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Bénh thuy san - Quy trinh chan doan -
Phan 13: Bénh gan tuy do Parvovirus & tém

Aquatic animal diseases - Diagnostic procedure -
Part 13: Hepatopacreatic parvovirus disease in shrimp

CANH BAO - Viéc ap dyng tiéu chudn nay co thé lien quan dén céc.vat lidu, thiét bi va cac thao
tac gay nguy hiém. Tiéu chudn nay khéng thé dwra ra dwoe hét tit ca cac van dé an toan lién
quan dén viéc sir dung ching. Nguréi sir dung tidu chudn nay phai ty thiét 13p cac thao tac an
toan sive khée thich hep va xac dinh kha nang ap dung cac gi¢i han quy dinh trweéce khi sir dyng
tiéu chuan.

1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh chén doan bénh gan tuy do Parvovirus (HPV) & tém.

2 Thuat ngir va dinh nghia
Trong tiéu chudn nay s dung cac thuat ngr va dinh nghia sau:

2.1

Bénh gan tuy do Parvovirus & tdm (Hepatopancreatic parvovirus disease).

Bénh do vi rat thudc nhém Parvovirus ky sinh trong nhan té bae gan tuy va bidu bi rudt trede ca tém,
lam nhén sung to va gay hoai tl t& bao vat chul.

CHU THICH: Tac nhan gay bénh gan tyy & tom [a vi it thude nhom Parvovirus, chu tric axit nhan la ADN, 1a vi rit ¢6 kich

thwee nhé, hinh clu, dwdng kinh tir 22 nm dén 24 nm. Cu tric khéng cé mang bao, ¢o 20 mét, khdng cé thé an (occlusion
body), ¢b thé viii (inclusion body).

3 Thubc thir va vat ligu thiv

Chi st dung thudc thir loai tinh khiét phan tich, s& dung nwéc cét, nwéc khir khoang hodc nudc cb dé
tinh khiét twong dwong, trir cac trudng hop cé quy dinh khac.
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3.1 Thubdec thir va vat lidu thir dung chung
3.1.1 Etanol TC 9% {thé {izh). 9C % (thé tich)
3.2 Thubc thir va vt lidu thi diing cho phrong phip chin doan bing PCR.

3.21 Cap mailprimes) i~ =3 v 8 2 md mgems

3.2.2 Agarose.

3.2.3 Dung dich dém TAE (Tris-brorate — EDTA) hoac TBE (Tris-acetate — EDTA) (xem A.1).
3.2.4 Chét nhudém mau, vi du: Sybr safe.

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

3.2.6 Dung djch dém TE (Tris-EDTA).

3.2.7 Thang chudn ADN (Marker).

3.2.8 Nwéc tinh khiét, khdng cé nuclease.

3.2.9 Kit nhdn gen (PCR Master Mix Kit).

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

3.3 Thubc thir va vit ligu dung cho phwong phap kiém tra bénh tich vi thé bing parafin.

3.3.1 Formalin 10 %, dwgc chudn bj tr dung dich formaldehyde 38 % va dung dich mudi dém
phosphat (PBS) (ty 1& thé tich 1: 9).

3.3.2 Xylen.

3.3.3 Dung dich Davidson (xem A.2).

3.3.4 Thubc nhudm Haematoxylin (xem A.3).
3.3.5 Thubéc nhudm Eosin (xem A.4).

3.3.6 Parafin, cé d8 néng chay tir 586 °C dén 60 °C.

3.3.7 Keo dan lamen.

4 Thiét bi, dung cu
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4.1  Thiét b, dyng cy ding che phweng phap chin doan bing PCR.
411 May nhan gen:PCR:

4.1.2 May ly tam. ¢ thé ly tam vé gia tde 6 000 ¢ va 20 000 ¢

4.1.3 May Jac trén vortex.

4.1.4 May spindown.

4.1.5 B dién di, gdm bd ngudn va bé chay dién di.

4.1.6 May doc gel.

4.2 Thiétbj, dung cy ding cho phwong phap kiém tra bénh tich vi thé bing parafin.
4.2.1 Khudn nhya, loai chuyén dung cho Iam tiéu ban vi thé.

