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Microbiology of the food chain - Horizontal method for the determination of Vibrio
spp.- - Part 1: Det ection of potentially enteropathogenic Vibrio parahaemolyticus,
Vibrio cholerae and Vibrio vulnificus

Contents Page
0T =T o '
o Yo 11T T o vi
1 £ o o o - SRS 1
2 Normative references ... —————————————————— 1
3 TermsanddefinitioNs ........cccoiiiiiicciirrr s ss e e e s s samnn e e e e e s nnmen e e e e e e nan 2
4 T T 1 oS 2
4.1 = T o N 2
4.2 Primary enrichment in a liquid selective medium ... 2
4.3 Secondary enrichment in a liquid selective medium ..o 3
44 Isolation and identification ... ———————————— 3
4.5 L0 oY 01T 4 T 11 o o N 3
5 Culture media and reageNts .........ccccevrcecerirrescrrrrrsrrrss e e s ssssmr e e s s s sne e s s sne e e e s s me e e s s s mn e e e s s smn e e samnenan 3
5.1 Enrichment medium: alkaline saline peptone water (ASPW) ... orirrccmmresccceerrns e 4
5.2 Solid selective isolation media ...........cccuiiiiciini e —————— 4
5.2.1 First medium: thiosulphate, citrate, bile and sucrose agar medium (TCBS) ...........cccccccvueennns 4
5.2.2 EST=T 20 g Lo 10 4 U= o 111 4 RS 4
5.3 Saline nutrient agar (SNA) ... ———— 4
5.4 Reagent for detection of oXidase ... ———— 4
5.5 BIiochemicCal teStS ... ..o 4
5.5.1 L-lysine decarboxylase saline medium (LDC) .......cccoccmminnimmminnmmnsss s s anees 4
5.5.2 Arginine dihydrolase saline medium (ADH) ........cccoiciiiiiini e 4
5.5.3 Reagent for detection of -galactosidase .........c.cccccrrreiiirircseirnnssser e 5
5.5.4 Saline medium for detection of INAOIE ..........cccceriicciiiicce e 5
5.5.5 Saline PePLONe WALEKS ...t s e e s s s s ss e e e e e e e s e s smnne e e e e e e nnmnneeeneenan 5
5.5.6 Sodium chloride SOIULION ... ———————————— 5
5.6 PCR et aE SRR R e SRR ER R e R a R R anenan 5
5.6.1 Tris acetate EDTA buffer (TAE) (or a buffer allowing similar performance for the purpose)
........................................................................................................................................................... 5
5.6.2 MaSTEIMIX ..ueecicie i 5
5.6.3 g T 01T = 1 o I 0T o] o - - PSS 5
5.6.4 Positive control material ... ———————————— 5
5.6.5 Negative extraction CONtIrol ... 6
6 Equipment and consumables ... 6
7 SAMPIING o s e e 6
8 Preparation of the test saMPIe ... —————— 6
9 Procedure (See Figure A.1) ... s s s s s s s snn e s 7
9.1 Test portion and initial SUSPENSION ... e 7
9.2 Primary selective enrichment ........... . 7
9.3 Secondary selective enriChMEeNt ... e 7



9.4 Isolation and identification .............cccciiiieiiiii e e e nna 8

9.5 L0 oY 01T 4 T 1o o 8
9.5.1 7= o = - | 8
9.5.2 Selection of colonies for confirmation and preparation of pure cultures ..............cccccerennn..... 9
9.5.3 Tests for presumptive identification ... ——— 9
9.54 Biochemical confirmation ... e 10
9.5.5 PCR coONfirMation ... e s e 12
9.5.6 D 1= = 1o e o 12
9.5.7 L0074 V7T 44 To o T 1IN = 0 & S 12
9.5.8 Y= 1 4 = 0 S 13
10 EXPression of reSUlts ... e 13
11 Performance characteristics of the method ............ccoo s 13
1.1 Interlaboratory StUdy ... ——————— 13
11.2 85T 0 7 1 Y1/ SR 14
11.3 85 o ToY o3 | o 1 S 14
1.4 0 I L 14
12 =T =T oo o 14
Annex A (normative) Diagram of procedure ... —————— 15
Annex B (normative) Composition and preparation of the culture media and reagents ...................... 17

Annex C (informative) Conventional PCR for the detection of Vibrio parahaemolyticus,
thermostable direct haemolysin (tdh) and thermostable direct related haemolysin (trh)
genes, Vibrio cholerae and Vibrio VUINIfiCUS .........ccccoorriiiireceirecee e 23

Annex D (informative) Real-time PCR for the detection of Vibrio parahaemolyticus, thermostable

direct haemolysin gene (tdh) and Vibrio vulnificus .......cccccceecceimmiiiiccccceeeer e 27
Annex E (informative) Results of an interlaboratory study ... 29
=1 o oY =T e 4 37/ 32



		2026-04-17T01:36:50+0000
	DIN Deutsches Institut fuer Normung e. V.
	Dokument ist zertifiziert




