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Loi néi dau
TCVN 8710-16:2016 dwoce xay dwng trén co s& tham khao (OIE) Manual of Diagnostic tests for Aquatic

Animal, 2009, Chapter 2.1.11 Enteric Septicaemia of Catfish (Edwardsiella ictaluri).

TCVN 8710-16:2016 do Trung tdm Chén doan Tha y Trung wong - Cuc Thi y bién soan, B6
Néng nghiép va Phat trién néng thén dé nghi, Téng cuc Tiéu chuan Do lwong Chét lwong

thdm dinh, B6 Khoa hoc va Céng nghé céng bé.
B& TCVN 8710 Bénh thiy san - Quy trinh chdn doén gbm céc phan sau:

TCVN 8710-01:2011, phén 1: Bénh Coi do vi rit & tém;

— TCVN 8710-02:2011, phdn 2: Bénh Hoai tir than kinh & ¢4 bién;

~ TCVN 8710-03:2011, phén 3: Bénh Bém tréng & tém;

— TCVN 8710-04:2011, phén 4: Bénh Déu véng & tom;

- TCVN 8710-05:2011, phédn 5: Bénh Taura & tém He;,

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

-~ TCVN 8710-07:2012, phén 7: Bénh xuét huyét mua xuén & ca chép;

—~ TCVN 8710-08:2012, phé&n 8: Bénh hoai ti co & tém;

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

— TCVN 8710-10:2015, phdn 10: Bénh do Perkinsus marinus & nhuyén thé hai manh vo;
-~ TCVN 8710-11:2015, phén 11: Bénh do Perkinsus olseni & nhuyén thé hai ménh vd;
-~ TCVN 8710-12:2015, phén 12: Bénh Vi bao t& do Enterocytozoon hépatopenaei & tém;
— TCVN 8710-13:2015, phan 13: Bénh gan tuy do Parvovirus & tém

~ TCVN 8710-14:2015, phén 14: H6i chimg 16 loét ( EUS) & cé;

-~ TCVN 8710-15:2015, phan 15: Bénh nhiém trung do Aeromonas hydrophyla & cé;

- TCVN 8710-16:2016, phan 16: Bénh gan thdn md & c4 da tron;

~ TCVN 8710-17:2016, phén 17: Bénh sira trén tém ham.
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Bénh thay san - Quy trinh chan doan -
Phan 16: Bénh gan than mu & ca da tron

Aquatic animal diseases - Diagnostic procediire -
Part 16: Enteric septicaemia of calfish

CANH BAO - Viéc ap dung tiéu chudn nay c6 thé lién quan dén cac vat lidu, thiét bj va cac thao
tac gay nguy hidm. Tiéu chudn nay khong thé dwa ra dwoc hét tit ca cac vén dé an toan lién
quan dén viéc str dung ching. Nguwoi str dung tiéu chudn nay phai ty thiét 1ap cac thao tac an
toan sivc khée thich hop va xéc dinh kha ndng ap dung céc gi¢i han quy dinh trwéec khi st dung
tiéu chuén.

1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh chdn doan bénh gan than ma do vi khudn Edwardsiella ictaluri gay
ra & ¢a da tron nhw cé fra, ca basa va mét sé loai ca da tron nwéc ngot khac nhw ca nheo, ca tré ...

2 Thuat ngir va dinh nghia

Trong tiéu chuan nay st dung thuat ngir va dinh nghia sau:

2.1

Bénh gan than mu trén ca da tron (Enteric septicaemia of catfish — ESC)

Bénh do vi khuén Edwardsiella ictaluri xam nhap véo gan, than va lach (ty tang) clia ca da tron gay nén
nhirng dém trdng nhu dém mu & céc td chirc nay.

CHU THICH: Edwardsiella ictaluri 14 vi khudn hinh que, gram am, di ddng, khéng sinh bao t, thudc ho Enterobacteriaceae.

3 Thudc thir va vat liéu thir

Chi str dung thudc thir loai tinh khiét phan tich, st dung nuwéc cét, nwdc khir khoang hodc nude c6 46
tinh khiét twong dwong khéng cé nuclease, trir khi ¢é quy dinh khéc.

3.1 Thubc thir va vat liéu thir dung chung
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3.1.1 Etanol, 70 % (thé tich), 90 % (thé tich) va etanol tuyét déi.

3.1.2 Nwéc tinh khiét (khéng cé nuclease).

3.2 Thuéc thir va vat liéu thie dung cho phwong phéap nudi cdy, phén lap, dinh danh vi khuén
3.2.1  M@i tredng nudi cdy chon loc EIA (thach Edwardsiella ictaluri).

3.2.2 Mdi trvong nudi cdy NA (thach dinh dwdng) hodc mdi trdng nudi cdy TSA (thach dau
twong trypton).

3.2.3 Thudc nhudm Gram (xem A.1).

3.2.4 Mai trwdng va thude thir dé xac dinh déc tinh sinh héa (xem phuy lyc B).

3.25 Nwéc mudi sinh ly, dung dich natri clorua (NaCl) 0,9 %.

3.3 Thudc thir va vat li¢u thir ding cho phwong phap PCR (Polymerase Chain Reaction).
3.3.1 Kit tach chiét ADN (acid deoxyribo nucleic), Protein K.

