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L&i néi dau

TCVN 8710-10:2015 dwoc xay dung trén co s& tham khao OIE
(2012), Manual of diagnostic tests and vaccines for aquatic animals,
Chapter 2.4.5 Infection Perkinsus marinus;

TCVN 8710-10:2015 do Trung tdm Chén doan Thu y Trung wong
- Cuc Thu y bién soan, B& Néng nghiép va Phat trién néng thén dé&
nghi, Téng cuc Tiéu chudn Do lvong Chét lwong thdm dinh, Bé
Khoa hoc va Céng nghé céng bé.
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- TCVN 8710-04 : 2011, phan 4. Bénh D&u véng & tém;

- TCVN 8710-05 : 2011, phén 5: Bénh Taura & tdm He,;

- TCVN 8710-06 : 2012, phdn 6: Bénh do Koi herpesvirus & cé
chép;

- TCVN 8710-07 : 2012, phdn 7: Bénh xudt huyét mua xuén ¢ cé
cheép,

- TCVN 8710-08 : 2012, phén 8: Bénh hoai tir co & tom;

- TCVN 8710-09 : 2012, phdn 9: Bénh hoai tir gan tuy & tém;

- TCVN 8710-10 : 2015, phédn 10: Bénh do Perkinsus marinus &
nhuyén thé hai manh vo;

- TCVN 8710-11 : 2015. phén 11: Bénh do Perkinsus olseni &
nhuyén thé hai manh vo; .

-TCVN 8710-12 : 2015, ph&n 12: Bénh do Vi bao t&* do
Enterocytozoon hepatopenaei & tém;

- TCVN 8710-13 : 2015, phén 13: Bénh gan tuy do Parvovirus &
tém

- TCVN 8710-14 : 2015, phén 14: H5i chirng I&r loét { EUS) & cé4;

- TCVN 8710-15 ; 2015, phan 15: Bénh nhiém trong do Aeromonas
& cé.
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Bénh thuy san - Quy trinh chan doan -
Phan 10: Bénh do Perkinsus marinus & nhuyén thé hai manh vé

Aquatic animal diseases - Diagnostic procedure -
Part 10: Perkinsus marinus disease in bivalve mol-

CANH BAO - Vigc ap dyng tiéu chuin nay cé thé lién quan dén cac vat lidu, thiét bj va cac thao
tac gay nguy hiém. Tiéu chudn nay khéng thé dwa ra dwoc hét tit cd cac vén dé an toan lién
quan dén viéc sir dung ching. Ngudi siv dung tiéu chudn nay phai ti thiét 1ap cac thao tac an
toan sirc khde thich hop va xéc dinh kha nang ap dung cac giéi han quy dinh trirde khi str dung
tiéu chudn,

1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh chan doan bénh gay ra do Perkinsus marinus & nhuyén thé hai

manh va.

2 Thuét ngir va dinh nghia
Trong tiéu chun nay sl dung cac thuat ngl® va dinh nghia sau:

21

Perkinsus marinus (Perkinsus marinus)

Sinh vét don bao thugc nganh bao tr Apicomplexa (Levine, 1978), ky sinh trén mang, mang 4o, té bao
bidu mé rudt, cac td chirc mo lién két cla tuyén tiéu héa va tuyén sinh dyc clia nhuyén thé hai manh
v6. Chu ky sbng clia Perkinsus marinus gdm ba giai doan chinh: Giai doan dinh du&ng (trophozoite),
giai doan tang tredng (hypnospore), giai doan bao tlr ddng (zoospores).

