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L&i néi dau

TCVN 8710-xxx:2025 dwoc xay dwng trén co s& tham khao OIE/WOAH, 2022, Chapter 2.4.1. Manual
of Diagnostic Tests for Aquatic Animals. Infection with abalone herpesvirus

TCVN 8710-xxx:2025 do Trung tdm Chén doan thi y Trung wong, Cuc Chan nuéi va Thi y bién soan, B
Nong nghiép va Méi trwong dé nghi, Téng cuc Tiéu chudn Do lwdng Chét lwong thAm dinh, B6 Khoa
hoc va Céng nghé cong bb.

B6 tiéu chudn TCVN 8710 Bénh thdy san — Quy trinh chdn doan gém cac phan sau day:

— TCVN 8710-1:2011, Phén 1: Bénh coi do vi rit & tom;

— TCVN 8710-2:2019, Phan 2: Bénh hoai ti than kinh & ca bién;

— TCVN 8710-3:2019, Phan 3: Bénh dém trdng & tom;

— TCVN 8710-4:2019, Phan 4: Bénh dau vang & tom;

— TCVN 8710-5:2023, Phan 5: Hoi chung taura & tom:;

— TCVN 8710-6:2019, Phéan 6: Bénh do Koi herpesvi rat & ca chép;

— TCVN 8710-7:2019, Phén 7: Bénh xuét huyét mua xuan & ca chép;

— TCVN 8710-8:2023, Phén 8: Bénh hoai tr co & tdom(IMNV);

— TCVN 8710-9:2012, Phan 9: Bénh hoai ttr gan tuy & tom:;

— TCVN 8710-10:2015, Phan 10: Bénh do Perkinsus marinus & nhuyén thé hai manh vé;

— TCVN 8710-11:2015, Phan 11: Bénh do Perkinsus olseni & nhuyén thé hai ménh vé;

— TCVN 8710-12:2019, Phan 12: Bénh vi bao tir do Enterocytozoon hepatopenaei & tom:;

— TCVN 8710-13:2015, Phan 13: Bénh gan tuy do Parvovirus & tom;

— TCVN 8710-14:2015, Phan 14: Héi ching 16 10ét (EUS) & ca;

— TCVN 8710-15:2015, Phan 15: Bénh nhiém tring do Aeromonas hydrophila & c4;

— TCVN 8710-16:2016, Phan 16: Bénh gan than md & ca da tron;

— TCVN 8710-17:2016, Phan 17: Bénh sia trén tdm hum;

— TCVN 8710-19:2019, Phan 19: Bénh hoai ttr gan tuy cép tinh & tom;

— TCVN 8710-20:2019, Phan 20: Bénh hoai t& duéi vé va co quan tao mau & tom;

— TCVN 8710-21:2019, Phan 21: Bénh do vi khuén Streptococcus agalactiae & c;

— TCVN 8710-22:2022, Phan 22: Bénh san 14 16 mdc & c4;

— TCVN 8710-23:2022, Phan 23: Bénh hoai tt* co’ quan tao méu do IHNV & cé hdi;

— TCVN 8710-24:2022, Phan 24: Bénh do san la Dollfustrema sp. & ca da tron;

— TCVN 8710-25:2022, Phan 25: Bénh do ky sinh triing Bonamia ostreae va Bonamia exitiosa & hau;

— TCVN 8710-26:2023, Phan 26: Bénh hoai ti¥ co’ quan tao méau do EHNV & c4;
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— TCVN 8710-27:2023, Phén 27: Bénh do vi rut Tilapia lake (TiLV) & céa rd phi;
— TCVN 8710-28:2023, Phan 28: Bénh do RSIV & cé bién.
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Bénh thay san — Quy trinh chan doan -
Phan xxx: Bénh do vi rit Herpes é& bao ngw

Aquatic animal disease — Diagnostic procedure —

Part xxx: Herpesvirus disease in Abalone

CANH BAO - Viéc ap dung tiéu chuan nay co6 thé lién quan dén cac vat liéu, thiét bi va cac thao
tdc gay nguy hiém. Tiéu chuan nay khong thé dwa ra dwoc hét tat ca cac van dé an toan lién
quan dén viéc sir dung ching. Ngwdi str dung tiéu chuan nay phai tw thiét 1ap cac thao tac an
toan strc khoée thich hop va xac dinh kha nang ap dung cac giéi han quy dinh trwéc khi str dung

tiéu chuan.

1 Pham vi 4p dung

Tiéu chuan nay quy dinh quy trinh chin doan bénh do vi rat Herpes & bao ngu.
2 Thuat ngip, dinh nghia va cac tir viét tat

2.1 Thuét ngir va dinh nghia

Trong tiéu chuan nay s dung cac thuat ngi va dinh nghia sau:

2.1.1

Bénh do vi rat Herpes & bao ngw.

