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Bénh thuy san — Quy trinh chén doan -
Phan 9: Bénh hoai tir gan tuy & tém

Aquatic animal disease — Diagnostic procedure —
Part 9: Necrotising-hepatopancreatitis

CANH BAO - Viéc ap dung tiéu chudn nay cé thé lién quan dén cac vét ligu, thiét bj va cac thao
tac gy nguy hiém. Tiéu chudn nay khdng thé dwa ra dwec hét tdt ca cac vin dé an toan lién
quan dén viéc sir dung ching. Ngudi sir dyng tidu chudn nay phal ty thiét 14p cac thao tac an
toan strc khoe thich hop va xac dinh kha ning &p dung cac gi¢i han quy dinh trwéc khi str dung
tieu chuén.

1 Pham vi ap dung

Tidu chun nay quy dinh quy trinh chén @oén bénh hoai tir gan tuy & tém.

2 Thuét ngir va dinh nghia
Trong tiéu chudn nay st dung thuét ngir va dinh nghia sau day:

Bénh hoal tir gan tuy do vi khudn & tdm (Necrotising hepatopancreatitis)

NHP

Bénh truyén nhiém do vi khun a-subclass - proteobacterium. Vi khuan c6 kich thudc tuong abi nhd, da
hinh, gram am, chi gay bénh trong ndi bao. Vi khudn gay bénh NHP cé hai hinh dang khac nhau vé
hinh thai: mét dang 1a que nhd da hinh va khong co tién mao, dang con lai la que dai x0&n co 8 tién
mao trén dinh ciia vi khuan va mt tién mao phy (d6i khi 1a hai) & g& clia ving xoan.

CHU THICH: Vi khudn NHP 1a mt gibng méi trong nhém vi khun phan gidi protein nhém a va c6 lign he mat thiét véi vi
khuin nfi cding sinh khac ciia dong v4t nguyén sinh. NHP cng dugc biét dén voi céc tén gol nhur bgnh gan tyy hoal tr Texas
(TNHP), hdi chirng chét trong ao Texas (TPMS) va b8nh gan tuy hogi tir Peru (PNHP).
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3 Phwong phap chin doan
3.1 Chin do4n 1am sang
3.1.1 Dich té hoc

NHP 1&n dau tién duwoc mo ta & Texas ndm 1985. CAc tran dich khdc cling duoc ghi nhan & ¢ bo bién
Thai Binh Duong va Dai Tay Duong, bao gdm Brazil, Costarica, Ecuador, Mexico, Panama, Peru va
Venezuela. Nam 1999 va 2000, bénh hoai tir gan G4 x3y ra trén tdm s (Penaeus monodon) nudi tham

canh tai cac tinh mién Trung Viét Nam.

NHP gay bénh trén tém Penaeus vannamei va P. stylirostris nhung gdy chét hang loat & tdm P. vannamei,
cling tim thay NHP & tdm P. aztecus, P. californiensis va P. setiferus.

Bénh thueng xdy ra khi nhiét dd6 mdi treéng téng cao (tr 29 °C téi 32 °C) va ham lvong mudi trong
nuéc cao (tir 20 ppt téi 40 ppt), ty 1€ chét co thé tir 90 % t&i 95 % trong 30 ngay.

Bénh lan truyén tryc tiép qua dudng tiéu héa tir nhirng con tdm mang tring, khéng lan truyén doc tir

tém b me sang tdm con.
3.1.2 Trigu chirng 1dm sang

Tém ndm mot chd, giam sinh trudng, khdng &n, dwéng tigu hoa tréng réng, hé sb chuyén ddi thire an
cao, ty lé gitra trong lwong va chiéu dai nho.

Lép vo bi mém, tdm bj mém, mang bi den hodc sdm mau, bé mat co thé bam ddy cac sinh vat co héi.
T6m bj hén mé, 1& d&, gan tyy hoai tlr va c6 mau trdng nhot khéc biét véi mau ndu vang binh thuéng,
cb cac vét soc nau den trén mé gan tyy, gan tuy mém, d& nat vun hay héa 16ng, trung tdm gan chira
nuéc, xuat hién nhirng ddm trdng nhot nhat.