4.2.2 May x ly mdu mé ty dong.

4.2.3 Néi dun parafin, c6 thé duy tri nhiét a6 tir 56 °C dén 65 °C.

4.2.4 Khay sét, loai chuyén dung cho Iam tiéu ban vi thé.

4.2,5 May lam lanh tiéu ban, cé thé duy tri nhiét do tir am 10 °C dén 4 °C.
4.2.6 May cat tiéu ban, cit & do méng tir 3 pm @én 5 pm.

4.2.7 Néidan tiéu ban, c6 thé duy tri nhiét do tir 35 °C dén 65 °C.

4.2.8 Phién kinh, vo tring.

4.2.9 Lamen, vo tring.

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

5 Chén doan lam sang

5.1 Dic diém dich té.

Bénh gan tyy do HPV géy ra cho tém nudi va tdm tw nhién cé thé xay ra quanh ndm & khdp céc ving

nudi tdm.
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CHL THICH: Ganh o5 iy de WPV thudng 3y ra & 282 nede St Arrez Tg
Indonesia ire Philiccines. Australiz Xanyz Madagascaer wE't Ma w—ar
Sar; ars Seany

Tém nhidm ténh & gial Goan &u trling va 10m gidng v&i 1 18 mridm 222

Bénn gan tyy do HPV lay truyén chi yéu theo truc doc tlr tdm bé me sang ¢an con. mét s it lay nhidm
theo truc ngang t&r con nay sang con khac.

5.2 Triéu chirng 1dm sang.

Tém nhiém bénh gan tyy do HPV thwéng khdng cé dau hiéu dac thi, bd 3n hodc it an. sinh trwdng
cham, hoat déng yéu va dé bj nhidm cac sinh vat co héi bam trén mang, vd va cac phan phuy, hé co
bung duc mo;

Bénh thwong xady ra véi tdém nudi thong phdm (tlr thang thi 3 @én thang thir 4).
Tém nhiém bénh ¢ dau hiéu b an, hoat déng cham chap, thai phan tring va chét rai rac.
5.3 Bénh tich.

Gan tyy cla tém nhiém HPV bj teo lai hodc heai tlr va c6 mau trdng nhet.
6 Chan doan trong phong thi nghiém

6.1 Phwong phap PCR (Polymerase Chain Reaction).

6.1.1 LAy mau.

— Thu mau tdm cé déu hiéu bénh Iy, con séng hodc vira méi chét.
- Bénh phdm: Tém nguyén con hodc khéi gan tuy.

— 86 lwgng tom trén mdi mau phu thudc vao kich ¢& cla tém:

+ Toém gidng: l&y tir 5 con/m&u dén 10 con/miy;

+ T6m tredng thanh, tdm bd me: I&y tir 3 con/mAu @én 5 con/mau.

- Ly méu mdi loai bénh phdm. cho vao tirng l¢ hay tui nilon vé tring riéng biét, day kin, thao tac lay
mau, dung cu dung mau va tiép xic véi mau phai ddm bao vé tring.
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6.1.2 Bao quan miu.

Trong quz Irinn van chuyér may Guoc 020 quan o nnign 47 1
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6.1.3 Chudn bj mau.

Bénh phdm: tém giéng va hau &u trung sl dung nguyén con,

Bénh pham: tom bb me, tdm thuvong phdm ding panh. kéo vé tring cét 1dy mot phan khéi gan tuy.
Luong mau cén chudn bj  khoang 30 mg.

6.1.4 Cach tién hanh.

6.1.4.1 Tach chiét AND.

Sir dung bé kit thich hop va an toan theo hwdng dan clia nha san xuét.

Vi DY: S dung quy trinh tach chiét ADN béing protein K va kit tach chiét bang cdt loc clia Qiagen (xem Phu luc B) .

6.1.4.2 Chuén bj mbi.

Phan trng khuéch dai dugc thire hién trong mdy nhan gen (4.1.1) theo phwong phap PCR khuéch dai

doan gen dac hiéu cla bénh hoai t&r gan tuy st dung cap mdi H441F/ H441R) (3.2.1). Trinh tw cap méi

dwoc néu trong bang 1.

Bang 1 : Trinh tw cdp mbi

Mbi Trinh tw cip mbi
H441F 5'-GCATTACAAGAGCCAAGCAG-3’
H441R 5-ACACTCAGCCTCTACCTTGT- 3'
L

C3p mbi H441F/ H441R ding dé khuéch dai doan clia gen HPV c6 kich thwdce 441 bp.

