TCVN TIEU CHUAN QUOC GIA

TCVN 8400-4:2010

Xuét ban lan 1

BENH DONG VAT — QUY TRINH CHAN POAN -
PHAN 4: BENH NIU CAT XON

Animal disease - Diagnostic procedure -

Part 4: Newcastle disease

HA NOI - 2010



TCVN 8400-4:2010

L&i néi dau

TCVN 8400-4:2010 do Cyc Tha y bién soan, B Nong nghiép va Phat trién ndng thon dé
nghi, Téng cuc Tiéu chudn Po Ivdng Chét lvgng thdm dinh, Bd Khoa hoc va Cong nghé
cdng bé.

TCVN 8400 Bénh dong véat — Quy trinh chén doén gbm c6 cac phan sau:

- TCVN 8400-1:2010 Bénh déng vét - Quy trinh chdn doén — Phén 1: Bénh I& mém long
méng;

- TCVN 8400-2:2010 Bénh dong véat — Quy trinh chdn doan — Phén 2: Bénh do vi khuén
Streptococcus suis gay ra trén lon;

— TCVN 8400-3:2010 Bénh déng vét — Quy trinh chan doan — Phéan 3: Bénh giun xodn;

— TCVN 8400-4:2010 Bénh dong vat — Quy trinh chdn doén — Phén 4: Bénh Niu cét xon.
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Bénh dong vat — Quy trinh chan doan - Phan 4: Bénh Niu cat xon

Animal disease — Diagnostic procedure — Part 4: Newcastle disease

CANH BAO - Viéc 4p dung tiéu chudn nay cé thé lién quan dén céc vat lidu, thiét bj va cac thao
tac gay nguy hiém. Tiéu chuin nay khéng thé dwa ra dwoc hét tit ca cac vin dé an toan lién
quan dén viéc sir dung ching. Ngwoi sir dung tiéu chuin nay phai tw thiét 1ap céac thao tic an
toan sirc khée thich hop va xac dinh kha néng &p dung cac giéi han quy dinh triwéc khi st dung
tiéu chuén.

1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh ch&n doan bénh Niu cat xon déi véi ga.

2 Thuat ngir va dinh nghia
Trong tiéu chuén nay st dung thuat ngi¥ va dinh nghia sau:

Bénh Niu cat xon (Newcastle disease)
Bénh truyén nhiém cdp tinh, lay lan cho ga moi Ira tudi, bénh gay ra bdi virus thudc ho
Paramyxoviridae phan nhém PMV-1. Virus Niu c4t xon c¢6 nhidu chiing:

— Ching cé ddc lyc cao gay xuét huyét dwong tiéu hoa;

— Chiing c6 déc Iyc cao gay ty I& chét cao, co triéu chirng hd hap va than kinh:

— Chiing ¢6 djc Iyc vira phai gay triéu chirng hé hap, déi khi c6 triéu chirng than kinh, ty 1& chét thap;
— Chiing cé dgc Iyc yéu gay nhiém duéng hé hdp & thé nhe hoac can 1am sang;

— Chuing c6 ddc Iy yéu gay thé dudng rudt nhe (Asymtomatic enteric).
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3 Thudc thir va vat liu thie

Chi st dung thudc thir loai tinh khiét phan tich va sir dung nwéc cAt hai lan hodc nuwéc da khir khoang
hodic nuére ¢b dd tinh khiét twong dwong, trir khi co quy dinh khac.

— Natri clorua (NacCl).

- Kali clorua (KClI).

~ Natri phosphat dibasic ngdm hai phan t&r nwée (Na;HPO,4.2H,0).
- Kali dihydro phosphat (KH,PO,).

— Chét chéng dbng trinatri xitrat (CgHsNas07.2H,0).

- Cbn 96 %.

- Héng ciu ga

- Khéng sinh: Penicyline, Streptomycine, Kanamycine.
- Khéang nguyén chudn Niu cét xon.

- Khéang huyét thanh chuén Niu cét xon.

— Mbi va probe dic hiéu.

— Kit chiét tach RNA.

— Kit nhan gen.

4 Thiét bi, dung cu
Str dung céc thiét b, dung cy clia phong thlr nghiém théng thuwdng va cy thé nhw sau:
- Ta lanh.

T4 4m 37 °C.

Tu sy tir 100 °C dén 200 °C.

Ta 4p trieng.