La bénh nhiém tac nhan Aurivirus haliotidmalacol, trwdc day goi la Haliotid herpesvirus 1 va abalone
herpesvirus (AbHV) thudc chi Aurivirus va Ho Malacoherpesviridae.

Aurivirus haliotidmalaco1 la tac nhan gay bénh viém hach than kinh do virus bao ngw (abalone viral

ganglioneuritis - AVG)
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2.1.2
Abalone Herpesvirus - AbHV

AbHV dwoc quan sat bang kinh hién vi dién t&r Cac hat AbHV c6 dang khéi hai mwoi mét véi 15
day dac electron va dwéng kinh 100-110 nm. Dé dbc déng vi ly tam (theo gradient mat dé kali tartrate
va Caesium clorua) cho thay hat vi rat néi mat d6 1,17-1,18 g mi—1 (Tan va cdng sw, 2008).

2.2 CAc tir viét tat

— AbHV: Abalone Herpesvirus;

- AVG: Abalone viral ganglioneuritis;

— ADN (Deoxyribonucleic acid): Axit deoxyribonucleic;

— ARN (Ribonucleic acid): Axit ribonucleic;

— PBS (Phosphate buffered saline): Dung dich mudi dém phosphat;
— PCR (Polymerase Chain Reaction): Phan &ng chudi tring hop;

— Real-time PCR (Real-time Polymerase Chain Reaction):

Phan &ng chudi tring hop thdi gian thyec;

— TAE (Tris-acetate-EDTA): Tris-axetat-axit etylendiamintetraaxetic;
— TBE (Tris-borate-EDTA): Tris-borat-axit etylendiamintetraaxetic;
— TE (Tris-EDTA): Tris-axit etylendiamintetraaxetic;

— Ct (Cycle threshold): Chu ky nguéng.

3 Thuéc thir va vat liéu thir

Chi str dung thubc thtr loai tinh khiét phan tich, s& dung nwéc cét , nwéc khtr khoang hodc nwéc c6 do

tinh khiét twong dwong, trir cac trwedng hop cé quy dinh khac.
3.1 Thuéc thir va vat liéu thir dung chung

3.1.1 Ethanol, tr 70 % dén ethanol tuyét dbi.

3.1.2 Dung dich mubi dém phosphate (PBS), (xem A.2).

3.2 Thuéc thir va vat liéu thir dung cho phwong phap sinh hoc phan te



TCVN 8710-xxx:2025

3.2.1 C&p mdi (primes), gdm mdi xudi va mdi ngwoc PCR
3.2.2 C&p mdi (primes), gdm médi xudi va mdi nguwoc, Do (Probe) real-time PCR
3.2.3 Kit tach chiét ADN

3.2.4 Kit nhan gen PCR

3.2.5 Kit nhan gen real-time PCR

3.2.6 Dung dich dém TE

3.2.7 Thang chuin ADN (ladder/ marker)

3.2.8 Nuorc tinh khiét, khdng cé nuclease

3.2.9 Thach agarose

3.2.10 Dung dich dém TAE hoac TBE (xem A.1)

3.2.11 Chat nhuém mau, Vi du: sybr safe

3.2.12 Chét dém tai mau (loading dye 6X)

4 Thiét bi, dung cu

St dung thiét bi, dung cu théng thwéorng ciia phong tht nghiém sinh hoc va nhirng thiét bi, dung cu sau:
4.1 Thiét bi, dung cu dung chung

4.1.1 Ta lanh, c6 thé duy tri & nhiét dd ttr 2 °C dén 8 °C

4.1.2 Ta lanh &m sau, c6 thé duy tri & nhiét d6 tir &m 20 °C t&i am 80 °C

4.1.3 Budng céy an toan sinh hoc cép 2

4.1.4 Pipet don kénh céac loai

4.1.5 Ong dong, dung tich 100 ml; 500 ml; 1000 ml

4.1.6 May ly tam, c6 thé hoat ddng véi gia téc 2 000 g dén 4 000 g va gia téc 12 000 g

4.1.7 May nghién mau

4.1.8 Can phan tich, c6 thé can chinh xac dén 0,1 mg
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4.1.9 Lo dung cu chira mau, kin, cé ndp day, khéng ro ri, vo tring
4.1.10 Panh, kéo, vb trung

