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B& TCVN 8710 Bénh thiy san - quy trinh chan doan gém 15

phan:

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

- TCVN 8710-02 : 2011, phédn 2. Bénh Hoai t than kinh & cé
bién;

- TCVN 8710-03 : 2011, phén 3: Bénh Dém trdng & tém;

- TCVN 8710-04 : 2011, phan 4: Bénh Déu vang & tém;

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

- TCVN 8710-06 : 2012, phén 6: Bénh do Koi herpesvirus & c4
chép;

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

- TCVN 8710-08 : 2012, phéan 8: Bénh hoai tt co & tém;

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

- TCVN 8710-10: 2015, phén 10: Bénh do Perkinsus marinus &
nhuyén thé hai manh vo;

- TCVN 8710-11 : 2015, phan 11: Bénh do Perkinsus olseni &
nhuyén thé hai manh vo;

- TCVN 8710-12 : 2015, phdn 12: Bénh do Vi bdo t& do
Enterocytozoon hepatopenaei & tém;

- TCVN 8710-13 : 2015, phén 13: Bénh gan tyy do Parvovirus &
tém

- TCVN 8710-14 ; 2015, phan 14: Hdi chimg 16 loét ( EUS) & c4;

- TCVN 8710-15 : 2015, phdn 15: Bénh nhiém trung do
Aeromonas o ca.
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Bénh thuy san - Quy trinh chan doan -
Phan 15: Bénh nhiém trung do Aeromonas hydrophila & ca

Aquatic animal diseases - Diagnostic procedure -
Part 15: Infection with Aeromonas hydrophila in fish

CANH BAO - Viéc ap dung tiéu chuin nay cé thé lién quan dén cac vat ligu, thiét bj va cac thao
tac gay nguy hiém. Tiéu chudn ndy khdng thé dwa ra dwoc hét tit ca cac vin d@é an toan lién
quan dén viéc sir dyng chiing. Ngwoi sir dung tiéu chudn nay phai tw thiét 1ap cac thao tac an
toan sirc khée thich hop va xac dinh kha nang ap dung cac giéi han quy djnh trwwéc khi st» dung
tiéu chun.

1 Pham vi ap dung

Tiéu chudn nay quy dinh quy trinh chan doan bénh nhiém tring do Aeromonas hydrophila & ca.

2 Thuat ngir va dinh nghia

Trong tiéu chudn nay st» dung cac thuat ngi¥ va dinh nghia sau:

21

Bénh nhiém tring do Aeromonas hydrophila (Aeromonas hydrophila Infection)

Bénh nhi&m tring mau, xuét huyét do Aeromonas hydrophila & mét sé loai ¢4 nhur ¢4 ba sa, ca tra, ca
trdm cd, ca rd phi, ca béng tugng...

CHU THICH: Aeromonas hydrophila 1 vi khudn gram am, di dgng, hinh que ngén, hai diu hoi trén, G3u c6 mét tiém mao, khdng
¢6 nha bao, khéng cé gidc mac, hiéu khi va yém khi khdng bat bugc, khir nitrat, c6 kha néng Ién men, oxidase dwong tinh.

3 Thudc thir va vat liéu thov

Chi st dung thuéc thir loai tinh khiét phan tich, st dung nwée cét, nuée khlr khoang hodc nudce co do
tinh khiét twong duong, trir céac trudng hop cé quy dinh khac.
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3.4 Thubdc thir va vat lidu thir ding chung.

3.1.1 Etanol, t 70 % (thé tich), 90 % (thé tich) va etanol tuyét déi.

3.2 Thudc thir va vat lidu thir ding cho phrong phap giam dinh sinh héa.
3.2.1 Thach dinh dudng (NA;.

3.2.2 Thach chon loc Aeromonas spp. (Rimler-Shotts - R-S).

3.2.3 Thudc thir cho phwong phap nhudm Gram (xem A.1).

3.3 Thuédc thir va vat liéu thir dung cho phwong phap PCR.

3.3.1 Cap mébi (primes), gdm mdi xudi va méi nguoc.

3.3.2 Agarose.

3.3.3 Dung dich dém TAE (Tris-brorate - EDTA) ho&c TBE (Tris-acetate - EDTA) (xem A.2).
3.3.4 Chét nhudm mau, vi dy: Sybr safe.

3.3.5 Chét dém tai miu (Loading dye 6X)

3.3.6 Dung dich dém TE (Tris-EDTA).

3.3.7 Thang chudn ADN (Marker)

3.3.8 Nworc tinh khiét, khdng co nuclease.

3.3. 9 Kit nhan gen (PCR Master Mix Kit).

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

4 Thiét bi, dung cu

St dyng thiét bj, dung cu théng thurdng clia phang tht nghiém sinh hoc va nhirng thiét bi, dung cy sau:
4.1  Thiét bj, dung cu ding cho phwong phap giam dinh sinh héa.

