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L&i noi ddu

TCVN 8400-1: 2019 thay thé TCVN 8400-1: 2010.

TCVN 8400-1: 2019 do Chi cuc Thi y Ving VI - Cuc Tha y bién soan trén co s@ tham
khao tai liéu cia Té chirc Thii y thé gi¢i (OIE) va cac bai bao khoa hoc quéc té, BY
N&ng nghiép va Phét trién ndng thén d& nghi, Téng cuc Tiéu chudn Po lwdng Chét
Jwong tham dinh, B Khoa hoc va Cong nghé cong bd.

B6 tidu chu&n TCVN 8400 Bénh dong vét - Quy trinh chdn doén gbm cac phén:

- TCVN 8400-1: 2019, phén 1: Bénh I mbm long méng;

- TCVN 8400-2; 2010, phén 2: Bénh do vi khuén Streptococcus suis géy ra trén
lon;

- TCVN 8400-3: 2010, phén 3: Bénh giun xoén;

- TCVN 8400-4: 2010, phan 4: Bénh Niu Cat Xon;

- TCVN 8400-5: 2011, phén 5: Bénh tién mao fring,

- TCVN 8400-6: 2011, phdn 6: Bénh xuét huyét tho;

_ TCVN 8400-7: 2011, phén 7: Bénh déu ciru va déu dé;

- TCVN 8400-8: 2011, phén 8: Bénh ndm phéi do Aspergilius & gia cam;
- TCVN 8400-9: 2011, phén 9: Bénh viém gan vit typ I;

- TCVN 8400-10: 2011, phén 10: Bénh lao bo;

- TCVN 8400-11: 2019, phén 11: Bénh djch ta vit;

- TCVN 8400-12: 2011, phén 12: B&nh bach ly va thuong han & ga;

- TCVN 8400-13: 2019, phan 13: Bénh sdy thai truyén nhiém do Brucella;
- TCVN 8400-14: 2011, phén 14: Bénh tu huyét tring & tréu bo;

- TCVN 8400-15: 2019, phén 15: Bénh xoén khuén do Leptospira;

- TCVN 8400-16: 2011, phén 16: Bénh pht & lgn do vi khuén E.coli;

- TCVN 8400-17; 2011, phédn 17: Bénh do Staphylococcus aureus & ga;

- TCVN 8400-18: 2014, phén 18: Bénh phu dau ga (coryza);

- TCVN 8400-19; 2014, phén 19: Bénh phé thuong han lon;

- TCVN 8400-20: 2014, phén 20: Bénh déng déu lon;
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- TCVN 8400-21: 2014, phan 21: H6i chtmg réi loan sinh sén va hé hép & lon
(PRRS);

- TCVN 8400-22: 2014, phén 22: Bénh gid dai & lon;

- TCVN 8400-23: 2014, phdn 23: Bénh ung khi than;

- TCVN 8400-24: 2014, phan 24: Bénh viém phé quan truyén nhiém;
- TCVN 8400-25: 2014, phén 25: Bénh ctim lon;

- TCVN 8400-26: 2014, phdn 26: Bénh cum gia cdm H5N1;

- TCVN 8400-27: 2014, phén 27: Bénh sén I4 gan;

- TCVN 8400-28: 2014, phén 28: Bénh viém rudt hoai t» do Clostridium
perfringens;

- TCVN 8400-29: 2015, phan 29: Bénh Lympho leuko & ga;

- TCVN 8400-30: 2015, phén 30: Bénh Marek & g,

- TCVN 8400-31: 2015, phén 31: Bénh ty huyét trang gia cam;
- TCVN 8400-32: 2015, phdn 32: Bénh gumboro & gia c&m;

- TCVN 8400-33: 2015, phén 33: Bénh Ié dang trung & tréu bo;
- TCVN 8400-34: 2015, phan 34: Bénh bién tring & tréu bo;

- TCVN 8400-35: 2015, phan 35: Bénh Theileria & tréu bo;

- TCVN 8400-36: 2015, phén 36: Hoi chitng suy mon & lon sau cai sia do Circo
virus typ 2;

- TCVN 8400-37: 2015, phén 37: Bénh viém phéi dia phuwong & lon;
- TCVN 8400-38: 2015, phén 38: Bénh tiéu chéy & lon do Corona virus;
- TCVN 8400-39: 2016, phén 39: Bénh viém duong h6 hdp mén tinh & ga;

- TCVN 8400-40: 2016, phan 40: Bénh nhiém tring huyét & thdy c&m do vi khuén
Riemerella anatipestifer géy ra.

- TCVN 8400-41: 2019, phén 41: Bénh djch ta lon Chéu Phi.

- TCVN 8400-42: 2019, phan 42: Bénh djch ta loai nhai lai nhé;
- TCVN 8400-43: 2019, phén 43: Bénh luti xanh;

- TCVN 8400-44: 2019, phan 44: Bénh roi triing Trichomonosis;

- TCVN 8400-45: 2019, phén 45: Bénh gao lon, bénh gao bo;
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Bénh déng vat — Quy trinh chan doan -

Phan 1: Bénh I& mém long méng
Animal disease — Diagnostic procedure -
Part 1: Foot and Mouth Disease

CANH BAO - Viéc ap dung tiéu chuén nay cé thé lién quan dén cac vat ligu, thiét bj va cac thao
tac gay nguy hiém. Tiéu chuin nay khéng thé dwa ra dwoc hét tt ca cic vin dé an toan lién quan
dén viéc sir dung chiing. Ngwoi str dung tiéu chudn nidy phai ty thiét Iap cdc thao tac an toan
sinh hoc thich hep va xac dinh kha nang ap dung cac gi¢i han quy dinh trwde khi str dung tiéu
chuan.

1 Pham vi ap dung

Tiéu chuén nay quy dinh quy trinh chan doan bénh I& mdm long méng trén dong vat méng gude chan.
2 Tai liéu vién dan

Céc tai liéu vién dan sau day rat can thiét cho viéc ap dung tiéu chuén nay. Déi véi cAc tai ligu vién dan
ghi nam cdng bé thi ap dung ban dwgc néu. DEi voi céc tai lidu vién dén khong ghi ndm cong bd thi &p
dung phién ban méi nhat, bao gdm ca cac sira ddi, bd sung (néu cb).

TCVN 8402 : 2010 Bénh déng vét — Quy trinh mé kham.
3 Thuat ngiv va dinh nghia, cac tir viét tt
3.1 Thuat ngir va dinh nghia

Bénh 1& mom long méng (foot and mouth disease) la bénh truyén nhiém & céc loai Gong vat mong
gudc chan nhu trau, bo, lgn, dé, clru va mdt sé dong vat hoang da khac nhw huou, nai.

Dich probang: dich thu thap dwoc tir viing hdu hong béing dung cy Idy mau probang goi 1 probang cup,
dwoc st dung dé phat hién vi rit i mdm long méng béng RT-PCR/ Realtime RT-PCR hay phén lap.

CHU THICH: Vi rit gay banh 1& mm long méng thudc ho Picomaviridae, giéng Apthovirus, c6 7 typ huyét thanh (serotyp) gbm:
A, O, C, SAT1, SAT2, SAT3 va Asia 1.

