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Bénh déng vat - Quy trinh chan doan -
Phan 29: Bénh Lympho leuko & ga
Animal diseases - Diagnostic procedure -

Part 29: Lymphoid Leukosis of chicken

CANH BAO - Viéc 4p dung tiéu chuin nay cé thé lién quan dén céc vat liéu, thiét bj va cac thao
tac gay nguy hiém. Tiéu chuldn nay khéng thé dwra ra dwoc hét tit ca cic vén dé an toan lién
quan dén viéc sir dung ching. Ngwdi si» dung tiéu chudn nay phai ty thiét 1ap cac thao tac an
toan suc khoe thich hep va xédc dinh kha ning 4p dung cac gidi han quy dinh trwéc khi sir dung
tiéu chudn.

1 Phamvi ap dung

Tiéu chuén nay quy dinh quy trinh chan doan bénh Lympho leuko do virus thudc nhém Leukovirus gay
ra & ga.

2 Thuat ngir va dinh nghia
Trong tiéu chudn nay s dyng thuat ngl¥ va dinh nghia sau:

21

Bénh Lympho leuko (Lymphoid leukosis of chicken)

Bénh do virus thudc nhém Leukovirus, gidng Alpharetrovirus, ho Retroviridae gay ra & ga, dac treng
cla bénh la tang sinh cao dd té bao lympho non, hinh thanh cac khéi u ndm rai réc hoéc tran lan trong
cac co quan ngi tang.

CHU THICH: Virus gay bénh Lympho leuko dwegc chia thanh cac phan nhém A, B, C, D va J dya trén sy khac bigt d3c tinh
khang nguyén glycoprotein. Virus gay bénh Lympho leuko nhan 1én & hdu hét cac md, co quan trong co thé.

3 Thudc thir va vat liéu thiy
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Chi st¥ dung thudc thi¥ loai tinh khiét phan tich, st dung nwéc cét, nwdc khir khoang hodc nwdc cod do
tinh khiét teong dwong, trir khi ¢é quy dinh khéac.

3.4 Thudc thir va vit liéu thir ding cho phwong phap parafin
3.1.1 Formalin, dung dich 10 % (thé tich)

Chuén bj tir dung dich formaldehyde 38 % va dung dich mubi dém phosphat (PBS) (xem Phu luc A) v&i ty
& 1: 8 (thé tich).

3.1.2 Etanol 70 % (thé tich), 90 % (thé tich) va etanol tuyét déi.
3.1.3 Xylen.

3.1.4 Haematoxylin.

3.1.5 Eosin.

3.1.6 Parafin, cé db nong chdy tir 56 °C dén 60 °C.

3.1.7 Keo danlamen.

3.2 Thudc thir va vat ligu thir dang cho phwong phap realtime RT-PCR (phan (ng phién ma

ngwoc chudi polymerase theo théi gian thuc)
3.21 Dungdich PBS, pH 7,0 (xem Phu luc A).
3.2.2 Etanol tuyét déi.

3.2.3 Mau ARN (axit ribonucleic) kiém chirng dwong, chiét tach tir virus gay bénh Lympho leuko,
c6 gia trj Ct (chu ky ngwing) da biét trudc.

3.2.4 Kittach chiét ARN.

3.25 Kitnhan gen.

3.2.6 B& mdiva miu do (primers va probe).

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

3.2.8 Nuwérc, tinh khiét khang 6 nuclease.

4 Thiét bi, dung cu
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ST dung thiét bi, dung cy théng thwdng cla phong thi nghiém sinh hoc va nhizng thiét bi, dung cu sau:

4.1 Thiét bi, dung cu ding cho phwong phap parafin

4.1.1

4.1.2

4.1.9

Khuén nhwa, loai chuyén dung cho lam tiéu bén vi thé.

May x& Iy mau mé tw dong.

N&i dun parafin, cé thé duy tri & nhiét do tir 56 °C dén 65 °C.

Khay sét, loai chuyén duyng cho lam tiéu ban vi thé.

May |am lanh, cé thé duy tri & nhiét do t& &m 10 °C dén 4 °C.

May cét tiéu ban, cit & dd méng tir 3 pm dén 5 um.

Nbi dan tiéu ban, cé thé 1am néng nwdc & nhiét dd tir 35 °C dén 65 °C.
Phién kinh, vo tring.

Lamen, vé tring.