2141

Giai doan dinh dw&ng (trophozoite)

Giai doan nhén

Giai dogn xay ra trong cac mé cla vét chl trye tiép. Trong giai doan nay Perkinsus marinus ¢ dang té
bao hinh cAu véi s xuét hién cla khdng bao I&n, hoi léch tam va cé nhan & ngoai bién.
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2.1.2

Giai doan tang trwdng (hypnespore)

Giai doan nay quan sat degc khi 0 md ky chl bi nhi€ém Perkinsus marinus trong moi treong Iong
thioglycollat (FTM). thé dinh dudng duoc phéng Ién (dang hinh cu) va Iop vé cla ky sinh tring duec
phat trién day hon. Sau khi hypnespores duge nudi treng FTM bi ¢ lap va chuyén vac nuée pién,
hyonospores bt diu sy phan chia nhan té bao va s phan bao chu ky lién tiéo.

21.3

Giai doan bao ttr dong (zoospores)

Giai doan ting sinh

Giai doan nay hang tram bao t& dong duwec hinh thanh trong méng té bao géc. Bao t& ddng chi co mét
nhan véi khéng bao trong té bao chét va di déng hon do hai roi chén & bén.

3 Thubc thir va vat liéu the

Chi st dung thudc thr loai tinh khiét phan tich, st dung nwéce cét, nwdc khir khodng hodc nuéce co 46
tinh khiét twong dwong, trlr cac trwdng hep ¢é quy dinh khéc.

3.1 Thuée thir va vét lidu thir diing cho phwong phap nudi cdy.

3.1.1 Mo trwwdrng 16ng thioglycollat (FTM - fluid thioglycollate medium) (xem A.1).
3.1.2 Dung dich penicilin-streptomycin (xem A.2).

3.1.3 Thuéc nhudm Lugol’s iodine (xem A.3).

3.1.4 Nystatin.

3.2 Thudc thir va vat lidu thir diing cho phwong phap chan doan bing PCR
3.2.1 Etanol, 70 % (thé tich), 90 % (thé tich) va etanol tuyét doi .

3.2.2 Kit tach chiét ADN (acid deoxyribo nucleic), protein K.

3.2.3 Kit nhan gen (PCR Master Mix Kit).

3.2.4 Cap mbi (primers), gdm mdi xudi va mdi nguoc.

3.2.5 Nuwoc tinh khiét, khdng co nuciease.

3.2.6 Agarose.

3.2.7 Dung dich dém TAE (Tris-brorate — EDTA) ho&c TBE (Tris-acetate — EDTA) (xem A.4).
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Chét nhudm mau, vi du. Sybr saie

Chét dém tai mau (Loading dye 6X).

3.2.10 Dung dich dém TE (Tris-axit etylendiamintetraaxetic).

3.2.11 Thang chuén ADN (Markar)

4 Thiét b, dung cu

S dung thiét bi, dung cu thdng thwérng clia phong thir nghiém sinh hoc va nhirng thiét bi, dung cu sau:

4.1

4.1.7

4.2

4.21

4.2.2

423

424

4.2.5

4,26

427

4.2.8

Thiét bi, dung cu s(» dung cho phwong phap nudi cy.
Nbi hdp vo triing. c6 thé duy tri & nhigt 6 115°C.

Kinh hién vi quang hoc, vat kinh 10 X, 20 X, 40 X v& 100 X.
Ong nghiém vé triing, dung tich 15 ml.

Phién kinh v& tring.

Lamen vé trung.

Dao mé, panh, kéo vé triing.

Pipet pasteur.

Thiét bi, dung cy ding cho phuwong phap chan doan bing PCR
May nhan gen (PCR).

May ly tam, cé thé ly tam véi gia tde 8 000 g v& 20 000 g.
May lic tron vortex.

May spindown.

Bé U nhiét, duy tri nhiét dd tir 55 °C dén 60 °C.

B¢ dién di, gém bd ngudn va bé chay dién di.

May doc gel.

