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L&i néi dau
TCVN 8400-xx : 2025 dwoc xay dwng trén co s& tham khao tai liéu cia té chirc Tha y thé gioi
(WOAH).

TCVN 8400-xx : 2025 do Trung tdm Chan doan thd y Trung wong - Cuc Ch&n nudi va Tha y bién soan,
B6 Nong nghiép va Méi trwéng dé nghi, Téng cuc Tiéu chuadn Do luéng Chét lwong thAm dinh, Bo
Khoa hoc va Coéng nghé cong bé.

B tiéu chuadn TCVN 8400 Bénh déng vat - Quy trinh chan doan gdm céac phan sau:
- TCVN 8400-1 : 2019, phén 1: Bénh Lé mém long méng;

- TCVN 8400-2 : 2010, phan 2: Bénh do vi khuén Streptococcus suis gay ra trén lon;
- TCVN 8400-3 : 2010, phén 3: Bénh giun xo&n;

- TCVN 8400-4 : 2010, phan 4: Bénh Nui cét xon;

- TCVN 8400-5 : 2011, phén 5: Bénh Tién mao trung;

- TCVN 8400-6 : 2011, phén 6: Bénh Xuét huyét tho;

- TCVN 8400-7 : 2011, phén 7: Bénh D4au ctru va déu dé;

- TCVN 8400-8 : 2011, phan 8: Bénh Nam phéi do Aspergillus & gia cdm;

- TCVN 8400-9 : 2011, phén 9: Bénh viém gan vit typ I;

- TCVN 8400-10 : 2022, phéan 10: Bénh Lao bo;

- TCVN 8400-11 : 2019 phén 11: Bénh Djch t3 vit;

- TCVN 8400-12 : 2011, phan 12: Bénh Bach ly va thuong han & ga;

- TCVN 8400-13 : 2019, phan 13: Bénh Say thai truyén nhiém do Brucela;

- TCVN 8400-14 : 2011, phan 14: Bénh Tu huyét trung & trau bo;

- TCVN 8400-15 : 2019, phan 15: Bénh xo&n khudn do Leptospira;

- TCVN 8400-16 : 2011, phan 16: Bénh Phu & lon do vi khuéan E.coli;

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

- TCVN 8400-18 : 2014, phan 18: Bénh Phu dau ga (coryza);

- TCVN 8400-19 : 2014, phan 19: Bénh Phé thuong han lon;

- TCVN 8400-20 : 2014, phan 20: Bénh H6ng d&u lon;

- TCVN 8400-21 : 2014, phan 21: Héi chung réi loan sinh sén va hé hép & lon (PRRS);

- TCVN 8400-22 : 2014 phan 22: Bénh Gia Viém da néi cuc & lon;



- TCVN 8400-23 :

- TCVN 8400-24 :

- TCVN 8400-25:

- TCVN 8400-26

- TCVN 8400-27

- TCVN 8400-28

- TCVN 8400-29 :

- TCVN 8400-30:

- TCVN 8400-31:

- TCVN 8400-32

- TCVN 8400-33:

- TCVN 8400-34 :

- TCVN 8400-35:

- TCVN 8400-36

- TCVN 8400-37

- TCVN 8400-38 :

- TCVN 8400-39

- TCVN 8400-40
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: 2016, phéan

anatipestifer gay ra;

- TCVN 8400-41 :

- TCVN 8400-42

- TCVN 8400-43

- TCVN 8400-44 :

- TCVN 8400-45 :

- TCVN 8400-46 :

- TCVN 8400-47

- TCVN 8400-48 :

- TCVN 8400-49 :
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Bénh Ung khi than;

Bénh Viém phé quan truyén nhiém;

Bénh Cum lon;

Bénh Cam gia cdm H5N1;

Bénh San la gan;

Bénh Viém ruét hoai ttr do Clostridium perfringens;
Bénh Lympho leuko ¢ ga;

Bénh Marek & ga;

Bénh Tu huyét tring gia cam;

Bénh Gumboro & gia cam;

Bénh Lé dang trung & trau bo;

Bénh Bién trung ¢ trau bo;

Bénh Theileria & trau bo;

Hoéi chdmg suy mon ¢ lon sau cai sika do Circo virus typ 2;
Bénh Viém phdi dia phuong & lon;

Bénh Tiéu chay ¢ lon do Corona virus;

Bénh Viém duong hd hdp man tinh & ga va ga tay;

40: Bénh Nhiém trang huyét & thdy cdm do vi khudn Reimerella

Bénh djch ta lon chau Phi;

Bénh djch ta loai nhai lai;

Bénh Iwbi xanh;

Bénh roi tring Trichomonosis;

Bénh gao lon, bénh gao bo;

Bénh Dai;

Bénh djch t3 lon cé dién:;

Bénh tiéu chay c6 mang nhay do vi rut & bo;
Bénh viém miii khi quéan truyén nhiém & bo;

Bénh viém ndo Nhéat Ban;



TCVN 8400-xx : 2025

- TCVN 8400-51 : 2020, phéan 51: Bénh viém phéi, mang phdi truyén nhiém & bo;

- TCVN 8400-52 : 2022, phan 52: Bénh nhiét than & gia stic;

- TCVN 8400-53 : 2022, phéan 53: Bénh viém phéi héa mu do vi khuén Ornithobacterium rhinotracheale
- TCVN 8400-54 : 2022, phéan 54: Bénh ty thu & gia suc;

- TCVN 8400-55 : 2022, phdn 55: Bénh u nhay & thé;

- TCVN 8400-56 : 2023, phéan 56: Bénh tu huyét trung & lon, trdu, bo, gia cam:;

- TCVN 8400-57 : 2024, phén 57: Bénh Glasser & lon.
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TIEU CHUAN QUOC GIA TCVN 8400-xx : 2025

Bénh déng vat — Quy trinh chan doan — Phan xx : Bénh cum gia
cam A/HON2

Animal disease — Diagnostic procedure — Part xx: Avian influenza A/[HON2

CANH BAO - Viéc ap dung tiéu chuan nay c6 thé lién quan dén céac vat liéu, thiét bj va cac thao
tdc gay nguy hiém. Tiéu chuan nay khéng dwa ra hét cAc van dé an toan lién quan dén viéc st
dung chung. Ngwei str dung tiéu chuan phai tw thiét 1ap cac thao tac an toan stc khée thich

hop va xac dinh kha nang ap dung cac gi&i han quy dinh trwéc khi str dung tiéu chuan nay.
1. Pham vi ap dung

Tiéu chuadn nay quy dinh quy trinh chan doan bénh cim gia cdm do vi rat cim A/HIN2 thudc ho

Orthomyxoviridae gay ra trén céc loai gia cadm, thily cdm va chim hoang da.

