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Nye NordVal-sertifikater
e Compact Dry X-SA

e Compact Dry YM

o foodproof® Listeria
monocytogenes Detec-
tion Kit

e foodproof® Salmonella
Detection Kit

o 3M™ PetrifilmT™ Ae-
robic Count Plate

e 3M™ PetrifilmT™ Coli-
form Count Plate

o 3M™ PetrifilmT™
E.coli / Coliform
Count Plate

o 3M™ petrifilmT™
Yeast and Mould Count
Plate

e 3M™ PetrifilmT™
Staph Express Count
System

e BAX®Salmonella PCR
e RAPID’E.coli2

Prgvetakingsseminar i
Bergen

Kurs i Uppsala:
Alt du trenger vite om
referansematerialer

Hvis du vil fjerne navnet
ditt fra adresselisten, eller
har spgrsmal og
kommentarer, send en

e-post til nmkl@vetinst.no

NordVal har godkjent HyServe sin metode: Compact Dry X-SA
for bestemmelse av Staphylococcus aureus i naeringsmidler
(NordVal-sertifikat Nr. 042)

Compact Dry X-SA inneholder et klar-til-bruk tart
kromogent medium og selektive reagenser som
gjgr metoden velegnet for pavisning og
bestemmelse av Staphylococcus aureus i
naeringsmidler. Metoden er validert i omfattende
prgvinger hvor den er sammenliknet med I1SO
6888-1. Prgvingene viser at Compact Dry X-SA
ikke gir statistisk signifikante forskjeller fra 1SO-
metoden for analyser av Staphylococcus aureus i
naeringsmidler.

Flere detaljer se
http://www.nmkl.org/NordVal/Sertifikater/NordVal042-11.pdf

NordVal har godkjent HyServe sin metode: Compact Dry YM
for bestemmelse av gjaer og mugg i naringsmidler
(NordVal-sertifikat Nr. 043)

Compact Dry YM inneholder et klar-til-bruk tert
medium og selektive midler som gjgr metoden
velegnet for pavisning og bestemmelse av mugg
og gjeer i naeringsmidler. Metoden er validert i
omfattende prgvinger hvor den er sammenliknet
med ISO 21527-1. Begge metodene angir
avlesning ved to endepunkter. Compact Dry YM
angir avlesning etter 3 og 7 dager. For
saktevoksende sopp mad man vente 7 dager fer
en leser av, ellers kan 3 dager veere
tilstrekkelig. Metoden er egnet for nivéer over
100 cfu/g.

Flere detaljer se
http://www.nmkl.org/NordVal/Sertifikater/NordVal043-11.pdf

NordVal-godkjente metoder kan, i henhold til EU-
direktivet 2073/2003 Mikrobiologiske kriterier,
benyttes i forbindelse med naeringsmiddelhygienefor-
skriften. Referansemetodene benyttet i valideringene
er angitt i EU 2073/2005.

Dette nummeret av NMKL-nytt, vil kun bli utgitt elektronisk.
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NordVal har godkjent foodproof® Listeria monocytogenes Detection Kit,
Hybridization Probes and foodproof® Listeria monocytogenes Detection Kit,
5’ Nuclease in combination with foodproof® ShortPrep Il Kit fra BIOTECON
(NordVal-sertifikat Nr. 025)

Metodene er testet i to omfattende valideringer.
Metodene er sammenliknet med ISO 11290:1996/
Amd 1: 2004 for pavisning av Listeria monocyto-
genes. Deteksjonsgrensen for metoden er 1-10
celler per 25 g/100 cm?. Metoden er egnet for
pavisning av Listeria monocytogenes i naeringsmid-
ler og miljeprever. Foodproof® Listeria monocyto-
genes Detection Kit, Hybridization Probes og food- |
proof® Listeria monocytogenes Detection Kit, 5’
Nuclease i kombinasjon med foodproof® ShortPrep
Il Kit gir ekvivalente resultater som den angitte
ISO-metoden.

Flere detaljer se NordVal-sertifikat Nr. 025 g

NordVal har godkjent foodproof® Salmonella Detection Kit, Hybridization Probes and
foodproof® Salmonella Detection Kit, 5’ Nuclease in combination with foodproof®
ShortPrep | Kit fra BIOTECON Diagnostics.

