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Bénh thuy san - Quy trinh chan doan -
Phan 14: Héi chirng 16’ loét (EUS) & ca

Aquatic animal diseases - Diagnostic procedure -
Part 14: Epizoofic ulcerative syndrome (EUS) in fish

CANH BAO - Vigc ap dung tiéu chudn nay cé thé lién quan dén céac vat ligu, thiét bj va cac thao
tac gay nguy hiém. Tiéu chuidn nay khong thé dwa ra dwoc hét tat ca cac van dé an toan lién
quan dén viéc si¥ dung chiing. Ngw&i st dung tidu chuln nay phai ty thiét 1ap cac thao tac an
toan str¢ khoe thich hgp va xac djnh kha nang ap dung céac giéi han quy dinh trwée khi st dung
tiéu chudn.

1 Pham vi &p dung

Tiéu chudn nay quy dinh quy trinh chdn doan hdi chirng I& loét do ndm Aphanomyces invadans (Syn.
Aphanomyces piscicida) gay ra & ca.

2 Thuat ng® va dinh nghia

Trong tiéu chudn nay st dyng cac thuét ngl va dinh nghia sau:
2.1

Hgi chirng I& loét & ca (Epizootic ulcerative syndrome) - EUS:

Hdi chirng do nhiéu tac nhan gay ra, trong d6 ndm Aphanomyces invadans la tac nhan chinh gay ra
nhirng dém do va vét loét trén than ca bénh.

CHU THICH: Soi ndm 6 dudng kinh tr 12 88n 25 nm v2 ¢4 cdu tric 5ibng ha sci ndm khéng cf vach ngadn Lodindm ndy o6
hai dang bao t& ddng dién hinh gdm: bao W& Gdng chinh va cac bao W ddng thir cdp. Bao tr ddng chinh bao gém cac té bio
hinh trén phét trién bén trong boc bao tlr. Cac bao tir ddng chinh tip trung & trén dAu mut cla boc bao tr tao thanh mdt cum
bao tl va nhanh chéng chuyén thanh cic bao kr déng ther cip, cb thé b tv do trong nuée.
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3 Thudc thiF va vat ligu thir

Chi sl dung thudc thi? logi tinh khidt 6& phan tich. s& dung nudc chl, nwde khir Khodng hodc nuds

tinh khiét. triv céc treéng hop ¢6 quy dinh khac.

3.1 Thubc thir va vat ligu thir ding chung.

3.1.1 Etanol, 70 % (thé tich), 90 % (thé tich) va etanol tuyat dai.

3.2 Thube thir va vat liéu thur dung cho phwong phap chan doan béng PCR.

3.2.1 Cp mbi {primers), gdm mbi xudi v& mdi nguroc.

3.2.2 Agarose.

3.2.3 Dung djch @ém TAE (Tris-brorate - EDTA) ho&c TBE (Tris-acetate - EDTA) (xem A.1).
3.2.4 Chat nhudm mau, vi dy: Sybr safe.

3.2.5 Chét dém tai mau (Loading dye 6X).

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

3.2.7 Thang chuin AND (Marker)

3.2.8 Nuwéec tinh khiét, khdng c6 nuclease.

3.2.9 Kit nhan gen (PCR Master Mix Kit).

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

3.3 Thuéc thir va vit liéu ding cho phwong phép kiém tra bénh tich vi thé bing parafin.

3.3.1 Formalin 10 %, dwge chuan bi t& dung dich formaldehyde 38 % va dung dich mudi dém
phesphat (PBS) (ty 1€ thé tich 1 : 9).