3.3.2 Kit nhan gen (PCR Master Mix Kit).

3.3.3 Cap méi - primer (gdbm mdi xudi, mdi ngugc) (xem bang 2).

3.3.4 Agarose.

3.3.5 Dung dich dém TAE (Tris-acetate - EDTA) hodc TBE (Tris-brorate - EDTA)

Thanh phén
Dung dich TAE (hozc TBE) 10X 100 ml
Nwéc da khir ion 900 ml
Téng: 1000 ml dung dich TAE (TBE) 1X
Chuan bj

Lay 100 ml dung dich TAE (TBE) 10X hoa chung v&i 900 ml nwéc khir ion, khudy va I4c déu.
Bao quan & nhiét @ phéng.
3.3.6 Chét nhudm mau, vi dy: Sybr safe.

3.3.7 Chét dém tai miu (Loading dye 6X).



3.3.8

3.3.9

3.4

3.41

3.4.2
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Dung djch dém TE (Tris-axit etylendiamintetraaxetic).
Thang chuin ADN (Marker).

Thubc thir va vat liéu thir ding cho Real-time PCR.
Kit nhan gen Real-time PCR.

Cap mdi — primer (gdm méi xudi, mdi ngwoc) va mau do (xem bang 6).

Thiét bi, dung cu

St dung thiét bj, dung cu théng thwéng clia phong thér nghiém sinh hoc va nhikng thiét b, dung cy sau:

41  Thiét bj, dung cu str dung cho phwong phap nuéi cdy, phan 1ap, dinh danh vi khun
4.1.1 Noi hap vé trung, duy tri nhiét dd 115°C va 121 °C.

4.1.2 Tua am, cé thé duy tri nhiét do & 28 °C dén 37 °C.

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

4.1.4 Ong nghiém vé tring, dung tich 15 ml.

4.1.5 Peén cdn.

4.1.6 Que cdy.

4.1.7 Phién kinh, v6 tring.

4.1.8 Lamen, vo tring.

4.1.9 Dao mé, panh, kéo vé tring.

4.2  Thiét bi, dung cu s dung cho phwong phap PCR (Polymerase Chain Reaction) va
Real-time PCR

4.21 May nhan gen (PCR)

4.2.2 May Real-time PCR

4.2.3 May ly tam, c6 thé ly tam voi gia tc 6 000 g va 20 000 g.

4.2.4 MAy lic tron vortex.

4.2.5 May spindown.
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4.2.6 B& U nhiét, duy tri nhiét do tir 55 °C dén 60 °C.
4.2.7 BO dién di, gdm bd ngudn va bé chay dién di.

4.2.8 May doc gel.

5 Chéan doan Iam sang
5.1 Dic diém dich té
~ Loai man cam: C4 tra, ca basa va ,mdt sé loai ¢4 da tron nuéc ngot khéc;

- Mua xuét hién bénh: Bénh gan than mi xuét hién trén c4 tra hau nhe quanh ndm, nhwng bénh xay
ra nang nhéat vao lic giao mua, mua mua, thudng bung phét vao céc thang 7, 8, 10, 11;

CHU THICH: Béi véi c4 da tron nudi tai My thei gian biing phét bénh vao mua xuan va mia thu.
~ Téan suét xuét hién bénh: Bénh xuét hién nhiéu Ian trong 1 vy nudi;
~ Bénh xay ra trén ca tra & tat ca céc giai doan nudi, nhuing chii yéu dbi véi ca duwdi 400 g;

- Buong lay truydn: Edwardsiella ictaluri ¢6 thé xam nhap vao co thé ca tir mdi tredng nuwdc qua da,
qua mang ca hodc qua miéng.

5.2 Triéu chirng l1dm sang
5.2.1 Giai doan ca4 mé&i nhiém bénh
- Bén ngoai than c4 binh thwdng khdng biéu hién xuét huyét, mat hoi 1i.
5.2.2 Giai doan c& nhiém ning
— Caboi I d¥ trén mat nwdc, khdng c6 phan (rng véi tiéng dong xung quanh;
— Cagiam an ho&c bd &n hoan toan;
— Cé cb hién twong xuét huyét trén da, cac gbc vay, hau mén, phi mét va sung dau;
- Gan, than, lach ¢6 nhidu dém tréng (nhw dém ma);

~ M6t sb ca bénh con biéu hién mau séc nhot nhat, sé lwong ca chét hang ngay cao va ty 1& chét
tang dan.

5.3 Bénhtich
~  M& kham quan sét thay cé nhiéu dém tréng trén gan, than va lach;
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~ Thén, lach co hién twong xut huyét, nhiéu viing bj hoai tl trAm trong.