4.1.11 May G nhiét, tr 0°C dén 100 °C

4.2 Thiét bi, dung cu dung cho phwong phap sinh hoc phan tr
4.2.1 May nhan gen PCR

4.2.2 May real-time PCR

4.2.3 May tach chiét ADN/ARN

4.2.4 May lac tron vortex

4.2.5 BO dién di, gbm bd ngudn va bé chay dién di

4.2.6 May doc s&n pham PCR

5 Chan doan lam sang
5.1 Pac diém dich té

— Bénh Abalone Herpesvirus (AbHV) da dwoc bao cao & Uc, Trung Quéc va Pai Loan. So sanh trinh tw
nucleotide ctia AbHV VIC va AbHV Dai Loan trén 3 vung chung da xac dinh dwoc diém twong dong la
92,4, 96,4 va 96,6%, cho thay cac virus nay c6 chung mec do trinh tw cao sy twong déng. Cac phan
tich trinh tw bd gen gan day da chi ra rang mét sé bién thé kiéu gen la hién dién & Uc (Cowley va cs,

2011). C4c kiéu gen AbHV nay c6 khac nhau vé kiéu hinh, doc lwc van chwa dwoc xac dinh.

— Loai man cam AbHV: Blacklip abalonea (Haliotis rubra), Brownlip abalone ( Haliotis conicopora),
Disc abalonea (Haliotis discus hannai), Diversicolor or jiukong abalonea (Haliotis diversicolor), Greenlip
abalonea (Haliotis laevigata), Pink abalone (Haliotis corrugate), Tiger abalonea (Haliotis rubra x H.

laevigata).
— Co quan dich va mé bi nhiém bénh: mé than kinh bao gém hach n&o, hach mang phéi va hach ma.

— Ty & t&r vong & moi Ira tudi cao, cé thé 1&n t&i 90% (Corbeil va cong sw, 2010). Bao Ngw cé dau hiéu

lam sang nhw cong ban chan cé kha nang chét trong vong 1 ngay sau khi c6 triéu chirng.
— Bénh lay truyén chi yéu theo phwong thirc truyén ngang trong méi tredng nuéc.

5.2 Triéu chirng 1am sang va dau hiéu bénh tich

— Bao ngw méc bénh AbHV c6 mét hoac nhiéu dau hiéu sau day:
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« Xuét hién nhiéu vé réng trén nén do bao ngw bi bénh nang hodc chét da bi dong vat khac &n thit
e Khéng c6 kha nang bam dinh vao chét nén
e Bao nguw khong c6 kha nang ty 1at lai khi bi 16n ngworc.
DAu hiéu bénh ly téng thé la:
e Phan miéng swng va nho ra
e Giam hoat déng cua co ban dap
e Mép chan cong vao trong, 16 ra I&p vé sach, sang bong
e Chan co ctrng déi khi bi phdng rop
e Tiét nhiéu dich nhay
e Sinh san bét thworng va day hoi.
DAu hiéu bénh ly vi thé la:
e \Viém va hoai t&r md than kinh.
6 Chan doan trong phong thi nghiém
6.1 LAy mau
— Bao ngu gibng kich thwéce tir 2 dén 10 mm: LAy nguyén con, tir 10 dén 15 con.

— Bao ngu gibng kich thwéc Ién hon 10 mm: L&y nguyén con, tir 5 dén 10 con.

— Bao ngu thwong phdm hodc bao ngw bd me: Ly nguyén con, tir 1 dén 05 con hoac lay mé than kinh

bao gém hach n&o, hach mang phédi va hach ma

Thu mau bao ngw cé dau hiéu bénh ly, con séng hodc méi chét. Madu bénh phadm phai dwoc lay vo

trung va dé riéng biét trong lo dung cu chiva mau (4.1.9).

Téat ca cac mau phai dwoc dan nhan, ghi ki hiéu va glri kém theo phiéu g&ri mau bénh pham va théng

tin dich té ctia mau.
6.2 Bao quan mau

Bao quan van chuyén: Bdo quan mau & nhiét do tlr 2 °C dén 8 °C khéng qué 48 h tir khi &y mau dén
khi van chuyén vé phong thi nghiém hodc bdo quan trong ethanol 70 % dén ethanol tuyét déi vai ti 1&

1:10 (mAu : ethanol).

Bao quén tai phong thi nghiém: Mau dwoc dwoc bao quan & nhiét do tr 2 °C dén 8 °C chuyén dén

phong thi nghiém chwa phan tich ngay phai dwoc bdo quan & nhiét & am 20 °C dén &m 80 °C hoéc
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dwoc bao quan trong dung dich PBS (3.1.2) theo ti 1& 1:10 (mau : PBS) & nhiét do am 20 °C dén am 80

°C hoac bo quan trong ethanol 70 % dén ethanol tuyét dbi.
6.3 Chuan bi mau

Dung panh, kéo (4.1.10) v trung dé thwc hién cac thao tac: tach v, cat ldy mau. Mau dwoc chia

thanh hai phan: mét phan cho thuc hién xét nghiém va moét phan lwu tri.