(NordVal-sertifikat Nr. 023)

Prinsippene for metoden er real-time PCR og deteksjon med spesifikke, fluorescensmerkede
prober. Metodene er testet i to omfattende valideringer. Metodene er sammenliknet med ISO
6579:2002 for pavisning av Salmonella spp. i naeringsmidler, for og miljeprgver. Deteksjonsgrensen
for metoden er 1-10 celler per 25 g/100 cm?, og metoden gir ekvivalente resultater som den
angitte ISO-metoden.

Flere detaljer se NordVal-sertifkat Nr. 023

BAX® Salmonella PCR (BAX® Classic and BAX® Q7)
BAX® System with Automated Detection PCR Assay
for Screening Salmonella

(NordVal-sertifikat Nr. 030)

BAX® System for pavisning av Salmonella er et kit fra OXOID
som benytter PCR. Metoden er egnet for naeringsmidler, fér | =
og miljgprever. Metoden er sammenliknet med SO & =
6579:2002. Ingen statistisk signifikante forskjeller er pavist |‘:_ S

resultatene mellom BAX® systemet og ISO metoden. L-_F-»-—‘ﬂ".,'_.j- s S
Flere detaljer se (== 2
http://www.nmkl.org/NordVal/Sertifikater/NordVal030- b= d

11.pdf

RAPID’E.coli2
(NordVal-sertifikat Nr. 020)

RAPID’E.coli2 bestar av to kromogene substrater for pavisning av
E.coli og koliforme bakterier i naeringsmidler. Koliforme bakterier
andre enn E.coli danner bla kolonier mens E.coli danner fiolette til
rosa kolonier. RAPID’E.coli2 gir ekvivalente resultater som SO
4832:1991 og ISO 16649-2:2001. Bio-Rad er produsent og leveran-
der av RAPID’E.coli2.

Flere detaljer se
http://www.nmkl.org/NordVal/Sertifikater/NordVal020-11.pdf
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Probes and

in combination with foodproof™ ShortPrep Il Kit
NordVal No: 025
First approval date: 24 January 2006
Renewal date: 10 June 2011
Valid until: 10 June 2013

Issued for: foodproof® Listeria monocytogenes Detection Kit, Hybridization |

foodproof® Listeria monocytogenes Detection Kit, 5° Nuclease

foodproof® Listeria monocytogenes Detection Kit, Hybridization Probes and
foodproof® Listeria monocytogenes Detection Kit, 5’ Nuclease in combination
with foodproof® ShortPrep Il Kit

Manufactured and supplied by:
BIOTECON Diagnostics GmbH,
Hermannswerder 17,

14473 Potsdam, Germany.

fulfils the requirements of the NordVal validation protocol. The reference method was EN
ISO 11290:1996/Amd 1:2004: Microbiology of food and animal feeding stuffs -- Horizontal
method for the detection and enumeration of Listeria monocytogenes -- Part 1: Detection
method (Amd 1:2004 Modification of the isolation media and the haemolysis test, and
inclusion of precision data).

NordVal has reviewed the method and the validation studies conducted by the MQD,
Institute for Analytic and Hygiene in Gustrow, Germany. NordVal has studied the enclosures
to the application and evaluated the results obtained in the validations. The results document
no statistical differences in the performances between alternative methods and the reference
method for the detection of Listeria monocytogenes. NordVal has concluded that it has been
satisfactorily demonstrated that the requirements for the sensitivity and the agreement
between the methods are fulfilled, further that confirmation of obtained positives are not
necessary.

Date: 0¥ . Olo (|
Yours sincerely
Sven Quist ilde Skaar Norli
Chair of NordVal NMKL Secretary General

NMKL /NordVal Tel: +47 23216249 / +47 46 888807 E-mail: nmki@vetinst.no
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PRINCIPLE OF THE METHOD

The principle is real-time PCR and detection with specific, fluorescence
labelled probes.

After DNA isolation using the foodproof® ShortPrep Il Kit (Art. No. S 400 02), designed for
the rapid preparation of bacterial DNA for direct use in PCR, the real-time detection of
Listeria monocytogenes DNA is carried out either by using the foodproof® Listeria
monocytogenes Detection Kit, Hybridization Probes or the foodproof® Listeria
monocytogenes Detection Kit, 5’'Nuclease.