4.1.10 B$ céc nhudm tiéu ban.

4.1.11 Kinh hién vi quang hoc, vat kinh 4 X, 10 X, 20 X, 40 X, 60 X.

4.2 Thiét bi, dung cu diing cho phwong phap realtime RT-PCR

4.21

422

423

4.24

4.25

4,26

May nhan gen (realtime PCR),

May spindown.

Tu I.anh am sau, cé thé duy tri nhiét d6 tir am 20 °C dén am 80 °C.
May ly tdm, cé thé tao gia téc ly tdm 3 000 g, 6000 g va 20 000 g.
May ldc, co thé hoat ddng véi tde dd 200 r/min dén 2 500 r/min.

Céi chay st, vé trung.

5 Chan doan lam sang

5.1

Pic didm dich té
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— Ga con tir 1 ngay tudi dén 10 ngay tudi d& nhiém bénh, nhung khéng cé bidu hién 1am sang.
Thudng ga trén 16 tudn tudi céc triéu ching clia bénh mdi thé hién ro;

— Ty |& ém va chét cao nhét thuwdng & ga tir tudn tudi thir 24 dén tudn tudi the 26;
~  Virus thudng gay bénh phé bién & cac dan ga cong nghiép;

~ Virus gay bénh Lympho leuko lan truygn chd yéu qua trieng. Co thé lay lan qua tiép xuc tryc tiép

hodc gian tiép.
6.2 Triéuchirng lam sang
Triéu chieng bénh Lympho leuko thuréng khéng dién hinh:
— Ga thwdng G rl, mét mdi, kém &n, gay va ia chay;
- Mao yém nhot nhat, thiéu mau;
— Xoang byng céng phéng;
— O gadé giam san lugng trirng.
5.3 Bénh tich dai thé

— Bénh tich dic tring clia bénh Lympho leuko la sy hinh thanh céac khéi u: khéi u thudng mém, nhin
va bong, mat cit cd mau x&m nhat d&n mau trdng kem, hiém khi c¢é vung hoai t&. Khéi u cé thé 1a

dang u cuc, dang hat k&, dang lan tran hodc hén hop cac dang nay;

— Dang u cuc thudng c6 dudng kinh tir 0,5 cm dén 5 cm, thwéng dang hinh cau hodc dang phang
trén bé mét té chirc;

— Dang hat k& gdm cac u nhd c6 dwidrng kinh dwdi 2 mm, déng d&u va phan bé & khép nhu mé;
~ Dang lan trén: cac co quan sng to, mau xam nhat, dé nat;

— Gan, l4ch, than: swng to, cd cac khdi u;

— Co6 khdi u & tui Fabricius, d6i khi thdy & tiy xuwong;

— Gan: thuéng béd, nhat mau; trén bé mat cé cac u cuc mau tring xam, nhd béng dau dinh ghim
hodc to ndi ghd 1&n bé mat.

5.4 Chan doan phan biét vé 1am sang

Chén doan phan biét vé Iam sang giiva bénh Lympho leuko va bénh Marek theo Bang 1.
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Bang 1 — So sanh tridu chirng lam sang va bénh tich dai thé trén ga nhiém bénh

Dic diém Bénh Lympho leuko Bénh Marek
Ltra tudi mic bénh Tir 16 tudn tudi trér lén Tir vai ngay tudi tré 1én
Triéu chirng Triéu chipng thiéng khdng dac trrng | Ga thwédng bi liét chan, sa canh
Day than kinh
Y o Khéng ¢ Thuwérng xuyén
ngoai vi swng to
Bénh
tich dai | Tui Fabricius Cé cacu cuc Teo nhd hoc swng to
thé

U & da day

. Khéng cé C6 thé co
tuyen, da, co o

6 Chan doan trong phéng thi nghiém
6.1 Phwong phap parafin phat hién bénh Lympho leuko
6.1.1 Ly miu

Chon tir 3 con ga dén 5 con ga cd triéu ching dién hinh md 18y cac bénh pham sau:

Day than kinh: Iy hai day than kinh dui va hai day than kinh canh, do dai khoang 2 cm;
— Gan: Iy ph&n gan nghi ¢6 bénh tich véi dd day khoang 0,5 cm;

—  Lé&ch, than: cit mot miéng v&i do day khodng 0,5 cm;

- Tui Fabricius: cit ngang tui Fabricius;

— N3o: m& hép so, &y phan dai ndo va tidu nao;

Bénh pham da: l4y phan da cé cac nang I6ng suwng to.

Céc méu bénh phdm trén cho vao lo chira formalin (3.1.1) sao cho thé tich mau bénh ph&m va formalin
(3.1.1) ¢o ty lé khodng 1 : 10, ghi ky hiéu mau trén lo.