2. Tai liéu vién dan

Tai liéu vién dan sau rat can thiét cho viéc 4p dung tiéu chuan nay. Déi véi tai liéu vién dan ghi nam
coéng bd thi &p dung phién ban dwoc néu. Déi véi tai liéu vién dan khéng ghi ndm cong bé thi ap dung

phién ban méi nhat, bao gébm ca cac ban stra déi, bd sung (néu co).
TCVN 8402 : 2010. Bénh ddng vat — Quy trinh md kham.
TCVN 6507

QCVN 01 - 83: 2011/BNNPTNT. Quy chuén ky thuat qubc gia v& bénh ddng vat — Yéu cau chung lay

mau bénh phadm, bao quan va van chuyén.

3. Thuat ngir, dinh nghia va tir viét tat

3.1.Thuat ngir va dinh nghia

Trong tiéu chuan nay s dung thuat ngir va dinh nghia sau:
3.1.1 Bénh cim gia cdm

Bénh cum gia cAm (CGC) la bénh truyén nhiém do vi rat cim type A, thudc ho Orthomyxoviridae gay ra

trén cac loai gia cAm, thdy cdm va chim hoang da. Dwa vao doc lwc cta vi rat cim gia cdm céac nha
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khoa hoc xép loai: bénh cum gia cdm ddc lwc cao (HPAI), i 1& chét rat cao va cum gia cadm doc luc thap

(LPAI) véi triéu chirng bénh khong rd rét va ty & chét thap.
3.1.2 Vi rat cam gia cam

Vi rit cm gia cdm (CGC) thudc vi rat cim type A, hé gen cua vi rat bao gém 8 doan ARN soi don am
(ssRNA). Vi rut dwoc phan chia thanh nhiéu subtype khac nhau dwa trén hai glycoprotein bé mét la HA
(Haemagglutinin) va NA (Neuramindases). Nhém vi rat cm A c6 16 subtype HA (tvr H1 dén H16) va 9
subtype NA (tr N1 dén N9). Su t6 hop gira cac subtype HA va NA sé tao ra cac subtype vi rut khac

nhau, cé kha nang bién dbi rat nhanh, tao ra nhirng chiing méi, nhanh méi.

Vi rat cam A/HION2 la vi rat cim gia cam type A, subtype HIN2 thuwong duoc biét dén la vi rat cim gia

cam doc lyc thap (LPAI) thwong khoéng co triéu chirng bénh hodc c6 réat it triéu ching.
3.2 Twr viét tat

- CGC: Cim gia cam

- Ct (Threshold cycle): Chu ky nguéng.

- HA (Haemagglutination assay): Phan &ng ngwng két hdng cau

- HI (Haemagglutination inhibition assay): Phan rng ngan tr& ngwng két hdng cau.

- HPAI (High pathogenic avian influenza): Cim gia cam doc lwc cao.

- LPAI (Low pathogenic avian influenza): Ctm gia cam doc lwc thap.

- PBS (Phosphate buffered saline): Dung dich mudi dém phosphat.

- Realtime RT — PCR (Realtime reverse transcripton — Polymerase chain reaction): Phan &rng chudi
trung hop phién ma ngwoc thoi gian thye.

- RNA (Acid ribonucleic): Axit ribonucleic.

- SAN (Specific antibody negative): Am tinh khang thé dac hiéu

- SPF (Specific pathogen free): Khong cé tAc nhan gay bénh.

- ssRNA ((single-stranded Acit ribonucleic): Axit ribonucleic sgi don

- TE (Tris — EDTA): Tris Axit — Etylendiamintetraaxetic.

4. Thuéc thir, vat liéu thi

Chi st dung thudc the loai tinh khiét phan tich; st dung nwéc cit hodc nuwdc da khir khoang hoac
nuwdc co dd tinh khiét twong dwong khdng cé Rnase, triv cac trworng hop ¢6 quy dinh khac.

4.1 Ethanol, tir 70% dén 100% (C2H60)

4.2 Hong cau ga (ga khée manh khong chira khang thé cim hodc cac khang thé gay ngung két héng

cau va vi rat cim gia cam)
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4.3 Dung dich muéi dém photphat (PBS)
4.4 Nguyén liéu tach chiét RNA
4.5 Nguyén liéu nhan gen cho phan tng realtime RT - PCR
4.6 Cap m6i, mau do cho phan tng realtime RT - PCR
4.7 Dung dich dém TE.
4.8 Nwérc tinh khiét, khdng co nuclease.

4.9 Mau chuan dwong, dwoc chirfng nhan 1a dwong tinh hodc RNA chuan dwong tach chiét tr mau

chuén dwong.

4.10 Khang nguyén chuan subtype HON2

4.11 Khang huyét thanh chuan subtype HON2.

4.12 Trirng ga c6 phdi 9 — 11 ngay tudi SPF ho&c SAN.

4.13 Natri Citrat (Na;CsHsO-)

5. Thiét bi, dung cu

St dung cac thiét bi, dung cu ctia phong thi nghiém sinh hoc va cu thé nhw sau:
5.1 May realtime PCR

5.2 May ly tam, c6 thé ly tam véi gia tdc 1 500 g, 6 000 g, 12 000 g.
5.3 May lac trén vortex

5.4 May ly tam lang spindown

5.5 N6i hap vo trung, c6 thé duy tri & nhiét dd 110 °C, 121 °C.
5.6 Tu an toan sinh hoc cap |, IL.

5.7 May dong nhat mau

5.8 Tu mat, c6 thé duy tri & nhiét do 2 °C dén 8°C.

5.9 Ta am sau, c6 thé duy tri & nhiét dd - 20°C dén - 80°C.
5.10 Ong vO trung, dung tich 1,5 ml, 15 ml, 50 ml.

5.11 Ong PCR 0.1 — 0.2 ml, khoéng chira Rnase/Dnase.

5.12 Ong eppendorf, khéng chira khéng chira Rnase/Dnase.
5.13 Bom tiém v6 trung c6 dung tich 1 ml, 5 ml, 10 ml

5.14 Kim tiém vo trung loai 23G va 20G.

5.15 Dao mé, panh va kéo, vo tring.
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5.16 Micropipet c6 thé hut dwoc dung tich 0.5 — 10 pl; 1 — 30 pl; 20 — 200 pl; 100 — 1000 pl;
5.17 Pau tip céc loai , phu hop véi Micropipet.
5.18 Dia 96 giéng vé trung day chir V

5.19 Tam béng, vé trung.

5.20 Tui lynon vé trung.

5.21 Ong nghién mau.

5.22 C6i, chay str.

5.23 M4y tach chiét RNA/DNA tw déng (néu co)
5.24 Ta ap trig.

6. Chan doan lam sang

6.1 Dich té hoc

Bénh ctm gia cAm c6 tinh lay truyén rat nhanh va manh. Gia cdm nhiém bénh chd yéu théng qua tiép

xuc true tiép gitra gia cAm man cadm véi gia cdm bi bénh hodc phan va chét thai cta gia cAm bj bénh.

