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Bénh thly san — Quy trinh chan doan -

Phan 3: Bénh dém tring & tom
Aquatic animal diseases — Diagnostic procedure —

Part 3: White Spot Disease in shrimp

CANH BAO - Viéc ap dung tidu chudn nay c6 thé lién quan dén cac vat lidu, thiét bj va cac thao
tac gdy nguy hiém. Tidu chudn nay khéng thé dwa ra dwgc hét tit ca cac vin aé an toan lién
quan dén viéc str dung ching. Ngwéi stv dung tiéu chuin nay phai tw thiét 1ap cac thao tac an
toan sipc khde thich hop va xac dinh kha ning ap dung céc gi@i han quy djnh trwéc khi sir dung

tiéu chuan.

1 Pham vi ap dung

Tiéu chudn ndy 4p dung d& chén doan bénh dém trang & tém do vi rit.

2 Thuat ngir va dinh nghia

Trong tiéu chudn nay si¥ dung cac thut ngl va dinh nghfa sau:

Bénh dém trang (White Spot Disease) do vi riit [a bénh truyén nhiém nguy hidm & tom.

Vi rat gay bénh @ém tring (White Spot Syndrome Virus - WSSV) thudc ho Nimaviridae, chi
Whispovirus.

Vi rat dang hinh tring, hay ovan, déi x(rng déu cé dudng kinh la 80 - 120 nm va chidu dai khodng 250-
380 nm. C6 dudi phy giéng nhw 16ng mao & mot dau. Vi rat cé vat chét di truyén 13 AND. Mac du ¢o sw
da dang di truyén gitva cac chling phan lap ti céc khu vuc dia ly khac nhau, cho dén nay vi rut gay
bénh dém trng WSSV dwgc phan loai 1a mét loai duy nhét clia chi Whispovirus. Vi rit ky sinh chil yéu
trén mang, chan boi, dudi, gidp dau ngwe, mau va co bung cla tom.

3 Thubc thir va vit lidu thir

Chi st dung thudc th» loai tinh khiét phan tich, str dung nwére cat, nwéc khir khoang hodc nude ¢ do
tinh khiét twong duong, trir cac treéng hep ¢d quy dinh khac.

3.1 Thuéde thiv va vét lidu thir ding chung
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3.1.1

3.1.2

3.2

3.21

3.2.2

3.23

3.24

3.2.5

Etanol, tir 96 % dén 100 % (C;Hs0).

Dung dich mudi dém phdt phat (PBS).

Thubc thiv va vét lidu thiv ding cho phwong phap chin doan bng PCR va realtime PCR

Cap mébi, gdbm méi xudi va mdi nguge.

Cap méi, gdbm mdi xudi va mdi ngroc, Db .

Kit tach chiét ADN (Xem B1 va B2)

Kit nhan gen PCR (PCR Master Mix Kit, Cat. No K0171).

Kit nhan gen Realtime PCR ( vi dy: Kit Platinum® Quantitative PCR SuperMix-UDG, Cat.No:

11730-017).

3.2.6

3.2.7

3.2.8

3.2.9

Dung dich dém TAE (Tris — acetate — EDTA) hoédc TBE (Tris — brorate — EDTA) (xem A.1).
Chat nhudém mau, vi dy: Sybr safe.
Chét dém tai mau (Loading dye 6X).

Dung djch dém TE (Tris-axit etylendiamintetraaxetic).

3.2.10 Thang chuin AND (Ladder).

3.2.11 Nwéec tinh khiét, khéng cé nuclease.

3.2.12 Agarose.

4 Thiétbj, dung cu

Sir dung thiét bi, dung cy théng thuémg clia phong thir nghiém sinh hoc va nhieng thiét bi, dung cu sau:

4.1

4.1.1

41.2

41.3

414

4.1.5

41.6

Thiét bi, dyng cy diing cho phwong phap chin doan bing PCR, Realtime PCR
May nhén gen PCR.

