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S6: 117 /QD-TY-TS Ha Ngi, ngay 23 thang 02 ndam 2018
QUYET PINH

Ban hanh Tiéu chuan co s&

Can ctr Luat Tiéu chuan va Quy chuan ky thuat ngay 29/6/2006;

Can cir Nghi dinh s,cA) 127/2007/ND-CP ngay 01/8/2007 ctua Chinh phu quy
dinh chi tiét thi hanh mot s6 diéu ctuia Luét ti€u chuan va quy chuan ky thuat;

Can cu Thong tu sé 21/2007/TT-BKHCN ngay 28/9/2007 cua Bo truong B
Khoa hgc va Cong nghé vé viéc hudng dan xay dung va &p dung tiéu chuan;

Cén cir Quyét dinh s6 1399/QD-BNN-TCCB ngay 13/4/2017 cia B) truong

B Nong nghiép va Phat trién noéng thon quy dinh chirc ning, nhiém vu, quyén han
Va co cau to chirc ctia Cuc Thu y;

Xét dé nghi ciia Truong phong Thi y Thiy san,
QUYET PINH:

’ ]?iéu 1. Ban hanh Tiéu ghuén co s& quy trinh phat hién vi rat gay hoi ching
dom trang (WSSV) ¢ tom bang ky thudt Real-time PCR; Ky hi¢u: TCCS 01:
2018/TY-TS.

Picu 2. Pdi tuong va pham vi 4p dung:

1. Ap dung tai tit ca phong thir nghiém ctia cac don vi truc thuée Cuc Tha y.

2. Chi cuc Thu y/Chi cyc Chéan nudi va Thu y va cac don vi lién quan can cu
di€u kién phong thtr nghi¢m ctia don vi tham khdo, &p dung Ti€u chuan co s& nay
cho phu hop, hi¢u qua.

Piéu 3. Tiéu chuan co so quy trinh phat hién vi rat gay hoi ching dém tring
(WSSV) ¢ tom bang k§ thuat Real-time PCR (Ky hiéu: TCCS 01: 2018/TY-TS) ban
hanh kém theo Quyet dinh nay thay thé Tiéu chuan co s& quy trinh phat hién vi rit
gdy bénh dom tring ¢ tom bang ky thuat Real-time PCR (Ky hi¢u: TCCS 01:
2014/TY-TS) tai Quyét dinh s6 934/QD-TY-TS ngay 12/12/2014 cua Cuyc truong
Cuc Thuy.

Picu 4. Quyét dinh nay co hiéu luc thi hanh ké tir ngay ky.

Piéu 5. Chanh Van phong Cuc, Trudng phong Thu y Thuy san va Thu truong
cac don vi lién quan chiu trach nhi¢ém thi hanh quyét dinh nay./.

Noi nhgn: KT, CUC TRUON G
- Nhu biéu 5; ~PHO

- Bo truong Nguyén Xuan Cuong (dé ble);

- Thtr truong VU Van Tam (dé€ b/c);

- Cuc trudéng (dé b/c);

- Téng cuc Thuy san; )

- CCTY, CN&TY céc tinh, thanh pho ¢6 nudi tém,;
- Luu: VT, TS.
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CONG BO:

Tén tiéu chuan: TCCS 01:2018/TY-TS
Ap dung cho cdc xét nghiém phat hién vi rat gay hoi chimg dém trang
(WSSV) ¢ tom bang k¥ thuat Real-time PCR.
~ Cuyc Thu y cam két thuc hién xét nghiém phat hién vi rit gay hoi chung
dom trang ¢ tom theo dung ti€u chuan cong bo néu trén./.
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LOI NOI PAU

TCCS 01:2018/TY-TS quy trinh xét nghiém phat hién vi rat gdy hoi
chimg ddém tring (WSSV) & tom bang k¥ thuat Real-time PCR do Cuc Thu y
bién soan va ban hanh. Tiéu chuan nay dugc ap dung tai tat ca cac phong thu
nghiém cua cac don vi tryc thudc Cuc Thu y. Cac phong thir nghi€ém bénh thuy
san khac cin ctr diéu kién phong thir nghiém ctia don vi minh tham khéo, ap

dung cho phu hop, hi¢u qua.
Co quan bién soan: Cuc Thu y.