Tuy thudc vao loai man cam, Ira tudi, loai gia cdm, yéu té6 méi trwdng va doc lwc cla vi rat gay bénh

ma gia cam khi nhiém bénh c6 biéu hién cac thé bénh khac nhau:

- Thé doc luc cao: ty Ié mac bénh va t& vong cao c6 thé dén 100 % trong thdi gian 2 ngay dén 3 ngay
ké twr khi xuét hién triéu chirng dau tién.

- Thé doc lwc thap: thwong gay bénh Iy nhe hodc khéng cé biéu hién bénh ly 1am sang, dé boi nhiém
cung cac bénh gay ra do vi rat hoac vi khuan khac.

Cum gia cAm A/HIN2 thwong duwoc biét dén 1a CGC doc lwe thap (LPAI) lwu hanh trén toan thé gidi va
c6 thoi gian lwu hanh l1au dai trong cac quan thé gia cdm & Chau A, Chau Phi va Trung Pong. Cac loai
chim nwéc hoang da dwoc coi la ngudn chira vi rat. Ching thwéng khéng co triéu chirng va mang tring

vi rit quanh nam, ty 1& mac bénh ctia quan thé c6 thé ting 1én theo mua di cw.
6.2 Triéu chdrng 1am sang

Cum gia cAm A/HIN2 thwéong khong ¢ triéu chirng rd rét hodc ¢ rat it triéu chirng khéng nhw bénh
gay ra b&i cim gia cam thé doc lwc cao subtype H5 va H7. Mét sé triéu chirng ctia cim A/HON2 duoc

ghi nhan:

- Gidm tiéu thu thére 8n va nwérce, tram cam, 1& do, 1éng xU, ho, hat hoi
- Gidm san lwong tring, tring bi bién dang.

- Tim t4i nhe & mao va yém

6.3 Bénh tich
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- Tén thwong dai thé chi thdy & hé hd hép, c6 tinh trang duc tdi khi ngwe va bung, kém t&c nghén nhe &
khi quan va phbi.
- Viém nhiém tring 16 mdi, chay dich nhiéu & mét
- Viém nhe éng dan trirng va viém budng tring
- C6 tbén thwong bénh md hoc & khi quan, phdi véi tinh trang viém lympho, viém phéi ké.
- Tang can cham.
7. Chan doan trong phong thi nghiém

TAt ca cac thao tac lién quan dén xtr Iy chudn bi mau, tach chiét RNA, phan lap vi rat trong tiéu chuén

nay phai dwoc tién hanh trong ti an toan sinh hoc cap 2 tré 1én.

7.1 Lay mau, bao quan, van chuyén va xt ly mau

L&y mau, bdo quén va van chuyén mau dwoc thuc hién theo QCVN 01-83: 2011/BNNPTNT
7.1.1 LAy mau

a) Gia cam chét hoac nghi mac bénh

M6 kham theo TCVN 8402 : 2010

L4y 3 gam dén 5 gam bénh pham (ndo, phdi, khi quan, lach, ruét...) cta gia cdm chét hodc nghi mac

bénh cho vao 6ng nghiém 50 ml (5.10) hoac tdi lynon vé tring (5.20).
b) Gia cAm séng khdng cé triéu chirng 1am sang

S dung tdm boéng vo trung (5.19) dé ngoay dich hau hong, 6 nhép (swab) sau d6 cho vao dng nghiém
chtra dung dich PBS (xem A.2, phu luc A) c6 bd sung dung dich khang sinh theo ti 1& 1:10 (xem A.1,
phu luc A).

¢) Mau méi trwdng

S dung tdm béng vé trung (5.19) quét mau phan twoi cho vao dng nghiém cé chira dung dich PBS

(xem A.2, phu luc A) c6 bé sung dung dich khang sinh theo ti 1& 1:10 (xem A.1, phu luc A).

S dung bom tiém 5 ml vé trung (5.13) hat khodng 3 ml nwéc ubng hodc nwéc thai tai noi nudi nhét gia

cam cho vao 6ng nghiém vé trung 15 ml (5.10).

d) Cac san pham déng vat déng lanh, san pham cé nguén géc tir gia cAm va méi trreong
L4y mau san pham theo TCVN 6507

L4y khoang 10 g ttr cac vj tri khac nhau va cho vao éng nghiém 50 ml vé tring (5.10)

CHU THICH: Béi v&i mau xét nghiém vi rit cim gia cdm, cé thé gop tdi da 05 mau don thanh 01 mau xét nghiém.

e) Mau huyét thanh
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Thyc hién dbi véi gia cdm chwa tiém vac xin cim gia cdm va ca gia cdm da dwoc tiém phong vac xin
clim gia cAm: 14y mau bang cach s dung bom va kim tiém loai 5 ml (5.13) d& hat 1 ml mau cta dong
vat can kiém tra, rt can bom tiém t&i mirc cao nhat dé tao nhidu khoang tréng bén trong, d&t bom tiém
nam nghiéng 5° & nhiét dd 20 °C dén 30 °C trong thdi gian 30 min d& mau tw déng lai va tiét ra huyét

thanh. Chét huyét thanh sang éng 1,5 ml (5.10) m&i dé dung cho xét nghiém.

Cac mau phai dwoc bao quan lanh tir 2 °C dén 8 °C va van chuyén nhanh nhat dén phong thi nghiém

trong vong 24 h.
7.1.2 Bao quan va van chuyén mau

TAt ca cac mau bénh pham (xem 7.1.1) phai dwoc bao goéi bang dung cu vé trung, ddm bao an toan
sinh hoc, bao quan & nhiét d6 2 °C — 8 °C trong thung bao 8n, van chuyén ngay dén phong xét nghiém,
trong vong khdng qué 24 h. Trong phong thi nghiém, néu chwa xét nghiém ngay, mau phai duoc gilr
trong tu - 80 °C (5.9)

- Trwéng hop mau van chuyén trén quang duwong dai khoéng thé bao quan lanh thi méi trwéng bao quan
can bb sung 10% glycerol.

CHU THICH: Cac m&u bénh phadm phai dwoc dan nhén, c6 ky hiéu thich hop va kém theo phiéu gt bénh phdm véi cac thong

tin dich t&, triéu chirng 1am sang va bénh tich cGa bénh (néu md kham).

7.1.3 X ly mau

M&u bénh phdm (xem 7.1.1) dwoc x@ ly tai phong thi nghiém nhw sau:
a) Mau mo bénh pham

Cat nhé 1g mau bénh phdm bang panh, kéo (5.15), déng nhéat bang d6ng nghién mau (5.21) hodc cbi
chay st (5.22) véi dung dich PBS (xem A.2, phu luc A). Chuyén sang éng ly tam va ly tam & 8000 g
trong 15 s.

Thu dich bénh pham phia trén vao it nhat 02 dng nghiém 1,5 ml (5.10). Mot dng dung cho xét nghiém

va éng con lai lwu bdo quan & nhiét do - 80 °C.
b) Dich ngoay 6 nhép, hong, khi quan, phan twei, moi trweéng

L&c 6ng chtva tdm bong dich ngoay hau hong, & nhép (swab) bang may l&c (5.3) trong 15 s, ly tam éng

bang may ly tam (5.2) & 8000 g trong 15 s.