4.1.1 Phién kinh v6 triing.

4.1.2 Lamen vé triing.

4.1.3 Kinh hién vi quang hegc, vat kinh 10 X, 20X, 40 X va 100 X.
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41.4 Toam, duy tri & nhidt 6 28 °C.

4.1.5 Nbi hap, co thé duy tri & nhiét d6 115°C.

4.2  Thiét bj, dung cu diing cho phwong phap chin doan bing PCR.
.21 May nhan gen {(PCR).

4.2.2 May ly tam, cé thé ly tam vé&i gia tée 6 000 gva20000 g

4,23 May lac trén vortex.

424 May spindown.

4.2.5 B¢ dién di, gbm bd nguédn va bé chay dién di.

4.2.6 May doc gel.

5 Chan doan lam sang
5.1  Dic diém dich té.

O Viét Nam, cac loai ca nudi 1dng, bé va ao hd nuwéc ngot du cé thé bi bénh nhu: ca ba sa, ca tra, cé
trdm cd, ca rd phi, ca béng twong...

Ca bj nhiém Aeromonas hydrophila tr 1 tudn dén 2 tudn cé thé chét, ty 1& chét thudng tir 30 % dén 70 %:
Bénh c6 thé xdy ra & cac giai doan khac nhau tr ¢4 giéng, c4 thit, ca bé me:

Tai Viét Nam, bénh xuét hién quanh ndm nhuwng thwéng hay xdy ra vao mia xuan, mua thu & mién
Béc va dau mua mwa & mién Nam khi nhiét dd mai trdng tir 25 °C dén 28 °C.

6.2  Triéu chirng lam sang.

Ca bj bénh c6 biéu hién kém &n hodic bd &n, ndi I&¥ @& trén ting nwdc mit, da ca thwdng ddi mau téi
khéng c6 anh bac, c& mét nhét, khé rap, rung vay @& 16 da bi xuét huyét;

Xuét hién cac Gdm xuét huyét trén than, géc vay, quanh miéng, rau xuét huyét hosc bac tréng;

Xuét hién céc vét loét &n sdu vao co, cé mii héi thdi, trén vét loét thuong c6 nédm va ky sinh trung ky sinh;
M&t 16i duc, hau mén viém xuét huyét, bung chwéng to, cac vay xo réch, tia vay cut dan.

5.3 Bénh tich.

Rudt cé thé ddy hoi va hoai ti¥;
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Xoang byng xuét huyét, gan téi nhot, mat swng te, than sung.

6 Chén doan trong phong thi nghiém
6.1 Giam dinh Aeromonas hydrophila bing phwong phap nudi cdy va phan 1ap vi khudn,

6.1.1 Ly miu.

—  Thu mAu ca co dau hiéu bénh Iy, ¢dn séng hoac vira méi chét.
-Bénh phém:
+ Ca nguyén con;

+ Gan, than, iach.

- S& lwgng ¢4 trén mdi mau phu thudc vao kich ¢& cia ca:
+ Ca giéng: : l&y tir 3 con/méu dén 5 con/mau;

+ Cé trwdng thanh, ca bé me: l4y 1 con/mau.

- LAy mau méi loai bénh phdm, cho vao tirng lo hay i nilon vé trung riéng biét, day kin, thao tac lay
méu, dyung cy dwng mau va tiép xic véi mau phai d&m béo vé tring.

6.1.2 Bado quan miu.

- Trong qua trinh van chuyén, mau dugc bao quén & nhiét dd tilr 2 °C dén 8 °C khéng qua 24 h
- Mau chuyén dén phang thi nghiém phai dwoc phan tich ngay .

6.1.3 Chuén bj miu.

- Bénh phdm: c& nguyén con vé trung bén ngoai bé mat ca bing etanol 70 % (thé tich) (3.1.1), dung
panh, kéo vd tring md @& bac 1§ td chirc bén trong, sau do dung bong cdn dé thdm va vo tring bé mat
clia té chivc dinh l4y (gan, than, lach).

- Bénh phdm: gan, than, lach vé tring bé mét cla td chire dinh lay.
6.1.4 Cdch tién hanh.
6.1.4.1 Phan lap vi khuan.

- Dung que cAy choc sau xudng vj tri v& trung & muc (6.1.3) @& 14y bénh phadm cdy trén maéi tredng
thach chon loc cho Aeromonas spp. Rimler-Shotts (R-S) (3.2.2).
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khudn lac c6 dang tron, 16i, nhén ¢ mau vang nhat.