Méi durere chudn bj nhu sau:

Y Théng tin nay dua ra tao didu kién thuan tién cho nguoi st dung tidu chudn va khéng 4n dinh s dung sén phdm clia nha cung
cAp ndy. C6 thé st» dyng cac san phAm trong ty néu cho céc két qua trong dwong.
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6.1.4.3 Tién hanh phan (’ng PCR.

S dung cdp mai da chudn bi (6.1.4.2) st dung kit nhan gen (3.2.9) theo hwdng dan clia nha sén xuét.
VI DU: St dung kit nhan gen clia Thermo Scientific Dream Tag PCR Master Mix (2X) (Lot: 00316656) 2
Thanh phan cho 1 phan (g duwec néu trong bang 2

Bang 2: Thanh phan phan &ng PCR

Thanh phan Thé tich

Tag PCR Master Mix Kit 12,5yl
M&i xudi 20 uM 1l
Méi ngwere 20 M 14l
Nwéc khdng ¢d nuclease 8 yl

Téng thé tich ! 22,5l

Chuyéni 22,5 ul hdn hop nhan gen vao méi éng phan (ng:

- M3u kiém ching dwong: Cho 2,5 pl miu ADN da duoc gidm dinh hodic st dung cac chling
Aphanomyces invadans chuan vao éng phan (ng;

- Ma&u kiém chiéng 4m: Cho 2,5 ul nwdc (3.2.8) vao éng phan (ng;

- Mau th® Cho 2,5 i mau ADN kiém tra vac éng phan (ng.

2 Théng tin nay dwa ra tao didu kién thuan tién cho ngwoi st dung tiéu chuin va khéng &n dinh sty dung san phadm nay. Co
thé st dyng cac san phdm tweng ty néu cho cac két quéd twong duong,

10
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Tien nann onan wng PCR bang may nnan gen 4. 1.1 ¢2 ez dar cnu rinn frest ys Guos ray 1rong

bang 2.

Bang 3 : Chu trinh nhi&t cUa phan &'ng PCR

_ Nngtdy  Tnoigian  Séchuky
95°C } 5 min ! 1
i |
95 “C Il 1 min I
50 °C l 1 min ?‘ 3t
:i 72°C 1 min : __’
. |
| 72°C | 7min | 1 f

CHU THICH:

- Phan (7ng PCR phai bao gém: m3u thtr, m3u kiém chirng dwong va miu kiém chirng am;

- M3u v nguyén liéu cha phan rng PCR cin dt trong khay da lanh trong suét qua trinh chuén bj hén hop phan ing.
6.1.4.4 Dién di.

6.1.4.4.1 Chuln bi ban gel.

Pha thach véi ndng do agarose (3.2.2) tir 1,5 % dén 2 % bang dung dich dém TBE 1X hoac TAE 1X
(3.2.3) vao chai thiy tinh 250 ml, lac Géu réi Gun sdi;

Khi nhiét @ gidm xuéng khodng 40 °C dén 50 °C thi bé sung 10 pl chat nhudém mau (3.2.4) cho
100 ml thach. L&c nhe tranh tao bot 8& chat nhudm mau tan déu;

Tién hanh d& thach vao khay dién di da duoc cai lvgc; khang nén dé ban thach day qua 0,8 cm;
Khi ban thach déng lai thi tién hanh g& lugc khéi ban thach;

Chuyén ban gel vao bé dién di (4.1.5), G dung dich dém (3.2.3) clng loai véi dung dich pha thach
agarose da dun vao bé dién di cho t&i khi ngép bén thach.

CHU THICH: Cé thé ding cac san phdm co s3n chat nhudm ADN @& pha ché thach agarose (vi dy: Sybr safe ADN gel
stain®) va st dung theo quy dinh ctia nha sdn xuét.

6.1.4.4.2 Chay dién di.

3 Théng tin nay dwa ra tao didu kign thun tién cho ngudi st dung tiéu chudn va khang 4n dinh stk dung sn phdm nay. Co thé s
dung cic san phim tvong tw néu cho cac két qua tvong duong.

11
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Sign di 14.1.5), chay kém thes thang chudn ADN (3.2.7; 3 dy doan kich

thwdc 8dn pham khuden Sai. HGt 10 4l thang chudn ADN {3.2.7) va0 mét giéng trén ban thach.
Dién d & mdu Sign g 100 v UoAg (o Qidn 3o Mo
6.1.45 Doc két qua.