Thu dich bénh pham phia trén vao it nhat 02 éng nghiém 1,5 ml (5.10). Mét éng dung cho xét nghiém

va éng con lai lwu bdo quan & nhiét do - 80 °C.
c) P6i v&i san pham déng lanh
L&y mau tir cac md mau rdi gdp thanh 1 mau, lwong mau lay dé tach chiét RNA khoang 01 g.

Cét nhé 1g mau bénh phadm bang panh, kéo (5.15), déng nhéat bang dng nghién mau (5.21) hoadc cbi
chay s (5.22) véi dung dich PBS (xem A.2, phu luc A). Chuyén sang éng ly tam va ly tam & 8000 g
trong 15 s.

10
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Thu dich bénh phdm phia trén vao it nhat 02 éng nghiém 1,5 ml (5.10). Mét éng dung cho xét nghiém
va 6ng con lai lwu bao quan & nhiét do - 80 °C.
7.2 Phéat hién vi rat CGC bang phwong phap realtime RT — PCR
7.2.1 Tach chiét RNA

Can clr diéu kién phong thi nghiém va loai mau bénh phadm dé Iya chon ki thuat va nguyén liéu tach
chiét RNA thich hop.

- Sau khi x& ly mau, 18y dich b&nh pham phia trén (7.1.3) dé tach chiét RNA (xem phu luc B)

- Mau RNA thu dwoc sau tach chiét dwoc dung dé xét nghiém vi rit CGC type A, subtype H9, va
subtype N2.

- Mau RNA dwoc bdo quan & 4 °C néu tién hanh xét nghiém ngay hodc bao quan & - 20 °C chd dén khi

tién hanh xét nghiém.

7.2.2 Thwc hién phan tng realtime RT — PCR

a) Chuan bi cap méi, mau do

- Trinh tw c&p mdi, mau do xac dinh vi rat CGC A/HIN2 (xem bang C.2, phu luc C).
- Chuén bi cap mdi va mau do & ndng doé st dung thich hop (xem C.3.1, phu luc C)
b) Tién hanh phan &ng

Cap mdi, mau do da chuan bj & ndng d6 str dung thich hop cuing kit nhan gen, pha hén hop nhan gen

theo hwéng dan cda bé kit (xem céac bang C.3.2.1, bang C.3.2.2 hodc bang C.3.2.3, phu luc C)
Chuyén 20 pl hdn hop nhan gen vao méi 6ng PCR 0.1 — 0.2 ml (5.11)

- M&u dbi chirng dwong: Cho 5 ul mau ARN chuén dwong;

- M&u dbi chirng am: Cho 5 pl nwéc tinh khiét khéng cé nuclease;

- MAu kiém tra: Cho 5 pl mau ARN kiém tra vao éng phan &ng;

- Ly tam l&ng 6ng phan &ng trong khoang 30 s.

CHU THICH :

1) M6i phan tng realtime RT- PCR ngoai mau can kiém tra déu phai di kém véi véi mau dbi chirng dwong va dbi chirng am

twong (rng clia vi rat can xac dinh.

2) Mau va nguyén liéu cho phan (ng realtime RT — PCR can dat trong khay da lanh trong suét quéa trinh chuén bi hdn hop
phan &ng.

- Pat éng phan (ng vao may nhan gen (5.1), cai dat chu trinh nhiét chay phan &ng (bang C.3.2.4, phu
luc C)

DPoc két qua
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Phan (rng dwoc cong nhan: Mau déi chirng dwong tinh (dwoc chuan d6 trwdc) phai cé gia tri Ct twong
dwong gia tri Ct d& biét (+ 2 Ct), mau déi chirng am khong cé Ct.

V@i diéu kién phan (ng trén:

- MAu c6 giéa tri Ct < 35 dwoc coi la dwong tinh.

- MAu khong co6 gia tri Ct 1a am tinh.

- MAu c6 gié tri 35< Ct < 40 dworc coi la nghi ngo.

Nhirng mau nghi ngd, can tién hanh xét nghiém lai hodc lay mau lai d& xét nghiém lai (néu cén).

7.3 Phan lap vi rat CGC trén phdi trieng

Tét ca cac thao tac tiém truyén trirng va thu hoach nwéc triing (dich niéu mé) sau phan lap phai dwoc

thwe hién trong diéu kién an toan sinh hoc cép 3.
7.3.1 Chuan bi mau

M&u bénh phadm dwoc x ly (7.1.3), loc qua mang loc cé kich thwéc 16 loc 0,45 um dé loai bd vi khuan

trwde khi tiém truyén trén phéi tring.
7.3.2 Tiém truyén

- Chon trirng ga SPF hodac trirng ga SAN c6 phdi 9 ngay dén 11 ngay tudi (4.12) dé tiém truyén huyén
dich bénh pham da xe ly (7.3.1).

- M&i bénh pham tiém truyén t» 3 — 5 trieng.

- Xac dinh tai niéu md va budng hoi ctia phodi trirng. Puc thiing budng hoi, dung bom tiém 1 ml (5.13)
v&i kim 23G (5.14) hat huyén dich da x& ly (muc D.1) tiém thang xubng tdi niéu md véi lwong 0,1 ml/

tring. Bit kin 16 tiém trén vé trrng bang keo dan.
- Dat trieng trong ta &p trieng (5.24) & 37 °C va theo ddi trong vong 2 — 7 ngay.

- Soi trieng mdi ngay 2 lan, néu phat hién trieng chét, git trirng trong td mat (4 °C) (5.8) cho dén khi thu
hoach dich niéu mé dé& giam dinh vi rat, nén thu hoach sé&m trong vong 12 h sau khi phat hién trirng

chét dé tranh nhiém khuén dich niéu mo.

- Béi vai trivng khéng chét sau 5 - 7 ngay, cat vao ti mat (4 °C) (5.8) qua dém hoac it nhat 4 h trwéc khi

thu hoach dich niéu mé cho giam dinh vi rut.

7.3.3 Thu hoach dich niéu mé

- S&t tring vé trirng bang cbn 70 %.

- Dung panh va kéo vé tring (5.15) cét vé trieng, béc 16 budng hoi.

- Dung bom tiém 5 ml hodc 10 ml (5.13) v&i kim 20G (5.14) choc qua I&p mang xoang niéu md hat lay

dich niéu mé chira vao cac éng 15 ml vo trung (5.10) dé giam dinh vi rat.
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- Kiém tra bénh tich cta phéi: truéng hop mau am tinh hodc vi rat doc lwc thap, ham lweng vi rat thap,
phoi s& khong cé biéu hién bénh tich.

Trwdng hop mau cé vi rat cim doc lwe cao, phdi sé c6 xuat huyét [Am tAm trén dau, than, canh, chan.
7.3.4 Giam dinh vi rat

- Tién hanh xac dinh sw c6 mat cla vi rut gdy ngung két hdng cau bang phan ng HA (phu luc E).