3.3.2 Xylen.

3.3.3 Thudc nhuém Haematoxylin (xem A.2).
3.3.4 Thuéc nhudm Eosin (xem A.3).

3.3.5 Parafin, co do néng chay tir 56 °C dén 60 °C.

3.3.6 Keo dan lamen.
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4 Thiét b, dung cu
S dung thiét bi. dung cu théng thudmg clia phdng this nghiém sinh hoc va nhikng thiét by, dung oy sau
4.1 Thiét bi, dung cu diing cho phirong phap chin doan bang PCR.
4.1.1 May nhan gen (PCR).
4,1.2 May ly tam, cé thé ly tam véi gia toc 8 000 g v& 20 000 ¢.
4.1.3 May lic tron vortex.
4.1.4 May spindown.
4.1.5 Bo dién di, gbm bd ngudn va bé chay dién di.
4.1.6 May doc gel.
4.2 Thiétbi, dung cu ding cho phwong phap kiém tra bénh tich vi thé bing parafin.
4.2.1 Khudn nhra, loai chuyén dyng cho lam tiéu ban vi thé.
4.2.2 May x(r ly mau mé tw dong.
4.2.3 Noi dun parafin, cé thé duy tri nhigt do tir 56 °C dén 65 °C.
4.2.4 Khay sit, loai chuyén dung cho lam tiéu ban vi thé.
4.2.5 May lam lanh tiéu ban, co thé duy tri nhiét dé tir am 10 °C dén 4 °C.
4.2.6 May cittidu ban, cdt & d6 mong tir 3 um dén 5 pm.
4.2.7 Nbi dan tiéu ban, co thé duy tri nhiét do tir 35 °C dén 65 °C.
4,2.8 Phién kinh, vo tring.
4.2.8 Lamen, vé trung.

4.2.10 Kinh hién vi quang hgc, vat kinh 10 X, 20X, 40 X va 100 X

5 Chan doan 1am sang
5.1 Bic diém dich té

— Héi chirng I& loét & ca (EUS) xay ra phd bién & cac lodi c& nwéc ngot, trén ¢ quén thé c4 ty nhién
va ca nudi;

|
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— Cé&nhiém ndm A. invadans thueeng & gisl doan Hén tredng thanh va trudng thanh:

- Tac nhén chinh cla bénh 1& ndm Aphanomyces invadans (A, piscicida) cé duéng kinn t 12 nm
dén 25 nm:

- A invadans Iy lan qua b&o i Géng trong mai trudng nwde. Cac bao t déng x&m nhap va gén vac
da. bao tir ndy mam trong didu kién thich hop va soi ndm xam nhao vac da c&. mé co gév ra cac vét
viém trén da, mang, dudi va céac vét loét trén co;

— U3 xudi nién trén céc a0 nudi v ty ié méc bénh va Ty i i vong cao (> 30 o). Thudng xubi hidn
trong nhizng n&m cé mua lanh dai, v&i nhiét d6 nuedce tir 18 °C dén 22 °C va thedng xay ra bl thang 11
dén thang 12.

5.2 Triéu chirng ldm sang.
— Cé&chan &n, bd &n va da c& trdy 1én s&m mau hon:

Cé& bénh thweng néi g&n bé méat nwrére va trd 1&n linh hoat hon véi kidu di chuyén co giat;

Ca bénh xuét hién cac dbm mau 46 trén bé mat co thé, dau, ndp mang hay cubng dudi;

C4 bénh nding thuéng xuét hién cac ddém dd I&n hodc cac vét loét néng mau xam v&i phan hoai t

mau nau;
5.3 Bénh tich.

— C4& bi bénh néng. cac vét ioét 16m sau t&i xwong. 1am phan co hai bén hoai t&r va dé 16 ra noi tang
bén trong. Tai cAc vét loét I&n, ving trung tAm cé mau xam, cac mép xung quanh cd mau den;

- Nhirng tén throng bé mat 1én thudng x3y ra trén swén va lung c&;

~ O mét s6 loai ca nhay cdm véi bénh, cac tdn thuong lan réng co thé an mon hét cac phan sau cla
co thé c& hoac hoai t& c& phan mé mém va mé ctng clia hdp so.

& Chéan doan trong phong thi nghiém

6.1 Phwong phap PCR (Polymerase Chain Reaction).

6.1.1 Ly miu.

- Thu mau ca cd dau hiéu bénh Iy, cdn séng hodc vira mai chét.
- Bénh phdm: C4 nguyén con.