— N&i hép wot.

May li tdm Hematocrit.

May ly tam téc d6 dén 2000 xg.
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- May ly tam téc do trén 20000 xg.

— May realtime PCR.

- May lc dia 96 giéng lam phan (rng ngwng két.

Micropipet don kénh c& tir 0,5 ul @én 10 pl; 1 wl dén 20 pl; 20 pl dén 200 pl; 100 pl dén 1000 pl.

Micropipet da kénh c& tir 5 ul dén 50 pl.

I

Déu tip phu hop véi cac loai micropipet (cé loc va khang loc).

- Ong nghiém, dung tich 10 ml.

Ong Eppendorf, dung tich tir 1,5 ml dén 2 ml.

Bom tiém, dung tich 1 ml, 2 ml, 5 ml.

B& cbi chay str.
- Dung cu dao, kéo, panh, kep.

- Dfa phan tng 96 giéng, day chi¥ U hoic V.

5 Lay mau
Lay mau vao thei ky dau ctia & dich. LAy ngay sau khi con vat dm, chét hosic md kham.

M3u bénh pham la ndo (d4u ga), phli tang (gan, lach, than, phdi). Néu 13 ga bénh hodc xac ga méi chét
phai lay t6i thiéu 3 con d& md kham. Néu dan ga chuwa tiém phong Niu cat xon, cin |4y thém it nhat
10 mau huyét thanh d& kiém tra khang thé khang Niu cat xon trong dan.

Méau dwoc bao quan va van chuyén trong diéu kién lanh tir 2 °C dén 8 °C.

M&u bénh phdm glri dén phong xét nghiém cang sém cang tét, kém theo phiéu giri bénh pham.

6 Cach tién hanh
6.1 Chén doan lam sang
6.1.1 Dich té hoc

Nghién ctru v& dién bién dich t& hoc nhw dwéng lay truyén bénh, Ira tudi mic bénh, ty 1& ém, chét,
ngudn bénh, nguyén nhan gay bénh... Bénh Niu cat xon lay lan chii yéu qua tiép xdc tryc tiép gitka cac
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ga khde manh va ga bj nhiém bénh. Bénh dwoc truyén qua phan gia cAm méac bénh va cac dich tiét tir
mi, miéng va mét. Bénh lay lan nhanh va cé thé |ay lan dé dang bing phwong tién co hoc mang virus
nhw gidy dép va quan 40 mang tir mét dan bi nhiém dén. Virus Niu cat xon c6 thé sdng sét trong vai

tudn trong méi tredng 4m wét trén 16ng chim, phan bén. Bénh Niu cat xon ¢ ty 1& 6m va chét cao.
6.1.2 Triéu chirng l1am sang

U r@, it van ddng, nhdm mét, udng nhiéu nwéc, mao tim tai.

Khé thé, ho, ngép, l&c ddu, dich nhét chay ra tir mai, miéng, didu cang day hoi.

Giam dé, trirng bién dang, vo xa xi hodc thiéu canxi.

Phan I6ng, mau tring xanh, dinh bét vao 16ng quanh 16 huyét.

Ga bi bénh sau tir 5 ngay dén 6 ngay xuét hién triéu chirng than kinh: Veo cb, budc vong tron, ligt
chan canh.

6.1.3 Giai phiu bénh hoc
Tuy theo thé bénh c6 thé thdy nhidu hodic mét trong nhieng bénh tich ddc trung sau:

Thanh, khi quan dong dich nhay, xuét huyét.

Phdi xuét huyét 1am tam.

Niém mac miéng, thyc quan co6 didém xuét huyét.

|

Diéu chira ddy thire &n va dich. Niém mac gitra da day tuyén va da day co (cubng mé) c6 diém xuét
huyét.

— Niém mac rudt viém, xuét huyét, cé nét loét hinh clic 40. Manh trang xuét huyét. Tryc trang, hau
mon viém loét, xuét huyét.