For food samples inocluate 25 g. For environmental samples inoculate an area of 100 cm?.
Perform the pre-enrichment according to EN I1SO 11290. The detection kit provides all the
reagents required for the PCR.

FIELD OF APPLICATION

The foodproof® Listeria monocytogenes Detection Kit, Hybridization Probes and the
foodproof® Listeria monocytogenes Detection Kit, 5’ Nuclease in combination with
foodproof® ShortPrep Il Kit are intended for the detection of Listeria monocytogenes DNA
isolated from enrichment cultures prepared by various valid methods inoculated with food
samples that are potentially contaminated with Listeria monocytogenes.

The methods are tested on foods and environmental samples.

MODIFICATIONS OF THE METHOD - VALIDATION HISTORY

The foodproof® Listeria monocytogenes Detection Kit, Hybridization Probes in combination
with foodproof® ShortPrep II Kit was first approved in 2006 based on a comparison study
and a collaborative study.

In 2011, the method was modified: A new system was devolved using hydrolysis probes
instead of hybridisation probes. The modification, using a new primer, required a new
comparison study of the selectivity (inclusivity and exclusivity) and a comparison study of the
relative accuracy to measure the degree of correspondence between the results obtained by
the foodproof® Listeria monocytogenes, 5' Nuclease Detection kit and the reference method.
In 2011 it also was an extension of the method, inclusion of environmental samples, and
hence it was required to include this matrix in the comparison study. However, it was not
required to make a full comparison study with five food matrices. As the method procedure
was unchanged, NordVal did not require an additional collaborative study.

METHOD PERFORMANCE CHARACTERISTICS

Selectivity: Inclusivity/exclusivity
The study approved in 2006:

All tested 102 Listeria monocytogenes strains were positive. All tested non-Listeria
monocytogenes strains were negative.

The additional study approved in 2011:

Inclusivity: Specificity: 51 isolates from Listeria monocytogenes were tested for the specificity
of the PCR method. All isolates were positively detected.

Exclusivity: 35 samples with bacteria from taxonomically related species or other food
related species were studied. None of the tested isolates gave a false positive result.

The selectivity, i.e. the inclusivity and exclusivity, was 100%.





Relative accuracy, relative sensitivity and relative specificity:

The study approved in 2006:

In total six samples were positive with the alternative method and negative
with the reference method. Three of these samples were confirmed as true positives.
Differences between the alternative and the reference method were found for meat products
and a leaf salad sample. A high amount of background flora of these matrices, especially
non-Listeria monocytogenes species, might be responsible for the differences between the
methods. By identification with the reference method CAMP-test, L. innocua — and L.
ivanovii-types were found. By reanalysing with a Listeria Genus specific PCR-system in one
of the PCR-positive non-inoculated minced meat samples an approximately 1000 times
higher amount of Listeria Genus than Listeria monocytogenes DNA was found.

The results obtained were:

The relative accuracy: 99.2%

The relative sensitivity: 100%

The relative specificity: 96.0%

As the results are satisfactory after screening, confirmation is not necessary.

The additional study approved in 2011:

Three different sub matrices of milk and three different sub matrices of environmental
samples were included in the study. Two strains relevant for each matrix were selected.
Three inocoluation levels were used: 0 = negative control, 1-10 cells per 25 g/1 00cm?
sample and 10-100 cells per 25 g/1 00cm? sample. For each matrix 60 samples were
analysed.

The following results were obtained:

Table 1: Results after screening

Relative AC | Relative SE | Relative SP
Matrix : % % % Kappa
Milk 96,6 100 92.6 0.93
Environmental j 95,0 100 83.3 0.88
Total ; 95,8 100 88.8 0.91

* see definitions of the abbreviations below.

Table 2: Results after confirmation

Relative AC | Relative SE | Relative SP
Matrix TP % % % Kappa
Milk 2 100 100 100 1.00
Environmental 3 100 100 100 1.00
Total ) 5 100 100 100 1.00

* see definitions of the abbreviations below.
PA = number of obtained results that are positive with both the alternative and the reference method
NA = number of obtained results that are negative with both the alternative and the reference method.