6 Chén doan trong phong thi nghiém

6.1 Giam dinh Edwardsiella ictaluri bing phwong phap nudi cdy, phan 1ap, dinh danh vi khudn
611 L&y mau

6.1.1.1 LAy mau nguyén con

— Béi trgng thu mau bénh pham: Lya chon cac con ¢4 con sdng hodc vira méi chét cé triéu ching
1am sang nhw dwoc mé ta tai 5.2;

~ S0 lugng c4 trén mi mAu bénh phdm phy thude vao kich c& cia ca:

Ca gibng: lay tir 3 con dén 5 con/méu bénh pham;

Ca trwdng thanh, ca b me: ldy 1 con/mau bénh pham:;
~ Bao géi mau bénh phdm: cho ¢4 vao tirng lo hay tui ni lon v6 trung riéng biét, han hodc day kin.
6.1.1.2 Lay mau bénh phim

— V6 triing bén ngoai bé mat ca bing etanol 70 % (thé tich) (3.1.1), dung pank, kéo vé trung md dé
bdc 16 td chirc bén trong;

- Duing bong cén thdm va v6 tring bé mét clia td chirc c6 bénh tich dién hinh nhw mé ta tai 5.3;
— Duing kéo vé tring cét té chirc da dwge vé tring cho vao dyng cu chira vé tring va day kin;

— Bi voi té chire than: Dung bong cdn d& th&m va vé tring b& mét cia than. Ding kéo vé tring cét
tién than.

6.1.2 Bao quan mau bénh phim

~ Mau ca duwoc van chuyén dén phong thi nghiém phai con séng hosc vira méi chét:
— Mau bénh phdm bdo quan & nhiét @6 tir 2 °C dén 8 °C khéng qué 24 h.

6.1.3 Céch tién hanh

6.1.3.1 Phan lap vi khuén

- Dung que céy v triing choc sau xubng bénh pham tai vi tri da dwoc vo trung, ria cay trén moi
trwdng thach chon loc EIA (3.2.1);
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~ U céc dia thach da dwoc céy trong ti &m (4.1.2) & 28 °C tir 24 h dén 48 h. Cac khuén lac nho, tron,
trdng duc, khdng nhan, ria c6 dang khéng déng nhét, dwdng kinh tir 0,5 mm dén 2 mm moc trén cac
dia thach EIA sau khi 0 dwoc nghi ngd 1a khudn lac clia Edwardsiella ictaluri;

- Dung que céy v6 trung &y khudn lac dién hinh ria cdy vao méi tredng thach NA (3.2.2), G trong td
4m (4.1.2). Sau 24 h dén 48 h trén moi tredng thach NA (3.2.2), khuén lac clia Edwardsiella ictaluri cd
dang hinh tron, mau tréng duc, kich thuéc tir 1 mm dén 2 mm.

6.1.3.2 Xac djnh vi khuin
6.1.3.2.1 Quan sét hinh thai

Nhé mét giot nwéc sinh Iy trén phién kinh (4.1.7), dung que céy vé tring chuyén khuén lac trén moi
treong thach NA (3.2.2) vao giot nwéc mubi sinh ly (3.2.5) rdi tron déu, dan méng, dé khd ty nhién sau
d6 c6 dinh tiéu ban trén ngon Itra dén cdn (4.1.5);

Tiéu ban sau khi da dwoc cb dinh dwoc nhudm bang phwong phap gram (xem phu luc A);

Edwardsiella ictaluri b4t mau hdng (mau gram am), hinh que, manh, c6 kich thuéc 1 pm x 2 pm.
6.1.3.2.2 Xéac dinh céac ddc tinh sinh héa

Xéc dinh cac dic tinh sinh héa clia vi khudn dwa vao mét sé chi tiéu co ban: vi khuén di déng, gram am,
am tinh véi oxidase, dwong tinh véi catalase, O/F dwong tinh va céc chi tiéu sinh héa néu trong bang 1.

Bang 1 - Céac chi tiéu sinh héa cua Edwardsiella ictaluri

ONPG | ADH LDC oDC CIT H.S URE TDA IND VP

- i + s e i - g i

GEL GLU MAN INO SOR RHA SAC MEL AMY ARA

— L = = = = = = B e
CHU THICH:
ONPG: Ortho-Nitrophenyl-BD-Galactopyranosidase GEL: GELatinase
ADH: Arginine DiHydrolase GLU: GLUcose
LDC: Lysine DeCarboxylase MAN: MANnitol
ODC: Ornithine DeCarboxylase INO: INOsitol
CIT: CiTrate utilization SOR: SORbitol
H2S: H2S production RHA: RHAmnose
URE: UREase SAC: SACcharose
TDA: Tryptophane DeAminase MEL: MELibiose
IND: INDole production AMY: AMYgdalin

VP: Voges Proskauer ARA: ARAbinose
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— Xé&c dinh céc chi tiéu di dong, oxidase, catalase va phan (rng O/F ctia vi khuén (xem Phy lyc B).
— Tién hanh céc phén (ng sinh hoa.
ViDU: St dung bd kit API 20E (xem Phu luc C), két qua dwoc doc bing phdn mém doc két qua API 20E.
6.1.4 Doc két qua

Cé da tron dwgc xac dinh 1& nhiém vi khuan Edwardsiella ictaluri khi nuéi cay, phan lap, dinh danh
dwoc Edwardsiella ictaluri trong phong thi nghiém.