— Bubdng trirng xuét huyét, trirng non v& trong xoang bung gay viém phuic mac.
6.2 Chén doan phong thi nghiém

6.2.1 Phat hién khang nguyén

6.2.1.1 Xir ly bénh phdm

Bénh pham la phu tang, ndo Iy tir gia cAm chét, bi bénh nghi nhiém Niu cat xon dwoc nghién thanh
huyén dich 10 % véi dung dich nwéc sinh Iy hosc PBS. Sau d6 ly tam véi te d6 1000 xg trong 10 min.
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Thu Iy dich ndi, x(¥ Iy v4 trung bing dung dich khang khuan ( 0,1 ml/ 10 ml huyn dich) hodc loc qua
bd loc mang 0,45 um. Huyén dich bénh phdm da xir Iy cé thé dung dé chdn doan phat hién virus Niu
cat xon béng phan (ing Realtime RT-PCR hoac phén lap virus trén trirng ga co phdi.

6.2.1.2 Phwong phap Realtime RT- PCR (rRT-PCR)

- Chiét tach ARN clia virus Niu cat xon: theo hwéng dén clia nha san xuét kit;
- Tién hanh phan (ng realtime RT-PCR (Phu luc A).

6.2.1.3 Phan l3p virus trén trirng ga c6 phdi

6.2.1.3.1 Cach tién hanh

— Tiém truyén huyén dich bénh phdm vao trirng ga c6 phéi tir 9 ngay dén 11 ngay tudi, tiép tuc 4p &
nhiét 36 37 °C trong 3 dén 5 ngay (Phuy luc C);

— Theo dai trikng sau khi tiém, thu hoach nwéc trieng (Phu luc C);
- Lam phan (rng ngung két hdng céu (HA) (Phy luc D);

— Giam dinh cac mau nwoc trieng duong tinh HA béng phan (ng ng&n tré ngung két hdng cdu (HI)
v&i khang thé khang Niu cat xon chuan (Phuy lyc E).

— Ngoai ra cé thé giam dinh virus Niu cat xon bing phan (ng rRT-PCR.

6.2.1.3.2 Panh gia két qua

— Néu két qua HA duong tinh va HI dwong tinh, xac dinh cé virus Niu cat xon trong mau.
- Néu két qua HA dwong tinh va HI am tinh, xac dinh khdng c6 virus Niu cat xon.

— Néu két qua HA am tinh, phdi chét, c6 xuét huyét cén tiém truyén Ian 2. Néu sau Ian 2 van &m tinh
thi két luan mau am tinh v&i virus Niu cat xon.

6.2.2 Phat hién khang thé

Phat hién khang thé khang Niu cat xon béng phai (rng HI véi khang nguyén chuén (Phuy lyc E). Pan ga
chwa tiém phong Niu cat xon ma dwong tinh khang thé thi két luan dan @6 nhiém virus Niu cat xon.

6.2.3 Xac dinh déc Iwc cua virus Niu cat xon (tuy theo yéu cau chan doan)
Virus Niu cat xon ¢6 3 nhém ddc lyc chinh:

— Nhém ddc lyc cao (Velogenic): Gay xuét huyét dudng tiéu hoa, co ty 1& chét cao.
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— Nhém doc lye viva (Mesogenic): Triéu chirng hd hap, di khi co triéu chirng thén kinh, ty 1é chét thap.

- Nhém déc lyc yéu (Lentogenic): Gay nhiém dwdng hé hdp & thé nhe.

Theo OIE, chi sé ddc lwc khi tiém truyén vao nao ga con (ICPI) dwoc ding dé danh gia doc lwc cla
virus Niu cat xon. i véi nhém Lentogenic, chi sé ICPI x4p xi 0. Néu ICPI 2 0,7 thi dwoc coi 1a virus ¢6
ddc lwc gay nén & dich Niu cat xon (Phy luc F).

7 Két ludn

Ga dwoc xac dinh méc bénh Niu cat xon khi c6 cac dac diém dich t& hoc, triéu chirng Iam sang, giai
phau bénh tich ciia bénh Niu cat xon va két qua dwong tinh véi mot trong nhirng phwong phap xét
nghiém sau:

- Phan &ng rRT-PCR phét hién virus dwong tinh,

- Phan lap dugec virus trén trieng ga c6 phdi, va giam dinh virus Niu cat xon dwong tinh,
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A.1 Chiét tach RNA

Phu luc A

(Quy dinh)

Ky thuat Realtime RT-PCR

Chiét tach RNA theo huéng dan ctia nha san xuét kit.