ND = number of obtained results that are negative with the alternative method and positive with the
reference method (possible false negative)

PD = number of obtained results that are positive with the alternative method and negative with the
reference method (possible false positive)

FP = number of PDs that after confirmation proved to be negative.
TP = number of PDs that after confirmation proved to be positive.

Relative AC = The relative accuracy; the degree of correspondence between the response obtained
by the alternative method and the reference method.





Relative SE = The relative sensitivity; the ability of the alternative method to detect the
analyte compared to the reference method

Relative SP = The relative specificity is the ability of the alternative method not to
detect the target microorganism when it is not detected by the reference method.

Kappa = The degree of agreement between the alternative method and the reference method, kappa
of 0.80 or higher is considered to be very good agreement.

The five samples obtained positive with the alternative method (the foodproof® Listeria
monocytogenes Detection kit, 5’Nuclease in combination with the foodproof® Short Prepll
Kit) but negative with the ISO method turned out to be positive after confirmation. That
means that the reference method had some false negatives, and has a poorer sensitivity
than the alternative method.

According to the obtained results, the method can be used without any confirmation.

Detection Level
The limit of detection is 1-10 cells per 25 g/100 cm?® which was obtained both with the
alternative method and the reference method for all food matrices.

CONCLUSION

The food;:-roof‘EJ Listeria monocytogenes Detection Kit, Hybridization Probes and
the foodproof® Listeria monocytogenes Detection Kit, 5 Nuclease in combination with
foodproof® ShortPrep Il Kit perform equivalent to the reference method.





NordVal Certificate 025
Filvedlegg
foodproof listeria monocytogenes NordVal 025 11.pdf


Nye NordVal-sertifikater for 3M™ Petrifilm™ :

e Aerobic Count Plate

(NordVal-sertifikat Nr. 012)
3M Petrifilm Aerobic Count Plate bestar av et Kklar-til-bruk medium,
fortykningsmiddel og en indikator som og gjer det lett & telle koloniene.
Metoden har to ganger blitt sammenliknet med ISO 4833 i omfattende
prgvinger. Metoden er ogsd avprevd kollaborativt. Resultatene fra
previngene, som er foretatt pa naeringsmidler, viser at metodene gir
ekvivalente resultater.
Flere detaljer se http://www.nmkl.org/NordVal/Sertifikater/Nordval012-11.pdf

e Coliform Count Plate

(NordVal-sertifikat Nr. 013)
3M Petrifilm Coliform Count Plate inneholder et klar-til-bruk medium og
ingredienser som skal til for & bestemme koliforme bakterier i naeringsmidler.
Metoden er testet pa naturlig kontaminerte prgver. Den er sammenliknet med
ISO 4831, 1SO 4831 og NF V08-060. Det er ikke funnet signifikante forskjeller i
resultatene mellom 3M Petrifilm Coliform Count Plate metoden og
referansemetodene.
Flere detaljer se http://www.nmkl.org/NordVal/Sertifikater/Nordval013-11.pdf

e E.coli/ Coliform Count Plate

(NordVal-sertifikat Nr. 014)
3M Petrifilm E.coli /7 Coliform Count Plate inneholder et Kklar-til-bruk medium
og ingredienser som skal til for & bestemme E.coli og koliforme bakterier i
neeringsmidler. E.coli gir bld kolonier med og uten gass etter 48 timers
inkubasjon ved 37°C, mens koliforme bakterier gir rgde kolonier med gass og
bla kolonier med eller uten gass etter 24 timer ved 37°C. Metoden er testet
pa neeringsmidler. Den er sammenliknet med I1SO 16649-2. 3M metoden var
tidligere NMKL-metode nr. 147. NMKL-metoden ble imidlertid dratt inn, ikke
fordi den ikke fungerte tilfredsstillende, men fordi NMKL innfarte en policy
om ikke & ha proprieteere metoder i sin metodesamling. Proprieteere metoder
valideres og vurderes av NordVal, som er innlemmet i NMKL.
Flere detaljer se http://www.nmkl.org/NordVal/Sertifikater/Nordval014-11.pdf