CHU THICH: Ddng théi kém theo Phiéu glri bénh phdm ghi rd y&u ciu xét nghiém va nhirng thong tin vé dich t&, cac bidu hign
tri&u chirng, bénh tich cla bénh.

6.1.2 Bao quan miu

M&u bénh pham (6.1.1) dwgc Gdm bio ngép trong formalin (3.1.1), tranh db v&, rovi vai formalin (3.1.1) ra
ngoai méi trwérng; khi glri mau dén phong thi nghiém, bac géi lo chira mau béng tdi nilon, miéng tdi duoc
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dan kin. Trong phéong thi nghiém, néu chua xét nghiém ngay, méu phéi dwgc bd sung hodc thay méi
formalin (3.1.1), @3m bao thé tich mau bénh phdm va formalin dat ty 1& khoang 1 : 10.

6.1.3 Chuan bj mau
— MAu bénh phdm dugc ¢b dinh trong dung dich formalin (3.1.1) trong 24 h;

— Cét cac bénh phdm da cé dinh trén thanh miéng nhé day khodng 1 mm, dai khodng 1 cm rdi dat
vao khuén nhya (4.1.1).

6.1.4 Céch tién hanh

6.1.4.1 Badc khudn

Rtra khudn nhya (6.1.3) dwdi voi nwede chay, thei gian tir 2 h dén 3 h;

— Ngam khuén nhira vao cbe etanol 70 % (thé tich) (3.1.2), thoi gian tir 2 h dén 3 h;

— Ngam khudn nhya vao cée etanol 90 % (thé tich) (3.1.2) thevi gian tir 2 dén 3 h;

— Ngam khudn nhya vao cbe etanol tuyét déi (3.1.2) 1an thir 1, thei gian tr 2 h dén 3 h;
- Ngam khudn nhya vao che etanol tuyét ddi (3.1.2) 1an thir 2, thoi giantr2h dén 3 h;
— Ngam khudn nhya vao cdc xylen (3.1.3) lan thir 1, théi gian tir 2 h dén 3 h;

— Ngam khuén nhira vao céc xylen (3.1.3) an thir 2, thoi gian tr 2 h dén 3 h;

—~ Ngam khuén nhyra vao cdce parafin (3.1.6) 1&n the 1, thoi gian tir 2 h dén 3 h;

— Ngam khuén nhwa vao cdc parafin (3.1.6) 1an the 2, theigian tir 2 h dén 3 h;

CHU THICH: Néu st dung may x7 Iy m3u md ty ddng (4.1.2) thi tién hanh tiép theo tir bude ngam etanol.

~  Bac khuén: rét parafin (3.1.6) néng chay tir ndi dun parafin (4.1.3) vao khay sét (4.1.4), gép bénh
phadm tlr khudn nhya dat vao khay sit, dat khudn nhwa (4.1.1) 1&n trén. D& ngudi, tach lay khéi

parafin,
6.1.4.2 Cédttidu ban
— Cét got khéi paraffin (6.1.4.1) cho bang phéng, dat trén mat may lam lanh tiéu ban (4.1.5);

— D4t khéi parafin lén may cét tieu ban (4.1.6) sao cho mat khdi parafin song song véi mép ludi
dao, cét bd nhirng l&t ddu dén khi lat ct c6 di cac bénh phdm, didu chinh @6 day cla lat cét tir 3

pm dén 5 um, cit mot vai lat;

10
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- Chon Iat cit phdng tha vao ndi dan tiéu ban (4.1.7) voi nhiét d6 nuéce tir 35 °C dén 40 °C. Dung
phién kinh (4.1.8) vét lat cit. Dyng nghiéng tiéu ban va dé khe.

6.1.4.3 Nhudém tiéu ban

- Ngam tiéu ban (6.1.4.2) vao cbe xylen (3.1.3) 3 1an, th&i gian méi l&n tir 3 min dén 5 min;
- Ngém tiéu ban vao céc etanol tuyét ddi (3.1.2) 2 1an, thei gian méi lan tr 3 min dén 5 min;
- Ngam tiéu ban vao céc etanol 90 % (thé tich) (3.1.2) , thei gian tir 3 min dén 5 min;

- Ngam tiéu ban vao céc etanol 70 % (thé tich) (3.1.2), thdi gian ti 3 min dén 5 min;

- RUa tiéu ban dwéi vai nuwdce chay, thdi gian tir 3 min dén 5 min;