Quyét dinh ban hanh s6 117/QD-TY-TS ngay 23 thang 02 nim 2018 cua
Cuc truéng Cuc Thu y.



PHAN KHAI QUAT

1. Tén goi
TCCS 01:2018/TY-TS quy trinh phat hién vi r(t gay hoi chirng dém tring
(WSSV) ¢ tom bang k¥ thuat Real-time PCR.

2. Pham vi ap dung

Quy trinh nay duoc ap dung cho xét nghiém phat hién vi rat gy hoi
ching dém traing (WSSV) ¢ tom bang ky thuat Real-time PCR. Déi tuong ap
dung 13 cac loai giap xac nhu: tom su (Peneaus monodon), tom thé chan trang
(P. vanamei)...;

Mau duoc ding dé xét nghiém 13: mang, chan boi, dudi, giap dau nguc,
mau, co bung, au trung, hau au tring cta cac loai néu trén, d6i véi tom tim udp
phai loai bo hét chat tim; Cua: mang, té bao biéu bi.

3. Gidi thiéu

Vi rat gay hoi chimg dom trang 1a mot gidng méi Whispovirus thudc ho
mdi Nimaviridae. Vi rat dang hinh trimg, kich thudc 120x275nm, ¢c6 mdt dudi

phu & mot dau, kich thude 70x300nm. Dau hiéu dic trung cua tom nhiém bénh

c6 nhitng d6m trang & dudi vo co dirdng kinh tir 0,5-2,0 mm.

Bénh dom trang lay truyén qua duong nam ngang 1a chinh. Vi rat 1ay tir
cac giap xac khac (tbm, cua, chan chéo) nhiém bénh dém trang tir moi truong
bén ngoai ao hoic ngay trong ao nudi tom. Khi tom bi bénh dom trang trong ao
strc khoé yéu hodc chét cac con tom khoé da an chung dan dén bénh lay lan cang
nhanh hon.

Quy trinh phat hién vi rat gay hoi ching dom tring (WSSV) & tom bang
k¥ thuat Real-time PCR dép ung theo yéu cau cta To chitc Thu y Thé gidi (OIE)

va yéu cau cua mot s6 nudc nhap khau nhu Uc,...



PHAN KY THUAT

1. Tiéu chuin k§ thuit

TCCS xét nghiém, phat hién vi rat gay hoi chimg dém trang (WSSV) ¢
tom bang k¥ thuat Real-time PCR.

2. Muc dich

Phat hién WSSV & tom béng ky thuat Realtime RT-PCR nham phuc vu
cong tac chan doan xét nghiém va phong chong dich bénh trén tom.

3. Trach nhiém

Xét nghi€ém vién, k¥ thuat vién, chan doéan vién phai thuc hién theo ding
quy trinh. Phu trach phong thi nghiém c6 trach nhiém kiém tra va dam bao quy
trinh dugc tuan thu dang, du va chinh x4c.

4. Noi dung

4.1. Nguyén tac

Vi rit gay hoi ching ddm trang & tdm duoc phat hién bang k¥ thuat Real-
time PCR v&i moi xudi WSSV1011F, moi nguoc WSSV1079R va doan do
Tagman Probe WSSV-p.

4.2. Nguyén liéu héa hgc va sinh hoc

4.2.1. Nguyén liéu héa hoc
- Dung dich Phosphate Buffered Saline (PBS):

Thanh phan 50 luong
(gram)
NaCl 8,0
KC1 0,2
Na,HPO, 1,15
KH,PO, 0,2

Luong hoa chét trén duogc cho vao binh thuy tinh, cho nuéc cat 2 1an vao
vira dung 1 lit, khudy tan hoan toan, diéu chinh pH 7,2 + 0,2 va dem hap v
trung (Autoclave) 121°C, 15 phdt.

- Con (Ethanol) 90% va 70%

- Kit chiét tach InviMAG® Virus DNA/RNA Mini Kit/ KF96, Cat. No:
7441050100 hodc kit twong duong.



- Kit Platinum® Quantitative PCR superMix-UDG, Cat. No: 11730-017

hoac kit tuong duong.