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

Bang 4 : K&t qua dién di

Giéng San phdm ¢ kich thwéc 441 bp Két qua
Thang chuén Séng va chia vach ré rang Dién di tét
Cé Hén hgp phén (mg PCR tét

MAu kiém ching
dwong tinh M3Au kiém chirng dirong tinh hdng
Khong hodc enzym hong

Mau kiém ching Khéng Khéng bi tap nhi&m
am tinh
cod Bi tap nhiém
cé Dwong tinh vai HPV
Mau ther
Khéng Am tinh voi HPV

Danh gia két qua:

— Két qua mau the duwong tinh khi: tai giéng mau thir xuét hién vach sang c6 kich thudc 441 bp, thang
chudn ADN phan vach ré rang, mau kiém chirng dwong c6 kich thwédc 441 bp, mau kiém chirmg am
khong cd vach sang.

— K&t qua mau ther am tinh khi: tai giéng m&u thir khéng cé vach sang, thang chudn ADN phan vach
rd rang, mau kidm chirng dwong tinh ¢ vach sang 441 bp, mau kiém ching &m tinh khdng c6 vach
sang.

6.2 Phwong phap kiém tra bénh tich vi thé bang phwong phap parafin.
6.2.1 LAy méiu.

Xem 6.1.1.

12
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i ngniém. néu chua xét nghiém ngay. mau pndi dwoc ©6 sung Davidson (3.3.3) hodc thay mdi dang

formaiin {3.3.1). ddm téo thé tich méu bénnh phdm v& formalin (3.3, 1, Jatty i& khedng 1 10
8.2.3 Chuén bj miu.

D& vdi tdm gidng va hau Au tring 4y nguyén con:

Péi voi tdm bé me hoac tdm thwong pham cét toan bé phan giap dau ngue (< 1 em’);

M3Au bénh pham cé dinh trong Davidson (3.3.3) khodng tir 24 h dén 72 h tiy thudc vae kich thude méu;
M3&u bénh ph&m dwoc chuyén sang cé dinh trong formalin 10 % (3.3.1) khdng qué 24 h.

MA&u bénh phim cb dinh trong formalin 10% ra, cét miéng nhé day khodng 1 mm, déi khoang 1 cm cho
vao khudn nhyra (4.2.1).

6.2.4 Cach tién hanh.

6.2.41 Bic khudn.

Dat khudn nhua (4.2.1) riva dwdi voi nwéce chay, thei gian tir 2 h dén 3 h;

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

~ Ngam khudn nhiea vao ce etanol 90 % (thé tich) (3.1.1), théi gian tr 2 h @én 3 h;

— Ngam khuén nhya vao cbe etanol tuyét @i (3.1.1) 1n thir 1, thoi gian tr 2 h dén 3 b;
— Ngam khudn nhya vao cée etanol tuyét dbi (3.1.1) 1an th» 2, théi giantr 2hdén 3 h;
~ Ngam khudn nhya vao cbe xylen (3.3.2) 1an thir 1, thoi gian tr 2 h dén 3 h;

— Ngam khudn nhya vao cée xylen (3.3.2) 1an thir 2, théi gian tir 2 h d&n 3 h;

— Ngam khudn nhira vao cée parafin (3.3.6) 1an thir nhét trong théi gian tir 2 h 6én 3 h;

Ngam khudn nhyra vao cbc parafin (3.3.6) 1an thir hai, thoi gian tir 2 h dén 3 h;

CHU THICH: T4t ca cac thao tac trén b thé dugc thyc hién trong may xir Iy m3u mé ty dong (4.2.2).

13
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— Buc ¥hudn -3t oz

phadm 13 knudn nha &

parafin.

6.2.4.2 Cat tidu ban.

= CAIgol kil parahn B.z.4 1) Che 0ang pnang, 4&i rdn méi vidy &t i&00 bdu a0 = 2.3,

~ D&t khdi parafin 18n may cit tidu ban (4 2 6) sao0 cho mit khéi parafin song song véi mép lwdi dac
cét bd nhizng lat dau dén khi lat cit ¢o du cac bénh phdm, diéu chinh d¢ day cla lat cit tir 3 um @én 5
um, cat mat vai lat;

— Chon lat cét phang tha vao ndi dan tiéu ban (4.2.7) véi nhiét d6 nudc tir 35 °C dén 40 °C.
Ding phién Kinh (4.2.8) v6t dén Iat c&t. Dwng nghiéng tiéu ban va dé khé.