- Ngam tiéu ban vao céc thudc nhuém haematoxylin (3.1.4), thdi gian tiz 3 min dén 5 min;
- RUatiéu ban dudi voi nwdc chay, thdi gian ttr 3 min dén 5 min;

- Ngam tiéu ban vao céc thudc nhudm eosin (3.1.5), thdi gian tir 60 s dén 90 s;

- Rera dudi voi nuée chdy, thdi gian tir 3 min dén 5 min;

- Loai bd nwéc con bam trén tiéu ban bang cach ngam tiéu ban vao céc etanol 80 % (thé tich) (3.1.2)
trong thoi gian tir 3 s dén 5 s, sau d6 ngam tiéu ban vao cdc etanol tuyét dbi (3.1.2) 3 Ian, trdi gian
méi 1an tir 3 s Gén 5 s; chuyén tiéu ban ngam trong cdc xylen (3.1.3) 2 I&n, thoi gian mdi lan t 2 min
dén 3 min; gén lamen (4.1.9) vao tiéu ban bang keo dan lamen (3.1.7). Dé khé, soi tiéu ban i kinh
hién vi quang hoc (4.1.11).

6.1.5 Doc két qual"
U lympho thuréng c6 & cac co quan ndi tang nhw gan, lach, than, tdi Fabricius:

~ Céc u lympho & gan: gém cac nguyén bao lympho tran lan hoc thanh dam tap trung trong nhu mé
gan; cac té bao nay ¢ kich thudc va mau sdc déng nhat, nhan to bt mau haematoxylin dam;

— Céacu lympho & lach: rai rac tang sinh cac té bao lympho mau séc va kich thudc déng nhét;
— Tui Fabricius: tang sinh cac nguyén bao lympho trong cac nang lympho;

— Day than kinh, nao, da, nang 1dng: khang co cac té bao viém xa2m nhip.

6.1.6 Chan doan phan biét vé bénh tich vi thé

Chan doan phan biét v& bénh tich vi thé gitra bénh Lympho leuko va bénh Marek theo Béng 2.

11
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Bing 2 - So sanh bénh tich vi thé

Dic diém Bénh Lympho leuko Bénh Marek
Bénh tich & day than kinh ngoai bién | Khéng c6 Thuéng xuyén cé té bao viém
xam nhap
U cyc & gan Céc t& bao tang sinh rdi rac [ Cac té bao tang sinh thudng &
hodc tran lan ngoai vi mach quan
U cyc & lach Céc té bao tang sinh rdirac | Céc té bao tang sinh tran’lan

Tui Fabricius

Céc té bao tang sinh rai rac

trong cac nang

Cac té bao tang sinh & gilra cac
nang va/ho3c nang bi teo gidm

Té bao lympho tang sinh & da, nang | Khéng co Thuéng xuyén
Iéng
Bénh tich & hé than kinh trung vong | Khéng ¢ Cothé ¢

Té bao & cac u cuc

Cac nguyén bao lympho
déng déu vé kich thuérc,

mau sic

Cac té bao lympho khéng ddng
nh&t gbdm: céc nguyén bao
lympho, té bao lympho Id&n,
trung binh, nhé va té bao lwdi

6.2 Phwong phap realtime RT-PCR phat hién virus gdy bénh Lympho leuko

6.21 Liymiu

Chon tir 3 con ga dén 5 con ga c6 triéu chirng dién hinh md I4y gan, lach, tli Fabricius (khdi lvong tong

cac loai tir 3 g 6én 5 g) cho vao tli hoac lo dwng mau vé tring, ghi ky hiéu mau trén tdi.

6.2.2 Bdo quin miu

M&u bénh pham (6.2.1)dwng trong tui ho3c Io va bao quén trong thiing lanh (c6 nhiét 4 tr 2 °C dén 8
°C) va giri 3én phéng thi nghiém khdng qué 48 h. Trong phdng thi nghiém, néu chua tién hanh xét

nghiém ngay, mau phai duoc bdo quan trong td lanh am 20 °C (4.2.3).

CHU THICH: Ddng thei kém theo Phidu giri bénh phdm ghi rd yéu ciu xét nghiém va nhirng thdng tin vé dich t&, cac biéu

hién triéu chirng, bénh tich cda bénh.