- Chon khuan lac dién hinh cdy vao maéi trwéng NA (3.2.1). U trong t0 dm (4.1.4) @& kiém tra hinh thai
va xac dinh cac dac tinh sinh hoa cla vi khuan. Trén maéi trwong NA, khudn lac cia Aeromonas
kvdrophila ¢ dang hinh trdn. hoi 181 nhn va cé mau trdng dus

6.1.4.2 Xac dinh vi khuén.
6.1.4.2.1 Quan sat hinh thai.

— Dung que cdy ldy khuén lac hoa déu vao giot nwéc sinh Iy trén phién kinh (4.1.1), dan méng, dé khé
va cb dinh tiéu ban trén ngon Itra dén con;

— Tiéu ban sau khi d3 duoc b dinh, nhudém bang phwong phap Gram (xem Phu lyc A);

— Aeromonas hydrophila bat mau hdng (mau gram am), hinh que ngén, hai dau tron, kich thudc
0,5 pm x (tlr 1,0 ym @én 1,5 um).

6.1.4.2.2 Xac djnh d@ic tinh sinh hoa.

- Binh danh vi khudn bang phuong phap sinh hoa truyén théng: Xac dinh vi khudn dya vao mot sé chi
tiéu co ban: Vi khudn gram am, oxidase duong tinh, catalase dwong tinh va mét sé dac tinh sinh héa
d&c treng Gugce trinh bay trong Bang 1. Tién hanh cac phan ing sinh hda (xem Phuy lyc B).

Bang 1 - Mot sé dic tinh sinh héa dic trwng ctia Aeromonas hydrophila

Sinh | Srdung | Strdung | S& dyng | St dung | Sinh | S dung | Phan hly | Sinh khi tir | S dyng | Di | O/F
indol | glucose | sucrose | manitol | lactose | H.S citrat ornithine | glucose uré déng

+ + + + -+ - + + + - + +/+

— Dinh danh vi khudn bang kit thwong mai (vi du bd kit APl 20E): X&c dinh vi khun dwa vao mét sé chi
tiéu co ban: Vi khudn gram am, oxidase duong tinh, catalase dwong tinh, O/F duwong tinh va céac chi tiéu
sinh hda néu trong Bang 2. Tién hanh cac phan (ng sinh héa béng bo kit API 20E (tham khao Phy luc C).

Bang 2 — Cac chi tiéu sinh hoéa clua Aeromonas hydrophila qua bd kit AP 20E

ONPG ADH LbC opc CIT H3S URE TDA IND VP
+ + + + - - + -
GEL GLU MAN INO SOR RHA SAC MEL AMY ARA
+ + + - - - + - + -




TCVN 8710-15: 2015

6.1.4.3 Doc két qua.

Ca dugc xac dinh 1a nhiém bénh do Aeromonas hydrophila khi nudi cdy, phan Iap, dinh danh béng
phuong phap sinh hoa truyén théng hodc nudi ciy, phan lap, dinh danh dwoc Aeromonas hydrophila
bang bd kit thuwong mai.

6.2 Xac dinh Aeromonas hydrophila bang phiwong phap PCR (Polymerase Chain Reaction).
6.21 Layméu.

6.2.1.1 Léy miu triec tiép.

Xem6.1.1.

6.2.1.2 Ldy mau nudi cdy.

M3u vi khudn: I4y khuan lac trén mai tredng nudi cdy (xem 6.1.4.1).

6.2.2 Bao quan miu.

Trong qua trinh véan chuyén, mau dwoc bao quan & nhiét 46 tir 2°C dén 8 °C khéng qué 48 h hodc béo
quén trong etanol tuyét ddi (3.1.1).

Mau chuyén dén phéng thi nghiém néu chua phan tich ngay phai dwoc bdo quan & nhiét dé am 20
°C dén am 80 °C hodc trong etanol tuyét ddi (3.1.1).

6.2.3  Chuén bj mau.

Xem 6.1.3.

Luwong mau can chudn bj: khoang 30 mg.
6.2.4  Cach tién hanh.

6.2.4.1 Tach chiét ADN.

St dung bd kit tach chiét (3.2.10) thich hop va an toan theo hwdng din clia nha san xuét.

Vi DY: Si& dung kit tach chiét DNeasy® Blood & Tissue Kit (250) (Cat No. 69506)" (xem phuy Iyc D).

6.2.4.2 Chuln bj mdi.

¥ Théng tin néy dua ra tao didu kién thuan tién cho nguei si¥ dung tidu chudn va khéng 4n dinh st dung san phdm cda nha cung
cép nay. Co thé st dyng cac san pham tuong t néu cho cac két qua twong Guong.

10
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Phan (ng khuéch dai dwoc thipe hién trong may nhan gen (4.2 1) theo phirong phap PCR khuéeh dai
doan gen dac hiéu clia bénh nhiém trung do Asromonas hydrophila st dung ¢cap mbi AeroFd/AeroRs
(3.3.1). Trinh ty cap mdi duwoc néu trong Bang 3.