6.2 Xac dinh Edwardsiella ictaluri bing phwong phap PCR (Polymerase Chain Reaction)
6.2.1 Liy miu

6.2.1.1 LAy mau bénh pham triec tiép

Lay mau gan, than, lach (xem 6.1.1): lwgng mau l&y khoang 30 mg.

6.2.1.2 LAy mau nuéi ciy

Léy mau khuén lac thun chiing: 1y tir 3 dén 5 khudn lac thudn ching trén méi tredng nudi cdy (xem
6.1.3.1)

6.2.2 Bao quin mau
- Bao quan mau cé nguyén con hodc gan, than, lach & nhiét do tir 2°C dén 8 °C khong qua 24 h;
- Hodc bdo quan gan, than, lach trong etanol tuyét déi (3.1.1);

Mau bénh phém chuyén d@én phong thi nghiém néu chwa phan tich ngay phai dwoc bao quan & nhiét
d% am 20°C dén am 80 °C hoc trong etanol tuyét déi (3.1.1).

6.2.3 Cach tién hanh

6.2.3.1 Tach chiét ADN

St dung b kit tach chiét (3.3.1) thich hgp va an toan theo huéng dn cla nha san xuét.
VI DU: St dung kit tach chiét DNeasy® Blood & Tissue Kit (250) (Cat No. 69506) ' (xem Phu luc D).

6.2.3.2 Chuan bi mbi

" Théng tin nay dua ra tao didu kién thuan tién cho ngudi st dung tiéu chudn va khong 4n dinh s dung san phim ciia nha cung
cép ndy. C6 thé st dung cc sén phdm tuong ty néu cho céc két qua trong duong.

11
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St dung cap mdi EiFd-1/ EiRs-1. Trinh ty c&p médi dwgc néu trong bang 2.

Bang 2- Ciap mdi EiFd-1/ EiRs-1@

Mbi Trinh tw cip mdi
EiFd-1 (médi xudi) 5-GTA-GCA-GGG-AGA-AAG-CTT-GC-3'
EiRs-1 (mdi nguec) 5'-GAA-CGC-TAT-TAA-CGC-TCA-CAC-C-3'

Cap mdi EiFd-1/ EiRs-1 dung dé& khuéch dai doan gen clia Edwardsiella ictaluri cé kich thwéc 407 bp.
Chuén bi méi géc:

- Mdi & trang thai déng khé phai dwoc ly tam nhanh bing may spindown (4.2.5) & gia téc 6000g trong
30 s @& modi ldng xubng day éng trwdc khi mé va hoan nguyén;

- Khi hoan nguyén nén ding dém TE (3.3.8) dé hoan nguy&n mdi & nbng do 200 uM lam méi gbe.
Chuén bj méi str dung:

- Mdi st dung & ndng dé 20 uM: pha loang mdi gbc bang nwéec tinh khiét (3.1.2) (10 pl mbi gbc va 90
pl nwéc tinh khiét).

6.2.3.3 Tién hanh phan rng PCR

St dung c&p mdi da chuén bj (6.2.3.2) va s dung kit nhan gen (3.3.2) theo hwéng dan clia nha san xuét.
Vi DY: St dung kit nhan gen cia Thermo Scientific Dream Tag PCR Master Mix (2X) (Lot: 00316656) 2

Thanh phan cho mét phan trng dwoc néu trong bang 3.

Bang 3 - Thanh phén phan (ng PCR

Thanh phan _ Thé tich, pi
Dung dich nhén gen (Taq PCR Master Mix) 12,5
M&i xudi 20 uM 1
Mdi ngweec 20 pM 1
Nwéc tinh khiét khéng cé nuclease 8
Téng thé tich 22,5

? Théng tin nay dua ra tao didu kién thuan tién cho ngudi st dung tiéu chuln va khong 4n dinh sir dung san pham nay. C6
thé st dung cac san phdm twong ty néu cho cac két qua tong dwong.

12
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Chuyén 22,5 pl hdn hop nhan gen vao méi éng phan (ng:

~ M&u kiém chirng duong: Cho 2,5 pul mau ADN @& dwoc giam dinh hodc si» dung cac chiing
Edwardsiella ictaluri chudn vao éng phan (ng;

— MAu kiém chirng 4m: Cho 2,5 pl nwéec tinh khiét (3.1.2) vao éng phan tng;
— MAu thir: Cho 2,5 pl mau ADN kiém tra vao éng phan (ng.
Tién hanh phan (rng PCR béing may nhan gen (4.2.1) d4 cai dat chu trinh nhiét dwoc néu trong bang 4.

Béng 4 — Chu trinh nhiét ctia phan trng PCR?