A.2 Tién hanh phan (rng rRT-PCR

A.2.1 Chuan bj master mix (hdn hop phan trng)

TCVN 8400-4:2010

Cong thirc nay c6 thé thay di cho phii hop véi tieng loai mdi va tirng loai kit RT-PCR khac nhau. Duéi

day quy trinh gi&i thiéu 2 bd kit,

— Cbng thirc ap dung cho kit RT-PCR 1 bwé&c ctia hang Qiagen:

Thanh phan Lwong (ul)
H,O 10,5
5X hén hop phan ting 5,0
MgCl, 1,2
dNTP 0,8
Hén hop enzym 1
Mbi xubi 0,5
Méi ngwoc 0,5
Probe 0.5
M&u RNA 5
Téng cdng 25
- Coéng thirc ap dung cho kit RT-PCR clia hang Invitrogen:
Thanh phén Lweng (ul)
H,0 55
2X hén hgp phan (ng 12,5
Hén hop enzym 05
Mbi xubi 0.5
Mébi ngwoc 0,5
Probe 0,5
Mau RNA 5
Téng cong 25
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A.2.2 Tién hanh phan ing

Pat 6ng phan (ng vao may chu ky nhiét va chon chwong trinh chay PCR bang phan mém trén may vi

tinh.
Qiagen one-step RT-PCR Kit Invitrogen superscript 3 qRT-PCR Kit
RT PCR RT PCR
. ) 40 x (95°C-10 s + 58 °C-50 5) 40 x (95 °C-10 s + 58 °C-50 s)
95 °C-15 min 95 °C-2 min
Trinh tw chudi mdi va probe dung trong phan irng rRT-PCR
Tén Mbil . s Piéu chinh
Gen muc tiéu PPP Probe Trinh tw (5° - 3') > >
Avian APMV | Probe TTCTCTAGCAGTGGGACAGCCTGC FAM | BHQ1
paramyxovirus -
type 1 (Matrix) Xudi AGTGTAGTGCTCGGACCTTC None | None
Ngwoc CCTGAGGAGAGGCATTTGCTA None | None
Newcastle NDV-1 | Probe AAGCGTTTCTGTCTCCTCCTCCA TET |BHQ1
disease virus X
(vero+meso) Xubi GGTGAGTCTATCCGGARGATACAAG None | None
(Fusion) Nguwoc AGCTGTTGCAACCCCAAG None | None
Newcastle NDV-2 | Probe CCGGCATTCTGGTTTCACTCAA FAM | BHQ1
disease  virus :
(vero+meso) Xuébi CGTTCTGAGGAATTTGACAGYMT None | None
(Fusion) Ngugce GRAGCCATGCGAAYTTGG None | None

A.3 Danh gia két qua xét nghiém

- M&u dbi chirng dwong tinh (dwgc chudn dd trwdc) phéi c6 gia tri C, (ngudng vong) nhw da biét
( 2 Ct) va m&u déi chirng &m tinh phai c6 C, = 0 thi két qua rRT-PCR mé&i dwgc cong nhan.

— M4u cb gia trj C, s 35 dugc coi la dwong tinh.

— Méu khéng c6 Ct duore coi la am tinh.

~ Mau c6 gia tri C, trong khoang tir 35 dén 40 dwoc coi la nghi ngd. Nhirng mau nghi ngd nay can
dugc xac chan bing phuong phap phan 1ap virus trude khi ¢6 két luan chin doan cudi cling.
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PhulucB
(Quy dinh)

Chuén bi huyén dich héng cdu ga1 %

Ga 4y mau 12 ga tréng da tredng thanh, khoé manh, am tinh khang thé Niu cat xon. Nudi ga & chudng
an toan dich bénh, dung dé& 1dy mau thudng xuyén.

Sat trung vi tri ldy mau (tinh mach canh ho3c tim) bang bdng con 70 %.

Dung bom tiém t 5 ml d@én 10 ml hat khoang 1ml dung dich chéng déng (Natri xitrat 4 % hoac
Alserver...) hit Iy mau ga. Cho méau vao éng nghiém.

Rira hdng ciu: Cho nuwéc sinh Iy (hoic PBS) vao éng ldy mau, mét lwong gap ddi lbong mau trong
éng, l4c ddu. Ly tam & 1000 xg trong 10 min, bd huyét twong & trén. Rira nhu trén tie 2 1an dén 3 lan.
Sau I4n ly tam cudi, bd nudc & trén, 14y hdng cu dé pha. Hodc co thé sir dung may ly tdm Hematocrit
dé Iy tam sé dwoc hdng cu dac c6 lugng chinh xac khi pha.