- Giam dinh cac mau nwéc trieng dwong tinh HA bang phan tng ngan tré ngwng két hdng cau (HI) véi

khang thé khang cim gia cAm subtype H9 chuan (Phu luc F)

- Ho&c giam dinh vi rat cim gia cAm bang phwong phap realtime RT-PCR vé&i cdp méi/méu do twong

rng voi ttrng subtype (xem 7.2).

- V&i nhitng mau dich niéu md sau khi giam dinh 1& &m tinh can tién hanh tiém truyén lai mét lan niva

trén phdi trrng nhw trén dé& xac nhan lai.
7.3.5 Panh gia két qua

- Mau dwong tinh: khi c6 két qua xét nghiém dwong tinh bang phwong phap HI véi subtype H9, hodc
phuwong phap realtime RT-PCR.

- M&u am tinh: Khi c6 két qua am tinh véi phwong phap HA, hodc phwong phap realtime RT PCR.

Trong trwéng hop giam dinh am tinh, dung dich niéu md thu hoach & 1an th(r nhat dé tiém truyén trirng
lan hai. Sau d6 theo déi va thu hoach dich niéu mé nhw lan thir nhat @& giam dinh vi rat. Néu két qua

giam dinh 1an th& hai vAn &m tinh thi két luan mau am tinh véi vi rit cim gia cam.
7.4 Phéat hién khang thé CGC bang phwong phap HI
7.4.1 X ly mau

Huyét thanh kiém tra: Ngoai trir huyét thanh ga, trwdc khi xét nghiém huyét thanh cla céc loai (khéng
phai 14 ga) nhw vit, ngan, ngdng...can dwoc vo hoat bd thé & 56 °C trong 30 min va phai x& ly hap phu

hdng cau dé tranh hién twong ngwng két gia.

Céch hap phu héng cau: trén héng cau ga dac véi huyét thanh can kiém tra theo ty 1é 1: 20, vi du 25 pl
hdng cau ga + 500 pl huyét thanh. Tron nhe va dé Idng & nhiét dd phong trong it nhat 30 min. Sau d6 ly
tam 800 g trong 2 — 5 min rdi thu 14y dich huyét thanh & trén dé 1am phan (rng Hl.

7.4.2. Cach tién hanh

Theo phu luc G

7.4.3 Poc két qua

- Phan &ng dwong tinh: hdng cau l&ng xubng day, khi nghiéng dia phan (rng tao dong chay lién mach

- Phan (rng &m tinh: héng cau ngwng két 14m cham, khéng chay thanh dong.
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Hiéu gia khang thé dwoc tinh & dd pha lodng cao nhét con cé hién twong Grc ché ngwng két hdng cau
hoan toan.

Méau huyét thanh dwoc coi 1a dwong tinh v&i khang thé khang vi rat cim gia cam khi c6 hiéu gia HI =
1/16 (4 log2).

Méau huyét thanh dwoc xem la &m tinh (khdng c6 khang thé) khi cé hiéu gia khang thé HI < 1/ 8 (3 log2)
8 Két luan

- Gia cam, thdly cdm hoé&c chim hoang da dwoc xac dinh mac bénh cim A/ HON2 khi c6 cac dac diém
dich té hoc, triéu chirng Iam sang, bénh tich ctia bénh cim gia cdm va cé két qua xét nghiém duwong
tinh v&i phwong phap realtime RT-PCR, hodc phan 1ap vi rdt trén triing trong tiéu chuén nay

- Gia cam, thiy cam hoéc chim hoang c6 két qua dwong tinh khang thé HON2 bang phwong phap HI
dwoc coi la nhiém vi rat CGC A/HIN2 (khi gia cdm chuwa tiém phong vac xin phong cim gia cam).

- Gia cam, san pham tr gia cam dwoc coi la nhiém vi rat CGC A/HIN2 khi c6 két qua xét nghiém

dwong tinh v&i phuong phép realtime RT — PCR hodc phan Iap vi rdt trén tring trong tiéu chuan nay.
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Phu luc A
(Quy dinh)
Thanh phan va chuan bj dung dich thuéc the

A.1 Dung dich khang sinh dam dac

Thanh phan:
Penicillin 1.000.000 U
Streptomycin 1lg
Nystatin 500.000 1U
Nwéc cét 10 ml

Céach chuan bi:

Hoa tan cac thanh phan trong 10 ml nwéc cét, loc vo triing bang mang loc cé kich thuéc 16 loc 0,45 um.

St dung tét nhét trong 1 tuan, bdo quan & nhiét do 4 °C.

A.2 Dung dich muéi dém photphat (PBS) pH=7,4.

Thanh phan
Natri clorua (NacCl) 8¢
Natri hydro photphat dihydrat (Na;HPO4.2H;0) 299
Kali dihydro photphat (KH2PO4,) 0,29
Kali clorua (KCI) 0,29
Nwaoc cat 1000 ml

Céach chuén bj

Hoa tan cac thanh phan trong 1000 ml nwéc cét. Chinh pH trong khodng 7.4 + 0.2 bang dung dich
NaOH 1 N hoac dung dich HCI 1 N. Hap v6 trung & 121 °C trong 30 min.

Pé diung lam dung dich bdo quan mau: pha 9 phan PBS + 1 phan dung dich khang sinh dam dac (A.1).
Trwdng hop mau can bao quan lau co thé pha thanh méi trwong dém glycerin bang cach tron déu 1
phan PBS v&i 1 phan glycerin (ty 18 1 : 1). S& dung tt nhat trong 2 tuan, bdo quén & nhiét do tw 4 °C

dén 8 °C va lau hon néu bao quan & nhiét dé - 20 °C.

CHU THICH: C6 thé str dung PBS thuwong mai va chuan bj theo hwéng dan ctia nha san xuét.
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A.3 Dung dich natri citrat 4%

Thanh phan
Natri citrat 49
Nwéc cat 100 ml

Céach chuan bij

Hoa tan cac thanh phan trong 100 ml nwéc cét, loc vo tring bang mang loc cé kich thuwéc 16 loc 0,45
um. Bao quan & nhiét d6 4 °C.
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Phu luc B
(Tham khao)
Quy trinh tach chiét RNA

CANH BAO: Viéc tach chiét RNA c6 str dung hoa chat nguy hiém va c6 kha nang gay hai néu thao
tac khong can than. Do vay, nén tranh tiép xuc trwc tiép véi da va hit phai hoi ctia cac hoa chat

nay. Ludn luén deo gang tay, khau trang, mac quan 4o bao hd khi thwec hién cac thao tac nay.

Can cr vao diéu kién thuc tién cta phong thi nghiém ma lwa chon nguyén liéu tach chiét RNA thich

hop. Vi DU: kit tach chiét TACO DNA/RNA Extraction Kit ho&c kit twong dwong.