Cho méau (6.1.1) vao dung dich PBS (3.1.2) theo ty l& 1:10 (mau : PBS). Bdng nhat mau bang may
nghién mau (4.1.7) hoac bang cbi, chay nghién mau dé tao thanh huyé&n dich 10 %. Chuyén huyén dich
vao 2 éng vé trung déng nap, mdt 6ng mau dé xét nghiém va mét dng lwu mau.

CHU Y: V&i mau da bao quan & nhiét dd am 20 °C dén am 80 °C can ra déng ngoai nhiét d6 phong trwéc khi thwe hién déng

nhét mau.
6.4. Tach chiét ADN
St dung bd kit tach chiét (3.2.3) thich hop va an toan theo hwéng dan ctia nha san xuét.

Vi DU: Str dung kit tAch chiét ADN ctia Qiagen: DNeasy® Blood & Tissue Kit (250) (Cat No. 69506) (xem phu luc B1).

Hod&c st dung kit tach chiét TACO RNA/DNA extraction Kit (GeneReach Cat. No. atc-d/rna, 320 tests)(xem phu luc B2)Y.
6.5 Phwong phap real-time PCR

6.5.1 Chuan bi moi

Phan (rng real-time PCR phat hién AbHV st dung cac c&p mdi dac hiéu:

AbHV ORF49F1/ AbHV ORF49R1 va doan do AbHV 49Prb1 dé phéat hién khung doc m& ORF49.
AbHV ORF66F1/ AbHV ORF66R1 va doan do AbHV 66Prb1 dé phat hién khung doc m& ORF66 va
AbHV ORF71F1/ AbHV ORF71R1 va doan do AbHV 71Prb1 dé phat hién khung doc m& ORF71

(xem phu luc C, bang C1).

Mdi va do dwoc chuan bj nhw sau:

— Mdi va do & trang thai ddng kho phai dwoc ly tm nhanh bang may ly tam (4.1.6) trong 30 s dé moi
lang xubng day éng trwdc khi m& va hoan nguyén. Khi hoan nguyén, nén dung dung dich dém TE
(3.2.6) dé& hoan nguyén mdi & néng dd 100 uM lam gbc. Dbi véi mébi va do & trang thai dung dich phai
dwoc ly tm nhanh bang may spindown (6.4) trong 30 s dé méi Idng xudng day éng trwéc khi mé va

dung dung dich dém TE (5.7) d& hoan nguyén méi & néng d6 100 pM lam gbc.

— Mbéi dwoc st dung & ndng d6 20 puM: pha lodng méi gbéc bang nwéc tinh khiét khéng cé nuclease

(3.2.8) (20 pl mdi gbce va 80 pl nwéc tinh khiét khéng cé nuclease).

1 Théng tin nay dua ra tao diéu kién thuan tién cho nguoi str dung tiéu chuan va khong &n dinh st dung san phdm ctia nha cung
cAp nay. Cé thé st dung cac san pham twong tw néu cho céc két qua twong duong.

10
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— Poan do AbHV s dung & ndng dd 10 uM: pha lodng doan do bang nwéc tinh khiét khong co

nuclease (3.2.8) (10 pl mdi gbc va 90 ul nwéc tinh khiét khéng cé nuclease).
6.5.2 Tién hanh phan rng real-time PCR

Ky thuat real-time PCR st dung mét trong 03 cép mdi AbHV ORF49F1/ AbHV ORF49R1 va AbHV
ORF66F1/ AbHV ORF66R1 va AbHV ORF71F1/ AbHV ORF71R1 da dwoc chuan bi (6.2.3.2) st dung
kit nhan gen (3.2.5) theo hwéng dan clia nha san xuét. (Xem phu luc C)

Vi DU: Kit nhan gen Quantitect probe PCR Kit (200): Catalogue Number: 2043433

6.5.3 Doc két qua

Két qua ctia phan rng real-time PCR dwoc xac dinh dwa vao chu ky ngwéng (Cycle threshold: Ct).
- M&u dbi chirng am phai cho két qua am tinh

- Mau dbi chirng dwong (cé gia tri Ct da biét trwéc) phéi cho két qué dwong tinh va cé gia trj Ct
+2 Ct da biét trwdc.

Két qua phan trng real-time PCR phét hién vi rit AbHV:
- Mau c6 gié tri Ct < 37 dwoc xem la dwong tinh
- Mau khodng c6é gia tri Ct 1a &m tinh
- Mau c6 gia tri Ct trong khoang 37 < Ct < 45 dwoc xem |a nghi ngo.
Giai thich két qua
— Ma&u am tinh v&i phan g real-time PCR, két luan I1a am tinh vé&i vi rat AbHV
— MAu dwong tinh véi phan &ng real-time PCR két ludn m&u dwong tinh véi vi rat AbHV
CHUY:

- NhiPng mau nghi ngd, can dwoc thwe hién lai xét nghiém hoéc s& dung phwong phap xét nghiém twong dwong khac dé
khang dinh két qua.