Ong eppendorf, dung tich 1,6 ml.
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& Chén doan lam sang

5.1 Dac diém dich t3

— Bénh x3y ra & d&i tweng nhuyén thé hai manh vd nhw hau. vem, ngao...:

3, = & > - i - Peall voagey i np LY “
— Banh xdy ra quanh ndm nhung thudng tap trung nhidqu nhét vac mia thu va it nhét vac dau me

(]

XUan Kni nnigt d¢ mé redng ren 20 °C, 40 man wr 9 %o @en 12 Yo SLONG GO NNIST DENN [ENY S Ki
mdi treeng tang dé man trén 12 %e;
— Perkinsus marinus |ay truyén tryc tiép gitra dgng vat than mém ma khéng cén vat cho trung gian;

— Giai dean iay nniém & llc bao tr dong cé 2 roi chuyén sang giai doan co thé dinh dudng xam nhép

vao cac md cua vat chi;

~ Nhuvén thd hai manh vé bi nhiém bénh voi 17 1& cao, ty 1& chét c6 thé 1én dén 95 % khi diéu kién méi
triedng bét o @i v vat chll. Perkinsus marinus ¢ thé tdn tai dai ddng sudt vong ddi vat chi,

5.2 Triéu chirng lam sang

~ Bidu hién chl yéu cla bénh 1a nhuyén thé hai manh vé sinh tredng cham;

— Tuyén sinh dyc ctia nhuy&n thé hai manh vo cham phat trién, gidm sirc sinh sdn va lam cham chu ky

sinh san;

— Nhuy&n thé hai manh v& ¢o hién trong ndi 1én cat, mé vé va chét hang loat.

5.3 Benh tich

— Nhuy&n thé hai manh vo gy rac, md chay nudre, co mang 4o, tuyén tiéu héa nhot mau;

— Bao t&r Perkinsus marinus xudt hién tirng dam trén mang 4o, mang, md lién két, tuyén tidu hoa va
tuyén sinh dyc véi bidu hién 12 nhirng nbt s&n mau n&u trdng hodc nhirng cai nang trén mat cla mang

40, mang:

— Sy nhiém Perkinsus marinus nang gay tdn thuong va xung huyét nghiém trong trén mang, mé rudt
va mé lign két clia nhuy&n thé hai manh vo.

6 Chén doén trong phéng thi nghiém
6.1 Phwong phap nubi ciy
6.1.1 Ly mau

Sé legng nhuydn thé hai manh v trén mai miu tuy thudc vao kich c& clia nhuyén thé nhuyén thé hai
manh vo:



TCVN 8710-10:2018
- Nnuyén thé hai manh vo gidng: lay tir 10 corvmau den 15 cormau,
- Nnhuyén thé hai manh vo tredng thanh: 18y ti 5 con/méu ¢én 10 con/méu,
6.1.2 Bdo quan mau

Trong Gua irinh van chuyén t& aoi thu mdu v& dén phong thé nghiém mau dwoc bde quan & nniét 6o

w2°C dén & “C knong qua 24 n.
M3u chuyén dén phang thi nghiém phai dwec phéan tich ngay.
6.1.3 Chudn bi miu

— Nhuyén thé hai manh v cdn séng hoac vira chét chua tach vé;

- Dingdac md vétring cdteom

Qe

» x T - » » . .
" O JRPTEY TP . S N,
Ve nhh,cﬂ thé hai manh vd va i&ch

- Dung panh, kéo vo trung cit 1 mau banh pham tr 5 mm dén 10 mm cla phén mé do. mang, rudt,
phan co bj tdn thuong;

CHU THICH: Phdi dung céc dung cu vé tring khi ldy md & cac mu khac nhau ¢é tranh 1dy nhiém.

6.1.4 Céach tién hanh

Buwéc 1: Cho méu bénh phdm da chudn bi (6.1.3) vao cac éng nghiém (4.1.3) chi*a 9,5 ml FTM (3.1.1)
€6 bd sung thém 0,5 m! dung dich penicilin-streptomycin (3.1.2) va 50 pl nystatin (3.1.4). Ong nghiém
dugce déng kin va lac & mau bénh phdm chim trong méi treéng;

Bude 2: U éng nghiém chira mau bénh phadm trong digu kién khéng co anh sang, & nhiét do tir 22 °C
dén 25 °C trong 5 ngay dén 7 ngay;