3.2 Chén doan trong phong thi nghiém
3.2.1 Phwong phap PCR
3.2.1.1 Nguyén tic

Phurong phap PCR dya trén hoat dong ctia DNA polymerase tdng hop nén mach méi tr mach khuén,
o6 sir tham gia ctia mdi, bén loai nucleotit gdm adenin (dATP), thymin (dTTP), guanin (dGTP), cytocin
(dCTP), dung dé khuéch dai doan DNA dich théng qua cac chu trinh nhiét. ©& thirc hién phan (rng
khuéch dai DNA dich gdm 3 qua trinh: bién tinh, b&t cap va kéo dai mach tdng hgp mach DNA méi.
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3.2.1.2 Thuéc thir va vit ligu thi

Chi sir dung thudc thi loai tinh khiét phan tich va sir dung nuéc cét hai 1an da khir ion hodc nudc co dd
tinh khiét tuong duong khdng cé RNAase, trir khi co quy dinh khac.

- Dung dich d&m TE (Tris - EDTA)

Chuan bj dung dich chira Tris [tris (hydroxymetyl) aminometan] 10 mM va EDTA 1 mM, dung axit
clohydric (HCI) d& chinh pH 7,6.

- Dung dich EDTA (etylen diamin tetra axetic), 0,5 M

Hoa tan 93,05 g EDTA trong 350 ml nuéc, chinh pH 8,0 bing dung dich NaOH 4 M. Thém nuéc cho du
500 ml. Bdo quan & nhiét d phong.

~ Dung dich TBE 1X

Chuan bj dung dich dém TBE dam d&c 10 I&n (Tris - axit boric - EDTA 10X): Hoa tan 108 g Tris va 55 g
axit boric trong 600 mi nwéc, thém 40 ml EDTA 0,5 M va thém nuéc dén 1 1it. Bao quan & nhiét do phong.

Khi st dung, thém 900 ml nwéc vao 100 ml dung dich TBE gdc (10X) thanh dung dich 1X.
— Dung dich d&m tai mau DNA dam dic 6 13n (loading dye 6X).
~ Cbn 75 %.

— Cloroform.

|

B kit tach chiét DNA, vi du: NHP 1Q 2000.

Thang chuin DNA (DNA marker), gdm c6 céc thang 100 bp; 200 bp; 300 bp; 400 bp; 500 bp; 1000 bp.

Etidi bromua (EtBr).

CANH BAO AN TOAN: Etidi bromua la chit ddc hal, tranh tiép xdc va tranh hit phai hoi tie dung
djch cén néng c6 chira EtBr, sir dung gidng tay va mgc o bao hg lao dgng trong suét thoi gian
tiép xtc véi EtBr.

~ Agarose.
3.2.1.3 Thiét b}, dyng cy

Str dung cac thiét bj, dung cy clia phong thir nghiém chén doan bénh. Yéu cau co ban Ia phong thir
nghiém cAn c6 cac khu virc riéng biét @& thao tac tach chiét DNA, tién hanh phdn (ng PCR va dién di,
doc két qua.
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Tu lanh;

- T lanh am sau, c6 thé hoat ddng & nhiet 36 20 °C;

- May li tam, c6 thé hoat ddng v&i gia téc 13 000 g.

~ TG &m, c6 thé hoat ddng & nhiét a6 95 °C.

— Nbi cach thiy hay block nhiét khd, c6 thé hoat ddng & nhiét dd 95 °C;
~ May Hc trén vortex;

— Can phan tich, c6 thé can chinh xac dén 0,1 mg;

- Deén con;

— Micropipet don kénh co dai tcr 0,5 pl dén 10 i, tir 2 pl @&n 20 pl, tr 10 pl dén 100 pl, & 100 pl @én 1 000 pl;
~ Gia cho éng Eppendorf c6 kich thwée 0,2 ml va 1,5 ml;

- May luan nhiét (may PCR);

- Bép dién hoac 16 vi séng;

- Ong dong, dung tich 100 ml; 500 ml; 1 000 ml;

— Binh n6n bang thay tinh chju nhiét, dung tich 250 ml;

- Bo diéndi gém bd nguén va mang chay dién di;

~ Budng db gel;

- Ban doc gel (UV);

—  Gidy parafin.