6.2.4.3 Nhudm tiéu ban

— Ngéam tiéu ban (6.2.4.2) vao cbc xylen (3.3.2) 3 lan, thdi gian mdi 1an ti 3 min dén 5 min;

— Ngam tiéu ban vao coc etanol tuyét déi (3.1.1) 2 Ian, thei gian mai lan tr 3 min dén 5 min;
— Ngam tiéu ban vao céc etanol 90 % (thé tich) (3.1.1), thoi gian tlr 3 min dén 5 min;

— Ngém tidu ban vac cbe etano! 70 % (thé tich) {3.1.1), théi gian ti 3 min &én 5 min;

— Rra tiéu ban dwéi voi nwdc chay, thi gian tir 3 min dén 5 min;

- Ngam tiéu ban vao cdc thudc nhudm haematoxylin (3.3.4), thdi gian tir 3 min dén 5 min;
~ Ri¥a tiéu ban duwdi voi nwéc chay, thei gian tir 3 min dén 5 min;

— Ngéam tiéu ban vao céc thubc nhudm eosin (3.3.5), théi gian tir 60 s Gén 90 s;

- Rra dudi voi nwéc chay, thoi gian tiz 3 min §én 5 min;;

- Loai bé nuwdc con bam trén tiéu ban bing cach ngam tiéu ban vao cbc etanol 90 % (thé tich) (3.1.1)
trong thdi gian ti 3 s @én 5 s, sau d6 ngam tidu ban vac cbe etanol tuyét ddi (3.1.1) 3 tan, thei gian méi
1&n tir 3 s dén 5 s; chuyén tiéu ban ngam trong cbe xylen (3.3.2) 2 1&n, thdi gian méi Ian tlr 2 min @én 3
min; gén lamen (4.2.9) véo tiéu ban béng keo dan lamen (3.3.7). D& khd, soi tiéu ban dwdi kinh hién vi
quang hoc (4.2.10).

6.2.5 Poc két qua.

14
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pMEu drong tinn kn O dau nieu me hoc €ac thu cla HEY duae s nisn ow
nhén t& bao phinh to. Thoi ky dau thé vii ndy ndm & trung tam oz nhan szu 1én din 18n ndm gdn kin
nhan, theeng co dang hinh cdu hodc ho' bau dyc. Troag cac & bac o cam nhidm v rt hach Ahan

ling phinh to hon céc té bao binh thudng khac.

Mo ninn ong gan Ty nau nét hoal 1 (réng; va ¢d cniza nnieu gior M. Mt 80 1@ pao rwong o chi¥a
Gay cac hat nhd, nhan phan hoéa. Thé &n trong nhan & bae bidu of mé hink éng gan wy bat mau &8

hoac dé s&m gan kin nhan té bao.

7 Kétluan

Mau tém dwoe xac dinh la nhiém vi rlt gay bénh hoai t&r gan tuy (HPV) khi co dac diém dich t&, trigu

-

ua dwong tinh mét trong hai phwong phap

chivng 13m sang, bénh tich 43¢ treng cla bénh va cb két qu g phap

sau:
-~ Phan &rng PCR phat hién HPV dwong tinh;

— Mau cat md thé hién nhirng dau hiéu bénh tich vi thé dac trung cho bénh HPV trén tém.

15



TCVN 8710-13 : 2015

Thanh phén va chuén bj thude thir

A.1 Dung dich dém TAE hoac TBE

A.1.1 Thanh phan

Dung dich TAE (hodc TBE) 10X: 100 ml
Nude khiy ion: 800 m!
Téng: 1000 ml dung dich TAE (TBE) 1X
A.1.2 Chuén bi

L&y 100 m! dung dich TAE (TBE) 10X hoa chung v&i 800 ml nuée khir ion, khudy va lic déu.

Bao quan & nhiét 46 phong.

A.2 Dung dich Davidson
A.21 Thanh phén
Etanol tuyét déi: 330 ml

Formalin: 220 ml
{dung dich nwdc b3o hda khi formaldehyde 14 dung dich tir 36 % dén 38 %)

Axit acetic: 115 ml
Nuwéc cét: 355 m|
A.2.2 Chuénbj

Hoa tan axit acetic, formalin va etanol tuyét déi trong 355 ml nwdc cét, khudy va lac déu.