86 lwong ca trén méi mau phy thude vao kich c& cla ca:
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% gibng’ iy i 3 confmBy dé £ sonimay
= & trudng théanh, ca bd me: t&y 1 con/méu.

~ &y mAu méi loai bénh phdm, cho vac tisng lo hay ti niion va 1ring riéng bidt. day kin thac iEc 1y

mau . dung cu dyng méu va tiép xdc véi mau phai dam bdo vd ring.
6.1.2 Bao quan méu.

Trong qué trinn van cnuyén, mau drec odo quan & nnigt o w 2 °C den & “C knong qua 24 N No&c nao

quan trong etanoi tuyét doi (3.1.1);

MA&u chuyén dén phong thi nghiém néu chua phan tich ngay phai duec bao quan & nhiét do &m 20 °C
dén am 80 °C hoac trong etanol tuyét dbi (3.1.1).

6.1.3  Chudn bj mau.

Bénh phim: ¢& nguyén con v tring bén ngoai bé mat c& béng etanol 70 % (thé tich) (3.1.1), dung
panh, k&o vé tring 14y phéan co bén canh hodic bén dudi vét loét,

Lwong mau can chuén bi: khodng 30 mg.
6.1.4  Cach tién hanh.
6.1.4.1 Tach chiét ADN.

St dung b kit tach chiét (3.2.10) thich hgp va an toan theo hréng din cia nha san xuét.

i DU: Sir dung kit tach chiét DNeasy® Blood & Tissue Kit (250) (Cat No. 69506)" (xem phu luc B).
6.1.4.2 Chuan bi mdi.

Phan (rng khuéch dai dwoc thyc hién trong may nhan gen (4.1.1) theo phrong phap PCR khuéch dai
doan gen dac hidu cla A. invadans s® dung cap méi ITS1-2FATSR1 (3.2.1). Trinh tw c&p médi duoc
néu trong bang 1.

Bang 1: Trinh ty cip mbi

|
M&di | Trinh tw cap mbi
ITS1-2F ! 5-TCA-TTG-TGA-GTG-AAA-CGG-TG-3
ITSR1 5-GGC-TAA-GGT-TTC-AGT-ATG-TAG-3'

" Thang tin nay dua ra tao didu kién thuan lién cho ngudi sir dung tidu chudn va khong 4n dinh st dung san phdm clia nha cung
cép nay. C6 thé sl dung cac san phdm twong by néu cho cdc két qua twong duong.
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Car mdi ITS1-2FATSR 1 dung & khuéch dai doan gen alia nam £ invadans co <ich thide 234 1o
Mé&i duge chudn bi nhu sau:

Chuén bi mi gbe:

- Mbi & trang thai dong khd phai duoc ly tm nhanh bing may spindown (4.1.4) & gia t06c & 00Cg
trong 30 s 48 mdi ldng xubng day éng trede khi mé va hoan nguyén. Khi hoan nguyén. nén ding d&m
TE (3.2.6) 6& hoan nguyén mbi & ndng d6 200 pM Iam méi gdc.

Chuén bi m&i st dung:

~ Mbi st dung & ndng dd 20 uM: pha lodng médi gbc bing nurdc (3.2.8) (10 pl mdi gbe va 80 pl nude).
6.1.43 Tién hanh phan Gmg PCR.