4.2.2. Nguyén liéu sinh hoc
- Poan mbi (primers) va doan do (probe) cho WSSV

Tén moi va doan do Trinh ty

WSSV1011F | 5’- Tgg TCC CgT CCT CAT CTC Ag -3’

WSSV1079R 5-gCTgCC TTg CCggAAATT A-3°

5’- 6FAM- AgC CAT gAA gAA TgC CgT CTA TCA

WSSV-p CAC A -BHQ1-3’

- Poan mdi (primers) va doan do (probe) kiém soat qua trinh chiét tach
DNA

Tén moi va doan do Trinh tu
18S Forward 5'-Cgg CTA CCA CAT CCA Agg AA-3;
18S Reverse 5'-gCT ggA ATT ACC gCg oCT -3'
18S probe 5-VIC TgC Tgg CAC CAg ACT TgC CCT C TAMRA-3'

- Hé thong ddi ching cho phan tmg Realtime PCR phat hién vi rit
WSSV:

+ Pbi chimg 4m 12 miu nude khong cé6 RNA/DNA dung dé pha loang cac
chat phan tmg.

+ Mau ddi ching duong 1a miu c6 chira DNA cia virus gy bénh dom
tring (WSSV) duoc chiét tach tir mau duong chuén.

- Hé thong ddi ching kiém soat qué trinh chiét tach DNA:

+ Mau d6i ching &m 1a PBS dung xir Iy mau hoic mau mé tdm khdng
mang vi rut WSSV.

+ Mau d6i chimg duong 1a mau cé chira DNA vat chit hoic té bao dong
vat.

4.3. Thiét bi va dung cu

- M4y tron mau (Vortex).

- May ly tam nho (Centrifuge Spin).

- May lic va @ nhiét (nhiét d6 tir 37 dén 100°C).



- May chiét tich RNA/DNA tu dong Thermo Scientific™ KingFisher™
Flex; Thermo Scientific™ KingFisher™ mL hodc tuong duong.

- May ly tdm lanh cho dng eppendorf 1.5 ml.

- May hép khir tring Autoclave.

- May Real-time PCR Stratagene Mx3005P hodc tuong duong.
- T an toan sinh hoc cép IL.

- Tt lanh luu trit & cac nhiét do: + 4°C; —20°C va -80°C.

- Micropipettes va dau tip co loc twong tmg iy duogc céac thé tich: 0,5 - 10
ul; 10 -100 pl va 100 - 1000pul.

- Cac dia nhwa 96 giéng hoic 6ng nhya chira dung dich tach chiét, phi
hop v6i may chiét tich RNA/DNA ty dong & trén.

- Ong PCR 200 pl hodc dia PCR 200 pl 96 giéng.
- Ong eppendorf thé tich 0,5 ml va 1,5 ml.

- Ong ly tdm nhua thé tich 5 ml, 10 ml va 50 ml.
- Chai thuy tinh 500-1000 ml.

- But viét, dong hd chuyén dung trong phong thi nghiém va cac dung cu
can thiét khac.

4.4. Cach tién hanh
4.4.1. So @d thuc hién

[ Mau bénh pham ]

l

Pong nhat mau trong dung dich PBS
(tao huvyén dich 10%)

Chiét tich DNA

Realtime PCR

l

Doc két qua




4.4.2. Chuan bi miu

Loai mau duoc st dung dé xét nghiém véi quy trinh ndy c6 thé 1a mau
tuoi hodc mau duoc ¢b dinh trong cdn 90%, bao gom: mang, chan boi, dudi,
giap dau nguc, mau, co bung hodc du tring, hiu 4u trung cua cac loai gidp xac
nhu: tom su (P. monodon), tom thé chan trang (P. vanamei), ...

Dung kep va kéo vo trung dé thuc hién cac thao tac: tach, cit liy mau.
Mau duge chia thanh 2 phan: 1 phan cho thuc hién xét nghiém va 1 phan luu
trur.
Mau dugc nghién nhuyén voi ty 18 1 thé tich mau trong 9 thé tich dung
dich mudi dém PBS (Phosphate Buffered Saline), dé tao thanh huyén dich 10%
(st dung can phan tich can trong luvong mau duoc nghién dé diéu chinh luong
dung dich BPS nham dam bao tao duoc huyén dich 10%). Thu hoéi huyén dich
10% vao ong nap van vo triing, roi chuyén vao ta 4m sau (-80°C) trong thoi gian
tb1 thiéu 1 gid trudce khi tién hanh chiét tich DNA.
4.4.3. Chiét tach DNA
- Quy trinh chiét tach DNA duogc thuc hién theo hudng dan cua kit chiét
tach InviMAG® Virus DNA/RNA Mini Kit/ KF96 (Phu luc A).
- Hoic ¢6 thé sir dung cac loai kit chiét tach khac twong duong, phu hop
cho viéc chiét tach DNA vi r(t.
4.4.4. Thuc hién phan &ng Real-time PCR
- Pbat 6ng PCR hoic dia PCR 96 giéng chira thanh phan phan tng Real-
time PCR (Master Mix) va mau DNA vao may Real-time PCR. Van hanh may
va cai dit chuong trinh nhiét do theo huéng dan.