Nhiét do, °C Thoi gian $6 chu ky, vong
95 4 min 1
95 30s
53 45s 30
72 30s
72 10 min 1

CHU THICH:

- Phan rng PCR phai bao gém: m&u thir, mau kiém chirng dwong va mau kiém chirng am;

- Mau va nguyén liéu cho phan &ng PCR cAn @it trong khay d4 lanh trong sudt qua trinh chun bi hdn hop phan tng
6.2.3.4 Dbiéndi

6.2.3.4.1 Chudn bj ban thach

Pha thach v¢i nbng @6 agarose (3.3.4) tir 1,5 % dén 2 % bang dung dich dém TAE 1X hodc TBE 1X
(3.3.5) vao chai thdy tinh 250 ml, lac déu rdi dun soi;

Khi nhiét 49 gidm xudng khodng 40 °C dén 50 °C thi bd sung 10 pl chat nhuém mau (3.3.6) cho 100 ml
thach. Léc nhe tranh tao bot dé chat nhudém mau tan déu;

Tién hanh @é thach vao khay dién di @ duoc cai luoc; khdng nén dd ban thach day qua 0,8 cm;
Khi ban thach déng lai thi tién hanh g& lwgc khéi ban thach;

Chuyén ban thach vao bé chay dién di (4.2.7), d& dung dich dém (TBE 1X hodc TAE 1X) (3.3.5) cling
loai véi dung dich pha thach da dun vao bé dién di cho t&i khi ngép ban thach.

13



TCVN 8710-16:2016

CHU THICH: C6 thé dung c4c sdn phdm c6 s8n chét nhudm ADN dé pha ché thach (vi du; Sybr safe ADN gel stain®) va s
dyng theo quy dinh clia nha san xuét.

6.2,3.4.2 Chay dién di
Hut 2 pl chat d@ém tai mau (3.3.7) vao 8 pl san phdm PCR trén d&u va cho vao cac giéng trén ban thach.

Thye hién dign di trong bd dién di (4.2.7), chay kém theo thang chudn ADN (3.3.9) dé& dy doan kich
thuéc san phdm khuéch dai. Hat 10 pl thang chuan ADN (3.3.9) vao mét giéng trén ban thach.

Bién di & hiéu dién thé 100 V trong thei gian 30 min.
6.2.4 Doc két qua
Sau khi dién di, doc két qua trén may doc gel (4.2.8) theo bang 5:

Bang 5 — Két qua dién di

Giéng Vach 407 bp Két qua
Thang chuén ADN | Cac vach séng r rang Dién di tét
Cé H&n hop phan ¢ng PCR tét

M3u kiém chirng

duong tinh Mé&u dbi chirng dwong tinh héng hodc

Khéng

enzym hong
M&u kiém chimg 59 Bi tep nhiém
am tinh Khéng Khéng tap nhiém
Cé Dwong tinh v&i Edwardsiella ictaluri
Ma&u thdr
Khéng Am tinh vé&i Edwardsiella ictaluri
Danh gia két qua:

Két qua mAu the dwong tinh khi: Tai giéng mau thir xuét hién vach sang c6 kich thudc 407 bp. Thang
chuan ADN phéan vach ré rang, mau kiém chirng dwong c6 kich thwdc 407 bp, mau kiém ching am
khdng c¢é vach sang.

Két qué mAu thir &m tinh khi: Tai giéng mau thir khdng xuét hién vach sang. Thang chuén ADN phan
vach r6 rang, mau kiém chirng dwong cé kich thuéc 407 bp, méu kiém chirng am khong c6 vach sang.

¥ Thong tin nay dva ra tao diéu kién thuan tién cho ngudi s dyng tiéu chudn va khong 4n dinh st dung san phdm nay. C6
thé st dung cac san phdm twong ty ndu cho cac két qua trong duong.
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6.3 Xac dinh Edwardsiella ictaluri bing phwong phap Real-time PCR
6.3.1 Liy midu

Xem6.2.1.

6.3.2 Béo quan méu

Xem 6.2.2.

6.3.3 Céch tién hanh

6.3.3.1 Téch chiét ADN

Xem 6.2.3.1.

6.3.3.2 Chudn bj méi

Phén &ng khuéch dai dwoc thuc hién trong may Real-time PCR (4.2.2) theo phwong phap Real-time
PCR khuéch dai doan gen d&c hiéu clia Edwardsiella ictaluri st dyng mdi xudi, mdi nguoc va mau do
dwoc néu trong bang 6. '

Bang 6 — Trinh tw miu do va ciap moi

Cép méi/ Mau do Trinh tw gen (5'-3")
Mau do FAM — CCT-CAC-ATA-TTG-CTT-CAG-CGT-CGA-C - BHQ
Mbi xudi ACT-TAT-CGC-CCT-CGC-AAC-TC
Mbi nguorc CCT-CTG-ATA-AGT-GGT-TCT-CG

Mbi va miu do dwoc chuén bi nhw sau:
Chudn bi méi gbc:

- Mbi & trang thai déng khé phai duoc ly tam nhanh bing rﬁay spindown (4.2.5) & gia téc 6000 g trong
30 s dé mdi lang xudng day éng trwdc khi m& va hoan nguyén.

- Khi hoan nguyén nén dung dém TE (3.3.8) d& hoan nguyén méi & néng d6 100 uM lam méi géc.
Chuén bj mau do géc:

- Mau do & trang thai ddng khé phai dwoc ly tam nhanh bing may spindown (4.2.5) & gia téc 6000 g
trong 30 s dé mdi l&ng xubng day éng trwdc khi mé va hoan nguyén.
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- Khi hoan nguyén nén dung dém TE (3.3.8) @& hoan nguyén mau do & ndng dé 100 uM ldm mau do
géc.