- Phan (rng real-time PCR phai bao gdm: mau kiém tra, mau kiém chirng dwong va mau kiém chirng am;

- M&u va nguyén liéu cho phan trng real-time PCR can d&t trong khay da lanh trong suét qué trinh chuan bi hdn hop phan

rng.

6.6 Phwong phap PCR

% Théng tin nay dua ra tao diéu kién thuan tién cho ngudi st dung tiéu chuan va khong an dinh str dung san pham clia nha cung
cAp nay. Cé thé s dung cac san pham twong tw néu cho céc két qua twong dwong.

11
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6.6.1 Chuan bi moi

Phwong phap PCR st dung cap mbi ddc hiéu AbHV-16/ AbHV-17 (3.2.1) dé phat hién vi rat AbHV.
Trinh tw c&p mdi (xem phu luc D, Bang D1).
Mbi dwoc chuan bi nhw sau:

— Mbi & trang thai dong khd phai dwoc ly tam nhanh bang may spindown (4.1.5) trong 30 s d& mdi lang
xudng day éng trwdc khi mé va hoan nguyén. Dung dung dich dém TE (3.2.6) d& hoan nguy&n moéi &
nong dd 100 uM lam géc.

— Mdi dwoc str dung & ndng dd 20 uM: Pha lodng méi géc bang nuwéc tinh khiét khéng co nuclease
(3.2.6) (20 pl mdi gbe va 80 pl nwéc tinh khiét khéng cé nuclease).

6.6.2 Tién hanh phan tng PCR

Phan (rng khuéch dai dwoc thye hién trong may nhan gen (4.1.1) theo phwong phap PCR sir dung cdp
moi AbHV-16/ AbHV-17 (phat hién AbHV) sr dung kit nhan gen (3.2.4) theo huéng dan cta nha san
xuét (Xem phu luc D).

6.6.3 Chay dién di

Hat 2 pl chat dém tai mau (Loading dye 6X) (3.2.12) vao 8 pl sdn phdm PCR trén déu va cho vao céac
giéng trén ban thach. Thuc hién dién di trong bd dién di, chay kém theo thang chuan ADN (3.2.7) dé dy
doan kich thwéc san phdm khuéch dai. HaGt 10 pl thang chudn ADN (3.2.7) vao mét giéng trén ban
thach.

Dién di & hiéu dién thé 100 V trong th&i gian 30 min.

6.6.4 Poc két qua

Sau khi dién di, doc két qua trén may doc san phdm PCR (4.1.8).

Diéu kién cta phan rng dwoc cong nhan khi:

- Dbi chirng am co két qua am tinh (khdng cé san pham khuéch dai);

- Pbi chirng dwong c6 két quéa dwong tinh dwoc thé hién bang vét sang rd, co kich thwdc da biét.

V&i diéu kién phan (ng trén

Mau xét nghiém am tinh v&i AbHV khi:

- Tai giéng ctia mau thir khdng xuét hién vach sang (khéng c6 san pham khuéch dai);

- Thang chuan ADN sang va chia vach rd rang.

12
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Mau xét nghiém dwong tinh véi AbHV khi:
- Tai giéng clia mau thtr c6 san phadm khuéch dai cé kich thuwéc 522bp dén 588bp.

- Thang chuan ADN séang va chia vach ré rang.

7 Két luan

Bao nguw dwoc xac dinh mac bénh do AbHV (Abalone Herpesvirus) khi cé nhirtng dac diém dich t&,

triéu chirng lam sang, bénh tich dac trwng ctia bénh va:
- Cé két qua dwong tinh véi AbHV bang phwong phap realtime PCR hoéac

- Cé két qua dwong tinh véi AbHV bang phwong phap PCR.

13
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Phu luc A
(Quy dinh)

Thanh phan va chuan bi thuéc thi

A.1 Dung dich dém TAE 1X hoac TBE 1X

A.1.1 Thanh phan

Dung dich TAE (hoac TBE) 10X: 100 ml

Nwéc khey ion: 900 ml

Téng: 1000 ml dung dich TAE (TBE) 1 X
A.1.2 Chuan bi

LAy 100 ml dung dich TAE (TBE) 10 X hoa chung v&i 900 ml nwéc khiy ion, khudy va lac déu.
Bao quan & nhiét do phong.
A.2 Dung dich muéi dém phosphat (PBS)

A.2.1 Thanh phan

Natri clorua (NaCl) 8¢

Natri hydro phosphat dihydrat (Na;HPO4.2H,0O) 2,99

— Kali dihydro phosphat (KH2PO.) 0,2¢g
— Kali clorua (KCI) 0,2¢g
— Nuwdc cét 1000 ml

A.2.2 Chuan bi
Hoa tan cac thanh phan trén vao 1000 ml nwéc cét, khudy va lac déu.