3.2.1.4 Liy miu

Tém bd me: Lay mau phan tém bd me.

T6m giéng (> postlarvae 8, hay hau &u trung Ién hon 8 ngay tudi) dén tém trudng thanh: 1Ay mét phén
khéi gan tuy clia tir 5 con d@én 10 con.

Tém nhd hon tdm giéng (nhd hon postlarvae 8): I&y phan d4u cla tir 10 con dén 15 con.

Au tring bién thai: 14y ca con, khodng 50 con.
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Luong mAu l4y d& tach chiét DNA khodng 20 mg, c6 thé ding tém cén séng hodc méu tom, mau phan
¢b dinh trong etanol 95 % d8 tach chiét DNA.

3.2.1.5 Céach tién hanh
3.2.1.5.1 Tach chiét DNA

CHU THICH: Hién nay c6 nhidu thube thir va b kit thuong mai tign 1o cho vige tach chiét DNA (QiaGen, Promega, 1Q,...).
Ngui sir dung c6 thé lya chon bg kit thich hop va an toan theo huéng dAn cla nha san xuét,

Vi dy v& quy trinh tach chiét DNA béng dung dich dém DTAB-CTAB (kit 1Q 2000):

Cho mau vao éng Eppendorf 1,5 ml, néu miu cé dinh trong etanol 95 % can lam kho etanol bang cach
ad etanol va déc nguoc trén t& gidy loc, a8 knd ty nhién.

Cho vao éng Eppendorf c6 chira m&u khodng 100 pl dén 200 i dung dich tach chiét DTAB, nghién nhd
va min béing chay nghién, sau d6 thém vao khodng 400 p! @én 500 pi dung dich tach chiét DTAB va
nghién tiép dén khi nhuyén.

U mau & 75 °C trong 5 min, sau d6 [am lanh xuéng nhiét d6 phong.

Tron ddu béing may trén vortex va 1am I&ng hdn hop trén, sau d6 cho 700 wl cloroform, trén déu trong
20 s va ly tam & 12 000 g trong 5 min.

Chuyén 200 I phan trong phia trén sang éng Eppendorft 1,5 ml m&i, thém 100 pl dung dich CTAB va
900 pl nudc, trdn déu, sau @6 U 75 °C trong 5 min.

Lam lanh xuéng nhiét 3 phong va ly tdm & 12 000 g trong 10 min. Gan bd dich ndi, hda tan phan con
lai bAng 150 pl dung dich héa tan, 0 & 75 °C trong 5 min, sau d6 1am lanh xubng nhiét dd phong.

Ly tam & 12 000 g trong 5 min. Chuyén dung dich sach sang éng Eppendorft 1,5 ml cung 300 pl etanol
95 %.

Trén déu, ly tam & 12 000 g trong 5 min, sau d6 nra vién cung 200 pl etanol 75 %, [am I&ng xubng, lam
khé vién va hoa tan vién béng nuéc hodc dém TE.

CANH BAO: T4ch chiét axit nucleic phy thudc vao viéc phén gidi hay hoa tan cua cac mé va sy
phén tach cua axit nucleic tir hdn hop két ciu phirc tap. Hiu nhw cac quy trinh déu str dung hoa
chét nguy hiém va c6 kha ning gdy hal néu thao tic khong cén than. Do vy nén tranh tiép xuc
trwc tiép véi da va hit phai hol clia cic hoa chét ndy. Lubn ludn deo ging tay, khiu trang, mac
quin 4o bao hé khi thye hign céc thao tc nay.
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3.2.1.5.2 Tién hanh phan trng PCR
3.2.1.5.21 C&p mdi ngoai st¥ dung trong phan trng PCR

Phan (rng khuéch dai dwec thiec hién trong mdy luan nhiét theo phwong phap PCR, st dung cap mbi
Pf-1, Pr-1, xem Bang 1.