Chuén bj mdi, mdu do st dyng:

- M&i, m3u do s dyng & ndng d6 10 pM: pha loang mdi,mau do gbc bing nwéce tinh khiét (3.1.2) (10 pl
mdi gbc va 90 pl nwérc tinh khiét; 10 pl mau do gée va 90 i nwéc tinh khiét ).

6.3.3.3 Tién hanh phan (rng Real-time PCR

Str dung cap mdi da chuén bj (6.3.3.2) va st dung kit nhan gen Real-time PCR (3.4.1) theo hwéng dan

cla nha san xuét.
VI DY: St dung kit nhan gen Invitrogen superscript Il qRT-PCR kit ¥
Thanh phan cho 1 phan (*ng dwoc néu trong bang 7.

Bang 7 — Thanh phin phan (*ng Real-time PCR

Thanh phan Thé tich, pl
Dung dich nhan gen (2x Reaction Mix) 12,5
Mbi xudi 10 uM 0,5
Mébi ngwoec 10 pM 0,5
Mau do 10 uM 0,5
Enzym 0,5
Nwérc tinh khiét khdng cé nuclease 8,5
Téng thé tich 23

Chuyén 23 pl hdn hgp nhan gen vao mdi éng phan rng:

- M&u kiém chirng dwong: Cho 2 ul miu ADN da duwoc gidm dinh hoac st dung cac ching
Edwardsiella ictaluri chuén vao éng phan (ng;

— M&u kiém chirng &m: Cho 2 pl nwéec tinh khiét (3.1.2) vao éng phan ing.

Tién hanh phan ng PCR bing may nhan gen realtime PCR (4.2.2)

“ Théng tin nay dua ra tao didu kién thuan tién cho ngudi st dung tidu chudn va khéng 4n dinh st dung san phim nay. Cé
thé st dung cac san phdm tuong ty néu cho céc két qua trong drong.
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- MAu thir: Cho 2 ul m3u ADN kiém tra vao éng phan &ng.

Chu ky nhiét chay phan (rng dwoc cai dat theo hwéng dén cla nha san xuét kit st dyng cho phan (ng.
Déi vai kit Invitrogen superscript Ill gRT-PCR, chu ky nhiét dwgc néu trong bang 8.

Bang 8 - Chu trinh nhiét ctia phan (rng realtime PCR

Nhiét dg, °C Thei gian 86 chu ky, vong
50 2 min
1
95 2 min
95 15s
40
60 1 min

CHU THICH:
— Phén tng PCR phai bao gém: mau kiém tra, mAu kiém ching dwong va mau kiém chirng am;
— M3u va nguyén ligu cho phdn (rng PCR cén dit trong khay d4 lanh trong suét qua trinh chudn bj hdn hop phén tng.

6.3.4 Doc két qua

Phan (eng dugc cdng nhan: mau kiém chirng duong tinh (duoc chudn dé trwdce) phai ¢é gia tri C, < 35,
mé&u dbi chirtng @m khéng cé C,.

V&i diéu kién phan (ng trén:

1) MAu cb gié trj chu ky nguedng C, < 35 dwgc coi la dwong tinh;

2) MAu khdng c6 gid tri chu ky ngudng C, = 0 1a &m tinh;

3) MAu cé gia tri chu ky ngudng 35 < C, < 40 dwgc xem [ nghi ng.

Nhirng m&u nghi ng& nay cn dugc phan tich lai hodc s& dung phwong phap phan tich khac dé khéng

dinh két qua.

7 Kétluan

Ca da tron dwoc xac dinh 13 nhim bénh gan than ma do Edwardsielia ictaluri khi ¢6 d&c diém dich té,
triéu chi*ng 1am sang, bénh tich dién hinh clia bénh va c6 két qua dwong tinh mét trong ba phuong phap
sau:

— Phan lap, dinh danh dwoc Edwardsiella ictaluri.
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— Phan (rng PCR phat hién dwong tinh Edwardsiella ictaluri

— Phén (rng Real-time PCR phat hién dwong tinh Edwardsiella ictaluri,

18



TCVN 8710-16:2016

Phu luc A
(Quy dinh)

Phwong phap nhugm Gram

A.1 Thubc thiy

A.1.1 Dung dich tim tinh thé

Thanh phin

Tim tinh thé 20g
Etanol tuyét déi 20,0 ml
Amoni oxalat 08g
Nwéc 80,0 mi
Chuan bj

Haa tan tim tinh thé trong etanol tuyét déi va hoa tan amoni oxalat trong nwéc. Sau d6, tron 2 dung dich
ndy véi nhau va 1&c cho tan hét.

A.1.2 Dung dich fuchsin dam dac

Thanh phin

Fuchsin basic 19
Etanol tuyét dbi 10 ml
Phenol 59
Nuwéc 100 ml
Chuan bj

Hoa tan cé&c thanh phan trong nwéc. Khi diing, pha lodng dung dich fuchsin dam dac véi nwéc theo i 1é
thé tich 1 : 10.
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A.1.3 Dung djch lugol

Thanh phan

Kali iodua 29
lod tinh thé 1g
Nwéc 200 ml
Chuén bj

Nghién kali iodua va iod tinh th&, cho nwéc vao tir tir va lc cho tan.
A.1.4 Cbn axeton

Troén déu dung dich etanol tuyét déi vé&i dung dich axeton véi ty 1é thé tich 3 : 1.