3.2 Tir viét tat

- RT-PCR (Reverse Transcription Polymerase Chain Reaction): Phan (ng chudi tring hep phién méa

nguoc;
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- Realtime RT-PCR (Realtime - Reverse Transcription Polymerase Chain Reaction): Phan (Png sao chep
nguge chudi triing hop thei gian thiee;

- Ct (Cycle threshold): Chu ky nguéng;

- TPB (Tryptose Phosphate Broth): M&i truryng nudi cay;

- PBS (Phosphate buffered saline): Dung dich mudi dém phét phat:

- VNT (Virus Neutralization Test): Phan (rng trung hod vi rit;

- TCIDso (50 % tissue culture infective dose): Lidu gay nhiém 50 % té bao;

- FBS (Fetal bovine serum): Huyét thanh thai bé;

- CPE (Cytopathic pathogene effect): Bénh tich té bao;

- BHK (Baby Hamster kidney): Té bao than chuét Hamster;

- ARN: Axit ribonucleic;

- ADN: Axit deoxyribonucleic;

- FMD (Foot and mouth disease): L& mdm long méng;

- DNAse (Deoxyribonuclease): Enzyme thiy phan lién két cla phan tir ADN;

- RNAse (Ribonuclease): Enzyme thly phan lién két cia phan tir ARN;

- TBE 10X (Tris—axit boric- Ethylendiamin Tetraacetic axit): Dung dich dém TBE dam dac 10 lan.
4 Thuéc thir, vat lidu thir

Chi str dung cac thube thir loai tinh khiét phan tich, st dung nwéc cét hodc nwéc da khir khoang hoic
nwéc ¢6 46 tinh khiét tiong dwong khdng ¢ RNAse va DNAse, trir khi 6 quy dinh khéc.
4.1 Thubc thir, Tween 20;

4.2 Dung djch axit chlohydric (HCI) 1 N;

4.3 Dung djch axit sunfuric (H;S04) 1,25 M;

4.4 Dung dich natri hydroxit (NaOH) 1 N;

4.5 Cén (Ethanol), tir 70 % dén 100 % (C.HeO);

4.6 Carbonat/Bicarbonat (CaC03/NaHCOQ,), dang vién;

4.7 Glyxerin [C3Hs(OH)J;

4.8 Dung djch TBE 10X;

4.9 Thang chuan AND (100 bp)

4.10 Bot agarose;
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4.11 Chét nhudm gel (gel red hodc chat nhuém gel tvong dwong);

4,12 M6i trwdng té bao EMEM (Eagle's Minimum Essential Medium) / BME (Basal medium Eagle);
4.13 Méi trieng MEM (Minimum Essential Medium)

4.14 Té bao dong BHK 21 (Baby Hamster kidney);

4.15 Dung dich vi rit & mém long méng;

4.16 Mdi trwirng bao quan mau (xem phy luc A);

4.17 Cap mdi va doan dé cho phwong phép realtime RT-PCR;

4.18 Miu chuén dwong, droc chirng nhan durong tinh hodc ARN chudn dwong tinh tach chiét tir FMDV
cb gia trj Ct da biét trwvére.

5 Thiét bj, dung cu

S(r dung thiét bi, dung cy thong thurdng clia phéng thi nghiém sinh hoc, bao gdm nhirng thiét bi, dung
cuy sau:

5.1 Thiét bj, dung cu st¥ dung chung

5.1.1 T lanh: ti lanh thwong (tlr 0 °C dén 8 °C), t lanh 4m sau (tir &m 20°C dén am 80 °C);
5.1.2 Budng cay an toan sinh hoc cap 2;

5.1.3 May lc tron vortex, c6 thé hoat Gong véi tbc o tir 200 g Gén 2500 g;

5.1.4 May nghién méu hodc cdi, chay st¥, panh, kéo, v trung;

5.1.5 Dung cu tiéu hao nhw: géng tay, khau trang, bdo hd cé nhan.

5.2 Thiét bj, dung cu cho phwong phap realtime RT-PCR

5.2.1 May PCR, realtime PCR;

5.2.2 May ly tdm, c6 thé thuc hién & 1500 g dén 2500 g, 10000 g va 12000 g;

5.2.3 May lac G nhiét;

5.2.4 May spindown, may ly tam lang;

5.2.5 May chiét tich ADN/ARN ty déng (néu co);

5.3 Thiét bi, dung cu ding cho phwong phép ELISA

5.3.1 May doc ELISA, c6 thé doc & budc séng tir 450 nm dén 650 nm;

5.3.2 Thiét bj & mu, co thé duy tri & nhiét 3 37 °C, toc dd Ia¢ tir 400 rpm Gén 700 rpm.
5.4 Thiét bj, dung cy ding cho phwong phép phan Iap vi rit trén méi tredng té bao
5.4.1 Dia 96 giéng, dung cho nudi té bao

5.4.2 Lo nudi té bao (T25);
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5.4.3 Tt &m, c6 chira 5 % CO,, duy tri dwoc & 37 °C;

5.4.4 Kinh hién vi soi ngwec;

Ngoai ra, cdn co cac loai dau tip, pipet, 6ng nghiém, dia petri va cac vat tw tiéu hao phi hep cho qué
trinh thiee hién céc bién phap k¥ thuat trong tiéu chuan nay.

6 Chan doan lam sang
6.1 Djch & hoc

Bénh I& mdm long mong gay thanh dich trén nhiéu loai ddng vat mong gudc chén, chi yéu & trdu bb va
lon.

Bénh do nhiéu typ va tiéu typ clia Aphthovirus gay ra. Cac typ huyét thanh ¢6 sy phan bd khéc nhau.
Typ huyét thanh Q, A phat hign & nhidu viing khac nhau trén thé gidi. Trai lai cac typ huyét thanh SAT1,
SAT2, SAT3 duwgc gidi han & mot sd nude thudc Chau Phi. Typ huyét thanh Asia 1 dwoc tim thdy &
nhiéu nwére thude Chau A. Trong céc b dich, ddng vat cb thé méc bénh do mét hodc cling médt Itic nhidu
typ. Bénh co tinh chét lay lan nhanh, manh, réng ddi véi déng vat mén cam.

Bénh c6 thé 18y truec tiép tlr dong vat méc bénh dén dong vat man cam, hay lay gian tiép qua san phdm
djng vét (thit, sira, tinh dich, da), dung cu chan nudi, van chuyén gia suc.

8.2 Triéu chivng 1am sang

O trau bd va lon hodc cac loai vat khac ddu c6 chung dic didm 13 sét trong khodng tr 2 dén 3 ngay,
viém myn nudce réi 1 loét & miéng, v, viing méng chan, chdy nhigu nwéc bot. Niém mac miéng, méi,
lgi, chén réing do {ng. Mun nwée bat dau xuat hién & bén trong ma, mép chan rang, mdi, lgi, va bé mat
ledi. Myn nwéc phdng Ién, cé mang boc mdng, bén trong chira nudc trong, sau duc dan. Sau 1 dén 2
ngay, myn nwdc bj v&, iép niém mac tréc ra.

Do ¢6 viem mun nwéc & viing vanh moéng, k& méng chan 1am con vat khé chiu, t6 ra dau dén, di lai kho.
C6 trwdng hop méng chan bj bong hét ra, phd bién & lon.

Q' con vét cai dang nudi con, tridu chirng & bdu v, niim vii cling twong tw nhw & miéng va chén tam con
vét gidm tiét sra, sta bj gidm pham chét. Do dau & vt nén con me thuéng khdng cho con non bu lam
con non bj thiéu sita. Hon ni¥a chinh con non cfing bj viém I& migng nén khdng b dwoc. Hau qua cd ti
50 % 3én 80 % gia stic non bj chét. Con vat mang thai d& bj sy thai.

6.3 Bénh tich

M8 kham bénh tich chti yéu Ia tir migng t&i thue quan, da day, rudt ddu cé mun loét véi tirng mang xuét
huyét hodc tu mau. B& méay hé hap ciing bj viém. C6 myn nwéce & migng (niém mac mai, l¢i, Iwdi va vom
miéng), mii, k& mong, vién méng va nim va. Mun nwdre v cd thé thanh vét loét, chay mau.