Chinh pH vé trung tinh bang dung dich natri hydroxit 1 N ho&c dung dich axit clohydric 1 N. Hap vo
trung & 121 °C trong 30 min.

14
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Phu luc B
(Tham khao)

Quy trinh tach chiét ADN

CANH BAO: Viéc tach chiét ADN cé str dung hoa chat nguy hiém va cé kha ning gay hai néu thao
tac khong can than. Do vay, nén tranh tiép xlc trwc tiép véi da va hit phai hoi cta cac hoa chat
nay. Ludn ludn deo gang tay, khau trang, mac quan 4o bao hd khi thwc hién cac thao tac nay.

B1. Quy trinh tach chiét ADN st dung kit tach chiét DNeasy® Blood & Tissue Kit (250) (Cat
No. 69506):

— Chuyén 30 mg bénh phadm vao éng eppendorf, thém 180 pl dung dich ATL, thém 20 pl protease K

vao, lac déu bang may I&c trén vortex (4.2.4);

— U & 56 °C qua dém cho dén khi hoan toan déng nhét (thinh thodng I&c bang may lac tron vortex

trong qué trinh 0). Lac déu bang may l&c trén vortex;

Thém 200 pl dung dich AL (Lysis buffer). Lac déu bang may lac trén vortex;

— U 4m & 56 °C trong 10 min;

— Thém 200 pl ethanol (tr 96 % dén tuyét dbi) vao dng eppendorf. Ladc déu bang may I&c tron vortex;
— Hat huyén dich trong éng eppendorf, chuyé&n sang cot loc c¢6 éng thu & dudi;

— Ly tam bang may ly tdm (4.1.6) vé&i gia tdc 6 000 g trong 1 min & nhiét dd phong;

— Thay 6ng thu & dwéi cot loc;

— Thém 500 pl dung dich AW1 (Wash buffer 1) vao cét loc c6 6ng thu & dwdi;

— Ly tdm bang may ly tam (4.1.6) v&i gia tbc 6 000 g trong 1 min & nhiét d6 phong;

— Thay éng thu & dwéi cot loc;

— Thém 500 pl dung dich AW2 (Wash buffer 2) vao cét loc ¢6 dng thu & duwdi;

— Ly tdm bang may ly tam véi gia téc 20 000 g trong 3 min & nhiét do phong;

— Chuyén cét loc sang 6ng eppendorf 1,5 ml;

— Nhé 200 pl dung dich AE (Elution buffer) vao cét ly tdm va gitr & nhiét dé phong 1 min;
— Ly tdm bang may ly tam véi gia téc 6 000 g trong 1 min;

— Chuyén ADN da thu dwoc sang 6ng eppendorf 1,5 ml khac;

— B&o quan mau ADN & 2 dén 8 °C trong vai tudn va bao quan & am 20 °C dén am 80 °C trong thoi

gian lau hon.

CHU Y: Mau déi chirng &m va mau déi chirng dwong d&u dworc tach chiét ADN trong cling thdi diém véi mau xét nghiém.
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B.2. Tach chiét ADN bang TACO RNA/DNA extraction Kit

B.2.1 Vat liéu: Bo kit chiét tach TACO RNA/DNA extraction Kit (GeneReach Cat. No. atc-d/rna, 320
tests)

Ethanol tuyét ddi
B.2.2 Chuén bi:
- Pha dung dich d&m rira A (washing buffer A) véi 135 ml ethanol tuyét déi
- Pha dung dich dém rira B (washing buffer B) vé&i 230 ml ethanol tuyét déi

- Tién hanh theo so do

. Lwong i Lwong
Thuoc Ther Thuoc thdp HIG|IFIE|DIC|B|A
(ul) (ul)

Ethanol tuyét dbi 250 - — >1
Dung dich dém r&ra A 750 Hat tiv 50 »2
Dung dich dém r&ra A 750 - - >3
Dung dich dém r&ra B 750 - - >4
Dung dich dém rira B 750 - - »5

Nuwdc dém 100 - - »6

Ethanol tuyét dbi 250 - — > 7
Dung dich dém rtra A 750 Hat twr 50 > 8
Dung dich dém r&ra A 750 - - »9
Dung dich dém r&ra B 750 - - »10
Dung dich dém r&ra B 750 - - »11

Nwéc dém 100 - - »12
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B.2.3 Chuan bi mau:

- Cho 250 pl/mau dung dich dém vao cac 6ng eppendorf.