18]

Bang 3 — Trinh tw cap mbi

Mai ‘ Trinh tw cip mdi
AeroFd (mdi xudi) 5- CCAAGGGGTCTGTGGCGACA - 3
AeroRs (mdi nguoc) 5'- TTTCACCGGTAACAGGATTG - 3

Méi dwoc chudn bi nhw sau:
Chuan bi mdi gbe:

- M&i & trang thai dong khé phai duoc ly tam nhanh bang may spindown (4.2.4) & gia téc 6 000g
trong 30 s d& madi ling xubng day éng trudc khi mé& va hoan nguyén. Khi hoan nguyén, nén ding
d&m TE (3.2.6) d& hoan nguyén mbi & ndng 6 200 uM lam méi géc.

Chuan bi mdi s& dung:

- Mb&i st dung & ndng d6 20 uM: pha lodng méi gbc béng nwéc (3.2.8) (10 pl mdi gbec va 90 pl)
nwéc).

6.2.4.3 Tién hanh phan (rng PCR.

St dung cap mdi da chudn bi (6.2.4.2) st dung kit nhan gen (3.2.9) theo hwéng dn clia nha san xuét.
VI DU: St dung kit nhan gen clia Thermo Scientific Dream Tag PCR Master Mix (2X) (Lot: 00316656}

Thanh phan cho 1 phan trng duwrgc néu trong bang 4

Bang 4: Thanh phan phan (rng PCR

Thanh phén Thé tich
Taq PCR Master Mix Kit 12,5 ¢l
Mbi xudi 20 pM 14l
Méi ngwoc 20 pM 1 ul
Nwéc khéng cé nuclease 8 ul
Téng thé tich 22,5l

2) Théng tin nay dua ra tao didu kién thuan tién cho ngudi st dung tidu chufin va khéng an dinh s dyng sdn phdm cba nha cung
cép nay. Co thé st dung céc sdn phim twong ty néu cho cac két qua trong duong.

11
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Chuyén 22,5 pi hén hep nhan gen vae mdi éng phan wng:

- M&u kiém ching duyong: Cho 2,5 ul mdu ADN d3 duoc giam dinh hodc s dung céc ching
Aeromonas hydrophila chudn;

- M2u ikiém cnung am: Cno 2,5 pi nwdre tinn kniét kndng ¢o nuciease {3.2.8) vao 6ng phan ung;

- M3u thiv: Cho 2,5 ul m3u ADN kidm tra vac éng phéan &ng.

Tién hanh phan rng PCR bing may nhan gen (4.2.1)

Bang 5 : Chu trinh nhiétcia phan ong PCR ©

Nhiét 6o Thoi gian $é chu ky
95°C 4 min 1
95°C 30s
54 °C 45s 30
72°C 30s
72°C 10 min 1

CHU THICH:
- Phén ¢ng PCR phai bao gém: méu kiém tra, mau kiém chirng dwong va mau kiém chizng am;
- Mau va nguyén ligu cho phdn (rng PCR cén dit trong khay d4 lanh trong suét qua trinh chun bj hdn hgp phan ¢ng.
6.24.4 Diéndi.
6.2.4.4.1 Chuén bi ban gel.

Pha thach voi ndng dé agarose (3.2.2) tir 1,5 % dén 2 % bang dung dich dém TBE 1X hodc TAE 1X
(3.3.3) vao chai thdy tinh 250 ml, l&c déu réi dun séi;

Khi nhiét g gidm xudng khodng 40 °C dén 50 °C thi bd sung 10 pl chét nhudm mau (3.3.4) cho 100
ml thach. L&c nhe tranh tao bot @& chat nhudm mau tan déu;

Tién hanh @b thach vao khay dién di da duec cai lwec; khdng nén dé ban thach day qua 0,8 cm;
Khi ban thach d6ng lai thi tién hanh g& lvoc khéi ban thach:

Chuyén ban gel vao bé dién di (4.2.5), d6 dung dich dém (3.3.4) cung loai véi dung dich pha thach
agarose d4 dun vao bé dién di cho téi khi ngap ban thach.

12
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CHU THICH: Cé thé ding C&c s&n ghém oo s5an chat nhuém ADM &2 gha ché thach egarcse (Vi dut Sybr s

va st dung theo quy dinh cla nha san xuét
6.2.4.4.2 Chay dién di.

it 2 Ul chét @ém tai miu (3.3.5) vao 8 ul s3n phdm PCR trdn d&u va cho vao céc giéng trén bidn

Hut

ain

Thirc hién dign di trong bd dign di (4.2.5) chay kém theo thang chudn ADN (3.3.7) dé di» dodn kich

thuée san pham khuéch dai. Hat 10 ul thang chudn ADN (3.3.7) vao mét giéng trén ban thach.
Dién di & hiéu dién thé 100 V trong théi gian 30 min

6.2.45 Doc két qua.

Sau khi dign di, doc két qua trén may doc gel (4.2.6) theo bang 6.