St dung c&p mbi da chudn bi (6.1.4.2) st dyng kit nhan gen (3.2.9) theo hudng dan cda nha san Xuét.
Vi DU: S dyng kit nhan gen clia Thermo Scientific Dream Tag PCR Master Mix (2X) (Lot 00316656) N

Thanh phan che 1 phan rng dwge néu trong bang 2

Bang 2: Thanh phan phan rng PCR

Thanh phan Thé tich

Taq PCR Master Mix Kit 12,5 pl
Ma&i xudi 20 uM 1l
Méi ngwoc 20 uM 1l
Nuéc khdng b nuclease 8 ul

Téng thé tich 22,5 i

Chuyén 22,5 pl hdn hep nhan gen vao méi 6ng phan ing:

- M3u kiém ching duong: Cho 2,5 pl m3u ADN da dwoc giém dinh ho3ic sl dung cac ching
Aphanomyces invadans chuén vao éng phan (rng;

- MB&u kiém chirng am: Cho 2,5 yl nwére (3.2.8) vao bng phan tng;

" Thang tin ndy dua ra to diu kién thuan tién cho ngudi st dung tiéu chudn va khdng &n dinh sir dung san phdm nay Cé
thé sir dung cac sdn ph3m trong ty ndu cho cac két qua trong duong.

10
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- MA&u thlr: Che 2.5 1l méu ADN kiém ira vao &ng phan tng.

Tién hanh phan wng PCR bing méy nhan gen (4.1.1) d& cai d& chu trinh nhigt va duec adu irong

céng 3.
Bang 3 : Chu trinh nhiét coa phan rng PCR
Nhiét 66 | Thoigian |  Séchuky
95°C ]| 2 min ' 1 ;
' 94 °C 30s i i
56 °C . 45s | 35
| i
72°C 2,5 min i '
, 72°C 5 min ll 1 :
CHU THICH.

- Phin ng PCR phai bao gdm: miu kiém tra, m3u kiém chirng dirong va mau kiém ching am;

- Miu v& nguyan liéu cho phan ng PCR c3n @4t trong khay da lanh trong subt qua trinh chudn b hén hop phan ing
6.1.4.4 Dién di.

6.1.4.4.1 Chuan bi ban gei.

Pha thach v&i ndng dd agarose (3.2.2) tir 1,5 % dén 2 % bang dung dich dém TBE 1X hoac TAE 1X
(3.2.3) vao chai thly tinh 250 m, I&c déu rdi dun soi;

Khi nhiét dé gidm xudng khoang 40 °C dén 50 °C thi bd sung 10 pi chét nhugm mau (3.2.4) cho 100
mi thach. Lic nhe tranh tao bot d& chit nhudm mau tan Géu;

Tién hanh dd thach vao khay dién di d& dwgc cai lugc; khdng nén dd ban thach day qua 0,8 cm;
Khi ban thach ddng lai thi tién hanh g& lwge khdi ban thach;

Chuyén ban gel vao bé dién di (4.1.5), dé dung dich dém (3.2.3) cung loai vé&i dung dich pha thach
agarose da dun vao bé dién di cho t&i khi ngap ban thach

CHU THICH: C6 thé diing cac san phdm ¢6 sin chit nhudm ADN dé pha ché thach agarose (vi dy: Sybr safe ADN gel stain™)
va sir dung theo quy dinh clia nha san xudt,

% Thang fin ndy dua ra tao didu kién thun tién cho ngudi sir dung tiéu chudn va khdng &n dinh si dung san phim nay. Co thé stz
dung cc sdn phdm twong te ndu cho céc két qua trong duong.

11
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§.1.4.4.2 Chav dién di.

HOt 2 i chét @ém t3i mdu (3.2.5) vao 8 pil sén pham PCR tr3n dBu v2 cho vae céc gidng tran bar

thach.

Thire hign dién di trong b¢ dién di (4.1.5), chay kém thec thang chudn ADN (3.2.7) @& dv doan kich

thiztie 320 nhdm khudch dai Hit 10 ol ihang chida DA 22 TV yda mAt gidan tede ndr thoor
Pién di & hiéu dién thé 100 V trong théi gian 30 min,

6.1.4.5 Doc két qua.

Sau khi dién di, doc két qua trén may doc gel (4.1.6) theo bang 4.