e Yeast and Mould Count Plate

(NordVal-sertifikat Nr. 016)
3M Yeast and Mould Count Plate inneholder Kklar-til-bruk medium og
ingredienser som skal til for & bestemme mugg og gjaer i naeringsmidler. Gjeer
fremkommer som sma bla-grgnne kolonier med definerte kanter, mens mugg
har store kolonier i variable farger med et mgrkt senter og diffuse kanter.
Metoden er validert i en kollaborativ avpravning og er sammenliknet imot en
BAM metode.
Flere detaljer se http://www.nmkl.org/NordVal/Sertifikater/NordVval016-11.pdf

e Staph Express Count System

(NordVal-sertifikat Nr. 019)
3M Staph Express Count System bestar av Petrifilm Staph Express count plate
og Petrifilm Staph Express disk. Hvis ingen eller kun rgdfiolette kolonier er
tilstede etter inkubering, telles de rgdfiolette koloniene som Staphylococcus
aureus. Hvis koloniene har annen farge, benyttes Petrifilm Staph Express disk,
og alle rosa soner telles. Rosa soner skyldes vanligvis S. aureus men kan ogsa
indikere S. hyicus eller S. intermedius. Metoden er testet pa naeringsmidler
og er sammenliknet med 1SO 6888-1 og ISO 6888-2. Det er ikke pavist noen
statistisk signifikante forskjeller i resultatene ved bruk av den alternative
metoden sammenliknet med referansemetodene.
Flere detaljer se http://www.nmkl.org/NordVal/Sertifikater/Nordval019-11.pdf
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Seminar om Prgvetaking, 26. august 2011, Rick’s stuene i Bergen.

Den norske nasjonalkomiteen i NMKL arrangerer seminaret om prgvetaking. Seminaret er aktuell
for alle som er involvert i prgvetaking (primaer og sekundaer), for de som gir rad om prgvetaking,
vurderer analyseresultater og som fatter beslutninger pa bakgrunn av resultatene.

Program:

09.30 - 10.00 Registrering / Utstilling 13.00 - 14.00 Lunsj / Utstilling

10.00 - 10.10 Velkommen 14.00 - 14.20 Markering av kjemiens ar

10.10 - 10.20 Prgvetaking - definisjoner 14.20 - 15.15 Utstillere presenterer produkter

10.20 - 10.50 EU-prosjektet om prevetaking, 15.15 - 15.45 Pause / Utstilling

10.50 - 11.15 Maleusikkerhet i provetaking 15.45 - 16.10 Progvetaking. Lover og regler for vegetabilier.
11.15 - 11.45 Pause / Utstilling 16.10 - 16.30 Prgvetaking hos primeaerprodusent

11.45 - 12.10 Prgvetaking. Lover og regler av fisk 16.30 - 16.50 Prgvetaking ved import vs norske varer og i

og fiskeprodukter matvareindustrien

12.10 - 12.35 Pravetaking av fisk og fiskeprodukter ~16.50 - 17.00 Oppsummering/avslutning
i fiskeindustrien

12.35 - 13.00 Prgvetaking av fisk i forskningen.

Pris: NMKL-abonnenter: NOK 2000,- ikke-abonnenter: NOK 2500,-
Pamelding til nmkl@vetinst.no innen 15. juni 2011

Utstillere av pravetakingsutstyr inviteres - ogsa til & holde en presentasjon.
Pris for utstillere: kr 5000,- for en stand inkludert 1 deltaker.

NMKL-Kurs: Alt du trenger vite om referansematerialer!

Lars Jorhem, Livsmedelsverket, har p& vegne av NMKL holdt kurs i Danmark, Finland, Island og
Norge. Sveert gode tilbakemeldinger er mottatt. N& gjenstar a holde kurset i Sverige. Ga ikke glipp
av dette! Kurset vil bli holdt 7. september 2011 pa Livsmedelsverket, Uppsala.
Foredragsholderen Lars Jorhem har utarbeidet NMKL-Prosedyre nr. 9: Utvardering av det
systematiska felet med anvanding av certifierade referensmateriale”, og er sentral i utarbeidelsen
i prosedyren om gjenfinning. Begge prosedyrene relateres til kjemiske analyser, hvilket ogsa
gjenspeiles i kurset.