Cho 100 pl/mau vao éng eppendorf chtra dung dém.

Lac bang may votex (4.2.4) trong 15 s.

Ly tdm 12000 g trong 1 min.
- Cho 350 ul (m&u va dung dich d&ém) vao cac giéng & cot 1 hoac 7.

B.2.4 Pwa mau vao may TACO

bat dia vao may TACO

bat lwgc vao may TACO.

S& dung may TACO theo hwéng dan st dung: May TACO tw ddng chiét tach trong khoang 50 min.

Thu 100 pl ADN tir cac giéng trong cdt 6 hodc 12 sang cac 6ng eppendorf méi.

CHU Y: Mau dbi chirng am va mau dbi chirng dwong déu dwoc tach chiét ADN trong cling thdi diém véi mau can phat hién vi rat
gay bénh do RSIV & c4 bién
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Phu luc C
(Quy dinh)

Phwong phap real-time PCR phét hién AbHV
C.1 Trinh tw cap moi

Bang C.1 — Trinh tw cép moi/dol?

TT Tén Trinh tw

Mdi AbHV ORF49F1 5- AAC CCACACCCAATTTTTGA-3

1 | M&i AbHV ORF49R1 5- CCC AAG GCAAGTTTG TTG TT -3’
Doan do AbHV 49Prbl 5-6FAM CCG CTT TCAATC TGATCC GTG G TAMRA -3
Moi AbHV ORF66F1 5- TCC CGG ACA CCA GTAAGAAC -3

2 | Mbi AbHV ORF66R1 5- CAA GGC TGC TAT GCG TAT GA -3’
Doan do AbHV66Prbl 5- 6FAM TGG CCG TCG AGA TGT CCA TG TAMRA -3’
Méi AbHV ORF77F1 5-CAACCACTTGTT CGG GTTCT -3

3 | Mdi AbHV ORF77R1 5- CAG GGT GAT TAATGC GGA GT -&
Doan do AbHV 77Prbl 5- 6FAM TCC GTA CGC GGG ATC TTC GT TAMRA -3’

C.2 Thwc hién phan ng real-time PCR
Ky thuat real-time PCR sir dung 03 cap méi do bao gém:

Chuan bj dung dich cho phan &ng st dung mét trong 03 cép mdi AbHV ORF49F1/ AbHV ORF49R1 va
AbHV ORF66F1/ AbHV ORF66R1 va AbHV ORF71F1/ AbHV ORF71R1 da dugc chuén bi (3.2.1) va

kit nhan gen (3.2.4) theo hwéng dan ctia nha san xuét.
Vi DU: theo kit nhan gen QuantiTect Probe RT-PCR kit, Cat.No: 2043435 va hwéng dan cla nha san xuét (3.2.1)

Thanh phan cho 1 phan &ng (xem béang C.2).

5 Thong tin nay dua ra tao diéu kién thuan tién cho nguoi str dung tidu chuan va khong &n dinh st dung san pham clia nha cung
cAp nay. Cé thé st dung cac san pham twong tw néu cho cac két qua twong dwong

18



TCVN 8710-xxx:2025

Bang C.2 - Thanh phan phan ng real-time PCR

+ Khung doc m& ORF49

STT Thanh phan Noéng do (uM) | Thé tich cho 1 phan ng (ul)
1 Nuwd&c khéng c6 RNA/DNA 55
2 Dung dich SuperMix 2X 12,5
3 | Mdi AbHV ORF49F1 20 0,5
4 | Mo6i AbHV ORF49R1 20 0,5
5 Poan do AbHYV 49Prb1 10 1
Téng thé tich dung dich dém thyc hién phan tng 20
6 | Mau DNA 5
Téng thé tich dung dich thwc hién phan &ng 25

+ Khung doc mé& ORF66

STT Thanh phan Néng dd (uM) | Thé tich cho 1 phan tng (ul)
1 Nuw&c khdng c6 RNA/DNA 55
2 Dung dich SuperMix 2X 12,5
3 | Mdi AbHV ORF66F1 20 0,5
4 | Moi AbHV ORF66R1 20 0,5
5 Poan do AbHV 66Prbl 6 1
Téng thé tich dung dich dém thyc hién phan tng 20
6 | Mau DNA 5
Téng thé tich dung dich thwc hién phan tng 25

+ Khung doc m& ORF77

STT Thanh phan Néng dé (uM) | Thé tich cho 1 phan tng (ul)
1 Nuwéc khdng c6 RNA/DNA 5,5
2 Dung dich SuperMix 2X 12,5
3 | Mbi AbHV ORF77F1 20 0,5
4 | M6i AbHV ORF77R1 20 0,5
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5 Poan do AbHV 77Prbl 6 1
Téng thé tich dung dich dém thwc hién phan &ng 20
6 | Mau DNA 5
Téng thé tich dung dich thyc hién phan tng 25

Chuyén 20 pl hdn hop nhan gen vao méi éng phan &ng:

Mau dbi chirng dwong: Cho 5 pl mau ADN da dwoc gidm dinh hodc st dung cac ching chuén.
MAau dbi chirng &m: Cho 5 pl nwérce tinh khiét khéng c6 nuclease.