- Chuan bi Master Mix va chu ky luan nhiét dugc thuc hién theo Bang 1.1;
Bang 1.2 va Bang 2.

Bang 1.1: Chuan bj Master Mix cho phan @ng Realtime PCR phat hién WSSV
theo kit Platinum® Quantitative PCR SuperMix-UDG, Cat.No: 11730-017.

STT Thanh phén Nongde | 1netich CIESI; phan mg
1 | Nudc khéng co RNA/DNA 6,0
2 | Dung dich SuperMix 12,5
3 | Mdi WSSVI1011F 20 uM 0,5
4 | Mo6i WSSVI1079R 20 uM 0,5




5 | Poan do WSSV-p | 6uM 0,5
Téng thé tich dung dich dém thuc hi¢n phan Gng 20
6 | Mau DNA 5
Téng thé tich dung dich thyc hién phan Gng 25

Bang 1.2: Chuan bi Master Mix cho phan ung Realtime PCR kiém soat qué
trinh chiét tach DNA theo kit Platinum® Quantitative PCR SuperMix-UDG,
Cat.No: 11730-017.

STT Thanh phén Nong do | 1he tich 0}(136 phan tmg
1 | Nudc khong co RNA/DNA 6,0
2 | Dung dich SuperMix 12,5
3 | Moi 18S Forward 20 uM 0,5
4 | Moi 18S Reverse 20 uM 0,5
§ Dg)an do 18 probe 6 UM 0,5
Tong the tich dung dich dém thuc hi¢n phan Gng 20
6 | Miu DNA 5
Téng thé tich dung dich thyc hién phan tng 25

* TUy theo Kit sir dung ma thanh phan Master Mix c6 thé khac nhau, viéc
thue hién chuan bi Master Mix nén tuan tha theo hudng dan cua kit dugc s
dung.

Bang 2: Chu ky luan nhiét d6i véi may Real-time PCR Stratagene Mx3005P

Nhiét do Thoi gian S6 chu ky
50°C 02 phit (*) 01
95°C 02 phiit (*) 01
95°C 15 giay 40

60 gidy (Ghi chii: Doi véi mau xét
60°C (Ghi nhan tin higy | "S"em phat hien WSSV tren
s bude n tom dwoc xuat khdau qua Uc,

quang ¢ budc nay) 80 chu ky duoc tang lén 45)
(*) Nhiét d6 va thoi gian nay chi phu hop véi kit Platinum® Quantitative
PCR SuperMix-UDG, Cat.No: 11730-017. Viéc thuc hién cai dat nhiét do va

thdi gian nén tuan thi theo huéng dan cia timg kit dugce sir dung.