Bang 6 : Két qua dién di

Giéng San pham cé kich thwéc 209 bp Két qua |
Thang chuén Sang va chia vach rd rang pién di tét
Co , H&n hop phan ting PCR &t

Mau kiém chirng

duong e Mau déi chirng dwong tinh héng hoac

N enzym héng
: Khéng Khéng tap nhiém
Méu kiém chirng &m -
co Bi tap nhiém
; cod Dwong tinh vé&i A. hydrophila
M&u thir -
Khéng Am tinh voi A. hydrophila

Danh gia két qua:

~ Két qua mau tht duong tinh khi: Tai giéng mau thlr xuét hién vach sang cé kich thudc béng kich
thwée gibng mau kiém chieng duong co kich thwdc 209 bp. Thang chudn phan vach rd rang, mau kiém

chirng @m khéng cé vach sang.

- Két qua mau thir am tinh khi: Tai giéng mau thr khdng ¢6 vach sang. thang chudn ADN phan vach
rd rang, mau kiém chirng dwong tinh cé vach sang 209 bp, mau kiém chirng &m khéng cé vach sang.

¥ Théng tin nay dwa ra tao didu kién thuan tién cho ngudi st dung tidu chudn va khéng n dinh st dyng sén phdm nay. Cé thé sir
dung céc san pham turong tw néu cho cac két qua trong duang.

13
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7 Kétluan

Ca duoc xac dinh la nhiém bénh do Aeromonas hydrophila khi ¢é dac diém dich t&, triéu chirng 1am
sang, bénh tich dién hinh cta bénh va co két qua dwong tinh mét trong hai phong phap sau:

-~ Phan &ng PCR phat hién Aeromonas hydrophila dwong tinh,

— Nudi cay, phan lap va dinh danh dwoc Aeromonas hydrophila.

14
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Phuluc A

{Quy dinnh)

Thanh phan va chuan bj thudc thu

A.1 Thubde thir cho phwong phap nhudm Gram

A1.1 Thubc ther

A.1.1.1 Dung djch tim tinh thé

Thanh phén

Tim tinh thé 20g
Cbn tuyét déi 20,0 ml
Amoni oxalat 08g
Nuwéc 80,0 ml
Chudn bj

: 20158

Hoa tan tim tinh thé trong etanol va hda tan amoni oxalat trong nwéc. Sau do, trén 2 dung dich nay vai

nhau v Iac cho tan hét.

A.1.1.2 Dung dich Fuchsin dam dac

Thanh phan

Fuchsin basic 19
Cbn tuyét déi 10 ml
Phenol 5¢g
Nuwéc 100 ml
Chuén bj

Hoa tan cac thanh phan trong nuwéc. Khi dung, pha loéng dung dich fuchsin dam dac voi nuéec theo i 1€

thé tich 1 : 10.

A.1.1.3 Dung djch lugol

Thanh phan
Kali icdua 2g
I-6t tinh thé 19

15
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16

Nuéce 260 mi

Chuén bi

Nghién kali iodua va iodine tinh thé, cho nuwdc vao tr tir va lic cho tan.
A.1.1.4 Cbn axeton

Trén d&u dung dich cdn tuyét @éi véi dung dich axaton vaity 1& thé tich 3: 1.
A.1.2 Cach tién hanh

Nhé dung dich tim tinh thé (A.1.1) Ién tiéu ban, && tir 1 min dén 2 min sau do rira nwéc nhanh va dé
kho;

Nhd dung dich lugol (A.1.3), d& 1 min sau d6 rira nwdc nhanh va dé khé;
Nhé cdn axeton (A.1.4), rira nwéc that nhanh va dé kheé;

Nho dung dich fuchsin loang, d& 1 min sau dé rlra nwéc va dé kha.
A.1.3 Xem tiéu ban

Nhé 1 giot diu vao tiéu ban va xem tiéu ban bang kinh hién vi quang hoc (4.1.3) ¢6 vat kinh c6 d6
phéng dai 100 X.

A.2 Dung dich dém TAE hoac TBE

A.2.1 Thanh phin

Dung dich TAE (hoac TBE) 10X: 100 mi
Nudre khiy ion: 900 ml
Téng: 1000 ml dung dich TAE (TBE) 1X
A.2.2 Chun bj

L&y 100 ml dung dich TAE (TBE) 10X (3.3.3) hoa chung véi 900 ml nwéc khi ion, khudy va l&c déu.

Bao quan & nhiét 4§ phong.
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Phuyluc B
(Quy dinh)

Cac phan (rng sinh hda clia Aeromonas hydrophila

B.1 Nguyén liéu cho gidm dinh sinh héa
B.1.1 Mdi tredng nwdce pepton
Chuan bi méi trrong nuwdc pepton theo huwéng dan clia nha san Xuat.