Bang 1 - Trinh t vé cip méi

Mbi Trinh tw nucleotit
Pf-1 5-ACG-TTG-GAG-GTT-CGT-CCT-TCA-g-3'
Pr-1 5-TCACCCCCTTGCTTCTCATTIG T-30

Cap mbi Pf-1/Pr -1 dung dé khuéch dai doan DNA ctia vi khudn NHP ¢6 kich thudc 441 bp.
Chuan bi mbi:

~ Mbi & trang thai déng khd phai duoc ly tam ngén @& méi lang xubng day 6ng trudc khi mé va hoan
nguyén. L&n dau tién nén dung dém TE d& hoan nguyén mbi & ndng dd 200 pmol/ul lam géc.

- Mdi dwoc st dung & ndng dé 20 pmol/pl: pha loang mdi gbc béng nwdc khdng cb nuclease hodc
dém TE (10 pl mdi gdc va 90 pl nwdrc).

3.21.5.2.2 Chuén bj phan (rng

Tuy theo diéu kién phong thir nghiém, chon lya hdn hep Mix phan eng cho phu hop va st dung theo
hwéng dan clia nha san xuét.

Hén hop phan (rng dwoe chudn bi trong 1 éng Eppendorf dira trén tdng sé méu can chan doan, cong
thém mét mau déi chirng dwong va mét mau déi chirng 4m. Sau d6 hat 22,5u1 hdn hep phan tng vao
éng Eppendorf 0,2 ml; ghi ki hiéu m&u Ién ndp éng Eppendorf, chirng dwong va chirng am.

3.2.1.5.2.3 Tién hanh phan tstng PCR

Thém 2,5 pl DNA mach khuon (tach chiét dwgc) vao dng PCR chira sdn 22,5 pl hén hop phan (g PCR
(thanh phan gbém: Tris-HCI 10 mM, pH 8,3, KCI 50 mM, MgCl, 1,5 mM, deoxynucleotide 200 mM, ndng 46
0,5 uM mdi mdi Pf -1 va Pr -1, nwréc cho du thé tich) dé dugc hdn hop PCR vdi tdng thé tich 25 pl.

C6 thé str dung thanh phan thuéc thir riéng 1& hay stz dung hdn hep phan (rng thuong mai sao cho dam
bao ndng dd cudi cling clia cac thanh phan nhu trén, vi du st dung hdn hop phan ng Go Taq Green
Master Mix ctia Promega, 2X c6 thanh phan 2X green Go Taq Reaction Buffer (pH 8,5); dATP 400 uM;
dGTP 400 uM; dTTP 400 puM; dCTP 400 uM; MgCL 3 mM; Tag DNA polymeraéa va chat dém tai mau
(yellow dye va blue dye) nén khi chay gel khdng c&n thém chét dém tai mau (loading dye).

10
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Vi du vé& hdn hop phan tng PCR sir dung hén hop phan (rng Go Taq Green Master Mix cla Promega,

2X nhu trong Bang 2.

Bang 2 - H&n hgp phan irng PCR

Thanh phén Thé tich cho 1 m3u, = Néng d$ cudl cung
i
Promega Gotag Green Master Mix, 2X 12,5 1X
Pf -1 mbi 0,625 (20 uM) 0,5 uM
Pr -1 mdi 0,625 (20 pM) 0,5 UM !
DNA mach khudn 2,5
l‘ Nudc 8.75
Sau khi pha hdn hgp cho mdi phan (rng d&t vao may ludn nhiét.
Chu trinh nhiét cta phan (rng PCR duwgc néu trong Bang 3.
Bang 3 - Chu trinh nhiét ctia phan &*'ng PCR
Bwéc Nhiét dd/thei gian Sé chu ky
Bién tinh 94°C/30 s
3 5 35
Bét cap 58°C/30 s
Kéo dai mach 72 °C/1 min |
Kéo dai mach 72 °C/5 min 1 ‘
/Gitr&n dinh 4°C |

CHU Y: Miu va nguyén liéu cho phan trng PCR cn dat trong khay @4 lanh trong sudt qua trinh chuan

bi hdn hgp phan (ng.