MAu thr: Cho 5 ul mau kiém tra vao 6ng phan tng.

Tién hanh phan ng PCR bang may nhan gen (4.2.1) da cai dat chu trinh nhiét (xem Bang C.3).

Bang C.3 — Chu trinh nhiét caa phan rng Real-time PCR

Nhiét do, (°C) Thei gian S6 chu ky (vong)
50 02 min 01
94 15 min 01
95 15s
60 (*) 60 s 45
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Phu luc D
(Quy dinh)
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Phwong phap PCR phat hién AbHV

D.1 Trinh tw cap moi

Bang D.1 — Trinh tw cép moi ¥

Cap moi Trinh tw moi tir dau 5' t&i 3' San pham (bp)
Moi AbHV-16 5-GGC-TCG-TTC-GGT-CGT-AGA-ATG-3’ )

i 522bp dén 588bp
MOi AbHV-17 5-TCA-GCG-TGT-ACA-GAT-CCA-TGT-C-3’

D.2 Thwc hién phan &¢ng PCR

Thuc hién phan rng PCR s dung cdp mdi AbHV-16/ AbHV-17

Chuan bj dung dich cho phan rng st dung cap méi AbHV-16/ AbHV-17 da dwoc chuan bi (3.2.2) va kit

nhan gen (3.2.4) theo hwéng dan cla nha san xuét.

VI DU: Kit Thermo Scienetific Dream Tag PCR Master Mix (2X), Cat. No: K 1071® va hwéng dan ca nha san xuét (3.2.1)

Thanh phan cho 1 phan &ng (xem bang D.2).
Bang D.2 — Thanh phan phan &ng PCR

Thanh phan Néng dé (UM) Thé tich cho 1 phan @ng (ul)
Nwdéc khdng cd6 ARN/DNA 6,5
Dung dich 2x Reaction Mix 12,5

Mbi AbHV-16 25 0,5

Mbi AbHV-17 25 0,5
Téng thé tich dung dich dém thwc hién phan rng 20

Chuyén 20 pl hdn hop nhan gen vao méi éng phan ng:

M&u dbi chirng dwong: Cho 5 pl m&u ADN da dwoc giam dinh hodc s dung cac chdng chuan.

M&u dbi chirng am: Cho 5 pl nwéc tinh khiét khéng c6 nuclease.

MA&u thtr: Cho 5 pl mau kiém tra vao éng phan ng.

Tién hanh phan &ng PCR bang may nhan gen (4.2.1) da cai dat chu trinh nhiét (xem Bang D.3).

3) Théng tin nay dwa ra tao didu kién thuan tién cho ngwdi st dung tiéu chuén va khéng an dinh s dung san phadm nay. C6

thé str dung cac san phadm twong tw néu cho cac két qua twong dwong
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Bang D.3 — Chu trinh nhiét caa phan rng PCR

_ o Sé chu ky
Nhiét do (°C) Thei gian R
(vong)

95 02 min 1
95 30s

58 30s 30
72 60 s

72 10 min 1

CHU Y:

+ Phan &rng PCR phai bao gébm: mau kiém tra, mau kiém chirng dwong (mau chiét tach va mau chay nhan gen) va mau kiém
chrng &m (mau chiét tach va mau chay nhan gen);

+ Mau va nguyén liéu cho phan &ng PCR can dét trong khay da lanh trong suét qué trinh chuan bi hdn hop phan ¢ng;

+ Tly theo kit st dung ma thanh phan hdn hop phan (ng cé thé khac nhau, viéc thuc hién chuén bi hdn hop phan tng nén

tuan tha theo hwéng dan cla kit dwoc sir dung.
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Phu luc E
(Quy dinh)
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So d6 xét nghiém vi rat AbHV

MA&u xét nghiém

l

DPdng nhat mau trong dung dich PBS

(tao huyén dich 10%)

A

Chiét tach ADN

v

PCR

Real-time PCR

A

A

Dwong tinh

Am tinh

Dwong tinh

Am tinh

Két luan
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