May Realtime PCR.

May ly tam, cé thé ly tam véi gia téc 6 000 g va 20 000 g.

May lac trén vortex.

May ly tam nhanh spindown.

B6 dién di, gém bd ngudn va bé chay dién di.
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4.1.7 May doc gel.
5 Chén doan lam sang
51 Dic diém dich té

Bénh thwong xay ra trén céc loai tom thugc ho tdm he (Penaeidae) nhw tdm sa (Penaeus monodon),
tém thé chan tring (P. vannamei), tdm rao (P. merguensis).

Ngoai ra con mét sb lodi nhwr tdm d4t, tém cang xanh, cua, ghe, cac loai giap xac phi du nhw Artemia,
Copepoda cé thé mang mam bénh.

Bénh xay ra & hiu hét cac giai doan phat trién clia tém nhw & ca tdm nwéc man, lo.

Vi rit c6 thé 1ay lan theo chiéu ngang tir ca thé bi nhi@m bénh sang c4 thé khde trong cling ao hoéc co
thé do tom &n thire &n cd mam bénh: hodic qua cac vat chl trung gian nhw tém tyw nhién, cua, ghe,
dong vat phil du mang mam bénh.

Bénh @bm trdng xuat hién quanh nim, dic biét khi thoi tiét bién déi nhidu nhur bién d6 nhiét @b trong
ngay bién thién qua I&n, thay dbi d6 mén gay sdc cho tom.

5.2 Triéu chirng lam sang

Tém bi bénh thudng thé hién diu hiéu gidm an rd rét, doi khi co tredng hop ting cwrong sw bat méi
hon binh thwéng, sau vai ngay bd an, tém dat b, 1& do voi ddu hidu xudt hién cac ddm tring tron
dwing kinh tir 0,5 - 2,0mm dudi 1op vé kitin dac biét 1a ving d4u ngyc va dét bung cudi ciing. Nhirng
dém tréng ndy ndm trong I6p vo va khong thé loai bd bang viéc cha sat. Trong trdng hop cép tinh,
tom bénh c6 thé chuyén sang mau héng dé. Hién twong chét co thé xdy ra ngay sau d6, ti 1& chét co
thé 18n dén khodng tlr 90 % dén 100 % trong vong 3 ngay dén 7 ngay.

6 Chan doan trong phong thi nghiém

6.1 Phwong phap Nested PCR (Polymerase Chain Reaction)
6.1.1 Liy miu

S6 lugng tém trén mdi mau phy thude vao kich c& cia tém:

— Autriing va hau 4u tring: 100 mg

— Tom tredng thanh, tdm bd me: 4y tir 5 con/mau dén 10 con/mAu.
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6.1.2 Bao quan miu

- MAu dwoc bao quan & nhiét 45 tir 2°C dén 8 °C va chuyén dén phong thi nghiém trong véng 48h sau
khi 1Ay mau ho3ic bdo quan trong etanol tir 96 % dén 100 % (3.1.1).

- Mau chuyén dén phong thi nghiém néu chwa phan tich ngay phai dwgc bdo quan & nhiét dd am 20
°C dén am 80 °C hodc trong etanol ttr 96 % dén 100 % (3.1.1).

6.1.3 Chuén bi miu

- Déi voi tém gidng, u tring va hau 4u tring: SCr dung nguyén con;

—  Déi vi tdm bd me, tém thwong phdm: LAy mang, chan boi, dudi, giap ddu ngwe, mau, co bung.
Lwgng mau cin chudn b Khodng 30 mg.

MZu dwoc nghign nhuyén voi ty 18 1 thé tich mau trong 9 thé tich dung dich muéi dém PBS (3.1.2), dé tao
thanh huy&n dich 10 %, chia thanh hai phan: mét phdn cho thyc hién xét nghiém va mét phéan Iwu trir & ti
am (-80 °C).