Budc 3: Dung panh vé tring ldy mau bénh phdm dwec G ra khdi mai treerng FTM va dat 1én phién kinh
(4.1.4);

Buréc 4: Dung dau con vo tring xé nhd mau bénh phdm dé nhudm lugol iodine;

Budc 5: Nho 1 hodc 2 giot lugol iodine (3.1.3) vao mau bénh pham bang pipet pasteur (4.1.7). dat
lamen 1én m&u bénh phdm va kiém tra duéi kinh hién vi quang hoc (4.1.2), str dyng vat kinh 10 X, 40 X
va 100 X;

CHU THICH: Néu khéng tién hanh cac budéc tidp theo & doc két qua sau 7 ngay U, cac éng nghiém chira m3u duoc bio
Guin & nhidt @2 1l 2°C ¢én 8 °C treng khedng 3 tudin & didu kidn khing cb 4nh séng.

6.1.5 Poc két qua
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Mau dong tinh véi Perkinsus sp. khi quan sét duéi kinh hién vi thay thé bae 1l dinh gwdng co vach té
bac nhudm hinh cdu tron ¢6 mau xanh hodc xanh den, kich thudc (tr 2 pm dén 10 um) x (1r 20 ym

dén 70 pm}.

M&u &m tinh v&i Perkinsus sp. khi quan sat dudi kinh hién vi khéng théy thé bao t& dinh dudng cé dac

didm nhw trén,

6.2 Phwong phap PCR (Poiymerase Chain Reaction)
6.2.1 Lay mau

Aem 6.1.1.

6.2.2 Bao quan miu

Trong qua trinh van chuyén, mau dwrec bdo quan & nhiét d6 tir 2 °C dén 8 °C khéng qua 24 h hoac bao
quan trong etanol tuyét d6i (3.2.1);

Mau chuyén dén phong thi nghiém néu chwa phan tich ngay phai bdo quan mau & nhiét dé am 20 °C
dén am &0 °C hoac trong etancl tuyét déi (3.2.1).

6.2.3 Chudn bj miu

Lwgng méu cin chudn bi: khodng 30 mg.

a) MAu tryc tigp

Thue hién chudn bi mu nhw mé té tai 6.1.3;

Bdo quan mau trong etanol tuyét déi (3.2.1);

Trwée khi tach chiét, 1dy mau ra khéi etanol va lam khé béng gidy tham.
b) Méu tang sinh

Thye hign nhu ma 14 tai beéc 1 va buwéc 2 clia 6.1.4;

Dung panh vé tring Iy mAu bénh phdm ra khéi méi trudng FTM va @it vao éng eppendorf 1,5 ml
(4.2.8) @é tach chiét ADN.

6.2.4 Cach tién hanh
6.2.4.1 Tach chiét ADN

S& dung b kit tach chiét (3.2.2) thich hop va an toan theo hiéng dan cda nha san xudt.
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Vi DU S dung Kit tach chidt DNeasy® Blood & Tissue Kit {250) {Cat No. €5508;" {xem s iue B)
6.2.4.2 Chuan bj méi

Pnén wng khuéch dar durec thue hién trong may nhan gen (4.2.1) theo phwong phap PCR khuéch dai
doan gen déc hidéu cla Perkinsus marinus st dung c&p mdi Pmar TS-70F/Pmarl TSEG0R (3.2.4). Trinn

e cap méi duwoc néu trong Bang 1.

Bang 1 : Trinh tw cap mdi

Mbi 1 Trinh tw cap méi |
PmariTS-70F . 5-CCT-TTG-YTW-GAG-WGT-TGC-CAG-ATG-3 |
PmarlTS 600R 5-CGA-GTT-TGC-GAG-TAC-CTG-KAG-AG-3' |

Cap mdi PmarlTS-70F/PmarlTSB00R dung dé khuéch dai doan gen clia Perkinsus marinus cé kich thude
509 bp.

