DIN EN ISO 10272-1:2023-07 (E)

Microbiology of the food chain - Horizontal method for detection and enumeration of
Campylobacter spp. - Part 1: Detection method (ISO 10272-1:2017 + Amd 1:2023)
(includes Amendment A1:2023)

Contents Page
LD o =T T4 I8 T =TT o o 5
IEuropean foreword to Amendment A" ... —————————— 6
0T =Y o 7
IForeword to AmMendment A" ... e 8
L Yo 11T T 9
1 85T oo o - SR 10
2 NOIrmMative refereNCEeS ... e mn e s smn e e s e s s mmme s e e e e s s nnnns 10
3 Terms and definitioNs ... s 10
4 T T 1o 1
4.1 7= T - 1
4.2 Enrichment in selective liquid medium ... 1
4.21 (D121 (=Y o7 0] g o] oo =Y LU ] = N 1
4.2.2 Detection procedure B ..........iiiiiiiiicccccerr s sssme e s s s s e nmne e e e e e n e nnnne 1
4.2.3 (D13 L=Ye3 o T o e o2 =T 1] = O SR 1
4.3 Isolation on selective solid Medium ... ———— 12
4.31 Detection ProCedure A ... 12
4.3.2 Detection procedure B ... 12
4.3.3 Detection ProCedure C ... 12
434 Detection procedure A, B and C ... s 12
44 CoNfIrMAtion ... e n e an 12
5 Culture media and reagents .........c.cccvrceeerrrrrecrerirsse s e e s ssmr e s s smr e s smr e e smn e e s mne e e mne e nnn s 12
6 Equipment and consumables ... ——— 12
7 85T 134 11 o S 13
8 Preparation of test Sample ... —————— 13
9 o o= T 13
9.1 7= T - 13
9.2 Test portion and initial SUSPENSION ... 14
9.21 7= 1= - | PR 14
9.2.2 (D11 £ o7 1T g I o] oo =Y [ U] - N 14
9.2.3 (D121 £ o7 1T g I o] oo =Y [ U] =N = 14
9.24 (D13 L=Ye3 o T o e o2 =T 1] = O SR 14
9.3 0T T T 7= 15
9.3.1 (D11 L=Te3 oY g o e o2 =T LT ] (0 NS 15
9.3.2 Detection procedure B ... 15
9.4 =30 =11 oo S 15
9.4.1 Detection ProCedure A ... 15



9.4.2 Detection procedure B ... snscrscs e s e nnn e e s nn e nnmnnes 15
9.4.3 Detection procedures A, B and C ... 15
9.5 Confirmation of Campylobacter ... ————_— 15
9.5.1 (€71 4 =T - T 15
9.5.2 Selection of colonies for confirmation ... —— 16
9.5.3 Examination of morphology and motility ..........ccccciviiimiiiniic s 16
9.5.4 Study of aerobic growth at 25 °C ... ———————— 16
9.5.5 Detection of 0oXidase aCtiVity ........ccccoeeeecmrirrssir i 16
9.5.6 INtErPretation ... —————————————————— 16
9.6 Identification of Campylobacter species (0ptional) .........cccccvireemmrrrcrcrerrrcsee e 17
9.6.1 1= =T 17
9.6.2 Detection of catalase actiVity ........ccoccccciccmiimiicccccrrrr e 17
9.6.3 Detection of hippurate hydrolysis ..o ——— 17
9.6.4 Detection of indoxyl acetate hydrolysis .........cccoociiiiiicniinins s 18
9.6.5 INtErpretation ... ——————————— 18
10 EXPression of reSUItS ... e 18
11 Performance characteristics of the method ... 18
1.1 Interlaboratory StUdy ... ————————————— 18
11.2 B 7= L= 1 18
11.3 85 o oY o3 | T 1 SR 19
11.4 0 1 L N 19
12 =153 8 =Y oo 19
Annex A (normative) Diagram of procedures ..o ————_— 20
Annex B (normative) Culture media and reagents ..o 21
B.1 L= 5 =T | 21
B.2 BOItoNn Broth ... 21
B.2.1 BasiC MEAIUM ... ——————— 21
B.2.2 Sterile lysed horse blood ... s s snmn e e e e e s amnnn e e nenan 22
B.2.3 ANtIbIOtic SOIULION .....eviiiir e ———————————————— 22
B.2.4 Complete MEAIUM ... s 22
L= 20 I g = T=3 o T o o o S 22
B.3.1 = LT T2 0 0T LU 22
B.3.2 Sterile lysed horse blood ... —————— 23
B.3.4 Growth supplemMENt ... 23
B.3.5 Complete MEIUM™ ... e s s e e e s s s s s s smn e e e e e e s ea s s s smnn e e e e eesassssnneneneeesnnnnen 23
B.4 Modified charcoal cefoperazone deoxycholate agar (mMCCD agar) ........ccccccvrreeerrrssscerrsseceens 24
B.4.1 = LT T o2 0 0T LU T 24
B.4.2 ANtIbIOtiC SOIULION .....eviiiier et ————————————————— 24
B.4.3 L0007 1= (=0 4 1= o 110 4o S 24
B.5 Selective plating medium using different selective principles from those in mCCD agar .. 25
B.6 Colombia blood @gar .........cccccciiiiiir i ——— 25
B.6.1 = T3 o3 0 0T | U] o 25
B.6.2 Sterile sheep or horse blood ... ———————— 25
B.6.3 L0 0T 0T 1= L= 4 U= o T o 25
B.7 Reagent for the detection of oxidase activity ......cccccccccmiiiiiiniic 26
B.7.1 L0070 o X7 | £ o o TSRS 26
B.7.2 [ (= o =T = 1 1o o 26
B.8 Reagent for the detection of catalase activity ...........ccccvrreeimriccecir e 26
B.8.1 L0001 o X7 | £ o) o TS 26
B.8.2 [ =Y o F= 1= 14 e TS 26
B.9 Reagents for the detection of hydrolysis of hippurate .........ccccceeeicccicerin e 26
B.9.1 Sodium hippurate Solution ... —————————— 26
B.9.2 Ninhydrin solution, mass fraction of 3,5 % .....ccccoociimiiiiicccr s 27
B.10 Indoxyl acetate diSCS ... ———————————————— 27
B.10.1 (00 47T o =7 11T o 27