Bang 4 : Két qua dién di

San pham c6 kich thwéc 234 :
Giéng 4 b Két qua
p
Thang chudn ADN Sang va chia vach rd rang Dién di tot
Cé

H han U R tét
M3u kiém chirng 8n hgp phan (ng PCR t6

duong Khéng Mau déi chieng dwong hdng
hoac enzym héng

Khéng Khéng bj tap nhiém
Mau kiém chirng am
Co Bj tap nhiém
Co Dwong tinh vé&i EUS
Mau thee
Khéng Am tinh v&i EUS

Danh gia két qua:

- Két qué mau thir dwong tinh khi: tai giéng m&u thir xuét hién vach sang ¢6 kich thudc 234 bp. Thang
chuén ADN phan vach & rang, mau kiém chitng dwong co kich thuwéce 234 bp, mau kiém chirng am
khéng cé vach sang.

- Két qué mu thir &m tinh khi: tai giéng mau thir khéng xuét hién vach sang. Thang chudn ADN phan
vach rd rang, mau kidém chirng duong co kich thwdc 234 bp, mau kidm chirng &m khdng cb vach séng.

6.2 Phuwong phap kiém tra bénh tich vi thé bing phwong phap parafin.

6.2.1 Lay miu.

12
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Xem 6.1.1
6.2.2 Bao quan miu.

M&u bénh phdm duge dam bdo ngép trong formalin (3.3.1). tranh G4 v&, roi vai formalin (3.3.1) ra ngoai
méi trwdng; khi gl mau d&n phong thi nghiém, bao géi lo chira méu bang i nilon, miéng tii duoc dan

. s e s 5 ™ x e
Yim Trenm ahApa thi nohidm né»n rhies yi2 AanhiSee nogc el meal Touee RrE gion
cng prarg U gt v e X = i) O L DS

e B s P miie

(3.3.1), 33m bao thé tich mau bénh pham va formalin (3.3.1) dat ty & khoang 1 - 10.
6.2.3 Chuén bj mau.

- Déi voi ca gibng cb dinh ca con;

— Pbi voi ca tredng thanh cb dinh bing cach lay ca sbng cat ldy phan da, mé co (< 1 cm®) xung

quann vét loét;

- MAu bénh pham cb dinh trong formalin (3.3.1) tir 24 h dén 72 h tay thudc vao kich thurdc mau;
6.2.4 Cach tién hanh.

6.2.4.1 Buac khuén.

— Dat khudn nhira (4.2.1) riva dwéi voi nwde chay, thol gian tir 2 h dén 3 h;

— Ngam khudn nhya vao cbc etanol 70 % (thé tich) (3.1.1), théi gian tir 2 h dén 3 h;

— Ngam khudn nhipa vao cbc etanol 90 % (thé tich) (3.1.1), theri gian tir 2 dén 3 h;

— Ngam khudn nhya vao cdc etanol tuyét dbi (3.1.1) 1an thir 1, thi gian tir 2 h @én 3 h;
— Ngam khudn nhira vao cbe etanol tuyat déi (3.1.1) 1an ther 2, thei gian te 2 h dén 3 h;
— Ngam khuén nhyra vao cée xylen (3.3.2) 1&n thir 1, théi gian tiz 2 h dén 3 h:

~ Ngam khuén nhira vao cbc xylen (3.3.2) 1an thir 2, théi gian tir 2 h dén 3 h;

— Ngam khuén nhya vao cbc parafin (3.3.5) 1an thir 1, thi gian tir 2 h dén 3 h;

Ngam khudn nhwa vao cbc parafin (3.3.5) 1&n thir 2, thevi gian tir 2 h dén 3 h;
CHU THICH: Néu st dung may xt Iy mau mé ty ddng (4.2.2) thi tidn hanh tép theo tir burde ngam etanol.

— Blc khudn: rét parafin (3.3.5) nong chay tr ndi dun parafin (4.2.3) vao khay sét (4.2.4), gép bénh
pham tir khudn nhya dst vao khay sit (4.2.4), dat khudn nhya (4.2.1) én trén. D& ngudi, tach I8y khoi
parafin.