Innhold:
e Referansemateriale (RM) versus sertifisert referansemateriale (CRM): Hva er forskjellen?

e |SO Guides og CRM, EU-lovgivning og CODEX-krav

o Interlaboratorieprgvinger: Forskjeller og likheter mellom sertifisering, validering og
sammenliknende laboratoriepravinger (svensk:
kvalifikationsprévningar)

e Hvordan tilvirkes CRM?

e “Recovery” og “bias” og forbindelse med CRM

e Valg, bruk og misbruk av CRM

e Estimering av “bias” ved bruk av NMKL-prosedyre nr. 9 (2007)
e En kort innfaring i estimering av maleusikkerhet

e Hvor finner man CRM og sammenliknende laboratoriepravinger?
Sprak: Svensk

Deltakeravgift: NOK 2000,- Lars Jorhem, Foredragsholder
Avgiften dekker lunsj, mgtelokale og kursmateriell

Pamelding: nmkl@vetinst.no
Pameldingsfrist: 1. august 2011
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Tilgjenglige NMKL-Prosedyrer

Nr. 1, 2005 Kalibrering och kontroll av vagar pa laboratorier

Nr. 2, 1995 Funktionskontroll och intern kalibrering av termometra

Nr. 3, 1996 Kontrollkort och kontrollprov i den interna kvalitetskontrollen p& kemiska
livsmedelslaboratorier

Nr. 4, 2009 Validering av kjemiske analysemetoder

Nr. 5, 2003 Skattning och angivande av méatosakerhet vid kemiska analyser

Nr. 6, 1998 Generelle retningslinier for kvalitetssikring af sensoriske laboratorier

Nr. 7, 1998 Kontrol af UV/VIS spektrofotometre

Nr. 8, 2008 Maleusikkerhet ved kvantitativ mikrobiologisk undersgkelse av naeringsmidler

Nr. 9, 2007 Utvardering av det systematiska felet med anvandning av certifierade
referensmaterial

Nr. 10, 2001 |Kontroll av mikrobiologiske dyrkningsmedier

Nr. 11, 2002 |Sensorisk bedgmmelse av drikkevann

Nr. 12, 2002 |Handbok i prgvetaking av naeringsmidler

Nr. 13, 2003 |Volumentrisk kontrol

Nr. 14, 2004 | SENSVAL: Retningslinjer for egenkontroll i sensoriske analyselaboratorier

Nr. 15, 2004 | Temperaturkontroll pad mikrobiologiska laboratorier

Nr. 16, 2005 |Sensorisk kvalitetskontroll

Nr. 17, 2006 |Kravspesifikasjoner ved kjgp av analysetjenester

Nr. 18, 2006 |Bruk av referansematerialer, referansestammer og kontrollkort i mikrobiologiske
naeringsmiddellaboratorier

Nr. 19, 2007 |Riktlinjer for sensorisk bedémning av livsmedelsforpackningar

Nr. 20, 2007 |Evaluering av resultater fra kvalitative metoder

Nr. 21, 2008 |Guide for sensory analysis of fish and shellfish

Nr. 22, 2008 | Anvisningar for vardering av immunokemiska testkit for livsmedelsanalys

Nr. 23, 2008 |Handledning i kvalitetssakring for mikrobiologiska laboratorier

Nr. 24, 2010 |Vejledning i kvalitetssikring for kemiske levnedsmiddellaboratorier
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Issued for:  
foodproof® Listeria monocytogenes Detection Kit, Hybridization Probes and 
foodproof® Listeria monocytogenes Detection Kit, 5’ Nuclease in combination with foodproof® ShortPrep II Kit

NordVal No:
025

First approval date:   24 January 2006

Renewal date:      
10 June 2011

Valid until: 
10 June 2013

foodproof® Listeria monocytogenes Detection Kit, Hybridization Probes and 
foodproof® Listeria monocytogenes Detection Kit, 5’ Nuclease in combination with foodproof® ShortPrep II Kit

		Manufactured and supplied by:



		BIOTECON Diagnostics GmbH, Hermannswerder 17, 

14473 Potsdam, Germany.





fulfils the requirements of the NordVal validation protocol. The reference method was EN ISO 11290:1996/Amd 1:2004: Microbiology of food and animal feeding stuffs -- Horizontal method for the detection and enumeration of Listeria monocytogenes -- Part 1: Detection method (Amd 1:2004 Modification of the isolation media and the haemolysis test, and inclusion of precision data).