Luwdi tréu, bd thurrng bi bong tréc biéu mé 2/3 phia trére, méng bj tut, mit ngoai tim ¢6 nhiing vét hoai
tlr mau trang xen k& trong gibng nhw da hd nén goi 1a “tim van hd".

10
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Bién chirng: Vién co tim va viém rudt & gia stc non (bé non, Ign dwdi 2 thang tudi).
7 Chan doan trong phong thi nghiém

7.1 Lay mau va xir ly mau bénh pham

7.4.1 LAy mau

L4y mau theo hwdng dan clia quy trinh md kham TCVN 8402 : 2010.

Mau bénh pham: dich probang, mé co tim, biéu md ctia mun nwéc chwa v& hodic mdi v, dich myn nuée
d& phat hién khang nguyén vi rat. MAu huyét thanh d& phat hién khang thé khang vi rat i mém long
mdng.

Mau biéu md trong vong 7 ngay ké tir khi phat hién bénh dé phat hién khang nguyén, con sau 7 ngay
né&n 4y mAu huyét thanh d& phat hién khang th&. Miu bénh pham biéu mé t6i thidu 1a 2 g. Bénh pham
sau khi ldy dugc bao quan trong dung dich bdo quan dém PBS 0,04 M cé bd sung khang sinh va Glyxerin
1:1 (xem phu lyc A), pH tir 7,2 dén 7,6 & nhiét dd &m 20 °C. Mau duoc lay lwgng téi thidu 12 3 ml, 6&
mau ddng tw nhién, tach |4y huyét thanh, bio quan & nhiét do tir 2 °C dén 8 °C.

Mau dich probang dwoc 1y khi mau biéu md khong sén cé tir con vat nhw trong trudng hop dang hoi
phyc, hay trérng hep nghi ngér bénh I mém long méng ma khéng thé hién c&c dau hidu lam sang. Cho
mau probang vao 6ng thu thap mau c6 chiva mot lwgng méi trurmg van chuyén (xem phu lyc A) teong
duwong. Lac nhe hén hep va dam bao pH cudi ciing khoang 7,6.

Méu bénh phadm dwoc bao quan trong lo ding bénh pham v6 triing, tt ca duoc dét trong thiing béo 6n
va van chuyén trong diéu kién lanh tir 2 °C dén 8 °C. M3u bénh pham gl dén phong thi nghiém trong
vong 24 gio sau khi ldy, kém theo phiéu gi¥i bénh pham, néu qua thoi gian d6, bénh pham phai dwgc
bdo quan & nhiét dd ttr &m 20 °C dén am 80 °C. Huyét thanh bdo quan & nhiét do tr 2 °C dén 8 °C toi
da trong 7 ngay. Ly mau bénh phim & nhiét d6 am 20 °C (d6i véi mAu huyét thanh) va & am 80 °C (dbi
vé&i mAu bénh pham phat hién vi rat).

7.1.2 X& Iy méu bénh pham

M3u bénh phdm I3 biéu mé cia myn nwdc dwgc rika 01 13n v&i dung dich xtr Iy m&u bieu mé (xem phy
luc A) hodc tham trén gidy dé gidm heong glycerol, sau dé dwoe nghién thanh huyén dich 10 % (vi du:
1g bidu md trong 9 ml dung dich x& Iy mAu bidu mé (xem phy lyc A)). Ly tam huyén dich bénh pham
2500 g trong 15 phat (5.2.2). Thu dich ndi dé chan doan phat hién vi rit 1& mém long méng béng phurong
phap ELISA, RT-PCR, realtime RT-PCR hoc phan lap trén té bao.

7.2 Phat hién khang nguyén
7.2.1 Phwong phap ELISA

- Nguyeén téc: Phan (ng Sandwich ELISA gién tiép phét hién nhidu typ khang nguyén (O, A, C va Asia
1). Phan trng duge thire hién trén dia day bang 96 giéng. Khi st dyng kit ELISA, thiec hién theo huéng
dén cla nha san xuét.

11
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- Céc budrce tién hanh tham khao Phu luc B.

7.2.2 Phwong phap RT-PCR vi realtime RT-PCR
7.2.2.1 Chiét taich ARN

- St dyng kit chiét tach ARN vi rit I mdm long mong theo hwéng dan ciia nha san xuét. Vi du st dung
kit chiét tach InviMAG Virus DNA/RNA Mini Kit?KF96 ), hoac ca thé str dung cac loai kit chiét tach teong
dwong, pht hep cho chiét tach ARN vi rt (tham khao Phu luc C).

- ARN vi riit sau khi chiét tach duore bao quan & 4 °C néu xét nghiém ngay, hodc bao quan & am 20 °C
ch& @&n khi tién hanh xét nghiém.

7.2.2.2 Phwong phap RT-PCR

- Chu&n bj mi cho phan (rng RT-PCR: Trinh ty mdi phat hién vi riit Ié mbm long méng (tham khao Bang
D.1, Phy luc D).

CHU THICH: Trinh ty cap méi cAn tham khao khuyén céo clia OIE cap nhat méi 6& la chon médi phi hop.

- Tién hanh phuong phap RT-PCR (tham khao Phuy luc D).

7.2.2,3 Phwong phép realtime RT-PCR

- Chuén bi mdi va doan db cho phan tng realtime RT-PCR: Trinh t mdi va mau do dé phat hién vi rat
I&¥ mdm long méng tham khao Bang E.1 (xem Phy lyc E).

CHU THICH: Trinh ty clip méi va doan db cin tham khao khuyén cdo clia OJE cap nhat méi d& lwa chon phi hop.

- Tién hanh phan (ng realtime RT-PCR: Str dung cp mdi va doan dd véi ndng 66 thich hop (tham khao
bang E.2, phy lyc E) da chuan bj va b6 kit pha hén horp phan (ing (master mix) va cai dat chu trinh nhiét
theo hwéng dén clia nha san xuat. Vi dy st dung kit Master mix SuperScript ® Il Platinum © One step
Quantitative RT-PCR system?, Cat. No.: 11732-020 clta héng Invitrogen (néu dp dung kit khac c6 thé
thay ddi cong thirc master mix).

- Lwgng hén hep nhan gen cho 1 phan (ng (tham khao Bang E.2, phu luc E).

- Sau khi chuén bj xong nguyén liéu master mix tién hanh:

+ Cho 20yl hén hgp master mix vao dng PCR 0,2 m!;

+ Cho 5 pl nwére tinh khiét, khéng c6 DNase/RNase vao éng PCR dbi chieng am;
+ Cho 5 pl ARN clia mAu vira chiét tdch vao éng PCR;

+ Cho 5 pl ARN dwong chudn ciia vi rit I& mém long méng ¢6 gid trj Ct d& biét trieére vao dng PCR dbi
chirng dwong;

11¥42) Théng tin ndy dira ra d tao didu kién cho ngudi sit dung tiéu chudn va khong &n dinh sit dung san phém thuong mai khic néu cho két
qué tuong duong,

12
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+ B3t 6ng PCR vao may realtime PCR (5.2.1).

CHU THICH:
1) Phan tng realtime RT-PCR phai bao gbm: m&u kiém tra, m&u d6i chirng dwong va mBu dbi chirng am.

2) Mu va nguyén liéu cho phan rng realtime RT-PCR cn dat trong khay 4 lanh trong subt qua trinh chudn bi.

- Chu trinh nhiét chay phan (¢ng tham khao Bang E.3, Phu luc E.