6.1.4 Cach tién hanh
6.1.41 Tach chiét ADN
Str dung bb kit tach chiét (3.2.3) thich hep va an toan theo huéng dan clia nha san xuét.

Vi DY: St dung kit tach chiét ADN ciia Qiagen: DNeasy® Blood & Tissue Kit (250) (Cat No. 69506) ! (xem phu luc B1).

Ho#c St dyng kit tch chiét TACO RNA/ADN extraction Kit (GeneReach Cat. No. atc-d/ma, 320 tests)? (xem phy lyc B2).

6.1.4.2 Chudn bj méi

Phuong phap Nested PCR s( dung ciip mdi 146F1/146R1 va 146F2/146R2 (3.2.1) dé phat hién vi rat
a6m trang. Trinh tw cap mdi (xem phuy luc C, Bang C.1).

Mbi dwoc chuén bi nhw sau:

— Moi & trang thai dong kho phai dwoc ly tdm nhanh bang may ly tam nhanh spindown (4.1.5) trong 30
s d& méi lang xudng day éng trudc khi m& va hoan nguyén. Dung dung dich dém TE (3.2.9) d& hoan
nguyén mdi & ndng d6 100 uM lam gbc.

R Thing tin nay dua ra tao diéu kién thuan tién cho nguwdi st dung tiéu chudn va khong &n dinh st dung san pham cla nha cung
chp ndy. Co thé sir dung cac san pham twong ty néu cho cac két qua trong duong.

D Théng fin ndy dwa ra tao didu kién thuan tién cho ngudi st dung tigu chudn va khéng &n dinh s dyng san pham ciia nha cung
cAp nay. Co thé sir dung cac san pham trong ty néu cho cac két qua trong duong.

8
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- Mdi duoc st dung & néng dd 20 pM: pha lodng méi géc bang nuéc tinh khiét khdng co
nuclease (3.2.11) (10 pl mdi gbc va 40 pl nwéc tinh khiét khéng c6 nuclease). '

6.1.4.3 Tién hanh phan (ng Nested PCR

Phan (g khuéch dai dugce thye hién trong may nhan gen (4.1.1) theo phwong phap nested PCR bao
gdm 2 giai doan (hodic 2 bwérc): Giai doan 1 (budc 1), thiee hién phan (mg PCR s dung cip mbi
146F1/146R1; Giai doan 2 (bwéc 2), thwe hién phan (rng nested PCR st dung cdp mdi 146F2/146R2,
st dung Kit nhan gen (3.2.4) theo hwéng dan cla nha sén xuét (xem phu luc C).

6.1.4.4 Dién di
6.1.4.4.1 Chun bj ban gel

Pha thach vé&i ndng do agarose (3.2.12) tir 1,5 % @én 2 % béng dung dich d&ém TBE 1X hodc TAE 1X
(3.2.6) vao chai thly tinh 250 ml, lac déu rdi dun sdi;

Khi nhiét d6 giam xuéng khodng 40 °C dén 50 °C thi bd sung 10 pl chat nhudém mau (3.2.7) vao mdi
100 ml thach. Lic nhe tranh tao bot dé chét nhudm mau tan déu.

Tién hanh dé thach vao khay dién di da dwoc cai lwgce; khéng nén dé ban thach day qua 0,8 cm.
Khi ban thach déng lai thi tién hanh g& lwee khoi ban thach.

Chuyén ban gel vao bé dién di (4.1.6), 6 dung dich dém (TBE 1X hodc TAE 1X) clng loai v&i dung
dich pha thach agarose da dun vao bé dién di cho t&i khi ngap ban thach.

CHU THICH: C6 thé dung cac sén phdm c6 sin chét nhugm ADN dé pha ché thach agarose (vi dy: Sybr safe ADN gel stain” va
st dyng theo quy dinh clia nha san xuét.

6.1.4.4.2 Chay dién di

Hat 2 pl chat dém tai mau (Loading dye 6X) (3.2.8) vao 8 pl san pham PCR tron déu va cho vao cac
giéng trén ban thach.