4.4.5. Poc két qua
Két qua cua phan ung Real-time PCR duoc xac dinh dya vao chu ky
nguong (Cycle threshold: Ct).

Kiém tra hé théng miu dbi chimg duong va ddi chimg am. Néu hé thong
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mau ddi chimg duong va ddi chimg 4m 1a dung thi diéu chinh baseline theo 5%
tin hiéu huynh quang va doc két qua xét nghiém theo baseline nay.
+ MAu ddi ching am phai cho két qua am tinh.
+ Mau d6i chimg duong phai cho két qua duong tinh va c6 gia tri Ct tring
khép voi gia tri Ct cia mau da dugc chuan do trude do.
Néu mot trong 04 hé théng miu ddi chimg 1a khong ding thi phai thuc
hién lai xét nghiém.
Giai thich két qua phan tmg Realtime PCR phat hién vi rat WSSV
- Truong hop: Thuc hién 40 chu ky
+ Mau c6 gia tri Ct < 35 duoc xem 1a duong tinh
+ Mau khong c6 gid tri Ct 13 &m tinh
+ Mau c6 gia tri Ct trong khoang 35 < Ct < 40 dugc xem la nghi ngo.
Nhitng miu nghi ngd nay, can duoc thyc hién lai xét nghiém hoic st dung
phuong phap xét nghiém tuong duong khac dé khang dinh két qua.
- Truong hop: Thuc hién 45 chu ky
+ Mau c6 gid tri Ct < 40 duoc xem 13 duong tinh
+ Mau khong c6 gia trj Ct 13 Am tinh
+ Mau c6 gia tri Ct trong khoang 40 < Ct < 45 dugc xem la nghi ngo.
Nhitng mau nghi ngo nay, can duoc thuc hién lai xét nghiém hodc st dung

phuong phéap xét nghiém twong dwong khac dé khang dinh két qua.



Tai liéu tham khio

1. OIE Manual of Diagnostic Tests for Aquatic Animals 2017. CHAPTER 2.2.8.
White Spot Disease.

2. Tang K.F.J. and Lightner D.V., 2001. Development of real-time PCR assays
for detection of White spot syndrome virus, Yellow head virus, Taura syndrome
virus and Infectious hypodermal and hematopoietic necrosis virus in penaeid
shrimp.

3. Procedure for detection of white spot syndrome virus for biosecurity risk
management. Version 1.1, 2017. Department of Agriculture and Water
Resources.

4. Invitrogen™ Platinum® Quantitative PCR SuperMix-UDG.



PHU LUC A: CHIET TACH DNA

a. Chuan bi hoéa chat

Céc hoa chat can duoc chuan bj va bao quan theo dung huéng dan cua bo
kit InviMAG® Virus DNA/RNA Mini Kit/ KF96, Cat. No: 7441050100, v&i thé

tich vira du cho sé lugng mau chiét tach, bao gom:

(1) Dung dich dém Lysis Buffer RV

(2) Dung dich rira 1 (Wash 1)

(3) Dung dich rira 2 (Wash 2)

(4) Hon hop hat tir tinh (Bead Mix)

(5) Dung dich thu hoi DNA/RNA Elution Buffer (EB)

Néu chiét tich DNA bang may chiét tach ty dong Thermo Scientific™
KingFisher™ Flex, can phai chuan bi trudc cac dia chita dung dich chiét tach
theo hé théng ctia may nhu sau:

+ Pia Washing 1: 800ul dung dich Wash 1/giéng;

+ Dia Washing Wash 2 va Washing Wash 3: 800ul dung dich Wash
2/giéng;

+ Pia Elution Buffer: 100ul dung dich EB/giéng.

b. Tién hanh

- Huyén dich 10% ctia mau bénh pham duoc rd dong, tron déu bang may
vortex. Ly tAm mau trong may ly tdm lanh véi lyc ly tim 2500 g/15 pht.

- Hat 200p1 dich trong bén trén sau khi ly tam vao dng eppendorf 1,5ml
vo trung c6 chira sin 200 ul dung dich dém Lysis. Tron déu miu bang may
vortex va spin dé kéo cac phan bam trén nap 6ng xudng.

- Chuyén toan bd dung dich trong dng eppendorf vao dia chira mau 96
giéng (mdi giéng twong ung véi mot mau chiét tach). Dung gidy dan dia chuyén
dung déan kin mat dia.

- bat dia 1én may lic, u nhiét. Lac dia voi gia toc 750rpm/15 phit va &
nhiét do 65°C.
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- Lay dia ra khoi may lac, dé nguoi trong 5 phut, thio bo gidy dan dia. Bo
sung 420 pl dung dich Bead Mix (gdom c6 400 pl Binding solution va 20 pl
MAP) vao mdi giéng.

- Chuyén tat ca cac dia bao gom: dia Tip Combs, dia Elution Buffer, dia
Washing Wash 3, dia Washing Wash 2, dia Washing Wash 1 va dia chira mau

vao ting khay ctia may chiét tach ty dong theo huéng dan ctia may.

- Chon chuong trinh chiét tach DNA da duge cai dit trude d6 theo hudéng
dan cua hang san xudt kit InviMAG® Virus DNA/RNA Mini Kit/ KF96.