B.1 Nguyén liéu

- B& kit tach chiét TACO DNA/RNA extraction kit (GeneReach Cat. No. atc-d/rma)*
- Con Ethanol 96 %-100 % (4.1)

B.2 Céach tién hanh

Quy trinh tach chiét theo hwéng dan ctia nha san xuét.

- Pha dung dich dém rtra (washing buffer A) véi 135 ml con ethanol 96 %.
- Pha dung dich dém rtra (washing buffer B) vé&i 230 ml cdn ethanol 96 %.

- Tién hanh nhé cac dung dich cho viéc chiét tach theo so dd:

Thubc thy Hong Thubc thiy HUong H|IG|F|E|D|C|B|A
(ki) (ki)
Ethanol 200 Lysis buffer 500 = 1
Washing buffer A | 750 Magnet 50 = 2
beads

Washing buffer A | 750 = 3

Washing buffer B | 750 - 4

Washing buffer B | 750 — 5

Elution buffer 100 = 6
-
8

Gidng nhw trén = >
10
11
12

1) Théng tin nay dwa ra tao didu kién thuan tién cho nguwdi st dung tiéu chuén va khong 4n dinh st dung sé&n ph&dm cla nha

cung cap nay. C6 thé s dung cac san pham tuwong tw néu cho céc két qua twong duwong.
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- Cho 200 pl huyén dich mau da duoc xt ly (7.1.3) sau khi ly tam vao cac giéng & cot 1 hoac cot 7.
- Chuén bi may chiét tach (5.23): Khé&i dong, cai lwoc sach vao may.
- Dat dia da nhé mau va dung dich & trén vao may Taco va cho may chay.

- Sau khi may chay xong, thu 100 pl RNA tr cAc giéng tai cot 6 hodc 12 sang cac 6ng sach v tring
free RNA/DNA (5.12) mai dé tién hanh xét nghiém.
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Phu luc C

(Tham khao)

Trinh tw cip moi, mau do, thanh phan phan rng va chu trinh nhiét cho phan rng
realtime RT — PCR phat hién CGC A/H9N2

C.1 Nguyén liéu

- Nwérc tinh khiét khéng cé nuclease;

- Dung dich dém TE

- Cap mdi va mau do phat hién vi rit CGC A/HIN2.

- Kit nhéan gen realtime RT - PCR

Vi DU: kit Quantabio gScript XLT 1-Step RT-qgPCR ToughMix (95132-500) 2 hodc kit twong dwong phti hop nhan gen realtime

RT - PCR.

C.2 Trinh tw cap mdi, mau do cho phwong phap realtime RT — PCR

Bang C.2 - Cap mai va mau do phéat hién vi rit CGC A/HIN2

TT Gen s = - A .
i Cap méi/mau do Trinh te moi tir dau 5' t&i 3'
dich
Mbi xubi M (InfA) 5’- GACCRATCCTGTCACCTCTGAC-3
Mbi nguoc M (InfA) 5- AGGGCATTYTGGACAAAKCGTCTA-3
5’- FAM-TGCAGTCCTCGCTCACTGGGCACG

Doan do M (InfA)

1 | Type AH™ BHQ1-3’
Mbi xubi M (IVA-D161M) 5’- AGA TGAGYCTTCTAACCGAGGTCG-3’
Mbi nguoc (IVA-D162M) 5- TGC AAA NAC ATC YTC AAG TCT CTG-3
Doan do M (IVA-MA) 5’- FAM-TCAGGCCCCCTCAAAGCCGA-BHQ1-3
Mbi xudi H9 5- ATGGGGTTTGCTGCC -3’

Subtype _

2 Ho © Moi ngugc H9 5-TTATATACAAATGTTGCAC(T)CTG-3
Doan do H9 5'- FAM- TTCTGGGCCATGTCCAATGG-TAMRA -3’
Mbi xudi N2 (AIVN2-1367F) 5- AGTCTGGTGGACYTCAAAYAG -3’

3 Subtype | M6i nguoc N2 (AIVN2-1418R) | 5-GCGAAAGCTTATATAGSCAT-3’

N2™ | Poan do N2 (AIVN2R-
5'FAM-CCATCAGGCCATGAGCCTG (RTQ1)-3’
1383FAM)
CHU THICH:

2 Théng tin nay dwa ra tao diéu kién thuan tién cho ngwdi st dung tiéu chun va khong 4n dinh sir dung sdn phdm ctia nha

cung cAp nay. Co thé s dung cac san pham twong tw néu cho cac két qua twong dwong
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1) Viéc lwa chon cac médi va mau do cho phan (ng realtime RT-PCR can tham khao theo hwéng dan cta T chirc Tha y Thé
gi¢i (OIE/WOAH), ho&c quy trinh ctia Phong thi nghiém tham chiéu cia OIE vé bénh, déng thoi can dwoc danh gia trén cac

mau chuén dé cap nhat méi cho phu hop.

2) Trong truwérng hop vi rit cé bién ddi vé& cAu tric gen va khong phat hién dwoc véi cdp mdi/ mau do nhw trong Bang C.1,
Phong thi nghiém can gt mau gidi trinh tw gen dé xac dinh sy thay ddi vé trinh tw gen HA va lwa chon trinh tw mdi/ mau do

phu hop.
C.3 Thwc hién phan vng nhan gen Realtime RT - PCR
C.3.1 Chuén bi cap méi va mau do

- Hoan nguyén : Mdi va mau do & trang thai dong khoé dwoc ly tam nhanh (5.4) & gia tbc 8 000 g trong
30 s d& mbi lang xubng day éng trwdc khi mé va hoan nguyén. Dung dung dich dém TE (4.7) dé hoan
nguy&n moéi va mau do & néng dd 100 pM lam méi gbc va mau do gbc.

- Pha néng dd st dung: Chuan bj méi st dung & néng d6 20 uM, mau do st dung & ndng do 6 pM
dwoc pha lodng tr méi gbc, mau do gbc bang nuwéc tinh khiét khéng cé nuclease (4.8)

Vi DU: a4y 20 ul mdi gbc cé néng d6 100 uM va thém 80 ul nwéc tinh khiét khéng cé nuclease (4.8) sé dwoc mdi st dung cé

ndéng dd 20 pM / pl.

Vi DU: 4y 6 pl mau do gbc c6 ndng dd 100 pM va thém 94 ul nwéce tinh khiét khdng c6 nuclease (4.8) sé dwoc mau do st

dung c6 ndéng dd 6 puM / pl.
C.3.2 C4ch tién hanh

Dung cdp mdi, mau do & ndng d6 st dung thich hop va kit nhan gen realtime RT — PCR, pha hén hop nhan

gen theo hwéng dan ctia nha san xuét.
Thanh phan va lwong cho 1 phan (rng xem bang C.3.2.1 hodc bang C.3.2.2 hodc bang C.3.2.3
Chu trinh nhiét xem bang C.3.2.4.