- K&t qua cta phan (rng realtime RT-PCR duwgc xac djnh dya vao chu ky ngudng (Cycle threshold: Ct).
- Phan ¢ng dwrgc ¢ong nhén khi: mau déi chitng dwong tinh (chuan dé trudc) phai co gia tri Ct tuong
dwong gia trj Ct da biét (x 2 Ct), mau di chirng am tinh khong cé Ct.

Véi diéu kién phan (ng:
+ M3u dwong tinh khi gia tr Ct< 35
+ Mau am tinh khi khdng cd gia trj Ct
+ Mau nghi ng& khi gia trj 35 < Ct <40

- Pénh gia két qua: Mau c6 vi rit gay bénh I& mdm long mong khi két qua realtime RT-PCR dwong tinh.
Vi nhitng mau nghi ng& can dugc thure hién lai xét nghiém hodc st dung phwong phap xét nghiém
khac dé& khang dinh két qua.

7.2.3 Phan lap vi rat trén méi trwdrng té bao
- Str dung té bao dong BHK-21 d& phan Iap vi rat I& mdm long méng.
- Nhi&m huyén dich bénh pham 1 ml/ lo nudi té bao (T25).

- U & nhiét d6 37 °C trong 60 phuit, sau d6 bd sung 5 ml @&n 8ml méi treéng duy tri cho phan Iap vi rut
(tham khao phu luc A) .

- Kiém tra bénh tich & bao- cytopathogen effect (CPE) hang ngay trén kinh hién vi soi nguec (5.4.4).

- Néu trong 48 gi¢ c6 CPE xuét hién thi thu huyén dich t& bao, ly tam 2000 g trong 15 phut. Thu dich ndi
giam dinh vi rit. Néu sau 48 gi¢ khdng ¢4 CPE thi thu huyén dich t& bao va cy chuyén tiép, sau 3 lan
cdy chuyén khong co CPE thi mau dwoc coi 1a 4m tinh (khéng ¢6 vi rut I& mbém long méng).

- Giam dinh vi rit sau phan Iap: bang phurong phap ELISA hodc phuong phap realtime RT-PCR.
7.3 Phét hién khéng thé
7.3.1 Phwong phap ELISA FMD - 3ABC

- Nguyén téc: Véc xin chi chira hat vi rit tinh sach nén dap (ng mién dich véi vac xin chi tao ra khang
thé khang protein cau triic clia vi rit. Trong trwdng hep vic xin khdng tinh sach, nhiém protein khéng
cAu trac, cling xdy ra dép (ng mién dich yéu va ngan ddi voi loai protein khéng ciu tric nay vi ham
leong rét thép. Do @6, st dung phurong phap ELISA FMD - 3ABC phat hién khang thé khang protein
khéng cAu tric c6 thé két luin con vat bj nhigm vi rit 1& mdm long méng chlr khdng phai do tiém véc xin.
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- Tién hanh phan (g ELISA (tham khao Phy luc F).

7.3.2 Phuong phap Liquid phase blocking ELISA

- Nguyeén thc: S dung bd kit ELISA phat hién khang thé I mbm long méng & gia stic. Ding d& djnh typ
vi it néu gia stic chera tiém phong ma c6 khang thé I mdm long méng t nhién duong tinh va cb thé
ding dé& danh gia hiéu gia khang thé sau khi tiém phong vac xin I& mdm long méng. Dira trén nguyén
tic phan (’ng Sandwich ELISA gian tiép phat hién va dinh typ huyét thanh clia khang thé 1& mdm long
maéng.

- Tién hanh phan rng ELISA (tham khao Phu lyuc G).

7.3.3 Phwong phap trung hoa vi rit trén té bao ddng vat
Tién hanh phan (rng (tham khao Phy lyc H).

8 Kétluan

Gia stic duge xac dinh méc bénh 1& mdm long méng khi c6 cac d3c diém dich t& hoc, triéu chirng 1am
sang clia bénh I& mdm long méng va phai co két qua dwong tinh véi mot trong nhirng phrong phap xét
nghiém sau:

- Phuong phép ELISA phat hién khang nguyén duwong tinh.

- Phuong phap RT-PCR phat hién vi rut dwong tinh.

- Phuong phap realtime RT-PCR phat hién vi rit dweng tinh.

- Phan lap dweec vi rat trén méi tredng té bao, va giam dinh vi rit I& mém long méng dwong tinh.
- Phrong phap ELISA phat hién khang thé dwong tinh & gia slic chua tiém phéng.

- Phirong phap ELISA FMD-3ABC phat hién khang thé khang vi rat I& mdm long méng do nhiém ti nhién
duwong tinh.

- Phuong phap trung héa trén té bao dwong tinh (chi 4p dung déi véi gia suc chwa tiém phong trong
trudng hop chén dodn).
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Phu luc A

(Quy dinh)

Thanh phén va chuén bi dung dich thudc thir

A.1 Mdi trwérng pha lodng mau huyét thanh va vi rut
Thanh phén: TPB (29,5 g/L.)
Hepes (1M)
Glutamine (100X)
Fungizone (250 ug/ml)
Penicilline / Streptinomycine (10000 Ul)
NaHCO; (7 %)

EMEM/ BME (1X)

omi

0,5mi
0,5mi
0,5 ml
0,5 ml
0,5 mi

42,5 ml

TCVN 8400-1: 2019

Céch chuén bj: Hoa tan céc thanh phan trén bing cach lac déu. M6i treomg pha loang dwgc st dung tot

nhét trong 2 tudn, bdo quan & nhiét dd tir 4 °C dén 8 °C.
A.2 Mai trwng duy tri cho phéan Iap vi rat
Thanh phén: FBS
TPB (29,5 g/L)
Hepes (1M)
Glutamine (100X)
Fungizone (250 ug/ml)
Penicilline / Streptinomycine (10 000 Ul)
NaHCOs (7 %)
EMEM /BME (1X)

C4ch chun bj; Hda tan cae thanh phan trén bing cach lic déu.
nhét trong 2 tun, bao quan & nhiét dd tir 4 °C dén 8 °C.

A.3 Mbi treeng vén chuyén chira mau probang
Thanh phén: Hepes (1M)

Fungizone (250 ug/ml)

Penicilline / Streptinomycine (10000 U}

MEM (1X)

0,5ml
Smi

0,5ml
0,5ml
0,5 ml
0,5 mi
0,5ml

42 ml

Méi treong duy tri dwoe sl dung tét

12,5 mi
20,0mi
20,0 ml

448,5 ml
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Céch chudn bj: Hoa tan cac thanh phén trén bang cach idc déu. Méi tredng van chuyén dwoc bao quan
& nhiét 6 tir 4 °C dén 8 °C.

A.4 Dung dich xt Iy, bao quan miu biéu mé

Thanh phén: - PBS 0,04 M
NazHPO, 4,60 g/l
KH2PO,4 0,80 g/L
NaCl 16,00 g/l
KCl 0,80 g/L
- Khang sinh
Penicilline 1000 Ul/mi
Mycostatine 100 Ul/ml
Neomycine 100 Ul/ml
Polymicine 50 Ut/mil

Céch chudn bj: Hoa tan cac thanh phin clia ttrng dung dich PBS 0,04 M va dung dich khang sinh trong
1 lit nuéc cAt. Sau do, kidm tra pH tir 7,2 3én 7,6, chinh pH v&i NaOH 1 N hodic HCI 1 N.