Pha hdng céu thanh huyén dich 1 %. Vi dy: 1ml hdng cau dic va 99 ml nudce sinh ly.

Bao quan huyén dich hdng ciu & nhiét dg tir 4 °C dén 8 °C. Hang céu sau khi pha c6 thé dung trong
mét tudn (néu huyén dich hdng ciu bj dung huyét phai loai bd). Hong cdu khéng dung hét, cin cho
nudce sinh ly (hodc PBS, Alserver) vao bao quan. Khi cn, ly tam lai d& dung.
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Phu luc C
(Quy dinh)
Phwong phap tiém truyén bénh phdm vao trirng ga cé phoi
C.1 Xt ly bénh phadm

Néo hogc cac phu tang dwoc nghién trong cbi chay st vé trung, pha thanh huyén dich 1 : 10 vé&i nwéc
sinh ly (hodc PBS pH tir 7,0 dén 7,4) c6 khang sinh (Penicillin 200 Ul/ml, Streptomycin 2 mg/ml). D& &
td lanh 4 °C trong 2 h. Ly tm & 1000 xg trong 15 min, l4y nwéc trong & trén dé tiém phdi trieng.

C.2 Tiém trirng ga cé phdi

— Dung trirng ga c6 phdi tir 9 ngay tudi dén 11 ngay tudi, 14y tir trai ga sach bénh;
- Soi trizng, chon phdi khoé. M&i mau bénh pham tiém tir 3 phdi dén 5 phéi;

~ Sat trung vo trieng bang cdn 70 %. Dui vi tri tiém & phia trén budng hoi;

~ Dung bom tiém hat dich bénh phdm rdi tiém 0,2 ml vao xoang niéu mé;

- Gén kin 15 tiém bang keo;

- U 4m trong ti &m tir 37 °C dén 38 °C. Ngay soi trieng 2 14n, loai bé phéi chét trwéc 24 h. Theo dai tir
5 ngay dén 7 ngay;

— Cac trieng cb phdi chét hodc gan chét dé vao ta lanh 4 °C. Phdi nhiém virus Niu cat xon cwdng doc
thudng chét tir 24 h dén 60 h;

- Sau 5 ngay dén 7 ngay céc trirng khdng chét duwoc dé ti lanh 4 °C giét phai.

C.3 Thu hoach nwéec trieng

— M trirng trong diéu kién vb tring. Sat triing vo trirng béing cbn 70 %;

~ Dung kéo cét quanh budng hoi, bdc 16 xoang niéu mé;

— Hut nwde trizng vao éng Eppendorf vé triing, bdo quan & nhiét dé 4 °C dé kiém tra;
- Kiém tra bénh tich: phéi c6 xuét huyét 14m tdm & da dau, than, chan, canh;

Nuée trirng sau khi thu hoach dugc lam phan (ng ngung két héng cdu-HA nham xac dinh sy nhan Ién
clia virus trong phéi.
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Phu luc D
(Quy dinh)

Ky thuat 1am phan irng ngwng két héng ciu ga

D.1 Nguyén liéu

- Hbng cdu ga 1 % (Phu lyc B).

- Nuéec trirng thu hoach (hodc khang nguyén chuan Niu cat xon).
- Dung dich PBS pH ti¥ 7,0 dén 7 4.

D.2 Tién hanh phan (rng

Dung dia ngung két 96 giéng, day chir V hodc chiz U. B sung 25 ul PBS tir giéng 1 dén giéng 12.
Thém 25 ul khang nguyén (nwéc trirng thu hoach hodc khang nguyén chudn) vao giéng 1;

Pha loang khang nguyén: tron déu khang nguyén véi PBS & giéng 1, hut 25 pl chuyén sang giéng
2 trdn déu, hut 25 pl chuyén sang giéng 3 tron déu, tiép tuc lam nhw vay dén giéng 11, hit bd 25 pl &
giéng 11. Giéng 12 chi cé PBS d& Iam ddi chixng héng ciu.

Nhé thém 25 ul PBS vao tit ca cac giéng.

Thém héng cdu: Mdi giéng 25 ul, lic nhe 1 min. D& dia phan (rng & nhiét dd phong. Sau 15 min dén
25 min doc két qua (khéng doc mudn hon 25 min).