Thire hién dién di trong b dién di (4.1.6), chay kém theo thang chuin ADN (ladder) (3.2.10) dé dy
doan kich thwére san phdm khuéch dai. Hat 10 pl thang chuan ADN (tadder) (3.2.10) vao mét giéng trén
ban thach.

Pién di & hiéu dién thé 100 V trong thei gian 25 min.
6.1.4.5 Poc két qua

Sau khi dién di, doc két qua trén may doc gel (4.1.7).

3’£Thﬁng tin nay dwa ra tao diéu kién thun tién cho ngui st dung tiéu chudin va khéng 4n dinh sir dung san pham clia nha cung
cap nay. C6 thé sir dung cac san pham tuong tw néu cho cac két qua trong dwong.
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Diéu kién phan (rng dwoc céng nhan khi:

- Mau dbi chirng am khong cd vach sang (khdng ¢6 san pham khuéch dai);

- Mau d6i chirng dwong c6 vach sang kich thwére 941 bp,

Véi didu kién phan (rng trén:

Két qud mau thir dwong tinh khi:

- Tai giéng mAu thtr xuét hién vach sang ¢é kich thwée 941 bp.

- Thang chuén ADN phan vach rd rang.

Két qua mau thr am tinh khi;

- Tai giéng mau thir khdng xuét hién vach sang.

- Thang chudn ADN phan vach rd rang

6.2 Phwong phap Realtime PCR

6.2.1 Lay mau (Theo 6.1.1)

6.2.2 Bao quan miu (Theo 6.1.2)

6.2.3 Chuén bj m&u (Theo 6.1.3)

6.2.4 Cach tién hanh

6.2.4.1 Tach chiét ADN

Str dung bd kit tach chiét (3.2.3) thich hop va an toan theo huéng dan clia nha san xuét.
Vi DY: Sir dung kit tach chiét ADN: DNeasy® Blood & Tissue Kit (250) (Cat No. 69506) (xem phu luc B).
6.2.4.2 Chudn bj méi

Phwong phap Realtime PCR st dyung cap moéi WSSV1011F /WSSV1079R va doan do WSSV-p (3.2.2)
@& phat hién vi rit dém tring. Trinh ty cdp moi (xem phuy lyc D, Bang D.1).

Méi dwoc chudn bj nhw sau:

— M&i & trang thai dong kho phai dwoc ly tam nhanh bing may spindown (4.1.5) trong 30 s dé& mdi lang
xubng day éng trwéc khi mé va hoan nguyén. Khi hoan nguyén, nén ding dung dich dém TE (3.2.9) dé
hoan nguyén méi & ndng d6 100 pM lam géc.

4 Théng tin ndy dua ra tao diéu kién thuan tién cho ngudi stv dung tiéu chudn va khdng &n dinh s dung san phdm clia nha cung
cAp nay. Cé thé str dung cac san pham twong tw néu cho céc két qua twong dwong
10
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- M3i dwoc siv dung & néng a6 20 uM: pha lodng mbi gbc béng nuwdec tinh khiét khdng cé nuclease
(3.2.11) (10 pl mdi gbc va 40 pl nwde tinh khiét khong c6 nuclease).

- Doan do WSSV-p sl dung ndng dd 6 pM: pha loang doan dé bing nwére tinh khiét khéng co nuclease
(3.2.11) (3 ul mbi géc va 47 pl nwére tinh khiét khdng c6 nuclease)

6.2.4.3 Tién hanh phan (ng realtime PCR

Phan (rng khuéch dai duoc thye hién trong may Realtime PCR (4.1.2) theo phwong phdp Realtime
PCR khuéch dai doan gen dic hiéu cia vi rit WSSV s dung cdp mdi dac hiéu WSSV1011F
WSSV1079R va doan do WSSV-p (3.2.2), st dung kit nhan gen (3.2.5) theo hwéng dan clia nha san
xuét (xem phu luc D).

