-PCR

Day la phuong phéap thudng quy tai bd mén Hoéa sinh- Mién dich -Bénh ly, Vién tha y, phan
g dugc tién hanh theo cac budce nhu sau:

(1) Tach chiét RNA béng phuong phap Trizol

(2) Téng hop cDNA bang phuong phap st dung Random primer

(3) PCR sir dung cap mdi dic hiéu duoc thiét ké dé phat hién vi rut PRRS
2.3.4. Chudn d¢ virut

Phuong phap nay duoc thuc hién theo quy trinh ctia OIE , va tinh TCID50 theo phuong phap
Read Muench [1]

Am tinh: Néu ¢ do pha lodng d6 té bao phat trién binh thuong, khong c6 bénh tich té bao
(Gidng d6i ching té bao)

Duong tinh: Néu & do pha loang d6 xuét hién bénh tich trén te bao (giéng ddi chung virut)
2.3.4. Thiét lgp phu’o’ng phép trung hoa virut trén méi trwong té bao (theo hirong dan ciia OIE
trong chuong 2.08.07 va Virology methods manual) [1,2,3,7,8]

I1l. KET QUA NGHIEN CUU
3.1. Két qua nudi ciy té bao

Dé co té bao o trang thai dang phat trién va phu ddy 100% sau 1; 2 ngay thi luong té bao khi
cay chuyén can 5x10° té bao /ml; 2x10° t& bao/ml. V&i mat do va tinh trang phat trién cua té bao
nhu trén, cac thi nghiém vé gy nhiém vi rut , nhan giéng vi rut, chuan d6 va phan tng trung hoa
déu dat két qua tot.

3.2. Két qua giy nhiém virut PRRS trén té bao Marc145

Qua gay nhlem virut PRRS trén té bao Marc145 cho thay tuy tung chung ma thoi gian Xuét
hién bénh tich té bao khac nhau va biéu hién bénh bién cua té bao ciing khac nhau. Bénh tich
dién hinh 14 té bao co cum hinh chim nho hoic té bao bi pha huy hoan toan
3.3. X4c dinh sy ¢6 mit cia virut PRRS bing phin img RT-PCR

Sau khi nhan gidng 03 chung vi rut s& st dung trong nghién ctru , dé khang dinh lai sy c6
mit ctia cac ching vi rut ndy, ching t6i d sir dung phuong phap RT-PCR. voi ¢ap moi F2R2 ¢o
trinh tu:

Fwd: 5’ATGTTGGGGAAATGCTTGACC3’

va Rev: 5’GTTCCGCTGAAACTCTGGTTA3’

Két qua cho thay ca 3 chung vi rut PRRS sau khi duoc nhan Ién trén té bio Marc 145 déu
cho két qua PCR duong tinh . Chimg to viéc gdy nhiém vi rut P RRS va nhan gidng vi rut thanh
cong.

3.4. Két qua chuén d¢ cac chiing virut PRRS
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Trong nghién ctru nay ching t6i tién hanh chuén d6 3 ching virut: (1)ching 0196, (2) chung
Chau Au; (3) chung MLV. Mdi chung vi rut PRRS duoc thuc hién chuan d6 lap lai 3 1an, két qua
cac 1an thuc hién déu gidng nhau.

Bing 1. Két qud chudn dj cdc chiing virut PRRS

TT Chiing virut PRRS TCID50
1 0196 10°* /ml
2 Chau Au 10> /ml
3 MLV 10%" /ml

3.5. Két qua thiét 1ap phan vng trung hoa virit PRRS trén moi truong té bao Marc145.

Dé thiét 1ap phuong phap trung hoa trén moi truong té bao Marc 145 dbi voi vi rut PRRS
chung 61 dé str dung chung vi rut cuong doc phan 1ap tai thuc dia va mau huyét thanh duong va
am dbi véi phuong phap ELISA va IPMA

Mau huyét thanh dwong la mau huyét thanh thu dwoc tu lon duoc giy nhiém vi rut PRRS
nhan tao va mau huyét thanh am 12 mau huyét thanh thu thap tir lon cia nhitng ving khong bi
nhiém bénh PRRS, da duoc sang loc bang phan ung ELISA va IPMA

Phan tng trung hoa vir ut PRRS trén méi truong té bao Marc145 duoc thiét Jap trén co so
phan umg trung hoa vi rat theo hudng dan coa Virology methods manual [1]

Trong qua trinh thiét lap phuong phap t rung hoa virut PRRS tai b6 mén HSMDBL , thi
nghiém da duoc thuc hién lap lai nhiéu lan , va sau mdi 1an thi nghiém , cac diéu kién nhu nong
d6 CO2, thoi gian u virut va huyet thanh, nh;et d6 thich hop cho viéc trung hoa virut...déu dugc
t6i wu hba sau tung thi nghiém.