D.3 Poc két qua
- Phan (rng dwong tinh: Cé hat ngung két I4m cham.
- Phan (rng am tinh: Hng cu I&ng xung day tao thanh cham tron.

Hiéu gia ngung két HA dwoc tinh & dd pha lodng khang nguyén cao nhat con xuét hién ngung két
hoan toan. Vi dy: giéng cudi ciing con c6 ngweng két hoan toan, hiéu gia HA = 1/256 (hay 8 logs).
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Giéng
Nguyén -
ligu 1123|als|e6l 7|8 9] 10| 1 .
doi chirng
PBS(u) |25|25|25|25|25|25| 25 | 25 | 25 | 25 | 25 25
Khang | 55 | Tren ddu, chuyén 25 tir giéng 1 dén 11 rdi hit bd 25 pl 0
nguyén (ul) » oy gieng W
PBS
25|25 |25|25|25|25| 25 | 25 | 25 | 25 | 25 25
(ul)
Hé?ﬁl)"é" 25| 25|25 |25|25|25| 25 | 25 | 25 | 25 | 25 25
EEEEEEEEE N 1 1
Po pha I DR U Y R S A R R B _
loang KN
24| 8|16|32|64]128]| 256|512 | 1024 | 2048

D.4 Nhan dinh két qua

- Néu HA dwong tinh: Két luan c6 virus gay bénh. D& xac dinh 1a virus Niu cat xon cin phai lam phan
(rng HI v6i khang huyét thanh dwong tinh chuan Niu céat xon.

— Néu phan (*ng HA am tinh: C6 thé trong bénh phim khdng c6 mat virus Niu cat xon hoic lwvgng
virus quaé it. Vi vay, cn tiém phdi trieng 1 1an niva ( diing nuwdc trirng thu hoach I14n 1 dé tiém truyén)
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PhulucE
(Quy dinh)
Ky thuat 1am phan (rng ngin tré& ngwng két hdng cau ga

E.1 Nguyén liéu

Dung dich PBS pH tr 7,0 3én 7 4.

I

Héng clu ga 1 %.

Huyét thanh kiém tra (ho3c khang huyét thanh chuén Niu cat xon).

Khang nguyén chudn Niu cat xon (hodic nuéc trieng thu hoach).

Khang nguyé&n dung cho phan (rng HI dwoc pha 4 HAU.

E.2 Cach pha va chudn d$ khang nguyén 4 HAU

Vi duy: Hiéu gia khang nguyén trong phan rng HA la 1/256 thi 4 HAU bang 1/256 x 4 = 1/64.
Pha 4 HAU gdm 1 phén khang nguyén va 63 phan PBS.

Chudn d6 khang nguyén 4 HAU da pha bing phan (ng HA. Néu két qua ngung két dén giéng thir 2,
nhu vay khang nguyén pha dat. Néu nguwng két dén giéng thir 3 (hodc hon) la khang nguyén pha dac.
Néu ngung két chi & giéng @Au tién 1a khang nguyén pha loang. Dira vao két qua d6 dé b xung thém
khang nguyén hoc PBS dé c6 khang nguyén 4 HAU chuan,

E.3 Trinh tw tién hanh phan (rng

Giéng
Nguyén liéu 112(3|4|5]|6 7 8 9 10 1 .12.
déi chirng
PBS (ul) 25|25|25|25|25|25| 25 | 25 | 25 | 25 25 50
Huyétthanh | 25 | Trén déu, chuyén 25 tir giéng 1 dén 11 rdi hat bo 25 pl 0
KN::A 25|25 |25|25(25|25| 25 | 25 | 25 | 25 25 0
1l
Léc déu, a& 30 min & nhiét dd phong
Hoéngclu(ul) |25|25|25|25|25|25| 25 | 256 | 25 | 25 25 25
11111 ]1] 1 1 1 1 1
BPophalodngHT | — | —| —| —| —| — | — | —| —| — | —
2| 4| 8|16|32|64| 128|256 | 512 | 1024 | 2048
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E.3.1 Cach tién hanh

Dung dia ngung két 96 giéng, day chix V hoac chix U;
Cho PBS vao mdi giéng 25 pl tir giéng 1 dén giéng 12;
Cho 25 pl huyét thanh cn kidm tra vao giéng 1;

Pha loang huyét thanh: Tron déu huyét thanh véi PBS & giéng 1, rdi hut 25 pl chuyén sang giéng 2 trdn
d&u, hat 25 pl chuyén sang giéng 3 tiép tuc 1am nhw vay dén giéng 11, hat bd 25 pl di & giéng 11;

Cho khang nguyén 4 don vi HA vao céac giéng t&r s6 1 dén s6 11, mbi giéng 25 pl. Giéng 12 cho thém
25 ul PBS:

Léc nhe, & 30 min & nhiét do phong;

Cho héng cau: M&i giéng 25 i, l&c nhe 1 min. D& dia phan (rng & nhiét dd phong. Sau 15 min dén
25 min doc két qua (khéng doc mudn hon 25 min).