LUU Y: Khi sir dyung dé bao quan mAu bigu mé, pha dung dich bao quan v&i Glyxerin ty 1& 1:1

A.5 Dung djch d&m carbonat / bicarbonat 0,05 M, pH 9,6

Thanh phan: NaHCO; : 2,93 g/l
Na;COs : 1,59 gL

Céch chudn bj: Hoa tan cac thanh phén trén trong nwée cat 6& tao thanh 1 Iit dung dich dém carbonat/
bicarbonat.

A6 Dung dich PBS 0,002 M, pH 7,4

Thanh phan: NazHPO4 0.23glL
KH2PO« 0,04 g/L
NaCl 1,6 glL
KCl 0,04 g/L

Céch chudn bj: Hda tan céc thanh phan trén trong nwére cét dé tao thanh 1 Iit dung dich PBS 0,002 M.
Ding cho phurong phéap ELISA.
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A.7 Dung dich dém A: PBS 0,01 M + 0,05 % Tween 20, pH tir 7,2 dén 7,6

Thanh phan: NaHPO4 1,15g/L
KH2PO4 0,20 glL
NaCl 8,00 g/L
KCl 0,20 g/L
Tween 20 0,50 mi/L

Cach chuén bj: Hoa tan cac thanh phan trén trong nwéc cat dé tao thanh 1 |it dung dich dém A. Ding
cho phuwong phap ELISA.

A.8 Dung dich dém B: PBS 0,01 M + 0,05 % Tween 20 + 5 % sira bét tach bo, pH tir 7,2
dén 7,6

Thanh phan: Na;HPO4 1,15g/L
KH2PO 0,20 glL
NaCl 8,00 g/L
KCI 0,20 glL
Tween 20 0,50 ml/L
Sira bt tach bo 10,00g/L

Cach chuén bj: Hoa tan cac thanh phan trén trong nwéc cat dé tao thanh 1 lit dung dich Gém B. Diing
cho phwong phap ELISA.
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Phy luc B
(Tham khao)
Phwong phéap ELISA phat hién khang nguyén vi rat I& mom long méng
B.1 Céch tién hanh

- Gén dia (coating): Khang huyét thanh thd khang vi rit I& mém long méng cla cac typ O, A, C va Asia
1 pha lodng 1:1000 véi dung dich dém carbonat/ bicarboant (xem Phu luc A), nhd 50 pl vao céc giéng
trong (rng. Pay nap, U va lac & nhiét 30 37 °C trong 1 gid» hodc U qua dém & 4 °C.

- Rira dia 3 I14n bang dung dich rira PBS 0,002 M (xem Phy lyc A).

- Nhé 50 pl khang nguyén Gdi chirng dwong tinh manh (1:10) va yéu (1:100) pha lodng bang dung dich
dém A (xem Phy lyc A) va mdu bénh pham vao céc giéng quy dinh, 0 va lic & nhiét o 37 °C trong 1
gitr. ;

- Rira 3 1&n bang dung dich rira PBS 0,002 M.

- Nho khang thé phat hign: Mdi giéng nhé 50 pl khang huyét thanh chudt lang khang vi rdt 1& mdm long
mong vao cac giéng twong (ing, mdi serotyp dwrere pha loang (1:100) véi dung dich d&m B (xem Phy luc
A). Pay nap, G va lic & nhiét 46 37 °C trong 1 gio.

- Riva 3 14n béng dung dich rira PBS 0,002 M

- Nhd dung djch Conjugate (1:200 pha véi dung dich dém B): 50 pl/giéng.
- Day nép, 0 va lic & nhiét dd 37°C trong 45 phut.

- Rlra 3 1an béing dung dich rira PBS 0,002 M

- Nhd cor chét chromogen (dung dich chromogen + 5 % co chét H02 3%): 50 pligiéng, d& 15 phiit & nhiét
d6 phong, noi téi.

- Dirng phan tng: nho dung dich H2S04 1,25 M v&i 50 pl/giéng.
B.2 Poc két qua
- Doc bdng may doc ELISA (5.3.1) chon budc séng 492 nm.

+ Néu gia trj OD > 0,1 sau khi @3 trir @i gia trj trung binh ciia cdt triing thi phan tng duoc coi la dwong
tinh v&i serotyp dé. '

+ Néu OD = 0,1 thi cdy chuyén mau bénh ph&m 1én mai treng t& bao rdi kidm tra lai.
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Bang B.1 - So dd dia phan (png ELISA phat hién khang nguyén
1 2 3 4 5 6 7 8 9 10 1 12
O |+ [+ |+ + | B |B|1]|1]|3]3]|5]65

A |++ |+ + | + B |B 1111335145

c ++ [+ |+ | + B [B |1 ]|1}3[3]5]5

Asiatl | ++ | ++ | + + | Bl | Bl 1 1 3 3 5 5

O J++|++| + | + | B (B |]2|2]|]4|4]6]|F6

A ++ |++ | + | + | Bl |Bl |2 |2]|4]|4]| 6|6

¢ ++ |+ |+ | + | Bl B2 [[2]|]4|4]6]|6

Asiatl | ++ | ++ | + - BI | BI| 2 2 4 4 6 6

CHU THICH ++: khang nguyén 6i chirng dwrong tinh manh
+: khéng nguyén @i chirng durong tinh yéu
1,2, 3, 4, 5, 6= mau xét nghiém

Bl: mau tréing
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Phuluc C

{Tham khao)
Quy trinh chiét tich ADN/ARN

Str dung kit chiét tach ADN/ARN. Hién nay c6 rét nhiéu cac loai kit chiét tdch khac nhau dwgc cung cap
trén thi trwdmg. Do 66, tuy thude vao didu kién thiee té clia phong thi nghiém @& lwa chon bd kit phit herp.
Néu st dung kit chiét tach InviMAG Virus DNA/RNA Mini Kit/ KF96, Cat. No: 7441050100 bing may
Thermo Scientific KingFisher KF 96 (5.2.5) thi cac buéc dwge thire hién nhi sau:

C.1 Chuén bj

- Dung dich dém Lysis Buffer RV: Cho thém Proteinase K va Carrier RNA vao dung dich Gém Lysis theo
hwéng dn clia nha san xuit. Dung dich nay dwec bao quan & nhiét d6 phong 15 °C dén 30 °C.

- Dung dich hat tlr (Bead Mix): Cho dung dich MAP vao dung dich Binding theo hwdng din cia nha san
XUAt.

- Dung dich riva 1 (Washing Wash 1), dung dich rira 2 (Washing Wash 2): Cho thém ethanol 100 % vao

dung dich theo hwéng dan clia nha san xuét.

- Dung dich Elution Buffer: dung dich thu hdi RNA/DNA sau khi tach chiét dwgc sir dung triec tiép tir 6ng
gbc clia bd kit.

C.2 Tién hanh tach chiét miu tw déng bing may Thermo Scientific KingFisher KF
- Hut 200 pl dung dich dém Lysis Buffer cho vao 6ng eppendorf 1,5 ml vo triing ¢é ghi san ky hiéu mau.

- Gidi d6ng, vortex huyén dich 10 % mAu da chun bj & muyc 7.1.2. Sau do tién hanh ly tam 2500 g trong
15 phit. Hat 200 pl dich trong bén trén vao éng Lysis buffer va Iac tron vortex (5.2.4).

- Ly t&m l&ng (5.2.4) dé kéo céc phén bam trén nép éng eppendorf xudng.

- Dt cac 6ng eppendorf I&n may lc i nhigt (5.2.3), ¢ véi van tbe 750 g trong 15 pht & nhiét d6 65 °C.
- Lay c4c bng eppendorf ra khdi may Ic ¢ nhiét (5.2.3) va s&p x&p thee te trén khay chiea.

- Chudn bj cac dTa 96 giéng s&u va dia 96 thu hdi ARN ciia kit.