Bang C.3.2.1 - Thanh phan phan rng realtime RT - PCR phat hién vi rat CGC type A

Thanh phan Noéng do Thé tich cho 1phan rng (pl)

Nwac tinh khiét 6

2X Reaction Mix 12.5
Mbi xudi M (InfA) 20 uM 0.25
Mbi nguoc M (InfA) 20 uM 0.25
Doan do M (InfA) 6 UM 0.25
Mbi xubi M (IVA-D161M) 20 UM 0.25
Mbi ngwoc M (IVA-D162M) 20 UM 0.25
Doan do M (IVA-MA) 6 UM 0.25
M&u ARN 5

Téng thé tich 25
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Bang C.3.2.2 - Thanh phan phan rng realtime RT — PCR phat hién vi rat CGC subtype H9

Thanh phan Noéng dé Thé tich cho 1 phan tng (ul)

Nwdrc tinh khiét 6

2X Reaction Mix 12.5
M&i xudi H9 20 UM 05
Mbi ngwoc H9 20 uM 0.5
Doan do H9 6 uM 0.5
Mau RNA 5

Téng thé tich 25

Bang C.3.2.3 - Thanh phan phan (rng realtime RT - PCR phat hién vi rat CGC subtype N2

Thanh phan Nong do Thé tich cho 1 phan ng (ul)

Nwac tinh khiét 6

2X Reaction Mix 12.5
Mbi xudi N2 20 UM 0.5
Mbi nguoc N2 20 uM 0.5
Doan do N2 6 UM 0.5
Mau RNA 5

Téng thé tich 25

- Tién hanh phan ng realtime RT — PCR bang may nhan gen (5.1) cai d&t chu trinh nhiét nhw trong

bang C.3.2.4
Bang C.3.2.4 - Chu trinh nhiét phan rng realtime RT - PCR
Céac bwérc _ o .
L Nhiét do (°C) Th&i gian So chu ky (vong)
phan trng PCR
1 50 15 min
: 01
2 95 2 min
3 95 15s
45 s 40
4 60

Ghi nhan tin hiéu quang & buéc nay

CHU THICH: Chu trinh nhiét cGia phdn &ng Realtime RT — PCR c6 thé thay ddi tly theo tirng loai kit nhan gen s dung va

nhiét dé bat c&p cla tirng c&p mdi/mau do. Phong thi nghiém can téi wu phan &ng trude khi dwa vao ap dung.
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Phu luc D
(Qui dinh)
Chuéan bj héng cau ga 1%
D.1 Nguyén liéu va dung cu

- Ga ldy mau la ga da trwdng thanh, khde manh am tinh khang thé CGC, Niu cat xon, va dwgc nudi &

chudng an toan dich bénh.

- Xy lanh 10 ml

- Dung dich chéng déng: Natri citrat 4% (xem A.3, phu luc A)
- Dung dich PBS (xem A.2, phu luc A)

- May ly tdm va céc dung cu phong thi nghiém khac.

D.2 Chuén bj héng cau

- Sat trung vi tri lAy mau (tinh mach canh hoéc tim) bang béng cén 70 %. Dung bom tiém t& 5 ml dén
10 ml hat khodng 1 ml dung dich chéng déng (Natri citrat 4%) dé& 14y mau ga. Cho mau vao éng

nghiém.
Ghi cha: Ti Ié téi thiéu cta dung dich Natri citrat va mau la 1: 4
- Rlra hong cau:

+ Cho PBS vao 6ng ldy mau, mét lwong gap ddi lwong mau trong éng, lac déu nhe nhang. Ly tam &

1000 g trong 10 min, bd huyét twong & trén.

+ Rtra nhw trén tlr 2 1an dén 3 1an. Sau lan ly tm cudi, bd nwéc & trén, 14y hdng cau dé pha thanh

hdng cau 1%.
Hoéng cau ga dac 1ml
Dung dich PBS (pH ~ 7,4) 99 ml

Lac déu nhe, st dung trong 1 ngay dén 2 ngay. Bao quan & nhiét do tir 4 °C dén 8 °C.
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Phu luc E
(Qui dinh)
Phan rng ngwng két hong cau (HA)

E.1 Nguyén liéu va dung cu
- H6ng cau ga 1% (phu luc D)
- Dich niéu mé thu hoach sau phan 1ap (hoac khang nguyén chuan vi rat CGC subtype H9)
- Dung dich PBS (xem A2, phu luc A)
- Bia nhwya 96 giéng day chiv V (5.18)
- Micropipet don kénh va da kénh.
E.2 Tién hanh phan @ng
Phan ng dwoc tién hanh trén dia nhwa 96 giéng day chiv V. Thwc hién phan tng theo So d6 E.2

Bang E.2 — So d6 phan (rng ngwng két hong cau HA

1 2 3 4 5 6 7 8 9 10 11 12

PBS(u) | 25 | 25| 25 | 25 | 25 | 25 | 25 | 25 | 25 25 25 | 25

Khang
nguyén 25 Trén déu, chuyén 25 pl tir giéng 1 dén giéng 11 rdi hat bd 25 pl 0
()

PBS(u) | 25 | 25| 25 | 25 | 25 | 25 | 25 | 25 | 25 25 25 | 25

Hongcau | 5 | 55 | o5 | 25 | 25 | 25 | 25 | 25 | 25 25 25 | 25
1 % (ul)
D6 pha vy | v 1/ 1/

loang KN | 12 | 14| 18 | 116 | 1/32 | 1/64 | 100 | 556 | 512 | 1024 | 2048

- Cho 25 pl dung dich PBS vao céc giéng cta dia nhua 96 giéng day V
- Cho 25 pl dich khang nguyén vi rit vao giéng dau tién cta dia nhwa 96 giéng da nhd PBS & trén.

- Pha loang khang nguyén vi rat theo hé sb 2: Trdn déu khang nguyén véi PBS & giéng 1, hat 25 pl tor
giéng 1 va chuyén sang giéng thir 2 va trén déu, tiép tuc lam nhw vay dén giéng 11 va sau khi tron déu

& giéng nay thi loai bé 25 pl. Giéng 12 chi c6 PBS dé lam dbi chirng héng cau.
- Thém 25 pl dung dich PBS vao tét ca cac giéng.

- Thém 25 pl dung dich héng cau ga 1% vao tat ca cac giéng. G nhe dia, day nép, dé dia & nhiét do

phong, tirc 20 °C trong 40 min hodc 4 °C trong 60 min dé& héng cau lang.

23



TCVN 8400-xx : 2025
E.3 Doc két qua: nghiéng dia quan sat dong chay ctia hdng cau
+ Phan (rng dwong tinh: cé hat héng cau ngung két IAm cham, khéng chay thanh dong

+ Phan &ng am tinh: Héng cau ladng xubng day tao thanh cham tron, khi nghiéng dia sé& tao dong chay

lién mach cta héng cau.

Hiéu gia ngung két HA hoan chinh dwoc tinh & dd pha lodng khang nguyén cao nhét con xuét hién
nguwng két hoan toan (khéng c6 dong chay héng cau).