Mbi dwgc chudn bi nhw sau:
Chudn bi méi géc:

- M&i gbe & trang thai dong khd phai dugc ly tam nhanh bing may spindown (4.2.4) trong 30 s d& méi
tdng xubng day éng trwéc khi mé va hoan nguyén. Khi hoan nguyén, nén dung dung dich dém TE
(3.2.10) duge mdi & ndng dé 200 pM I1am méi géc;

Chuén bi mbi st dung:

- Mdi sl dung & ndng d% 20 pM: pha lodng mdi géc bang nuéc (3.2.5) (10 pi mdi gée va 90 pl nude
(3.2.5)).

6.2.4.3 Tién hanh phan (ng PCR

St dung cap mdi da dwoc chudn bi (6.2.4.2) st dung kit nhan gen (3.2.3) theo hwéng dén cla nha san
xuat.

VI DU: Sir dung kit nhan gen clia Thermo Scientific Dream Tag PCR Master Mix (2X) (Lot 00316656) %

Thanh phan cho 1 phén (rng dugc néu trong bang 2

"' Théng tin nay dua ra tac didu kién thusn tién cho ngudi st dyng tiéu chudn va khdng 4n dinh st dung san phidm cia nha cung
¢4p nay. Cé thé sl dung cac san phdm twong te ndu cho cac két qua trong durong,

% Thong tin nay dua ra tac didu kién thuan tién cho nguéi st dung tiéu chudn va khdng &n dinh st dung san phim nay. Co
thé s dung cac san phim twong ty néu cho cac két qua trong dwong.

1
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Bang 2: Thanh phan phan (ng PCR

{ Thanh phén Thé tich
Tag PCR Master Mix {2X) 12,54
M&i xudi 20 M 1l }
M&i ngue 20 uM _i 1l I
Nuwoe khdng cé nuclease 8 ul i
| Téng thd tich | 22,5 ]'

Chuyén 22,5 ul hdn hop nhan gen vao mdi éng phan tng:

- Mau kiém chirng dwong: Che 2,5 pl mdu ADN @3 duoc gidm dinh hodc s dung céac ching
Perkinsus marinus chuén vao éng phén (ng;

- M3u kiém chirng am: Che 2,5 pl nwée (3.2.5) vao éng phan ing;
- MAu thir: Cho 2,5 pl m&u ADN kiém tra vao éng phan rng.
Tién hanh phan ng PCR bang may nhan gen (4.2.1) da cai dat chu trinh nhiét dugc néu trong béng 3.

Bédng 3 : Chu trinh nhiét cda phan &rng PCR

CHU THIiCH

Nhiét dé Thovi gian 84 chu ky
94 °C 4 min 1
94 °C 1 min
57 °C 1 min 40
65°C 3 min
65°C 10 min 1

- Phan ¢ng PCR phéi bao gdm: mau kidm tra, m3u kiém chirng duong va miu kidém chirng am;

- Mau va nguyén liéu cho phén irng PCR cin @4t trong khay da lanh trong suét qua trinh chudn bj hdn hop phén tng.
6.2.44 Biéndi
6.2.4.4.1 Chuan bj ban gel

Pha thach véi néng dé agarose (3.2.6) tr 1,5 % dén 2 % bang dung dich dém TBE 1X ho&c TAE 1X
(3.2.7) vao binh thdy tinh 250 mi, l&c déu rdi dun séi;

12
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Kini nhigt d6 gidm xubng knodng 40 °C dén 56 °C thi 0d sung 10 i cnédt nnudm mau i3 2 8 vao mbi

100 ml thach. LAc nhe tranh tao bot dé chat nhudém mau tan déu;

Chudn bj khudn @b thach, dat lvgc vao khudn rdi dé thach vao khuén. khdng nén d& ban thach day qué

0,8 cm;
Khi ban thach déng lai thi tién hanh g& leec khdi ban thach:

Chuyén ban thach vao bé chay dién di (4.2.6), d& dung dich dém (3.2.7) cing loai véi dung dich pha

tnhacn agarose Ga dun vao o€ dién di cno téi khi ngép ban tnacn.