B&o quén & nhiét Gd phong.
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A.3 Thudc nhudm Hematoxylin {dung dich Hematoxyiin — Mayer;

A.3.1 Thanh phan
Hematoxylin dang tinh thé:
Natri iodal:

Amoni alum sulphate :
(ho&c Postasium alum sulphate)

Axit citric:
Chiloral hydrate:
Nude.

A.3.2 Chuén bj

(e |
48]
iy

50¢

19
50a

1000 mi

TCVN 8710-13: 2018

Héa tan Hematoxylin trong nwéc, sau dé cho natri iodat va amoni alum sulphate hoac postasium alum

sulphate, hoa tan, tiép tuc cho axit citric va chloral hydrate rdi loc qua gidy loc.

Bao quan dung dich da pha trong chai téi mau.

A.4 Thudc nhudm Eosin
A.4.1 Thanh phin

EosinY:

Etanol 70 % (thé tich):

Axit axetic:

A.4.2 Chuin bj

19
11t

5mil

Thém tir 2 giot dén 3 giot axit axetic vao etanol 70 % (thé tich). Hoa tan eosin trong con, sau @6 thém

axit axetic rdi loc qua gidy loc.

Bao quan dung dich da chudn bj trong chai téi mau.
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Phuy luc B
{Tham khdo;

Quy trinh tach chiét ADN

CANH BAO: Viéc tach chiét ADN co sir dung hoa chét nguy hidm va c6 kha nang gay hai néu

thao tac khéng cin than. Do vy, nédn tranh tidp x(ic trie tidp vai da va hit phal hoi ¢da cdc hod

chét nay. Ludn ludn deo gang tay, khdu trang, mic quan 4o bao hd khi thic hién cac thao tac nay.

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

Nhé 20 i protease K vao éng Iy tam 1,5 mi:

Chuyén 30 mg mau bénh pham (6.1.3) vao éng ly tam da co protease K;

— Thém 200 u! dung dich AL (Lysis buffer);

~ Tron k§ huyén dich trong 15 s, sau 6 ly tdm nhanh bang may spindown (4.1.4);

— U 4&m & 56 °C trong 10 min, sau dd ly tdm nhanh bing may spindown (4.1.4);

~ Thém 200 yl etanol tuyét déi vao éng ly tam;

— Trén k¥ huyén dich trong 15 s, sau d6 ly tam nhanh bang may spindown (4.1.4);

— Hut 420 pl huyén dich trong éng ly tam trén, chuyén sang cot ly tam cé éng thu & duwéi;
- Lytédm bsfmg may ly tam (4.2.2) vdi gia tdéc 6 000 g trong 1 min & nhiét ¢ phong;

— Thém 500 pl dung dich AW1 (Wash buffer 1) vao cét ly tam cé 6ng thu & dudi;

— Ly thm bing may ly tam (4.2.2) v&i gia téc 6 000 g trong 1 min & nhiét @& phéng;

- Thay éng thu & dudi cot Iy tam:

— Thém 500 ul dung dich AW2 (Wash buffer 2) vao cét ly tam co6 éng thu & dwéi;

— Ly tam bang may ly tam (4.2.2) v&i gia tc 20 000 g trong 3 min & nhiét 6 phong:

— Chuyén cét ly tam sang éng ly tdm 1,5 ml;

— Nhé 200 pl dung dich AE (Elution buffer) vao cét ly tam va gil¥ & nhiét dé phong 1 min;
— Ly tam bang may ly tam (4.2.2) v&i gia téc 6 000 g trong 1 min;

— Chuyén ADN d3 thu duoc sang éng 1,5 m! khac.
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Thwr muc tai liéu tham khao

D& Thi Héa, Bui Quang T&, Nguydn Hu Ding. Nguydn Thy Mudi 202-202 2004, B&nn nos iy

s3n.

B. Manjanaik, K. R. Umesha, Indrani Karunasaga- lddya Karunasagsr 2008 Datsction of
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(PCR)

Jurairat Phromjai, Vichai Boonsaeng, Boonsirm Withyachumnarnkul, Timothy W. Flegel, Detection
of hepatopancreatic parvovirus in Thai shrimp Fenaeus monodonby in situnybridization, dot biot
hybridization and PCR amplification. Diseases of aquatic organisms Dis Aquat Org, 2002, 51. p
227-232.
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