- Hat dung dich mau sau khi e nhiét vao dTa 96 giéng sau thir 1 theo so' & mau. Bia 96 giéng sau thir
2: cho vao 800 pl dung dich Washing Wash 1, Bia 96 giéng sau the 3 va 4: mdi giéng 800 i dung dich
Washing Wash 2, dia 96 giéng thu hdi ARN cho vao 100 p! dung dich Elution Buffer.

- Sau dé cho thém vao dia 96 giéng sau thir 1 (giéng chira hdn hop mAu va dung dich dém Lysis Buffer)
420 pl dung dich hat tcr,

- Chon chwong trinh may chiét tach theo hwéng dan clia nha san xuét d& gan cac dia mau va dung dich
chiét tach vao bén trong may chiét tach.

- Vén hanh may theo hwéng dén clia nha san xuét.
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- Sau khi chiét tich ADN/ARN da hoan tat. LAy dia thu ARN ra khoi may va dat vao t an toan sinh hoc
cap 2.
- Hut toan b dung dich trong giéng d7a thu ARN cho vao éng thu héi 500 pi vé tring da ghi sin ky hiéu
mA&u tach chiét tirong (eng.
- Mau ADN/ARN dugc bdo quan & 4 °C ¢é sén sang thire hién phan (ng realtime RT PCR/ RT PCR.

Trong treérng hep mau ADN/ARN chura thire hién phan (ng realfime RT PCR/ RT PCR thi m&u cin
dwee Iwu triv & nhigt dd 4m 20 °C hodc am 80 °C.
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Phuluc D

(Tham khao)

Phwong phap RT- PCR Phat hién ARN vi rit I& mdm long méng

D.1 Trinh ty mbi

Bang D.1 - Trinh tw mbi

M&i | Chidu Chusi (5' - %) Kich thwoe
bp
IR | Nguge |CCAGTCCCCTTC TCAGATC -
tF | Xusi |GCCTGGTCTTTC CAG GTC

D.2 Thanh phan phén tng va chu trinh nhiét
Bang D.2 - Thanh phan phan (g RT-PCR

22

Thanh phan nguyén ligu

(Theo hwong din cia kit QIAGEN One Step RT-PCR Kit) Nﬁ:z" 5 | Wnditch Chr;: phan tmg
Nwée khéng c6 RNAse va DNAse 11,0
OneStep RT-PCR buffer 5X 5,0
dNTP Mix 10 1,0
Mai xudi 10 1.0
Mbi ngugc 10 1,0
Enzyme Mix 1,0
Mé&u chiét tach (ARN) 50
Téng céng | 25

Bang D.3 - Chu trinh nhiét phan rng RT-PCR
e Thé gian $6 chu ky
50 (*) 30 phut (*) 01
95 (*) 15 phut (*) 01
94 30 gidy
55 30 giay 30
72 30 giay
72 7 phit 01
Gir&4°C

CHUO THICH: Nhiét a4 va thai gian (*) chi phis hgp véi kit One Step RT-PCR Kit Cat.No: 210210 (Qiagen).
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D.3 Pién di san phim RT-PCR

- Chuén bj thach Agarose (4.10) 2 % pha trong dung dich TBE (4.8) 0,5X b sung chét nhudm gel (4.11)
(vi dy nhw: gel red) voi ty 18 theo huréng dan clia nha sén xuét.

- D& thach vao khudn dién di (c6 lwoc).

- Thach khé, rit lee ra va cho thach vao bé dién di cé chira dung dich TBE 1X.

- Cho méu vao cac giéng (10 pl sdn phdm PCR + 2 pl dung dich dung dich nap mau (loading dye)).
- Str dyng thang chuan ADN (100 bp) (4.9).

LLPU Y: Khi chay dién di san phdm PCR phéi c6 m3u dbi chirng dwrong va dbi ching am.

- Pay nép bé dién di lai va két ndi v&i dong dién, phai 8am bao dong dién dwoc két néi ding cire. Dién
di trong vong 45 phat véi hiéu dién thé 80 V- 100 V.

- Sau khi dién di xong, tat ngudn dién, Iy thach ra rira nuéc frong 5 phit va doc két qua béing anh sang
UV thich hgp, chup anh.

- Boc két qua:

+ M&u duong tinh: Xuat hién vach va c6 kich thwéde bang kich thwoc ging mau dbi chieng duong
(328 bp).

+ M&u am tinh: Khéng c6 vach.

- Déanh gia két qua: Co vi rut I mém long méng & trong mau bénh phdm néu két qua PCR duong tinh.
Néu két qua nghi ngér c&n &y san phdm PCR gidi trinh tw gen.
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Phy lyc E
(Tham khéo)
Phwong phép realtime RT- PCR Phat hién ARN vi rut 1& mém long méng

Bang E.1 - Trinh tw mdi va doan do

M&i va doan do Trinh ty (5'-3")
| Mbi xudi FMDV_Callahan 3DF ACT GGG TTT TAC AAA CCTGTG A
Mbi ngugc FMDV_Callahan 3DR GCG AGT CCT GCC ACGGA
Boan dé FMDV_Callahan 3DP FAM-TCC TTT GCA CGC CGT GGG AC-BHQ1
Mbi xudi FMDV_SA-IR-219-246F CAC YTY AAG RTG ACA YTG RTA CTGGTAC
Mbi nguoc FMDV_SA-IR-315-293R CAG ATY CCR AGT GWC ICI TGT TA
Boan dd FMDV_SAmulti2-P-IR-292-269R | FAM-CCT CGG GGT ACC TGA AGG GCA TCC-BHQ1

Bang E.2 - Thanh phan phan (ng realtime RT-PCR

Thiah phisi i Ngu Néng Thé tich cho 1 phan (rng
(Theo hwéng dan cla kit Invitrogen Superscript

I qRT-PCR Kit) = H
Nwérc khdng o6 RNAse va DNAse 5,5
Dung dich dém 2X 12,5
Mbi xuéi FMDV_Callahan 3DF 20 0,5
Mbi ngugc FMDV_Callahan 3DR 20 0,5
Boan d6 FMDV_Callahan 3DP 6 0,5
Mbi xubi FMDV_SA-IR-219-246F 20 1
Méi ngurgc FMDV_SA-IR-315-293R 20 1
Doan do FMDV_SAmulti2-P-IR-292-269R 6 0,5
Enzyme mix 0,5
MAu chiét tach (ARN) 5
Téng thé tich cho 1 phan trng 25
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Bang E.3 - Chu trinh nhiét phan (*ng realtime RT-PCR
Nhif; ab Théi gian S6 chu ky
50 (*) 15 phut (*) 01
95 (*) 2 phit (*) 01
95 20 giay
40 giay 40
60

(ghi nhéan tin hiéu quang)

LUU Y: Nhiét a5 va thei gian (*) chi phi horp véi kit SuperSeript @11l Platinum ® One step Quantitative
RT-PCR system, Cat. No.: 11732020 cfia hang Invitrogen.
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PhulucF
(Tham khao)
Phwong phap ELISA FMD - 3ABC
Str dung kit thwong mai PrioCHECK™ FMDV NS Antibody ELISA Kit véi Catalog number: 7610770.

F.1 Tién hanh phan tng
Ngay 1

- Cho 80 pl ELISA buffer dén tat ca cac giéng trong dia phan (ng.

- Cho 20 p! mau d6i chirng 4m vao giéng A1 va B1.

- Cho 20 pl mAu dbi chirng dwong yéu vao giéng C1 va D1,

- Cho 20 p! mAu déi chieng dwong manh vao giéng E1 va F1.