- Sau 34 phUt, qu4 trinh chiét tach hoan tat. Thu hoi DNA cua timg giéng
vao ong eppendorf 0.5 ml twong tmg da ghi rd ky hiéu miu.

- B4o quan mau DNA ¢ 2-8°C trong vai tuan va -20°C trong thoi gian lau
hon.
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PHU LUC B: VAT TU CHO MOT MAU XET NGHIEM

S6
lwong
TT Tén Vit Tu Bon | binh Dién giai
: vitinh | quan
cho 01
mau
1 cai: chira mau o
2 cai: chuan bi mau doéi ching.
Cryotube 1,8m| free 1 calszoclzﬂlggfrotemase K working
1 RNA/DNA (ndp van ngoal, cai ! 1 céi: chira Carrier RNA working
tu dung) .
solution
1 cai : chwra primer & probes
1 cai : chuan bi master mix
Cryotube 5ml free 1 cai: chura Elution Buffer
2 | RNA/DNA (ndp van ngoai, Cai 2 1 cai: chira Binding Solution va
tu ding) MAP solution
3 |PCRtube 0,5 ml Cai 3 Luu giit mdu RNA/DNA
4 | Trip PCR c6 nip 0,2ml Cai 1 Nhan gene rRT-PCR
InviMag® Virus ,
5 | DNA/RNA Mini Kit/ Kit 0,0069 | Chiét tach RNA hodac DNA
KF96(480 test/ kit)
6 | Ethanol Absolute ml 7,15 ?0 sung vao dung dich rua 1, rra
7 | KF ml tube Céi 3 Chiét tich RNA hogc DNA
8 | KF ml Tip Combs Céi 1 Chiét tach RNA hoic DNA
1 cai: chtra dung dich Lysis
9 | Tube ly tam nhya 50 ml Cai 3 1 céi: chtra dung dich rtra 1
1 cai: chtra dung dich rura 2
1 cai: cho dung dich rtra 1
2 céi: cho dung dich rura 2
Finntip Multistepper 1500pl - 1 cai: cho Lysis Solution vao
10 : Cai 5
sterile eppendorf

1 cai: cho Elution Buffer vao dia
chiét xuat
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So

lwong
TT Tén Vit Tu Bon | binh Dién gidi
: vitinh | quan
cho 01
miu
2 cai: Mix Proteinase K va
Carrier RNA
3 céi: chuyén mau + Lysis
Solution vao dia chiét xuét
1 cai: cho Binding Solution vao
11 | Micropipet filter tip 1000ul | Céi 8 6ng cryotube Sml
1 cai: cho MAP Solution vao 6ng
cryotube 5 ml
1 cai: cho Binding Solution va
MAP solution vao dia chiét
xuat
3 cai: cho mau va d6i ching vao
eppendorf chira Lysis
Solution
12 | Micropipet filter tip 200ul Cai 8 3 cai: cho thu hoach RNA/DNA
1 céi: chuan bj master mix
1 céi: phan phbi Master mix vao
dia PCR
13 | Micropipet filter tip 20pl Caéi 3 Chuan bi master mix
1 céi: chuan bj master mix
1 cai: dua mau RNA/DNA vao
. . . . . dia PCR chira master mix
14 | Micropipet filter tip 10pl Cai 6 4 i dua miu RNA/DNA déi
chimg vao dia PCR chtra
master mix
15 | Quan 4o baoho dung 11an | BO 2 Xitr Iy mau
4 d6i: xtr Iy mau
16 | Ging tay Poi 8 2 d6i: chiét xudt RNA/DNA
2 d6i: chuan bi master mix
17 | Khau trang N95 Cai 2 Xt Iy mau
Primers va Probe WSSV . A
18 (2000 test/bd) Bo 0,0028 | Nhan gene rPCR
19 | Primers va Probe 18S B6 | 0,0028 | Nhan gene rPCR

(2000 test/bd)
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So

lwong
TT Tén Vat Tu Bon | binh Dién giai
: vitinh | quan
cho 01
mau
Invitrogen Platinum®Qua
20 ntitative PCR SuperMix- Kit 0,0275 Nhén gene rRT-PCR: 25 pl/

UDG (100 react with 50pul/
reaction)

reaction
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