B.1.2 Thubc thir Kovac's

B.1.2.1 Thanh phén

Paradimetyl aminobenzaldehyt 5g
Cdn amylic 75 ml
Axit clohydric dac 25 ml

B.1.2.2 Chudn bj

Trén dung dich paradimetyl aminobenzaldehyt vao cdn amylic cho tan hét va @é trong td lanh. Thém tir
tl 5 ml dén 10 ml axit clohydric d3c, tron ddu rdi @& td lanh, sau dé tiép tuc bd sung axit clohydric dic.

Bao quan thube thi trong o méu, & 4 °C.

CHU THICH: C6 thé sir dung thudc thir Kovac's thwong mai va Iam theo huéng dan clia nha sén xuét.

B.1.3 Thuéc thir H;0;, 3 %.

B.1.4 M&ai trwérng nwéc pepton — dworng
B.1.41 Thanh phén
- Nuwégc pepton;

- Dung dich chi thi mau bromocrezol: cho 0,2 g bromocrezol vao 100 mi etanol 90 % (thé tich) va lac
cho tan hét:

- Dung dich dwéng: glucose, sucrose.
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B.1.4.2 Chuén bj

Pha glucose hodc sucrose thanh dung dich 10 % (trong nwéc), hap tiét trang méi treéng bang nodi
hép (4.1.5) & 115 °C trong 15 min hoic hép cach quang 3 1&n & 100 °C trong 30 min hoac loc qua
mang loc ¢o kich thwée 16 loc 0,45 pm.

Cho 0,1 mi chi thi mau bromocrezol vac 100 ml méi trwéng nudc pepton, chia ra cac dng (4 mi mdi
8ng). Hap tiét trung béng ndi hap (4.1.5) & 120 °C trong 30 min. Chinh pH mai treéng & 6.8 + 0,2,

Thém 0,4 mi dung dich dwong 10 % vao dng chira 4 ml mai treang.

B.1.5 M&i triedng thach TSI (Triple Sugar Iron agar)
Chuén bj méi tréng thach TSI (theo hwéng din cia nha san xuét):

Thach nghiéng ché t& TSI: thach mau dd va c6 2 phan: phan thach ding bén dwdi dé kidm
tra khd nang 1én men glucose, sinh hoi, sinh H,S, phan thach nghiéng dé kiém tra kha nang
lén men dwéng lactose.

B.1.6 M&i trwweng thach uré

Cé thé sl dung méi truéng uré co ban (urea agar base — Christensen). Chudn bi mai trwéng va bd
sung uré theo hwéng dan clia nha san xuét.

B.1.7 M&i trirdng thach 16ng kiém tra kha ning di dong

B.1.7.1 Thanh phan

Pepton i0g
Chét chiét thit 39
Natri clorua 5¢g
Thach 4g
Gelatin 80¢g
Nuwéc cht 1000 ml

B.1.7.2 Chuin bi

Hoa gelatine vao nwéc @& 30 min, bd sung cac thanh phdn khac, dun cho tan hoan toan. Chia ra
céc éng nghiém khodng 6 miféng. HAp tiét triing trong ndi hap (4.1.5) & 115 °C trong 15 min.
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8.1.8 Moi trwdng ornithing decacboixylase

B.1.8.1 Thanh phan

Pepton 05¢g
Cnéi cniét narm men 039
Glucose 01a
Chi thi bromocresol @6 tia 0,2 % 0,1ml
L-ornithin clohydric 05¢g
Nwéc 100 ml

B.1.8.2 Chuén bj

Hoda tan pepton, chét chiét nAm men, glucose trong nuwéc, chinh méi tredng vé pH = 6,7 va thém chét
chi thj mau bromocresol dé tia 0,2 %. Hap mai trwong trong ndi hdp (4.1.5) & 115 °C trong 15 min.

B& sung thém L-ornithine hydrochloride 0,5%. Chinh lai pH méi trudng vé 6,7. Chia mai trwding ra cac
éng nghiém, mdi 6ng nghiém khoang 2 ml.

Hép tiét trung trong ndi hap (4.1.5) & 115 °C trong 15 min.
B.1.9 Madi trworng OF

B.1.9.1 Thanh phin

Thach OF 19
Glucose 2g
Nuwée cét 100 mi

B.1.9.2 Chuén bj
Hoa céc thanh phan trén vao lo sach, dun cho tan hoan toan.
Chia ra cac éng nghiém, méi éng 6 ml.

Hép tiét tring trong ndi hap (4.1.5) & 115 ° C trong 15 min.

B.1.10 Thuéc thir cho phan (rng Oxidase

19
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B.2 Céach tién hanh

Tién hanh dinh danh vi khuén theo phuong phép truyén théng hoac st dung kit sinh hoa API 20 E.
B.2.1 Phwong phap sinh hoa truyén théng

B.2.1.1 Phan &ng sinh indol

Ding que cdy lay khudn lac cdy vao méi treong nwée pepton (B.1.1). U trong ti 4m (4.1.4). Sau 24
h, nhd t&r 0,2 ml dén 0,3 m! dung dich thubc thir Kevac's (B.1.2) vao mdi trwéng, 14¢c nhe.