3.2.1.5.3 Chay dién di

3.2.1.5.3.1 Chudn bj ban gel

Pha thach vé&i ndng d¢ agarose tir 1,5 % dén 2 % béng dung dich dém TBE 1X ho#c TAE 1X vao binh

non 250 ml, l&c cho tan.

Sau d6 cho vao 18 vi song dun dén sdi, khi nhiét d6 gidm xudng khodng 40 °C @én 50 °C thi cho vao 5 i

etidi bromua vao mdi 100 ml. L&c nhe tranh tao bot dé etidi bromua tan géu.

Chuén bi khudn @b thach, @3t lwvgc vao khuén, roi dé thach vao khudn.

11
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Tién hanh @8 vao ban gel, khdng nén d ban gel day qua 0,8 cm.
Khi ban gel d6ng lai thi tién hanh g& Iuoc khdi ban gel.

Chuyén ban gel vao mang dién di, @ dung dich dém (TBE 1X ho3c TAE 1X) cung loai voi dung dich
agarose da dun) vao mang dién di cho t&i khi ngap ban gel.

3.2.1.5.3.2 Pigndi
Hut 10 pl san pham PCR nhd vao mét giéng trén ban gel.

Khi thuc hién dién di, chay'kem theo DNA marker dé dy doan kich thuéc san phdm khuéch dai. Hut
10 pl thang DNA vao mét giéng trén ban gel.

Dién di & hiéu dién thé 100 V dén 150 V (quan sat thy bong khi ndi Ién tir hai phia dién cuc cla may
dién di sau khi ndi dién). Khi quan sat thdy mau xanh am clia thuéc nhudm cach giéng khodng 2/3
chidu dai bang thach agarose, dirng qua trinh dién di.

CHU Y: Trong treong hop Master Mix khéng c6 s8n dém tai mau thi khi tién hanh dién di nhd 2 pl dém
tai mau 6X 1&n gidy parafin, hit 10 ul san phdm PCR ra, nhd vao va trdn déu, sau d6 ldy khodng 10 pl
nhd vao mét giéng trén ban gel.

3.2.1.5.4 Doc két qua
Sau khi dién di xong, doc két qua trén ban doc UV, doc két qua voi tia UV budc séng 302 nm.

Déi chibu cac vach sang clia mAu voi cac vach sang tr thang DNA, mAu déi chirng duong tinh va mau
aéi chirng 4m tinh Gé& dua ra két luan.

Bang 4 - Két qua dién di

Giéng Vach 441 bp Két qua
Phan vach rd rang va sang ca ok
Thang BINA theo kich thuée str dung Bign di tot
Co H&n hgp phan (rng PCR tét

Mau d6i chirng
MAu dbi chirng dwong tinh héng, enzym

duong tinh
Khéng héng
Khéng Khéng ngoai nhiém
M&u ddi chirng _ R
am tinh Co Bi ngoai nhiem
5 Co Dwong tinh NHP
Mau -
Khéng Am tinh véi NHP

12
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Két qua mau thir dwong tinh khi: Xudt hién vach sang c6 kich thuéc bing kich thuéc gidng mau abi
chirng duwong c6 kich thuédc 441bp. Thang DNA phén vach 16 rang, mau dbi chirng 4m khdng cé vach

sang.

Két qua mAu thir am tinh khi: Khong c6 vach sang kich thudc 441bp. Khdng cb vach sang cia mau ddi

chirng am tinh, thang DNA phén vach rd rang.
3.2.2 Phwong phap md hoc

3.2.2.1 Thudc thir va vat ligu thi

Dung dich Davidson (xem A.1).

—  Thudc nhudm hematoxylin (xem A.2).
— Thuéc nhudm eosin (xem A.3).

- Xylen.

— Cloroform.

— Axit picric (dung djch bao hoa).

- Etanol 70 %, 90 % va etanol tuyét ddi.
— Parafin,

— Keo dan, vi du Bom Canada.