Vi du: giéng th& 8 la giéng cudi cung con cé ngwng két hoan toan, vay hiéu gia HA = 1/256 (hay 8
log2).

E.4 Danh gia két qua

- Phan (rng HA dwong tinh: Két luan cé vi rat gy bénh. Dé xac dinh 1a vi rat CGC can phai giam dinh
bang phan (rng HI v&i khang huyét thanh dwong tinh chuén twong trng véi tirng subtype, hodc bang
phuwong phap realtime RT-PCR (xem 7.4).

- Phan (rng HA am tinh: C6 thé trong bénh phadm khéng c6 mat vi rGt cim gia cdm hodc lwong vi rit

qua it. Vi vay, can tiép tuc tiém phoi trirng 14n 2 (dung nwéc tring thu hoach 1an 1 dé tiém truyén).
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Phu luc F
(Qui dinh)
Phan (rng (rc ché ngwng két hang cau (HI)

Phwong phap nay chi yéu ap dung dé xac dinh cac subtype khang nguyén H gay ngwng két héng cau
cla vi rat CGC.

Vi subtype khang nguyén N doi hdi chuyén mén va thubc thir chuyén biét, thuwéng chi thwe hién tai
cac phong thi nghiém tham chiéu ctia OIE.

F.1 Nguyén liéu va dung cu

- H6ng cau ga 1% (phu luc D)

- Dung dich PBS (muc A2, phu luc A)

- Huyét thanh chuan dwong tinh va am tinh véi subtype H9

- Huyét thanh can kiém tra.

- Khang nguyén chuan subtype H9 va 4 HAU cla khang nguyén.

- Bia nhwa 96 giéng day chiv V (5.18)

- Micropipet don kénh va da kénh.

F.2 Pha 4 HAU va chuan dé khang nguyén 4 HAU

- Thye hién phan ng HA (phu luc E) dé xac dinh hiéu gia khang nguyén.
- Pha 4 HAU tir hiéu gia ngwng két khang nguyén HA da biét véi PBS.

Vi du: néu sw ngwng két ctia khang nguyén vi rat kiém tra & do pha lodng 8 log2 tirc HA = 1/256 thi 4
don vi khang nguyén (4 HAU) dwoc pha lodng la 1/64 (256/4 = 64). Pha 4 HAU gém 1 phan khang
nguyén va 63 phan PBS.

- Chuan d lai khang nguyén 4 HAU da pha bang phan rng HA, dat yéu cau méi dwoc dung tiép cho
phan trng HI.

Néu chuén dd lai 4 HAU c6 két qué ngwng két dén giéng tht 2, nhw vay 4 HAU da pha dat yéu ciu.
Néu ngung két & giéng th& 3 hodc hon l1a khang nguyén dac, can bd sung thém PBS dé c6 khang

nguyén 4 HAU chuan.

Néu ngung két & giéng dau tién la khang nguyén loéng, can bb sung thém khang nguyén dé dat 4 HAU

chuén.
F.3 Phan tng trc ché ngwng két hong cau (HI)

Phan &ng dwoc tién hanh trén dia nhwa 96 giéng day chi V. Thuc hién phan ng theo So db F.3
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- Cho 25 pl dung dich PBS vao cac giéng cuia dia nhwya 96 giéng day V
- Cho tiép 25 pl huyét thanh ctia mau can kiém tra vao giéng dau tién cta dia chir V & trén.

- Pha lodng huyét thanh theo hé sé 2 trén toan bd dia: hat 25 pl tir giéng 1 va chuyén sang giéng the 2

va tron déu, tiép tuc lam nhw vay dén giéng 11 va sau khi tron déu & giéng nay thi loai bé 25 pl.

- Riéng cot 12 dung lam déi chirng hdng cau cho méi dia phan t&ng.

- Cho 25 pl khang nguyén 4HA vao tat ca cac giéng trir cdt 12. Cot 12 bd sung 25 pl PBS.

- G& nhe dia, day nap, dé dia & nhiét d6 phong, ttrc 20 °C trong tbi thiéu 30 min hodc 4 °C trong 60 min.

- Thém 25 pl dung dich héng cau ga 1% vao tat ca cac giéng. G nhe dia, day nép, dé dia & nhiét do
phong, ttrc 20 °C trong 40 min hodc 4 °C trong 60 min dé& hong cau lang.

Bang F.3 - So’ do phan (rng trc ché ngwng két hong cau HI

1 2 3 4 5 6 7 8 9 10 11 12
PBS() | 25 | 25| 25 | 25 | 25 | 25 | 25 | 25 | 25 25 25 | 25
Huyét . . y s Xs b b
25 Trén déu, chuyén 25 ul tr giéng 1 dén giéng 11 roi hat bo 25 pl 0
thanh (ul)
KN 4HA
25 25 25 25 25 25 25 25 25 25 25 0
(W)
Lac nhe, dé& 30 min & nhiét d phong ho&c 60 min & 4 °C.
Hong cau
25 25 25 25 25 25 25 25 25 25 25 25
1% (i)
b6 pha 1/ 1/ 1/ 1/ 1/
1/2 | 1/4| 1/8 | 1/16 | 1/32 | 1/64
lodng HT 128 | 256 512 1024 | 2048
CHU THICH:

1) Khi thuc hién phan (rng thi tién hanh dbng thoi cd mau dbi chirng dwong va mau déi chirng am (voi hiéu gia da biét). Quy
trinh thwe hién nhu mau huyét thanh kiém tra (khdng can phai xt ly huyét thanh).

2) Hiéu gia khang thé& HI cé thé thay d6i khi st dung vi rat chuan khac nhau, vi vay can lya chon ching vi rit chuan cé tinh

twong déng vé khang nguyén so v&i vi rat vac xin.

F.4 Poc két qua: sau 40 min khi di chirng hdng cau da lang, nghiéng dia quan sat dong chay cla

héng cau.

+ Phan (rng dwong tinh: H6ng cau tao dong chay lién mach gibng nhw giéng dbi chirng héng cau tai
cot 12.

+ Phan (ng m tinh: héng cau ngwng két IAm cham, khéng chay thanh dong.

Hiéu gia HI dwoc tinh & do pha lodng cao nhét cha huyét thanh gay (rc ché hoan toan 4HAU cla khang

nguyén.
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- Két qua hop 18 khi:
Huyét thanh déi chirng am tinh chuén c6 hiéu gia HI nhé hon 1:4 (2 logy).

Huyét thanh dbi chirng dwong tinh chuan co hiéu gia HI bang véi hiéu gia khang thé da biét trwdc do +
01 d6 pha lodng (1 : 2).

- Panh gia két qua:
+ Mau am tinh (khdng c6 khang thé) néu c6 hiéu gia khang thé HI < 1: 8.

+ MAu dwong tinh (c6 khang thé) néu cé hiéu gia khang thé HI = 1:16. Diéu nay cé nghia la mau huyét

thanh c6 chiva khang thé dac hiéu véi khang nguyén cla vi rit chuan da dung.
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