6.2.4.4 Doc két qua
Diéu kién cia phan (ng durgre cong nhan khi:
~ MAu ddi chirng am phai cho két qua am tinh (khdng cé gid tri Ct).

- Ma&u déi chirng dwong phdi cho két qua dwong tinh va cd gia tri Ct so véi gia tri Ct clia mau da
dwgc chuan d¢ trwée 46 cé khodng gia tri Ct= £ 2

\V&i diéu kién phan trng nhuw trén:

~  Mau cb gia trj Ct < 35 dwgc xem la dwong tinh

- MAu khéng c6 gia tri Ct [a am tinh

—  Mau cb gia trj Ct trong khodng 35 < Ct < 40 dwoc xem la nghi ngé.

CHU Y: - Nhitng m&u nghi ngé, cin dugc thirc hién xét nghiém lai hodic siv dung phirong phap xét nghiém tong dwong khéc
dé khing dinh két qua.

- Phan (ng realtime PCR phdi bao gbm: m3u kiém tra, m3u kiém chirng dwong va miu kiém ching &m;

- Mau va nguyén li¢u cho phan éng realtime PCR cin 4t trong khay g4 lanh trong suét qua trinh chudn bi hén hop phan
trng.

7 Kétluan

Mau tom dwge xac dinh méc bénh ddm tréng khi cé dic diém dich t&, triéu chirng 1am sang dic trung
clia bénh ddm tring va:

- C6 két qua dwong tinh véi WSSV béng phwong phap Nested PCR, hoac:

- C6 két qua durong tinh véi WSSV béng phuwong phap Realtime PCR.

1
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Phu luc A
(Quy dinh)

Thanh phén va chuin bj thuéc thir
A.1 Dung dich dém TAE hoac TBE

A.1.1 Thanh phin

Dung dich TAE (hoic TBE) 10X: 100 mi
Nuwée khi ion: 900 ml
Téng: 1000 ml dung dich TAE (TBE) 1X

A.1.2 Chudn bj

LAy 100 ml dung dich TAE (TBE) 10X hoa chung véi 900 ml nudre khiz ion, khudy va lac déu.
Bao quan & nhiét d phong.

A.2 Dung dich Davidson

A.2.1 Thanh phin

Etanol (96%): 330 ml

Formalin: 220 mi

(dung dich nuwrérc bao hoa khi formaldehyde 13 dung dich tir 36 % dén 38 %)

Axit acetic: 115 ml

Nwérc cét: 355 ml

A.2.2 Chuén bi

Hoa tan axit acetic, formalin va etanol trong 355 ml nwéc cat, khudy va lic déu.

Béo quan & nhiét do phong.
A.3 Dung dich mudi dém phosphat (PBS)

A.3.1 Thanh phin
Natri clorua (NaCl) 8g
Natri hydro photphat dihydrat (Na;HPQ,.2H,0) 29g

Kali dihydro photphat (KH,POy) 02g
12
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Kali clorua (KCI) 02g
Nwée cht 1000 mi

A.3.2 Chuén bj
Hoa tan céc thanh phan trén vao 1000ml nwée cét, khudy va lic déu.

Chinh pH béng dung dich NaOH 1N hodc dung dich HCI 1N. Hép v6 triing & 121 °C trong 30 min.

13
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Phuluc B

(Tham khao)
Quy trinh tach chiét ADN

CANH BAO: Viéc tach chiét ADN cé sir dung hoa chit nguy hiém va c6 kha ning gy hai néu
thao tic khéng cin than. Do vdy, nén tranh tiép xtc truc tiép voi da va hit phai hoi clia cac hoa
chét nay. Ludn ludn deo géng tay, khiu trang, méc quén 40 bao hd khi thwe hién cac thao tic nay.