— Dinatri hydro phosphat (Na;HPQ,);

~ Natri hydro phosphat (NaH,PQy);
3.2.2.2 Thiét b, dung cu

Str dung cac thiét bi, dung cy clia phong thlr nghiém chan doan bénh va cu thé nhu sau:

Kinh gidi phu

B% db giai phdu gdm cac dung cy panh, rii nhon, gidi phau kéo cac loai, lam kinh va lamen

Lo nhd ¢ dinh mau

Binh rét parafin

Bo phan lam lanh mau

13
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- May cé&t mau microtome

— N&i nwéc co chinh nhiét 66
— T &m hoac ban sby mau
- Kinh hién vi quang hoc

— Cassete

- Khung dac méu.

3.2.2.3 Ly miu

Thu nhirng mAu tém c6 dAu hiéu khdng binh thudng, co thé yéu, boi Igi 1& &, biéng &n va rudt réng,
gidm sirc tang tredng rd rét, ty Ié trong fwgng, chidu dai than thap (mdng dudi).

Tom co vd mém va co thé nhiin; mang den hoc sAm mau; bj nhidu vi sinh vat co hdi bam trén mat vo,
v& bi nhiém vi khuan, bao gdm cac tén thuong loét Iop cutin hodc phén phy bj an mdn héa den; b
phéng rop cac té bao séc té din dén sy xuédt hién cac ria sdm mau & cac nang qudi va chan bung.
Khdi gan tuy c6 the bj teo.

Khéng diing tdm chét hoc tém bdo quén da dé cét mo.
3.2.2.4 Cach tién hanh
3.2.2.4.1 Chudn bj miu

Cé dinh mau trong dung dich Dadvison. D&i v&i &u trung ho#ic tdm Postlarvae co thé cé dinh ca con
trong dung dich Davidson tir 12 h d&n 24 h. Sé tom thu tir 30 con dén 50 con mdi bé. Sau do cb dinh

trong etanol 70 % & nhiét do phong.

Déi voi tém Ion cb dinh bing cach Iy tdm sbng cét gitra phan GAu nguc va bung, gilr phan diu nguc
lai (trong do cé chira gan tuy), dung thudc Davidson tiém vao gan tuy va ving xuhg quanh gan tuy.
Lwong thube dung tir 0,1 ml dén 10 ml (thay ddi tuy kich thudc tdm), sau dé cho vao lo cé chira dung
dich Davidson. Sé tdm thu tir 5 con dén 10 con mét ao. Néu mau Ion cén phai cét nho, chiéu dai mau
khéng qua 3 cm. Ty 1& mau va dung dich c¢b dinh Ia 1/10, ngdm trong 24 h @én 72 h phuy thudc vao kich
thwére clia mau, sau dé bao quan ngay trong etanol 70 % & nhiét d¢ phong.

3.2.2.4.2 Khir miu cb dinh

Ngam trong etanol 90 % hai I&n, trong thei gian 30 min dén 60 min mai l&n. Sau d6 ngam trong etanol
tuyét déi hai lan, thoi gian 30 min dén 60 min mdi lan.

14
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3.2.24.3 Lam trong méu
Ngam sang lo xylen 1, d& trong 30 min dén 60 min.
Ngam sang lo xylen 2, @& trong 30 min dén 60 min.
Sau @6 ngam tAm parafin hai 1an, m&i 14n 56 °C dén 58 °C trong 1 h.

Puc khudn: d&t mau da tham parafin vao khudn a parafin tap trung vao mét mat ciia khudn dé khi cat
duoc tét hon. Lam lanh mAu trong ban lanh ho#c & trong ta lanh.

3.2.2.4.4 Citmiu
Cét got khéi block parafin vubng, mit cat bang phang, dé trén mat khay da.
D3t mat khéi block parafin song song véi mép Iwdi dao, cét chiéu day lat cat tir 4 pm dén 5 pm.

Chon lat cét tiéu ban phang tha vao ndi nudc nhiét d6 nwée 30 °C dén 35 °C; sau §6 dung lam kinh vort
Iat cit tiéu ban. D& khé.