Doc két qua:
- Phén &ng dwong tinh (sinh indol): xu&t hién vong mau dd phia trén méi trwéong:

- Phan (ng am tinh (khdng sinh indol): khéng xuét hién vong mau do.

B.2.1.2 Phan (¢ng catalase

Nho mét giot dung dich H.0, 3 % (B.1.3) 1én phién kinh (4.1.1). Dung que cdy 4y khuén lac nghi
ngé cho vao giot dung dich H:0; 3 %.

Doc két qua sau 5 s:
- Phan rng dwong tinh: cé hién twong sUi bot;

- Phan tng &m tinh: khdng ¢6 hién tweng sui bot.

B.2.1.3 Kiém tra dic tinh Ién men glucose va sinh H,S trén méi trirérng thach TSI

Dung que céy chich sau lay khuan lac cdy thang (chinh gitra phan thach dirng) xuéng day éng
nghiém mai truwérng thach TSI (B.1.5). U trong ta 4m (4.1.4), sau 24 h doc két qua.

Lén men glucose:
- Phan &rng dwong tinh: phan Glrng cGa mai trrdng thach chuyén sang mau vang;
- Phan tng &m tinh: phan dirng clia méi trvdng thach khéng chuyédn mau.
Kha nang sinh H,S:
- Phan &ng dwong tinh: day 6ng nghiém cé mau den;

- Phan (rng &m tinh: day éng nghiém khéng cé mau den.

20



TCVN 8740-15: 2015

B.2.1.4 Kiém fra dic tinh 1én men sucrose hodc glucose
Dung que cdy lay khudn lac cdy vao dng méi trudng nuwrde pepton cé sucrose hodc glucose (B.1.4).
U trong t0 &m (4.1.4), doc két qua sau 24 h:
- Pnan (ng auong tinh: méi reong cnuyén mau vang;
Phan trng 2m tinh: mai tredng khang thay ddi mau.
B.2.1.5 Kiém tra kha nang phan giai uré
Ding que cy Iy khudn lac cy vao mdi trdng thach uré (B.1.6).
U trong td 4m (4.1.4), doc két qua sau 24 h:
- Phan (rng dwong tinh: r‘néi trirong chuyén sang mau héng;
- Phan (rng am tinh; mai trudng khéng chuyén mau.
B.2.1.6 Kiém tra kha nang di ddng ctia vi khudn bing méi trwedrng thach 1dng

Dung que cy chich sau lay khudn lac cdy thdng xubng gén day cia éng nghiém ¢ mai trudng thach
Iéng (B.1.7).

U trong td &m (4.1.4), doc két qua sau 24 h:

— Phan (ng duong tinh {(cé kha nang di ddng): mdi trwéng duc, khong nhin rd duéng cay chich sau;
- Phan (¢ng am tinh: mai truwdng trong va nhin thdy dwéng cdy chich sau.

B.2.1.7 Kiém tra kha ning phan hdy ornithine

Dung que cay lay khuan lac cdy vao méi trudng cb chira ornithine decarboxylase (B.1.8).

U trong ti Am (4.1.4), sau 24 h doc két qua:

- Duwong tinh: mdi trwdng chuyén mau tim;
- Am tinh: méi truéng cé mau vang

B.2.1.8 Thir phan rng Oxidase

Pat miéng gidy loc ¢ thadm thuée thir véo dia léng.
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. A - . A . & " . ™ A P} e A L YR A
Dung que cay vo tring 1ay vi khuén can nghién civu d& thudn chung nudi cay sau 24 i bdi 1&n miéng

gidy loc ¢6 thube thie.

Boc két qua sau 10 s dén 30 s.

— Phan ¢ng dwong tinh: Vi khudn ¢é mau xanh tim 1a dwong tinh (+).
- Phan {ng am tinh: Vi khuén khéng thay ddi mau sic Ia &m tinh (-).
B.2.1.9 Thir kha ning 1&én men va oxy hoa cua vi khuin (O/F)

Ding que cay v triing lay vi khudn tir éng nghiém da thuan chiing nudi cdy sau 24 h, ciy vao hai
dng nghiém cé chira mdi trwdng OF.

Mét ong duoc phi mét Iép parafin 16ng day khodng 1 cm. Nudi cy trong ti 4m (4.1.5).

Doc két qué sau 24 h dén 48 h nhuw sau:

- Vikhuén co khad nang 1én men: ca hai 6ng d&u chuyén mau vang.

— Vikhuan c6 kha nang oxy hoa: éng khéng phli déu cé mau vang, éng phi parafin cé mau xanh.