B.1. Quy trinh tach chiét ADN sir dung kit tach chiét ADN ctia Qiagen
vi D: Str dyng kit tach chiét ADN clia Qiagen: DNeasy®Blood & Tissue Kit (250) (Cat No. 69506)

Chuyén 30 mg bénh pham vao éng eppendort, thém 180 pl dung dich ATL, thém 20 pl protease K vao,
1&c déu bang may lac tron vortex (4.1.4);

— U & 56 °C cho dén khi hoan toan dong nhét (thinh thoang Ic bang may lac tron vortex (4.1.4) trong
qua trinh 0 ). Lc déu bang may lac tron vortex (4.1.4);

— Thém 200 pl dung dich AL (Lysis buffer). Lc déu bang may I&c tron vortex (4.1.4);
— U ém & 56 °C trong 10 min;

— Thém 200 pl etanol (tir 96 % dén 100 %) vao éng eppendort. Lic d&u bang may lc trén vortex
(4.1.4),

Hat huyén dich trong éng eppendort, chuyén sang cdt loc c6 6ng thu & duéi;

— Ly tam bding may ly tam (4.1.3) v6i gia tdc 6 000 g trong 1 min & nhiét 4o phong;
— Thay éng thu & dwéi cét loc;

— Thém 500 pl dung dich AW1 (Wash buffer 1) vao cdt loc cé 6ng thu & dwéi;

— Ly tam bang may ly tam (4.1.3) véi gia téc 6 000 g trong 1 min & nhiét d6 phong;
- Thay 6ng-thu & duéi cét loc;

— Thém 500 pl dung dich AW2 (Wash buffer .2) vao ¢t loc cé dng thu & dudi;

. — Ly tdm bang may ly tam (4.1.3) v&i gia téc 20 000 g trong 3 min & nhiét @6 phong;
- Chuyén cdt loc sang éng eppendort 1,5 mi;

~ Nhd 200 pi dung dich AE (Elution buffer) vao cft ly tam va git & nhiét 4 phong 1 min;
— Ly tam béng may ly tam (4.1.3) voi gia toc 6 000 g trong 1 min;

— Chuyén ADN da thu duwoc sang 6ng eppendort 1,5 ml khac.
14



— B&o quan miu ADN & 2-8°C trong vai tudn va -20°C trong thoi gian lau
B.2. Tach chiét ADN bing TACO RNA/ADN extraction Kit

B.2.1 Vat li¢u: Bo kit chiét tach TACO RNA/ADN extraction Kit (GeneReach Cat. No. atc-d/rna, 320

tests)

Etanol 100% (con tuyét dbi)

B.2.2 Chuén bj:

- Pha dung dich dém rira A(washing buffer A) véi 135mi con tuyét abi

- Pha dung dich dém rira B(washing buffer B) véi 230ml cdn tuyét ddi

TCVN 8710-3: 2019

- Tién hanh theo so @

Thudc Thir Lwong (W) | Thudce thir | Lirgng () A

Con tuyét abi 250 »>1

Dung dich dém rira A 750 Hat tir 50 »2

Dung dich dém rira A 750 »3

Dung dich dém riva B 750 »4

Oung dich dém riva B 750 »5

Nwéc dém 100 »6

»7

»8

Giéng nhw trén >9

»10

>11

> 12
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B.2.3 Chudn bj mAu:

- Cho 250pL dung dich dém vao céc éng Eppendort.

- Cho100uL/mau vao éng eppendort chira dung dém.

- Lac bang may votex (4.1.4) trong 15 gidy.

- Ly tdm 12000rpm trong 1 phut.

- Cho 350 pL (mAu va dung dich dém) vao céc giéng & cdt 1 hodc 7.

B.2.4 Dwa miu vao may TACO

- Pat dia vao may TACO

- Bt lwoc vao may TACO.

- S{r dung may TACO theo hwéng din s dung: May TACO tw ddng chiét tach trong khoang 50 min.