13
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8.2.4.2 Cattidu ban.
- C#t got khéi parafin {6.2.4.1) che béng phéng, @3t rin m&! méy 1am lanh tiéu ban (4.2.5),

— Dat khdi parafin 1én may cét tiéu ban (4.2.8) sao cho mat khoi parafin song song véi mép ivdi dao
cAt bé nhivng &t dAu dén khi lat cét cé duU cac bénh phdm. diéu chinh 36 day cia 14t cét tr 3 um dén 5

e, ot mAt vl 14k
~ Chon lat cit phing tha vao ndi dan tiéu ban (4.2.7) véi nhiét dé nudc tir 35 °C dén 40 °C
Dung phién kinh (4.2.8) v6t dan Iat cét. Dyng nghiéng tiéu ban va dé khé.

6.2.4.3 Nhudm tiéu ban

Ngam tiéu ban (6.2 4 2) vao cée xylen (3.3 2) 3 1an, thai gian méi An tir 3 min dén 5 min;
— Ngam tiéu ban vao cée etanol tuyét ddi (3.1.1) 2 1an, thei gian mdi 1an tlr 3 min Gén 5 min;
— Ngam tiéu ban vao céc etanol 90 % (thé tich) (3.1.1), théi gian ti 3 min dén 5 min;

- Ngam tiéu ban vao cée etanol 70 % (thé tich) (3.1.1), thdi gian tir 3 min dén 5 min;

— Rira tiéu ban dwdi voi nwdc chay, thei gian tir 3 min dén 5 min;

— Ngam tiéu ban vao céc thubc nhudm haematoxylin (3.3.3), thdi gian tir 3 min dén 5 min;
— Rz tid¢u ban dudi vdi nedic chay, théi gian t 3 min dé&n 5 min.

~ Ngam tiéu ban vao cbc thuéc nhudm eosin (3.3.4), théi gian tir 60 s dén 90 s;

- Rura dudi voi nedc chay, thoi gian tir 3 min dén 5 min;;

Loai bd nwde con bam trén tiéu ban bing cach ngam tigu ban vao céc etanol 90 % (thé tich) (3.1.1)
trong théi gian tir 3 s dén 5 s, sau d6 ngam tiéu ban vao céc etanol tuyét ddi (3.1.1) 3 lan, thoi gian mai
lan tr 3 s dén 5 s; chuyén tidu ban ngam trong céc xylen (3.3.2) 2 1&n, thei gian méi l&n tir 2 min dén 3
min: g&n lamen (4.2.9) vao tiéu ban bang keo dan lamen (3.3.6). D& khd, soi tiéu ban dudi kinh hién vi
quang hoc (4.2.10).

6.2.5. Doc két qua.

M3u mo duoc soi dudi kinh hién vi quang hoc (4.2.10) cho thay sw hién dién cda cac khdi u hinh tron
mau trdng khéng bat mau cia H & E;

Giai doan s&m quan s&t thdy soi ndm tai vi tri hoai tl thé hién & nhirng cham den nhd trén tiéu ban nhudm.
D&n hinh thanh nhirng u hat ndm mau tring.
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7 Kétluan

Mau c2 dugc xac dinh 12 nhidm bénh do A. invadans khi co dac diém dich t&. triéu chixng 12m sang.
bénh tich d&c trng clia bénh va cé két qué durong tinh mét trong hai phueng phép saw

- Phan (rng PCR phat hién ndm A. Invadans duong tinh.

— M&u c&t md thé hién nhirng déu hiéu bénh tich vi thé d&c wrwng cho hdi chirng I¢ ioét trén cé.
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Phuluc A
(Quy dinh;)

Thanh phin va chuén bi thudc thir

A.1 Dung dich dém TAE hodc TBE

A.1.1 Thanh phin

Dung dich TAE (hodc TBE) 10X: 100 mi
Nwé&ce khi ion: $00 m!
Téng 1000 m! dung dich TAE (TBE) 1X

A.1.2 Chuanbj

L4y 100 ml dung dich TAE (TBE) 10X hoa chung vé&i 900 ml nuéc khir ion, khudy va lac déu.
Bdo quan & nhiét d¢ phong.