~ Vikhuén khang cé kha nang oxy hoa va 1én men: Ca ha éng van gil nguydn mau xanh ctia mai

trurdrng.
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Phuluc C
(Tham khao)

Binh danh vi khuan bang bd kit AP1 20 E

C.1 Cach tién hanh

Dung que tiét triing 14y mdt it khun lac cho vao 5 ml nwéc mubi sinh Iy hodic nwdc cét tiét trung, 14c
tron déu.

Cho mét it nwée vao khay nhyra clia bd kit @& gitr &m khi U trong tl &m (4.1.5).

Dung pipet v&i dau typ tiét tring hat dung dich vi khudn cho vao méi & ctia bé kit. Nhd dung dich vi
khudn vira @0 vao tat ca cac 6 CIT, VP, GEL thi nhd day, 5 & ADH, LDC, ODC, H,8 va URE cho thém
Parafin tiét trung dé tao diéu kién yém khi.

Day nép khay lai va 0 trong ti 4m (4.1.5).

C.2 Boc két qua
Poc két qua sau 18 h @én 24 h

— Kiém tra va ghi nhan tit ca cac chi tiéu khdng cin cho thém thubc thi doc két qua dya vao Bang
C1.

— Céc chi tiéu can si¥ dung thude thiy

+ TDA: Nhé mét giot thude thlr TDA. Mau den xudt hién thi két qua Ia phan &ng dwong tinh, mau
vang thi két qua phan (ng am tinh.

+ IND: Nhd mét giot thude thlr JAMES. Doi 2 min, xuét hién mét vong mau dd 1a phan (ng duong

tinh, mau vang la am tinh

+ \/P: Thém mét giot 1an lwgt m&i dung dich thude thr VP, VP,. Bi it nhat 10 min, mau héng hosc
dd xuét hién 1a phan (ng dwong tinh. Néu mau héng nhat xuét hién trong véng 10 min @én 12 min
12 phan (rng am tinh.
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Bang C.1 - Cac chi tiéu dinh danh Aeromonas hydrophila bang b kit AP1 20 E

Chi tiéu Am tinh Dwong tinh
ONPG Khéng mau Vang
ADH Vang Dé/ cam
LDC Vang Do/ cam
oDC Vang D&/ cam
CIT Vang Xanh/ xanh |a
H:S Khéng mau Pen
URE Vang Pd/ cam
TDA Vang Nau sam
IND Vang B4 (2 min)
VP Khéng mau Hong/ d6 (10 min)
GEL Khdng mau ( ¢on két tia den) Ben
GLU Xanh/ xanh la Vang
MAN Xanh/ xanh la Vang
INO Xanh{f xanh la Vang
SOR Xanh/ xanh la Vang
RHA Xanh/ xanh la Vang
SAC Xanh/ xanh la Vang
MEL Xanh/ xanh la Vang
AMY Xanh/ xanh la Vang

24



CVN 8710-15: 20158

Phuluc D
(Tham khao)

Quy trinh tach chiét ADN

CANH BAO: Viéc tach chiét ADN c6 st dung hoa chit nguy hiém va cé kha nang gay hai néu
thao tac khdng cén than. Do vay, nén tranh tiép xtc truc tiép véi da va hit phai hoi cla cac hoa
chét nay. Ludn ludn deo gang tay, khdu trang, mic quén ao bao hd khi thwe hién cac thao tac nay.
Quy trinh tach chiét ADN s(» dung kit tach chiét DNeasy® Blood & Tissue Kit (250) (Cat No. 63508):

— Nhé 20 pl protease K vao éng ly tm 1,5 mi;

— Chuyén 30 mg mau bénh phdm (6.2.3) véo éng.ly tdm da cé protease K;

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

— Trén k§ huy&n dich trong 15 s, sau dé ly tam nhanh bang may spindown (4.2.4);

- U &m & 56 °C trong 10 min, sau d6 ly tdm nhanh bang may spindown (4.2.4);

— Thém 200 pl etanol tuyét dbi vao éng ly tam;

— Trén k§ huy&n dich trong 15 s, sau 6 ly tdm nhanh bang may spindown (4.2.4);

— HUt 420 pl huy&n dich trong éng ly tam trén, chuyén sang cét ly tam ¢6 éng thu & dudi;

— Ly tam béng may ly tam (4.2.2) v&i gia téc 6 000 g trong 1 min & nhiét d§ phong;

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

— Ly tam béng may ly tam (4.2.2) v&i gia tbc 6 000 g trong 1 min & nhiét a6 phéng;

— Thay éng thu & duwéi cbt ly tam;

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

— Ly tam bang may ly tdm (4.2.2) véi gia tdc 20 000 g trong 3 min & nhiét 46 phong;

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

— Nhd 200 pl dung dich AE (Elution buffer) vao cét ly tam va git & nhiét do phong 1 min;

— Ly tam bang may ly tam (4.2.2) v&i gia tdc 6 000 g trong 1 min;

— Chuyén ADN da thu duwoc sang dng 1,5 ml khac.
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Thw muc tai ligu tham khao
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