K&t qua: Phuong phap trung hoa da duoc thiét Jap gdm céc budc nhu sau:

Buoc 1: Chuan bi té bao

Bude 2 : Chuén bi virut

Buoc 3: Trung hoa huyét thanh

Budc 5: Panh gia két qua
Am tinh: Néu o d6 pha loang huyét thanh do co bénh bién té bao (huyét thanh khong trung
hoa dugc vi rit).
~_ Duong tinh: Néu tai giéng do lop & bao van phat trién tot , bam day va khong c6 bénh tich
té bao.

Déi véi cac rrfau thi nghiém : O cac giéng co nbng do huyét thanh cao L0’p t& bao moc
déu, min va phat trién tot khong co & bao chét, khong co bénh bién té bao. O cac giéng c6 nong
d6 huyét thanh thap, xuat hién cac dam té b a0 cum lai, sau 5 ngay cac dam té bao bi bong ra va
chét, khi nhuém khong con hoic rat it t&é bao bam day.

K&t qué cho thiy phan tmg trung hoa da dugc thiét lap trén méu huyét thanh duong tinh va
am tinh chuan (theo phuong phap ELISA va IPMA) v6i chung vi rut thuc dia cudng doc.

3. 6 Két qua ap dung phan wng trung hoa d6i voi mét sé méu huyét thanh dwong, am tinh déi
voi ELISA

Sau khi thiét ]ap duoc phuwong phap dé tai da thuc hién phan ung trung hoa d6i  voi 20 mau
huyét thanh cua lon sau khi bi bénh PRRS tai Quﬁng Nam duong tinh voi ELISA va 5 mau huy'ét
thanh am tinh voi ELISA . K&t qua buoc dau cho thiy d6i voi cac mau huyét thanh 4m tinh
ELISA thi dong thoi cho két qua am  tinh ddi v&i phan tng trung hoa . Con cac miu duong tinh
ELISA cao cung cho hjéu gia d6i voi VNT.

Chuing toi cung da su dung cac mau huyet thanh trén d6i voi 2 chung vi rat Chau Au va Bic
My, nhung két qua déu 4m tinh d6i voi tat ca cac mau duong tinh ELISA.
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Bing 2: Két qua thuwe hién phan wng VNT d6i voi mau huyét thanh tw thuc dia

TT |Ky hiéu| Gia slic Tuéi Két qua | Két qua VNT | Két qua VNT| Két qua VNT
mau ELISA S/P | (log2, chiing | (092, ching | (log2, chiingNA)
VN) EU)
1 243 Lon 5 thang 3.96 8.00 0.00 0.00
2 257 Lon 4 thang 3.86 3.00 0.00 0.00
3 248 Lon 4 thang 3.78 7.00 0.00 1.00
4 246 Lon 5 thang 3.70 7.00 0.00 0.00
5 273 Lon 5 thang 3.67 7.00 0.00 0.00
6 269 Lon 5 thang 2.99 7.00 2.00 0.00
7 252 Lon 4 thang 2.97 6.00 0.00 0.00
8 253 Lon 4 thang 2.94 5.00 0.00 0.00
9 275 Lon 5 thang 2.92 6.00 1.00 0.00
10 256 Lon 4 thang 2.80 6.00 0.00 0.00
11 278 Lon 4 thang 2.35 4.00 2.00 1.00
12 259 Lon 4 thang 2.28 4.00 0.00 0.00
13 7 Lonnai | 36 thang 2.15 4.00 0.00 0.00
14 5 Lon 4.5 thang 1.99 5.00 0.00 0.00
15 242 Lon 5 thang 1.97 2.00 0.00 0.00
16 245 Lon 4 thang 1.33 6.00 0.00 0.00
17 260 Lon 4 thang 0.97 3.00 0.00 0.00
18 261 Lon 4 thang 0.65 5.00 1.00 1.00
19 224 Lon 3.5 thang 0.50 3.00 0.00 0.00
20 222 Lon 3.5 thang 0.45 3.00 0.00 0.00
21 211 Lon 5 thang 0.00 1.00 0.00 0.00
22 212 Lon 5 thang 0.02 1.00 0.00 0.00
23 214 Lon 5 thang 0.01 1.00 0.00 0.00
24 215 Lon 5 thang 0.03 1.00 0.00 0.00
25 216 Lon 5 thang 0.04 1.00 0.00 0.00

Trong nghién cuu nay dé so sanh két qua cua 2 phuong phap chung t6i su dung cong thuc

tinh hé sd tuong quan:

> (% = XNy, - ) ) lex Y, —i(Z xl](Z ylj

n-1)
n n n-1Js.s
S 27309 S
i=1 i=1
Bdng 3: Hé s twong quan gi;ra két qu;l ELISA va két qu;l ph;m z'rng trung hoa
Ching virut Hé sb twong quan
Chung thuc dia 0.883102
Chung Bac My 0.276098
Chiing Chau Au 0.143956
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Qua bang trén cho thiy co su tuong quan giwra k&t qua ELISA voi két qué VNT cua chung
thue dia, va khong co su trong quan gilta két qua ELISA v6i két qua  VNT cua cac chung Chau
Au va Bic My
3.7. Két qua thuc hién phuwong phap I1PMA d6i voi miu huyét thanh thuc dia

Trong nghién curu nay chung toi cung dong thoi thuc hién phan ung IPMA d6i voi cac mau
huyet thanh tu thuc di a. Phan img IPMA c6 d6 nhay va d¢ déc hiucao  , phuong phap nay
thuong chi duoc su dung trong cac phong thi nghjém co diéu kién nudi cay té bao va gy nhiém
virut.

Bing 4: Két qud thwe hign phén ieng IPMA d6i véi mbu huyét thanh thuc dia

TT Ky hiéu | Giastc Tuéi Kétqua | Kétqua | Ketqua |Két qua IPMA
mau ELISAS/P | IPMA IPMA | (ching NA)
ratio (ching (ching
VN) EU)

1 243 Lon 5 thang 3.96 4.00 3.00 3.00

2 257 Lon 4 théng 3.86 4.00 3.00 2.00

3 248 Lon 4 théng 3.78 4.00 3.00 3.00

4 246 Lon 5 thang 3.70 4.00 3.00 3.00

5 273 Lon 5 thang 3.67 4.00 3.00 3.00

6 269 Lon 5 thang 2.99 4.00 3.00 4.00

7 252 Lon 4 théng 2.97 4.00 3.00 3.00

10 256 Lon 4 théng 2.80 3.00 3.00 2.00

12 259 Lon 4 théng 2.28 3.00 2.00 2.00

14 5 Lon | 4.5thang 1.99 4.00 2.00 3.00

15 242 Lon 5 thang 1.97 3.00 2.00 2.00

21 211 Lon 5 thang 0.00 0.00 0.00 0.00

22 212 Lon 5 thang 0.02 0.00 0.00 0.00

23 214 Lon 5 thang 0.01 0.00 0.00 0.00

24 215 Lon 5 thang 0.03 0.00 0.00 0.00

25 216 Lon 5 thang 0.04 0.00 0.00 0.00

Két qua buoc dau cho thay khi thuc hién doi voi ca 3 ching virut déu cho két qua am tinh
va duong tinh rd.
Bdng 5: Hé so twong quan giwa két qua ELISA va két qua phan wng IPMA

Chuing virut Hé s twong quan
Chung thyc dia 0.951706
Chung Bac My 0.894025
Chiing Chau Au 0.977332

Qua bang két qua vé hé s6 tuong quan cho thay két qua thuc hién phan ung IPMA trénca 3
chung déu co6 tuong quan d6i voi két qua cua phan ung ELISA
Bing 6: Hé s6 twong quan giwa két qua trung hoa va két qua phan wng IPMA

Chung virut Chung thuc dia Chiing Bic My Chiing Chau Au
Chuing thyc dia 0.866012 0.210092 0.210092
Chung Bac My 0.210092 0.213021 0.402374
Chiing Chau Au 0.210092 0.402374 0.220564

Chi c6 su twong quan gitra két qua ciia phan tng trung hoa va IPMA cua chiing

dia. Con két qua cua cac ching khac khong cé sy twong quan.

virut thuc
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IV. Két luén:

Trong nghién ctru nay chung toi co nhung két luan nhu sau:

- Phan tng trung hoa té bao ddi véi vi rat PRRS di duogc thiét 1ap tai bd moén Hoéa sinh -
Mién dich - Bénh I’y, Vién thu y.

- Phuong phap duoc thiét 1ap gom cac cong doan : (a)Chuan bi t& bao ; (b)Chuan bi vi rut ;
(¢)Trung hoa huyet thanh; (d)Doc két qua phan ung

- Buoc dau ap dung phuong phap trung hoa déi voi mau thuc dia va co su so sanh két qua
voi 2 phuong phap ELISA va IPMA.

- Két qua trung hoa cua cac mau huyét thanh cua gia suc bi bénh tu thuc dia déu 4m tinh d6i
voi cac chung Chau Au va Bic My

- Béi voi chung vi rat Chéu Auva Bac M5 két qua cua phan ung ELISA khong twong dong
voi két qua cua phan ung trung hoa vi rut.
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