- Thu 100uL ADN/RNA tir cac giéng trong c6t 6 ho3c 12 sang cac éng eppendort méi.

CHU Y: M&u 6éi chirng am va mAu déi chirng dirong déu duwec tach chiét ADN trong cling thei diém véi miu cin phét hién vi rit
dém trang.

16



TCVN 8710-3: 2019
Phuluc C
(Quy dinh)
Phirong phap Nested PCR phit hign WSSV

C.1 Trinh tw cip mdi

Bang C.1 — Trinh tw cip mdi®

z Kich thwéc
Tén moi Trinh tw .
san pham, bp

146F1 "-ACT-ACT-AAC-TTC-AGC-CTA-TCTAG-3’

1447
146R1 5-TAA-TGC-GGG-TGT-AAT-GTT-CTT-ACG-A-3'
146F2 5-GTA-ACT-GCC-CCT-TCC-ATC-TCC-A-3

941
146R2 “TAC-GGC-AGC-TGC-TGC-ACC-TTG-T-3’

C.2 Thwe hién phan (rng Nested PCR
Ky thuat nested PCR bao gm 2 giai doan (hoac 2 bwéc):

Giai doan 1 (bwée 1): Chuén bi dung dich cho phén (g str dung cap mdi 146F1/146R1 da dwoc chudn
bi va kit nhdn gen (3.2.4) theo hwéng dan ctia nha san xuét.

Thanh phén cho 1 phan tng buwée 1 (xem Bang C.2).
Vi DY: St dyng kit nhan gen PCR Master mix ciia Thermo, Cat.No: #k0171.%

Bang C.2 - Thanh phin phan trng PCR

—— Néng do, | Thé tich cho 1 phan déng, pl
pM
Nuée khong cd RNAJADN 8,0
Dung dich Master Mix 12,5
Mbi 146F1 20 1
Méi 146R1 20 1
Tong thé tich 225

Chuyén 22,5 ul hdn hep nhan gen vao mbi éng phan tng:

* Thong tin ndy dura ra 120 Gigu kién thuan ién cho ngudi sir dung tiéu chuan va khong an dinh st dyng san pham clia nha cung
cép nay. C6 thé sir dyng cac san phim trang ty néu cho cac két qué twong drong.
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M3u di chirng dwong: Cho 2,5 pl mau ADN da dwgc gidm dinh hodc str dung cac chiing WSSV chuan.

Mau ddi chirng am: Cho 2,5 pl nrére tinh khiét khéng c6 nuclease.
Mau thir: Cho 2,5 pl mau ADN kiém tra vao éng phan (rng.
Tién hanh phan (ng PCR béng may nhan gen (4.1.1) da cai d4t chu trinh nhiét (xem Bang C.3).

Bang C.3 - Chu trinh nhiét cia phan (rng PCR

Nhiét d, °C Théi gian S6 chu ky

94 4 min 1

55 1 min 1

72 2 min 1

94 30s

55 30s 39

72 2 min

72 5 min 1

Giai doan 2 (bwéc 2): Chudin bi dung dich cho phén (ng stz dung cip mbi 146F2/146R2 da dugc chuén
bi va kit nhan gen (3.2.4) theo huéng dén clia nha san xuét.

Thanh phan cho 1 phan (g bwdc 2 (xem Bang C.4).
Vi DU: S¥ dung kit nhan gen PCR Master mix ciia Thermo, Cat.No: #k0171.2

Bang C.4 - Thanh phan phan (ng Nested PCR

Thanh phin Nﬁr;gl dd, | Thé tich cho 1 phan dmg, i
Nuwérc khdng c6 RNAJADN 8,0
| Dung dich Master Mix 12,5
Mbi 146F2 20 1
Mbi 146R2 20 1
Téng thé tich dung dich dém thue hién phan (g 22,5