- Cho 20 pl huyét thanh xét nghiém vao céc giéng theo so dd xét nghiém.

- Dan kin dia bang tAm dan c6 sén trong bo kit va lac déu dia.

- U qua dém (tir 16 gi&r Gén 18 gidr) & nhiét d6 22 °C + 3 °C.

Ngay 2

- Rra dfa phan (ng 6 lan v&i nudc riva tr 200 pl dén 300 pligiéng.

- Cho 100 pl Conjugate da pha lodng vao tat ca cac giéng.

- Dan kin dia béng tAm dan c6 sn trong bd kit va 0 60 phut £ 5 phit & nhiét d6 22 °C £ 3 °C.
- Rira dia phan (ng 6 1an vai nwde rira tir 200 pl dén 300 pl /giéng.

- Cho 100 pl dung dich TMB vao tht ca cac giéng. U 20 phut & nhiét d9 22 °C £ 3 °C.
- Cho 100 i dung dich Stop vao tt ca cac giéng.

~Doc dia & bwdc séng 450 nm trén may doc ELISA (5.3.1).

F.2 Phén tich két qua

1. Do gia trj OD (optical density) & bwdc séng 450 nm trong vong 15 phit sau khi cho dung dich Stop.

2. Tinh gi& trj trung binh ODase & giéng A1 va B1 (gia trj ODaso max).

3. Gia trj Pi (Percentage Inhibition) clia m&u d6i chirng va mau huyét thanh xét nghiém dwgc tinh boi
cdng thire: Pl = 100 — ((Gi4 tri ODaso méu xét nghiém/ gié trj ODaso max) x 100).

F.3 Déanh gi4 két qua
- Gia frj Pl frung binh clia méu dbi chieng dwong yéu phai > 50 %.
- Gia trj Pl trung binh clia m&u ddi chirng duong manh phai > 70 %.

- Gid tri trung binh ODusg clia mAu déi ching &m phai > 1,000.

26



F.4 Giai thich két qua
- Néu gia tri Pl clia mau < 50 % (P! < 50 %): mau khdng c6 khang thé.

- Néu gia tri Pl clia m&u 2 50 % (Pl 2 50 %): mau c6 khang thé.

TCVN 8400-1: 2019
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Phuluc G

(Tham khao)
Phwong phép Liquid phase blocking ELISA phat hién khang thé FMDV
G.1 Cach tién hanh

- G&n dia ELISA: Khang huyét thanh thd khang vi rat I mbdm long méng da pha loéng 1:1000 vé&i dung
dich d&m carbonat/ bicarbonat (xem phu lyc A), nhd 50 pi/giéng. Day ndp, U va lic & nhiét 36 37 °C trong
1 givr hodc G qua dém (tlr 16 gir dén 18 gidy) & nhiét 46 22 °C + 3 °C.

- Chuén bj hdn hep khang nguyén-huyét thanh, trén dia 96 giéng day chir U:

+ Huyét thanh ddi chirng va kiém tra dupc pha lodng 1:16 véi dung dich d&m A (xem phu luc A), 50
wi/giéng.

+ Khang nguyén pha loang 1:100 vé&i dung dich &m A (xem phy lyc A), 50 pl/giéng.
- Hén hop dwgc G qua dém (tir 16 gier dén 18 gid) & 4 °C.
- Rira dia ELISA 3 lan bang dung dich rira PBS 0,002 M (xem Phy lyc A)

- Chuyén 50 i hdn he'p khang nguyén-huyét thanh tir dia chr U sang dia ELISA theo vj tri twong tng.
Day nép, U 4c (5.3.2) & nhiét dd 37 °C trong 1 gio.

- Rira 3 1an bang dung dich rira PBS 0,002 M (xem Phuy luc A)

- Nhd khang huyét thanh chudt lang khang vi rit I& mém long méng pha lodng 1:100 v&i dung dich dém
B (xem Phy luc A), 50 pl/giéng. Bay nap, U lac (5.3.2) & nhiét 46 37 °C trong 1 gi¢r

- Rira 3 Ian béng dung dich rira PBS 0,002 M (xem Phuy luc A)

- Nhé conjugate: pha loang 1:200 v&i dung dich d8@m B (xem Phu lyc A), 50 pligiéng. Bay nap, U lac
(5.3.2) & nhiét 66 37 °C trong 1 gid.

- Rira 3 tan béng dung dich rira PBS 0,002 M (xem Phu lyc A)

- Nhé co chét chromogen (dung dich chromogen + 5 % co chét Ho02 3%): 50 plfgiéng, 8& 15 £ 5 phut &
nhiét 4§ phong, noi ti. :

- Dirng phan (ng: nhd 50 pl/giéng béng dung dich H2S04 1,25 M.
G.2 Doc két qua

- Doc dia trén mdy doc ELISA (5.3.1), chon buéc séng 492 nm.

- Tinh PI: Pl = 100 — ((OD m&u /OD trung binh Ca) x 100)

+ Néu Pl 2 50 thi mau dwgce coi 1 duwong tinh, trong huyét thanh cd khang thé vi rit gay bénh 1& mém
long méng.
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+ Néu P! < 50 thi mau dwoc coi la am tinh.

Xac dinh hiéu gia khang thé, mu huyét thanh dwoc pha nhur sau:
- Huyét thanh kiém tra: Pha lodng theo ty 18 1:8 véi dung dich dém A {xem Phuy lyc A).

- Nhé dung dich dung dich dém A: 50 pl/giéng vao cac 16 ciia dia chi¥ U bt diu tir cot 3 cho dén cbt thir
12 clia tat ca céc hang.

- Nhd huyét thanh kiém tra a3 pha lodng 1:8 vao cac 16 twong (eng 50 wi/giéng va pha loang theo co sé
2 tir hang A dén hang D va tir hang E dén hang H.

- Huyét thanh @i chibng: Chuén bi gidng phat hién khang thé

- Nho khang nguyén da pha lodng theo ty & cho trirdre 50 pl/giéng.

- HBn hgp khang nguyén - huyét thanh dugc G qua dém & 4 °C.

- Cac bugre sau tién hanh theo trinh tw gibng phan (ng ELISA phat hién khang thé.

- Néu tat ca gia trj Pl trong 2 giéng clia mau huyét thanh xét nghiém nhd hon 50 (PI<50) thi mdu nay
duwgc xem ia khdng c6 khang thé (mau am tinh).

- Néu c6 mét trong 2 giéng d6 c6 gia tri Pl 16m hon 50 (Pl >50) & d6 pha loang 1/32 nhung tat ca céc gid
tri Pl & 4§ pha loang ké tiép c6 PI<50 thi mAu xét nghidm nay cé higu gia khang thé 13 1/32 .
- Néu ca hai giéng c6 gia trj P1 i6n hon 50 (Pl >50) & do pha lodng 1/32 va tht ca cac gia tri P1 & do pha

loang ké tiép c6 PI<50 thi mu nay c6 hidu gia khang thé 1a 1/45 va mau xét nghiém nay dwoce xem Ia
m3u c6 khang thé (m&u duong tinh).

- Hiéu gia khang thé clia cc mau xét nghiém c6 gia tri Pl Ién hon 50 (PI1>50) & d6 pha lodng 1/32 ¢6 thé
tham khéo & bang G.3. Néu higu gia khang thé i6n hon 90 (>90) cho biét rdng con vat nay cd kha ning
bao ho véi serotype vi rit I mdm long méng twong déng véi khang nguyén st dung trong phan tng.