CHU THICH: Co thé cung cac sdn phdm c6 s3n chdt nhudm ADN a2 pha ché thach 2garase [vi dyy Sybr safe ADN gal
stain) va sir dung theo quy dinh clia nha san xuét.

6.2.4.4.2 Chay diéndi

Hat 2 pi chéat Gém tai mdu (3.2.9) vao 8 pl san phdm PCR trén déu va cho vao cac giéng trén ban
thach.

Thye hign dién di trong bd dién di (4.2.6), chay kém theo thang chuan ADN (3.2.11) dé dyw doan kich
thwée san phdm khuéch dai. Hat 10 pl thang chudn ADN (3.2.11) vao mdt giéng trén ban thach.

Dién di & hiéu dién thé 100 V trong th&i gian 30 min.
6.2.4.5 Doc két qua
Sau khi dién di, doc két qua & may doc gel (4.2.7) theo Bang 4,

Béng 4 : Két qua dién di

Giéng Vach 509 bp Két qua
Thang chudn ADN | Cac vach sang rd rang Dién di tét
Cé Hén hep phan irng PCR tét

MA&u kiém ching
M3u d6i chirng dwong tinh héng hodc

duong tinh Khoéng
enzym hong
M3u kiém chizng Co Bi tap nhiém
am tinh Khéng Khéng tap nhiém
Cé Duong tinh v&i Perkinsus marinus
Mau thee -
Khéng Am tinh vé&i Perkinsus marinus

* Thang tin ndy dua ra tao didu kién thudin tign cho ngudi s& dyng tidu chudn va khdng 4n dinh s dung sén phdm nay. Co thé sir
dung cac sdn phdm tuong tw néu cho céc két qua trong duong.

13
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©énh gig két qua:

- Két quéa méu th duong tinh khi: Tai giéng méu thl xudt hién vach séng cd kich thude 506 be.
Thang chudn ADN phan vach rd rang. miu kiém chirng dwong ¢é kich thiede 509 bp, mau kiém chirng
am khéng cé vach sang.

— Két qué mau thiy am tinh khi: Tai giéng mau thlr khang xuét hién vach sang. Thang chuédn ADN ohan
vach rd rang, mau kiém chieng dwong cé kich thwde 509 bp, méu kiém chirng am khéng cé vach séng.

6 Kétluan

Mau dugce xéc dinh nhiém bénh do Perkinsus marinus khi co dac diém dich t&, triéu chirng 1am sang,
bénh tich dién hinh clia bénh va cé két qua duong tinh voi Perkinsus marinus bing phuong phap PCR
trong phong thi nghiém.
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Phu luc A
(Quy dinh)

Thanh phan va chun bi mai tredng, thube thir
A1 Moi trudng long thioglycollat (FTM)

A.11 Thanh phén

Méi truong FTM: 28,3 ¢g
Natri clorua: 22¢
Nuérc cét: 1000 ml
A.1.2 Chudn bj

Tron 22 g natri clorua va 29,3 g FTM vao 1 000 mi nwéc cit. Bun cho tan hoan toan dén khi dung dich
cé mau vang trong. Chia ra céc dng nghiém vé tring, mdi éng khodng 9,5 ml.

Hap tiét tring trong ndi hép (4.1.1) & 115 °C trong 20 min.

Cac éng nghiém nay dwrge gilr noi téi va bao quan & nhiét dé 4 °C.
A.2 Dung djch penicilin-streptomycin

A.21 Thanh phan

Streptomycin sulfat (500 IU/ml): 3.13g
Penicilin G (500 IU/mi): 6,55¢g
Nuwéc khir ion: 500 mi

A.2.2 Chudnbi

Trén 3,13 g streptomycin sulfat va 6,55 g penicillin G vao 500 ml nwée khir ion va 1&c dén khi cac
khang sinh tan hoan toan.

Dung dich duwgc bdo quan & nhiét do 4 °C.