Chuyén 22,5 ul hdn hop nhan gen vao mdi éng phan (ng:
—  MAu dbi chirg dwong: chuyén 2,5 pl san pham bwéc 1 vao éng phan ¢ng méi
—  Mau dbi chirng am: chuyén 2,5 pl san phdm bwéc 1 vao éng phan (rng méi

- MAu thir: chuyén 2,5 pi sin phdm bwéc 1 vao dng phan tng méi

"Thénghn dra ra tao diéu kién thuén tién cho ngui s dung tiéu chudn va khang &n dinh str dyng sén phm clia nha cung
¢hp ndy. C6 the sir dyng céc san pham trong ty néu cho cac két qua trong duong.
18
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Tién hanh phan (rng PCR béng may nhan gen (4.1.1) da cai dat chu trinh nhiét (xem Bang C.5)

Bang C.5 - Chu trinh nhiét ctia phan rng PCR bwérc 2

Nhiét dg, °C Théi gian $6 chu ky

94 4 min 1

55 1 min 1

72 2 min 1

94 30s

55 30s 39

72 2 min

72 5 min 1

Két thuc chu trinh nhiét cla phan (ng Nested PCR tién hanh dién di theo (6.1.4.4)
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Phu luc D
(Quy dinh)
Phwong phap Realtime PCR phat hién WSSV
D.1 Trinh tw cap mbi

Bang D.1 - Trinh tw ciip mdi va doan do™

Tén mébi va 2 Kich thwéc san
doan do Ty phém, bp

WSSV1011F §'- Tgg TCC CgT CCT CAT CTC Ag -3’

WSSV1079R 5'- gCT gCC TTg CCg gAA ATT A -3’ 69

5'- 6EAM- AgC CAT gAA gAA TgC CgT CTA
TCA CAC A-BHQ1-3'

WSSV-p

D.2 Thye hién phan (rng Realtime PCR

Chuan bj dung dich cho phan Umg st¢ dung cdp mdi dic hiéu WSSV1011F /WSSV1079R va doan do
WSSV-p (3.2.2), sir dung kit nhan gen (3.2.5) theo hwéng dan clia nha sén xuat.

Vi DY: St dung kit nhan gen clia Platinum® Quantitative PCR SuperMix-UDG, Cat.No: 1 1730-0177.
Thanh phan cho 1 phan (rng (xem Bang D.2).

Bang D.2 — Thanh phén phan (rng realtime PCR

Thanh phin NE;:'?#) @6 | Thétich ch{z |; phan Gng
Nuwéc khdng cé6 RNA/ADN 6,0
Dung dich 2X reaction mix 12,5
Mb&i WSSV1011F 20 0,5
M&i WSSV1079R 20 0,5
Doan do WSSV-p 6 05
Téng thé tich dung dich dém thire hién phan (ng 20

Chuyén 20 pl hdn hop nhan gen vao mdi éng phén (rng:

Méu déi chirng dwong: Cho 5 pl mau ADN da duoc giam dinh hodc st dung céc chling WSSV chuén,

?) Thong tin nay dua ra tao diéu kién thuan tién cho ngui st dung tiéu chuén va khéng 4n dinh st dung sdn phim clia nha cung
cAp ndy. Co thé sir dyng cac san phim twong tw néu cho cac két qua twong dwong.
20
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Mau ddi chirng am: Cho 5 pl nwérc tinh khiét khéng cé nuclease.
M3u thiz: Cho 5 pl mau ADN kiém tra vao éng phan trng.
Tién hanh phan g PCR béng may nhan gen (4.1.2) d4 cai d4t chu trinh nhiét (xem Bang D.3).

Bang D.3 - Chu trinh nhiét cGa phan (rng reaitime PCR

Nhiét a6, °C Théi gian Sé chu ky
50 02 min 01
95 02 min 01
95 15s
40
60(*) 60s
Gilr & 4 °C dén khi tit may

CHU THICH BANG: (*) Nhiét 49 va thai gian ndy phii hop véi may Realtime PCR AB! 7500
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