Biang G.1 - So» dd dia phan tng ELISA phat hién khang thé

1 2 3 4 5 6 7 8 9 10 11 12
Aflcric] 1 1 | e | 9 |17 |17 | 25 | 25 | 33 | 33
B Jc*j{cr| 2 ) 2 |10 |10 |18 |18 | 26| 26 | 34 | 34
Clec|ec | 3] 3 |11 |11 |19 |19 |2F |27 31|35
D fc|c | 4 | 4 |12 |12 20|20 28| 28| 36| 36
E|lc|c |5 |5 | 13|13 |21 21| 20| 29| 37 | 37
Filc|c |6 | 6 |14 |14 |22 |22 3 |30]38]38
G |ca|Ca| 7 | 7 |15 |15 |23 |23 | 31 |31 ] 30| 30
H |ca|cCa| 8 | 8 |16 |16 | 24 | 24 | 32 | 32 | 40 | 40
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Bang G.2 - So dd dia phan (rng ELISA xéc dinh higu gia khang the

CHU THICH

30

TG TmTMmOO @ >

1 2 3 4 5 ] 7 8 9 0 11 142
criec* o1 1 3 3 5 5 7 7 9 9
c*|Cc™ ] 1 1 3 3 5 5 7 7 9 9
c| 1 1 3 3 5 5 7 7 9 8
c| ¢ 1 1 3 3 5 5 7 7 9 9

c|C 2 2 4 4 6 6 8 8 10 | 10
c | Cc 2 2 4 4 6 6 8 8 10 | 10
Ca|Ca| 2 2 4 4 6 6 8 8 10 | 10
Ca | Ca] 2 2 4 4 6 8 8 8 10 | 10

C**: huyét thanh @8i ching duong tinh manh
C*: huyét thanh adi chirng duwong tinh yéu
C: huyét thanh 86i chézng &m tinh

Ca: dbi chiing khang nguyén

1 dén 40: mau

Bang G.3 - Bang tinh hiéu gia khang thé

Huyét thanh | M&u huyét thanh v&i nhiing gid tr PI khac nhau >50%

phalodng | , | 5, | 3l 4|56 7| 8
32 £ L ++ L L L& +4 ++ ++
64 - - 4 | At | A | | 44 ++
128 - - == - L ++ ++ ++
256 SN e RN R

H"En”g'ﬁé 32 | 45 | 64 | 90 | 128 | 181 | 256 | >256
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Phu luc H
(Tham khao)
Phwong phap trung hoa vi rat trén té bao ddng vat (VNT)
Mau huyét thanh phai dwgc xt ly nhiét & 56 °C trong 30 phut trrdc khi xét nghiém.
Pha loang dung dich vi rit st dyung v&i 100TCIDso/ 50 .
H.1 Thic hién trén dia phan Gng: Huyét thanh pha loang bat dau: 1/4 dén 1/512.
- Mé&i dd pha lo&ing huyét thanh dugre cho vao 2 giéng, méi giéng 50 .
- Cho 50 pi dung dich vi riit véi 100 TCIDso /50 pl véo cac giéng.
- U dfa & 37 °C, 5 % CO; trong 60 phut

- Sau khi i xong, cho 50 ! t& bao BHK 21 (10° té bao/mi trong mdi truérng chira 10 % FBS) vao tat ca
céc giéng |

- U dia & 37 °C, 5 % CO; trong 48 gid.
Kidm tra té bao héng ngay dwdi kinh hién vi soi ngwoc (5.4.4) A& ghi nhan bénh tich té bao.
H.2 Thye hién trén dia doi chirng

- Péi chirng huyét thanh: Huyét thanh ddi chteng am va dwong tinh (d3 biét freéc hidu gia khang thé)
pha loang bét dau: 1/4 @én 1/512.

+ MBi d8 pha loang huyét thanh duwgc cho vao 2 giéng, mdi giéng 50 pl.

+ Cho 50 pl dung dich vi it v&i 100TCIDso / 50 pl véo céc giéng.

+ U dia & 37 °C, 5 % CO; trong 60 phut

+ Sau khi i1 xong, cho 50 pil t& bao BHK 21 (10° t& bao/ml) vao tét ca céc giéng
+ U dia & 37 °C, 5 % CO: trong 48 gi&»

- Bi chirng té bao

+ Cho 100 pl mdi trdng vao giéng A6 dén D6 va A7 dén D7.

+ U dTa & 37 °C, 5 % CO: trong 60 phut

- P6i chirng méi trudng

+ Cho 150 pl mdi trwdmng vao giéng E6 dén H6 va E7 dén H7.

+{) dfa & 37 °C, 5 % CO; trong 60 phat
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H.3 Chuln d6 lai vi rit sir dung

- Pha lo@ng dung dich vi rit str dung: tir 10" dén 10

- Cho 50 pl mdi tnrdng vao cac giéng tlr A9 dén H12.

- Cho 50 i vi it pha loang 10" va céc giéng tir A9 dén H.

- Cho 50 pl vi rut pha lodng 102 va céc giéng tir A10 dén H10.
- Cho 50 pl vi rat pha loang 10 va céc giéng tir A11 dén H11.
- Cho 50 ul vi rit pha loang 10™ va cac giéng tlp A12 dén H12.
- U dia & 37 °C, 5 % CO; trong 60 phut

Sau khi i xong, cho 50 pl t bao BHK 21 (10° t& bao/ml) vao tét ca cc giéng tir A1 dén H4, tir A6 dén
D6, tir A7 dén D7 va tir A9 dén H12

- U dra & 37 °C, 5 % CO; trong 60 phut

- Kiém tra t& bao héng ngay dwdi kinh hidn vi soi ngwgc (5.4.4) 38 ghi nhén bénh tich té bao.

H.4 Kétqua

Tinh hiéu gia khang thé trung hoa cia mau huyét thanh dyra vao cong thirc Karber (1931).
Hiéu gia trung hoa 50% =a+0,5-1/nx 31l

Véi: a: 39 pha lodng huyét thanh cao nhat cé it nhat mdt giéng khong cb bénh tich té bao (lay gia
tri & ma).

Sl thng sé giéng c6 bénh tich t& bao trong cac d6 pha lodng c6 it nhét mét giéng khdng co
bénh tich té bao.

n: 6 giéng st dung cho mét A pha loang
H.5 Diéu kién dé chap nhan két qua
- Pbi chirng méi treamg va té bao: binh thudmng

- Higu gia clia mau ddi chieng huyét thanh dwong chuén chi chénh 1éch + 1 46 pha lodng béc 2 so voi
higu gia da biét (logso 49 pha loang béc 2 cla hiéu gia @a biét + 0,3)

- Hiéu gia chuan d9 lai ca vi rit ndm trong khodng log1e hiéu gid vi rit da biét + 0,5.

H.6 Kétluan

- M&u c6 hiéu gid khdng thé trung hda 50 % 2 1,65 (1/45) dwgc xem 1& méu dwong tinh.
- M3u khong c6 hiéu khang thé trung hda 50 % < 1,2 (1/16) dugrec xem 1& m&u am tinh.

- M&u c6 hiéu gia khang thé trung hoa tir 50 % tir 1,2(1/16) dén 1,65 (1/45) dugc xem 1a mau nghi ngd.
Néu mau kiém tra lai 1An 2 6 hiéu gia > 1,2 (1/16) dugrc xem 4 mau dwong tinh.
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Thw muc tai liéu tham khao

[1] OIE (Office International des Epizooties), 2017. Foot and mouth Disease. Chapter 3.1.8. Terrestrial

Manual.

[2] Chi cyc Tha y vang VI, 2017. Quy trinh phét hign vi rat géy bénh i mém long méng bang ky thuat
realtime RT-PCR.
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