6.2.3 Chudn bj mau

12
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Léy 1 g m&u bénh phdm gdm gan, lach, ti Fabricicus (6.2.1)cit nho rdi nghién voi dung dich PBS
(3.2.1) theo ti 1& 1 : 10 thanh huyén dich trong céi chay st (4.2.6). Ly tam (4.2.4) huyén dich & gia téc 3
000 g trong thdi gian 5 min réi hit lay dich ndi @& tach chiét ARN dé thyc hién phan (ng realtime RT-
PCR.

6.2.4 Céach tién hanh

6.2.4.1 Tach chiét ARN

S& dung bd kit tach chiét (3.2.4) thich hop va an toan theo hwéng dan cda nha san xuét.
Vi DY: st dung Kit tach chiét ARN (Qiagen RNeasy mini kit, Cat. Na. 74104) " (xem Phy lyc B).

6.2.4.2 Chuan bj mbi

Phan (ng khuéch dai dwoc thuc hién trong may nhan gen (4.2.1) theo phwrong phap realtime RT- PCR
khuéch dai doan gen dic hiéu cla virus gay bénh Lympho leuke st dung cép mdi va mau do (primers va
probe) (3.2.6) dwoc néu trong Bang 3.

Bang 3 - Cap mdi, mau do'*

Miu do, méi Trinh tw tie 5' dén 3’

Mau do FAM -CCTGGGAAGGTGAGCAAGAAG- BHQ1

M&i xudi TTGCAGGCATTTCTGACTGG

Mai ngwoc ACACGTTTCCTGGTTGTTGC

Mdi va mau do dugc chudn bi nhw sau:

— Chun bj mbi gbc va miu do gdc: mdi va méu dé & trang thai déng khd phai dwec ly tam nhanh
béng may spindown (4.2.2) & gia tbc 6 000 g trong 30 s @& médi I&ng xubng ddy éng trude khi mé va
hoan nguyén. Lan dau tién nén ding dung dich dém TE (3.2.7) d& hoan nguyén mdi va mau do &
ndng dd 100 pM 1am mébi géc va mau do gbc;

— Chun bj mdi s& dyung & ndng dd 20 uM: pha loang mdi géc bang nwdc (3.2.8) (20 pl mdi gbe va
80 pl nwéc (3.2.8));

—  Chuan bi mau do st dyng & ndng d6 6 uM: pha loing mdi géc biing nudc (3.2.8) (6 ul mbi gbc va
94 ul nudc (3.2.8)).

6.2.4.3 Tién hanh phan (rng realtime PCR

" Thang tin nay dua ra tao didu kién thuan tién cho ngudi st dung tiéu chudn va khang 4n dinh si¥ dung san ph3m clia nha cung
cép nay. Co thé st dyng cac san phdm tueng by néu cho cac két qua tuong duong.
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S dung c3p mdi va miu do da dugc chuan bj (6.2.4.2).
St dyng kit nhan gen theo hwéng dan clia nha san xuét.

VI DY: Dang kit nhan gen cia Invitrogen SuperScript Il Platinum One-Step qRT-PCR system (Cat # 11732 = 020)®. Thanh
phdn cho 1 phin (rng duge néu trong bang 4.

Bang 4 - Thanh phin phan (rng

Thanh phan Thé tich,
Ml
Reaction Mix 2X ' : 12,5
H&n hop Enzym (Enzyme mix) 0,5
Mb&i/mAu do 15
Nuéec tinh khiét khéng cé nuclease 55
Tdng thé tich 20,0

Chuyén 20 pl hén he'p nhan gen vao méi ng phan tng:

- M&u kiém chirng dwong: cho 5 pl m3u ARN c6 gia tri Ct 4 biét trwdc vao éng phan rng.
- M&u kiém chirng am: cho 5 pl nude (3.2.8) vao dng phan (ng.

. Mél:.l bénh phdm: cho 5 pl m3u ARN (phy lyc B) vao éng phan (rng.

CHU ¥:

- Phén (g reaitime RT- PCR phai bao gém: m&u bénh phm, miu kiém ching drong, miu kidm chirng am.

- Mau va nguyén vat lidu cho phan (rng realtime RT-PCR can d&t trong khay dd lanh trong sudt qua trinh chun bi hdn hop
phan &ng.

Tién hanh phan @ng bdng may realtime PCR (4.2.1) da dwoc cai dat chu trinh nhiét néu trong bang 5.