A.2 Céch tién hanh

Nhé dung dich tim tinh thé (A.1.1) Ién tiéu ban, @& tir 1 min @&n 2 min sau d6 rira nwdc nhanh va dé kho;
Nho dung dich lugol (A.1.3), @ 1 min sau d6 rira nwéc nhanh va dé kho;

Nho cén axeton (A.1.4), rira nwéc that nhanh va dé kho;

Nhé dung dich fuchsin lodng, d& 1 min sau dé rira nudc va @& kho.

A.1.3 Xem tiéu ban

Nhé 1 giot d&u vao tiéu ban va xem tiéu ban béing kinh hién vi quang hoc (4.1.3) ¢ vat kinh 100 X.
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Phu luc B
(Quy dinh)

Cac phan (rng sinh héa ciia Edwardsiella ictaluri

B.1 Méi trwdng va thubc thir

B.1.1 Médi trwérng thach long

Thanh phin:

Pepton 10g
Chét chiét thit 3g
NaCl 59
Thach 49
Gelatin 80g
Nuéc cét 1000 ml
Chuan bj:

Hoa gelatin vao nwéc @& 30 min, bd sung cac thanh phan khéc, dun cho tan hoan toan.
Chia ra cac éng nghiém, khodng 6 ml mdi éng.

Hép tiét triing trong ndi hap (4.1.1) & 115 ° C trong 20 min.

B.1.2 Thuéc thir cho phan (rng oxidase

B.1.3 Dung dich hydroperoxit , 3 % (thé tich)

B.1.4 Mdi trworng OF

Thanh phén:

Thach OF 1g
Glucose 2g
Nuwdc cht 100 ml
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Chuén bj:
Hoa céac thanh phan trén vao lo sach, dun cho tan hoan toan.
Chia ra cac éng nghiém, khoang 6 ml m&i éng.

Hép tiét trung trong ndi hép (4.1.1) & 115 ° C trong 20 min.

B.2 Cach tién hanh
B.2.1 Kiém tra kha ning di dong

Dung que cAy (4.1.6) vé tring 1y khudn lac cin kidm tra, chich thing (cdy chich sau) xuéng gan day
ctia éng nghiém cé mai treéng thach Idng.

Nubi cay trong t& &m. Doc két qua sau 24 h dén 48 h.

Phan (*ng duwong tinh (c6 kha nang di ddng): Méi trvong duc, khdng nhin rd duéng céy chich sau.
Phan (*ng am tinh: M&i trwdng trong va nhin théy vi khuan moc quanh dudng céy chich sau.
B.2.2 Thir phan (Png oxidase

D4t miéng gidy loc ¢ thAm thubc thir vao dia 1dng.

Dung que cy vé triing Hy vi khudn can nghién ciru da thudn chiing nudi cdy sau 24 h phét Ién miéng
gidy loc c6 thuéce thie. Doc két qué sau 10 s dén 30 s.

Phan rng dwong tinh: Vi khuan ¢6 mau xanh tim 1a dwong tinh (+).
Phan (rng Am tinh: Vi khuan khong thay déi mau séc la am tinh (-).
B.2.3 Thir phan (rng catalase

Nhé mét giot dung dich hydroperoxit 3 % (thé tich) Ién phién kinh (4.1.7). Dung que cdy (4.1.6) v tring
l4y khuan lac nghi ng& cho vao giot dung dich 3 % (thé tich). Doc két qua sau 5 s.

Phan (rng dwong tinh: ¢ hién twong sti bot;
Phan (rng &m tinh: khdng c6 hién twong sui bot.

B.2.4 Thir kha ning 1én men va oxy hoa cua vi khuan (O/F)
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Dung que cay (4.1.6) vé tring lay vi khuan tir &ng nghiém @3 thudn chling nudi cdy sau 24 h, cdy vao hai
6ng nghiém c6 chira mdi trwdng OF, trong d6 mét éng dugc phi mét Iép du parafin 16ng day khodng 1
cm.

Nudi cdy trong ti &m (4.1.2). Doc két qua sau 24 h dén 48 h.
Vi khuén c6 khd n3ng 1&n men: C4 hai éng déu chuyén mau vang
Vi khuéin c6 kha ning oxy hoa: Ong khéng phii ddu c6 mau vang, éng phit d&u ¢é mau xanh.

Vi khuén khéng co kha nang oxy hoa va lén men: C& hai éng van gitr nguyén mau xanh clia mai trwong.
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Phuluc C
(Tham khao)

Binh danh vi khuén bing bd kit API 20 E

C.1 Thubce thir va vat lidu thir
C.1.1 B¢ kit AP1 20 E.

C.1.2 Nwéc mudi sinh Iy,

C.1.3 Nwérc cat tiét trung.

C.1.4 Parafin, da tiét trung.