15
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A.3 Thubdc nhudm Lugo! iodine

A.3.1 Thanh phan

Kali iodua: 6g
I-4t; 4q
Nuwéce cat: 100 mi
A.3.2 Chudnbi

Trdn 6 g Kali iodua va 4 g I-ét vao 100 mi cho nwéc cét, lac cho tan. D& yén trong 24 h sau 66 duoc loc
qua gidy loc.

Dung dich éwoc gir trong chai mau nau & nhiét o phong dé trénh su két tia. Dung dich c6 thé dvoc
gir trong nhidu tudn nhung nén thinh thodng loc Gé loai bd cac hat két tha co thé xuét hién.

A.4 Dung dich dem TAE hodc TBE

A.4.1 Thanh phédn

Dung dich TAE (hodc TBE) 10X: 100 ml
Nuwére khir ion: 900 mi
Téng: 1000 mi dung dich TAE (TBE) 1X

A.4.2 Chudn bj
L4y 100 ml dung dich TAE (TBE) 10X hoa chung vé&i 800 mi nwéc khir ion, khudy va lic déu.

Béo quan & nhiét 46 phong.
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PhulucB
(Tham khao)

Quy trinh tach chiét ADN

CANH BAQ: Viée tach chiét ADN cé si¥ dyng hoa chét nguy hidm va ¢ khd néng gay hai néu
thas tac khéng cdn than. Do vay, nén tranh tidp XUC trige tiép von da va nit phal not cua cac noa

chét nay. Ludn ludn deo gang tay, khdu trang, mac quén 4o bao ho khi thwe hién cac thao tac nay.

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

protein K G gua d&m & 56 °C nhuw sau:

—  Nhd 20 pl protein K vao éng ly tam 1,5 ml;

- Chuyén 30 mg méu bé&nh pham (6.2.3) vao éng ly tdm da co protein K:

-~ Thém 200 pl dung dich AL (Lysis buffer);

~  Trén k¥ huyén dich trong 15 s, sau dé ly tdm nhanh béng may spindown (4.2.4):
- U quadém & 56 °C trong bé & nhit (4.2.5), sau d6 Iy tam nhanh béng may spindown (4.2.4):

- Thém 200 pl etanol tuyét di (3.2.1) vao bng ly tam:

- Trén ky huyén dich trong 15 s, sau d6 ly t&m nhanh bang may spindown {4.2.4):

- Hut 420 pl huyén dich trong éng ly tam trén, chuy&n sang cét ly tam ¢6 éng thu & dudi;

- Ly tdm béng may ly tam (4.2.2) v&i gia tc 6 000 g (8 000 r/min) trong 1 min & nhiét d¢ phong;

— Thém 500 pl dung djch AW1 (Wash buffer 1) vao ¢t ly tdm cé dng thu & duwdi;

- Ly tam béng may ly tam (4.2.2) v&i gia téc 6 000 @ (8 000 r/min) trong 1 min & nhiét @6 phong;

- Thay éng thu & duwdi cot ly tam;

- Thém 500 pl dung djch AW2 (Wash buffer 2) vao cot ly tam cé éng thu & duéi:

- Ly tam bdng may ly tam (4.2.2) v&i gia tde 20 000 g (14 000 r/min) trong 3 min & nhiét 46 phong:
- Chuyén cdt ly tam sang ng eppendorf 1,5 mi;

- Nho 200 pl dung dich AE (Elution buffer) vao cét ly tam va gitr & nhiét @4 phong 1 min;



TCVN 8710-10:2015
- Ly tam bang may Iy tdm (4.2 2) véi gia téc 6 000 g (8 000 rimin) treng 1 mun:
- Chuyén 200 ui ADN da thu duoc sang dng eppendorf 1,5 mi khac.

Béo quan ADN & nhiét @3 tir 2°C d@én 8 °C néu thyre hién phan ng PCR ngay ho#c & nhiét dé &m 20 °C
dén am 80 °C néu thirc hién phan (vng PCR sau 24 h.
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