-2-



B.10.2 [ =Y o F= 1= 1o TSP 27
B.11 Performance testing for the quality assurance of the culture media .........c.ccoccniriiinrinicnennnn. 27

Annex C (informative) Method validation studies and performance characteristics ........c..c.ccoccvrinnnnenn. 30

1Annex D (informative) Multiplex real-time PCR assay for confirmation of thermotolerant

L0 T4 010377 Lo 0 7= Teq =T =] o o J 33
D.1 =Y 5= | 33
D.2 T e 33
D.3 =Y T (=1 01 £ SR 33
D.3.1 Reagents for nucleic acid extraction ... 33
D.3.2 Reagents for real-time PCR ... s 33
D.4 Y 0 0T - 1 0= 34
D.41 Equipment used for nucleic acid extraction ...........ccccciiniimi e ——————— 34
D.4.2 Equipment used for real-time PCR .......... e s 34
D.5 o o= LT - 35
D.5.1 Nucleic acid exXtraCtion ... e 35
D.5.2 03 3 Q=T T o OSSP 35
D.5.3 [ 0 & o o131 o - 35
D.5.4 Temperature-time Programme ... s ass e snmns s e s sanas 36
D.6 Interpretation of the results ... ———— 36
D.7 Performance characteristics of the method ..., 36
D.71 7= 5= - | 36
D.7.2 Theoretical evaluation of the method ... 36
D.7.3 Inclusivity and eXCIUSIVItY ... —————— 37

Annex E (informative) PCR methods for molecular confirmation and identification of

thermotolerant Campylobacter SPP .....cccoiiiiiiiiiiiiir s 38
E.1 =Y o= | 38
E.2 Gel-based multiplex PCR assay for confirmation and identification of thermotolerant

(0214 010377 Lo 0= Tz =1 ] o o K PR 38
E.21 €T T 38
E.2.2 T T2 o =SS 38
E.2.3 REAGENTES ... R 38
E.24 N o o T T 1 F = 40
E.2.5 o o= LT 41
E.2.6 Interpretation of the results ... ———— 43
E.2.7 Performance characteriStiCs ..........ooo i 43
E.3 Multiplex real-time PCR assay for confirmation and identification of thermotolerant

L0147 37/ Lo oY= Tex =Y =T o o K 45
E.3.1 7= =T - | 45
E.3.2 PrINCIPIE e ————————————————————————————————————————————————n 45
E.3.3 =Y T 11 01 £ SR 45
E.3.4 Y o o = - 1 0 LS 46
E.3.5 o 0T o 11 47
E.3.6 Interpretation of the results ... —————————— 48
E.3.7 Performance characteriStiCs ..........oui i s e 48
Annex F (informative) Method validation studies and performance characteristics ........cccccccoceriiinnean 50
F.1 Interlaboratory study for the multiplex real-time PCR assay for confirmation of

thermotolerant Campylobacter spp. (S€€ ANNEX D) ....cccccceirirrcmerirsccerrss e e 50
F.2 Interlaboratory study for the gel-based multiplex PCR assay for confirmation and

identification of thermotolerant Campylobacter spp. (see Clause E.2) ........ccccccerrrviicccccneennns 50
F.3 Interlaboratory study for the real-time PCR assay for confirmation and identification of

thermotolerant Campylobacter spp. (see Clause E.3)" ... e ssneeenes 51
[ T0 o 1T o - o 1 53



		2026-06-19T21:21:06+0000
	DIN Deutsches Institut fuer Normung e. V.
	Dokument ist zertifiziert