C.3 Cach tién hanh
Dung que tiét tring Iy mét it khudn lac cho vao 5 ml nwéc muéi sinh Iy (C.1.2), 1c tron déu.
Cho mét it nwée cét tiét trung (C.1.3) vao khay nhira clia bé kit dé& gite &m khi G trong ti 4m (4.1.2).

Dung pipet v&i dau typ tiét trung hat dung dich vi khudn cho vao mdi 6 ciia bé kit. Nnd dung dich vi
khuén vira du vao tat ca cac 6 CIT, VP, GEL thi nho day, 5 6 ADH, LDC, ODC, H,S va URE cho thém
parafin tiét tring (C.1.4) dé tao didu kién yém khi.

Day nép khay lai va G trong ti 4m (4.1.2) & 28 °C.

Doc két qua sau 18 h dén 24 h.

C.3 Doc két qua
a) Kiém tra va ghi nhan tit ca céc chi tiéu khong can cho thém thudc thir, doc két qua dya vao bang C.1.
b) Ddi v&i cac chi tiéu cAn sir dung thube thir:

+ TDA: Nhé mét giot thude thir TDA. Mau den xuét hién thi két qua 1a phan (ing dwong tinh, mau vang
thi két qua phan (rng am tinh;

+ IND: Nhé mét giot thude thir IND. Dgi 2 min. MOt vong mau dd xuét hién la phan (ng dwong tinh,
mau vang la am tinh;
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+ VP: Thém moét giot 1an It mdi dung dich thubc thir VP,, VP,. Doi it nhét 10 min, mau hdng hodc dé
xuét hién 13 phan rng dwong tinh. Néu mau hdng nhat xuét hién trong vong 10 min dén 12 min & phan
trng &m tinh.

Bang C.1 — Cac chi tidu dinh danh Edwardsiella ictaluri bing bd kit AP1 20 E

Chi tiéu Am tinh Dwong tinh

ONPG Khéng mau Vang
ADH Vang Do/ cam
LDC Vang Do/ cam
oDC Vang Do/ cam
CIT Vang Xanh/ xanh la
H.S Khéng mau Pen
URE Vang D6/ cam
TDA Vang Nau sam
IND Vang D06 (2 min)
VP Khéng mau Héng/ @6 (10 min)
GEL Khéng mau ( con két tia den) Pen
GLU Xanh/ xanh la Vang
MAN Xanh/ xanh la Vang
INO Xanh/ xanh la Vang
SOR Xanh/ xanh la Vang
RHA Xanh/ xanh la Vang
SAC Xanh/ xanh I& Vang
MEL Xanh/ xanh la Vang
AMY Xanh/ xanh |a Vang
ARA Xanh/ xanh la Vang
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Phuluc D
(Tham khao)

Quy trinh tach chiét ADN

CANH BAOQ: Viéc tach chiét ADN cé s dung hod chat nguy hiém va cé kha nang gay hai néu
thao tic khéng can than. Do vay, nén tranh tiép xdc tric tiép véi da va hit phai hoi ctia cac hoa
chét nay. Luén luén deo géng tay, khau trang, méc quén 4o bao hé khi thwe hién cac thao tac nay.

Quy trinh tach chiét ADN st dung kit tach chiét ADN: DNAeasy®Blood & Tissue Kit (250) (Cat No. 69506):
— Nhé 20 pl protease K vao éng ly tam 1,5 mi;

— Chuyén 30 mg (6.2.1.1) vao éng ly tam da c6 protease K;

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

~ Trén k§ huyén dich trong 15 s, sau d6 ly tam nhanh béing may spindown (4.2.5);

- U &m & 56 °C trong 10 min, sau d6 ly tam nhanh béng may spindown (4.2.5);

— Thém 200 pl etanol tuyét ddi (3.1.1) vao éng ly tam;

— Trén ky huyén dich trong 15 s, sau d6 ly tdm nhanh béng may spindown (4.2.5);

- Hut 420 pl huyén dich trong éng ly tam trén, chuyén sang c6t ly tam ¢6 éng thu & dudi;
— Ly tam béng may ly tam (4.2.3) véi gia téc 6 000 g trong 1 min & nhiét d6 phong;

— Thém 500 pl dung dich AW1 (Wash buffer 1) vao cét ly tdm cé éng thu & duwdi;

- Thay éng thu & dwdi cot ly tam;

— Ly tdm bang may ly tdm (4.2.3) véi gia téc 6 000 g trong 1 min & nhiét A6 phong;

~ Thay éng thu & dwéi cot ly tam;

— Thém 500 pl dung dich AW2 (Wash buffer 2) vao cét ly tdm c¢6 éng thu & dwdi:

— Ly tdm béng may ly tam (4.2.3) véi gia tdc 20 000 g trong 3 min & nhiét d phong;

— Chuyén cét ly tam sang 6ng ly tam 1,5 ml;

— Nhd 200 pl dung dich AE (Elution buffer) vao cét ly tam va gitr & nhiét dé phong 1 min;
~ Ly tam béng may ly tam (4.2.3) v&i téc do 6 000 g trong 1 min;

Chuyén ADN da thu dwoc sang 6ng 1,5 ml khac.
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