E.3.2 Doc két qua
Phan (rng dwong tinh: Hdng ciu lang xudng day, chirng td khang nguyén va khéng thé tuwong ng.
Hiéu gia khang thé duorc tinh & d pha lodng cao nhét con cé hién twgng (rc ché ngwng két hoan toan.

Phan (rng 4m tinh: C6 hat ngwng két I4m tdm. Chirng t6 khdng c6 sy két hop gitra khang nguyén va
khang thé trong phan (rng.

E.4 Danh gia két qua

M4u la huyét thanh kiém tra khang thé: Cac con ga chwa dwoc chiing véc xin c6 khang thé Ién hon
hodc bang 1/16 (4 log,) thi mdu d6 dwoc coi la nhiém virus Niu cat xon.

M4&u |4 khang nguyén (nudc trieng giam dinh virus phan lap):

- Néu c6 hién twong (rc ché ngwng két véi khang huyét thanh chudn Niu cat xon chirng té virus phan
18p la virus Niu cat xon.

— Néu khdng c6 hién twong rc ché ngung két, ma phai chét, c6 bénh tich xuét huyét ddng thdi HA
dwong tinh thi trong bénh phdm c6 virus (cting gay ngwng két hdng cdu) nhung khdng phai Niu cat
xon. C6 thé 1am phan (ng HI vé&i khang huyét thanh chudn cla mét sé virus khac (Cum, EDS...) dé
xac dinh nguyén nhéan bénh.
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Phu luc F

(Quy dinh)

Phwong phap xac dinh chi sé dac lwc trén nio ga con

Chiing Virus phéan 1ap (nwéc trieng) dwoe pha ndng dd 1 : 10 trong dung dich PBS pH tr 7,0 dén 7,4
rdi tiém vao ndo 10 ga con 1 ngay tudi, véi liéu 0,05 ml/con.

Ga duoc theo ddi trong 8 ngay lién, ghi lai nhiing bidu hién strc khoé.
Biéu hién bénh dwoc tinh bing diém:
- Binh thuéng: 0 diém
- Om: 1 diém
- Chét: 2 diém (cac ngay con lai sau khi chét dwgc chim 2 diém)

Vi du thi nghiém c6 két qua theo ddi nhw trong bang dudi day:

Ga sé Ngay sau cong virus Niu cat xon Ti? sé CPI
1/2 |3 |4 |5 |6 |78 .
1 o|l1|2]2|2|2|2]|2 13 1,625
2 111222 |2|2]|2 14 1,75
3 ofo0f2|2|2|2|2]2 12 1,5
4 o|2|2|2|2|2|2|2 14 1,75
5 2| 2|22 |2|2|2]|2 16 2
6 2|2 |2|2|2|2|2]|2 16 2
7 2|22 2|2|2|2]2 16 2
8 11222 |2|2|2]|2 15 1,875
9 o|2|2|2]|2|2|2]|2 14 1,75
10 112 2|2|2]2|2]|2 15 1,875
Téng hop 145 1,813

Chi sb ICPI déi v&i mbi ga thi nghiém la sé diém trung binh clia ga d6 sau 8 ngay theo dai. Diém trung
binh ctia ca 16 thi nghiém (10 ga) la chi sé ICPI cla virus Niu cat xon dwec ding. Theo OIE, nhém
Lentogenic cd ICPI xAp xi 0. Néu chi sé ICPI 2 0,7 thi virus Niu cat xon phan lap dwgc duwoc coi la co
ddc lyc gay ra & dich. Cac nhém virus c6 doc lwc cang cao sé cé chi sé ICPI cang gan gia trj 2,0.
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[2] O.LE., 2009. Manual of Diagnostic Tests and Vaccines for Terrestrial Animals, Newcastle disease,
chapter 2.3.14.
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