3.2.2.4.5 Nhugm tiéu ban H&E

TAy parafin biing cach ngam trong xylen hai l&n, mdi lan tir 3 min dén 5 min, sau d6 ngdm Ian lugt trong
etanol tuyét déi, etanol 90 % va etanol 70 %, mdi lAn ngam tr 3 min dén 5 min rdi dem rlra dudi voi
nuwéc chay tr 3 min dén 5 min.

Ngam trong thuéc nhudém haematoxylin tir 3 min dén 5 min sau d6 rira dudi voi chay tir 3 min dén 5 min
rdi tiép tuc ngam trong thudc nhudm eosin tir 1 min dén 2 min.

Lam mét nude trong mau qua cac thang néng dé etanol 75 %, etanol 90 % va etanol tuyét ddi, mbi
budc tr 1 min dén 2 min, chuyén sang xylen hai lan (mdi 1&n tir 2 min dén 3 min), gén lamen bang keo
dan, vi dy Bom Canada. Dé kho va soi kinh.

3.2.2.46 Dec két qua
Soi kinh hién vi tir vat kinh c6 d6 phong dai thap dén vat kinh c6 d6 phong dai cao (100 X, 400 X, 1000 X).

Mb hoc gan tyy clia tdm bj bénh hoai t& gan tyy thé hién d&c diém bénh ly sau: Cac ving md gan tuy bi
hoai tlr, b4t mau déng déu clia thuéc nhudm, hoadn toan khéng cdn nhin thdy ciu tric té bao va md gan
tuy dbng thori xut hién day d&c nhing t& bao mau bao vay xung quanh nhirng ving bj hoai tlr. Trén lat
cét mo hoc gan tyy véi thubc nhudm haematoxylin va eosin cho th&y d4u hiéu cla sy viém teo tlr trung
binh t¢i rat nang cta éng gan tuy. CAc té bao biéu mé gan tuy khi bj viém teo hoai t& chuyén tir hinh
try trén sang hinh khéi, hodc c6 thé bj phinh to va chira mot sb 16n vi khudn tw do gibng v¢i rickettsia,
gram am n&m trong nguyén sinh chét clia cac té bao.
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O tém P. vannamei giai doan 4u nién bj nhi&m bénh NHP n&ng, man tinh bidu mé tuyén gan tuy bi teo
ro rét, dan dén phi thing n&ng (dich tran ho#c cc khu vire c6 nuérc trong gan tuy).

D6 phong dai 10000X tém bj bénh trong té bao chét cé nhidu vi khudn bénh NHP dang hinh que va
hinh xodn
4 Bao céo két qua chén doan

Tém dugc xac dinh nhiém bénh NHP khi cé dac diém dich 1&, triéu chirng lam sang ctia bénh va duwong
tinh mét trong hai phuong phap sau:

- Két qua phan trng PCR dwong tinh;

— Mau cét mé cé bénh tich cia NHP.
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Phu luc A
(Quy dinh)

Thanh phén va chuin bj dung djch thudc thir

A.1 Dung djch Davidson

Etanol 95 %: 330 ml
Formalin (formaldehyd 37 %): 220 ml
Axit axetic ddm dic: 115 ml
Nud&c: 335 ml

A.2 Thudc nhuém hematoxylin (dung dich hematoxylin — Mayer)
Hematoxylin dang tinh thé: 1g
Natri iodat: 029

Amoni alum [NH,AI(SO4),] hodc kali alum [KAI(SO4),): 50 g

Axit xitric: 19
Cloral hydrat: 50g
Nuéc: 1000 mi

Hoa tan hematoxylin trong nwéc, sau dé cho natri iodat va amoni alum hoéc kali alum, hoa tan, tiép tuc
cho axit xitric va cloral hydrat rdi loc qua gidy loc.

Bao quan dung dich da pha trong chai téi mau.

A.3 Thubc nhuém eosin

EosinY: 19
Etanol 70 %: 11it
Axit axetic bang: 5mi

Thém tr 2 giot dén 3 giot axit axetic vao etanol 70 %. Hoa tan eosin trong etanol, sau dé cho thém axit
axetic réi loc qua giy loc.

Bdo quan dung dich da pha trong chai ti mau.
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