A.2 Thubc nhudém Hematoxylin (dung dich Hematoxylin — Mayer)

A.2.1 Thanh phén

Hematoxylin dang tinh thé: 19
Natri iodat: 0249
Amoni alum sulphate : S0g

(ho&c Postasium alum sulphate )

Axit citric: 1g
Chiloral hydrate: 50g
Nwéc: 1000 mi

A.2.2 Chuin bj

Hoa tan Hematoxylin trong nwéc, sau do cho natri iodat va Amoni alum sulphate hodc kali nhém suifat,
hoa tan, tiép tuc cho axit citric va chloral hydrate rdi loc qua gidy loc.

Béo quan dung dich @& pha trong chai tdi mau.

i6



TCVN 8710-14 : 2015
A.3 Thudc nhudm Eosin

A.3.1 Thanh phan

Eogin Y 1g
Etanol 70 % (thé tich) 1 it
Axit axstic: 5ml

A.3.2 Chuén bj

Thém tir 2 giot dén 3 giot axit axetic vao etanol 70 % (thé tich). Hoa tan eosin trong cdn. sau dé thém
axit axetic rdi loc qua gidy loc.

Bao quan dung dich da chuén bj trong chai téi mau.
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Phuiuc B
(Tham khio)

Quy trinh tach chiét ADN

CANH BAO: Viéc tach chiét ADN ¢6 si» dung hoa chat nguy hiém va cé kha nang gay hai néu
thao tac khéng cdn than. Do vay, nén tranh tiép xuc trwe tiép voi da va hit phai hoi ctia cac hoa
chat nay. Ludn ludn deo gang tay, khiu trang, mic quén 4o bio hé khi thwe hién cac thao tac nay.

Quy trinh tach chiét ADN st dung kit tAch chiét DNAeasy®Blood & Tissue Kit (250) (Cat No. 69506);

- Nhd 20 ul protease K vao éng Iv tam 1.5 mi;

Chuyén 30 mg bénh phim (6.1.3) vac éng ly tam da 6 protease K;

— Thém 200 pl dung dich AL (Lysis buffer);

- Trén ky huyén dich trong 15 s, sau @6 ly tm nhanh bing may spindown (4.1.4);

- U 4m & 56 °C trong 10 min, sau d6 ly tdm nhanh bang may spindown (4.1.4);

— Thém 200 yl etanol tuyét déi (tir 96 % dén 100 %) (3.1 1) vao éng ly tam;

— Trén ky huyén dich trong 15 s, sau d6 ly tdm nhanh bing may spindown (4.1.4});

- Hut 420 pl huyén dich trong éng ly tam trén, chuyén sang cot ly tam cé éng thu & dwdi;
— Ly tdm bang may ly tam (4.1.2) v&i gia téc 6 000 g trong 1 min & nhiét dé phong;

— Thém 500 pl dung dich AW1 (Wash buffer 1) vao cét ly tam c6 éng thu & duwei;

~ Ly tam b&ng may Iy tam (4.1.2) véi gia tbc 6 000 g trong 1 min & nhiét d phong:

~ Thay éng thu & dudi ct ly tam;

— Thém 500 pl dung dich AW2 (Wash buffer 2) vao cét ly tam cé éng thu & dwéi;

— Ly tam bang may ly tam (4.1.2) v&i gia téc 20 000 g trong 3 min & nhiét do phong:

— Chuyén ¢t ly tam sang éng ly tam 1,5 ml;

— Nhé 200 pl dung dich AE (Elution buffer) vao ¢t ly tdm va gilr & nhiét 3o phéng 1 min;
- Ly tam béng may ly tam (4.1.2) véi gia téc 6 000 g trong 1 min;

- Chuyén ADN @4 thu dwgc sang 6ng 1,5 ml khéc.
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