Bang 5 - Chu trinh nhiét phdn &ng

Nhiét do Thé&i gian $6 chu ky

50 °C 15 min 1

% Thang tin nay Cua ra tao didu kién thuan ién cho ngudi sir dung tiéu chudn va khdng 4n dinh st dung sn phdm cia nha cung
cdp ndy. Cé théd sl dung cac sdn phdm trong t néu cho cac két qui trong duong.
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Bang 5 (két thiic)

Nhiét o Thoi gian S6 chu ky
95°C 5 min 1
95°C 10s 40
60 °C 40s 40

6.2.5 Doc két qua

Doc két qua bang may reatime PCR (4.2.1) dya trén gid tri Ct (Ct 1a thei diém may doc realtime PCR
ghi nhén tin hiéu huynh quang phat ra tir ng phan (rng bt dau vurgt qua cwdng dd huynh quang nén)

Piéu kién phan ng dwoc cong nhan: mau kiém chirng dwrong tinh c6 gia tri Ct biét treée (£ 2 Ct), mau
kiém chirng &m tinh khéng cé Ct;

Voi didu kién nhuw trén, mau cé gia tri Ct = 35 duwgc coi la dueong tinh; mau khéng co Ct dwegc coi la &m
tinh; méu c6 gia trj 35 < Ct < 40 duoc coi la nghi ngd;

Nhirng méu nghi ngé can dugc xét nghiém lai theo quy trinh hodc bang phuong phap khac dé khang dinh.
7 Kétluan

Ga duoc xac dinh méc bénh Lympho leuko khi cd cac dac diém dich t&, triéu chirng lam sang, bénh
tich dai thé dac treng cla bénh va dwong tinh véi mét trong hai phwong phap xét nghiém quy dinh
trong tiéu chuén nay.
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Phu luc A
(Quy dinh)

Chuén bi dung dich muéi dém phosphat (PBS)

A.1 Thanh phén

Natri hydrophosphat (Na;HPO,) 9,47 gm
Kali dihydrophosphat (KH,FO.) 8,08 gm
Nuwéc cét 900 ml
A.2 Chuan bj

Hoa tan natri hydrophosphat va kali dihydrophosphat trong 900 mi nwéc cét. Chinh pH d@én 7,0 bang

axit clohydric.

CHU THICH: Cé6 thé s dung PBS thwong mai va pha theo hwéng dan cla nha san xudt,
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Phu luc B
(Tham khao)
Quy trinh tach chiét ARN

CANH BAO: Viéc tach chiét ARN c6 sir dyung hoa chit nguy hiém va c6 kha ning gay hai néu
thao tac khéng can than. Do viy, nén tranh tiép xdc trwc tiép véi da va hit phai hoi ctia cac hoa
chat nay. Ludn ludn deo ging tay, khiu trang, mic quin do bao hd khi the hién cic thao tac
nay.

Qui trinh tach chiét ARN s& dung kit QIAGEN RNeasy miniKit (CAT. No. 74104) nhu sau:
Lé&y 600 pl dung dich RLT (lysis buffer) cho vao éng 1,5 ml;

Lay 200 pl mau (dich ndi) (6.2.3) vao bng c6 chira dung dich RLT. Lic 6ng bang may lc (4.2.5)
trong 15 s;

Cho 400 i etanol tuyét déi. LAc éng bang may l&c trong 15 s;

Chuyén 600 pl dung dich sang cét loc (diing cho tach chiét ARN) dwng trong éng thu; ly tam (4.2.4)
vé&i gia tde 6 000 g trong 15 s;

Db bd nwéc trong éng thu, dét lai cot loc vao éng thu va I&p lai buéc trén véi 600 pl dung dich con lai;

LAy 700 pl dung dich RW1 nhd vao cét loc, ly tam véi voi gia téc 6 000 g trong 15 5. B4 bd nuéc
trong éng thu, dat lai cot loc vao éng;

L&y 500 pl RPE nhd vao cdtoc, ly tam véi gia te 6 000 g trong 15 s: D4 bd nuée trong éng thu,
dat lai cét loc vao dng. Lap lai budc nay 1 13n niva;

Chuyén cét loc sang 6ng thu mai. Ly tam cot loc véi gia tée 12 000 g trong 2 min;
Chuyén cét loc sang 6ng 1,5 ml Free-RNase;

Nhé 50 pl nwée sach Rnase vao cbt loc, U trong 1 min & nhiét dé phong;

Ly tam voi gia téc 10 000 g trong 2 min;

Ba cot loc, gi& lai 6ng 1,5 ml ¢6 chira ARN;

Gitr ma3u ARN & 4 °C trong ngay néu chay phan (ng realtime RT-PCR ngay va gil & &m 20 °C gé
Ity miu trong thei gian dai.
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