NordVal has reviewed the method and the validation studies conducted by the MQD, Institute for Analytic and Hygiene in Güstrow, Germany. NordVal has studied the enclosures to the application and evaluated the results obtained in the validations. The results document no statistical differences in the performances between alternative methods and the reference method for the detection of Listeria monocytogenes. NordVal has concluded that it has been satisfactorily demonstrated that the requirements for the sensitivity and the agreement between the methods are fulfilled, further that confirmation of obtained positives are not necessary. 


                                                                                             Date: 


Yours sincerely

Sven Qvist
Hilde Skaar Norli


Chair of NordVal
NMKL Secretary General

PRINCIPLE OF THE METHOD

The principle is real-time PCR and detection with specific, fluorescence labelled probes. 

After DNA isolation using the foodproof® ShortPrep II Kit (Art. No. S 400 02), designed for the rapid preparation of bacterial DNA for direct use in PCR, the real-time detection of Listeria monocytogenes DNA is carried out  either by using the foodproof® Listeria monocytogenes Detection Kit, Hybridization Probes or the foodproof® Listeria monocytogenes Detection Kit, 5’Nuclease.


For food samples inocluate 25 g. For environmental samples inoculate an area of 100 cm2. Perform the pre-enrichment according to EN ISO 11290. The detection kit provides all the reagents required for the PCR. 


FIELD OF APPLICATION

The foodproof® Listeria monocytogenes Detection Kit, Hybridization Probes and the 
foodproof® Listeria monocytogenes Detection Kit, 5’ Nuclease in combination with foodproof® ShortPrep II Kit are intended for the detection of Listeria monocytogenes DNA isolated from enrichment cultures prepared by various valid methods inoculated with food samples that are potentially contaminated with Listeria monocytogenes. 

The methods are tested on foods and environmental samples. 

MODIFICATIONS OF THE METHOD – VALIDATION HISTORY

The foodproof® Listeria monocytogenes Detection Kit, Hybridization Probes in combination with foodproof® ShortPrep II Kit was first approved in 2006 based on a comparison study and a collaborative study. 

In 2011, the method was extended: A new system was evolved using hydrolysis probes instead of hybridisation probes. The modification, using a new primer, required a new comparison study of the selectivity (inclusivity and exclusivity) and a comparison study of the relative accuracy to measure the degree of correspondence between the results obtained by the foodproof® Listeria monocytogenes, 5’ Nuclease Detection kit and the reference method. In 2011 it also was an extension of the method, inclusion of environmental samples, and hence it was required to include this matrix in the comparison study. However, it was not required to make a full comparison study with five food matrices. As the method procedure was unchanged, NordVal did not require an additional collaborative study. 

METHOD PERFORMANCE CHARACTERISTICS


Selectivity: Inclusivity/exclusivity 


The study approved in 2006: 

All tested 102 Listeria monocytogenes strains were positive. All tested non-Listeria monocytogenes strains were negative.

The additional study approved in 2011: 

Inclusivity: Specificity: 51 isolates from Listeria monocytogenes were tested for the specificity of the PCR method. All isolates were positively detected.

Exclusivity: 35 samples with bacteria from taxonomically related species or other food related species were studied. None of the tested isolates gave a false positive result.


The selectivity, i.e. the inclusivity and exclusivity, was 100%.


Relative accuracy, relative sensitivity and relative specificity:  

The study approved in 2006: 

In total six samples were positive with the alternative method and negative with the reference method. Three of these samples were confirmed as true positives. Differences between the alternative and the reference method were found for meat products and a leaf salad sample. A high amount of background flora of these matrices, especially non-Listeria monocytogenes species, might be responsible for the differences between the methods. By identification with the reference method CAMP-test, L. innocua – and L. ivanovii-types were found. By reanalysing with a Listeria Genus specific PCR-system in one of the PCR-positive non-inoculated minced meat samples an approximately 1000 times higher amount of Listeria Genus than Listeria monocytogenes  DNA was found. 

The results obtained were:


The relative accuracy: 99.2% 

The relative sensitivity: 100%


The relative specificity: 96.0%


As the results are satisfactory after screening, confirmation is not necessary.


The additional study approved in 2011: 


Three different sub matrices of milk and three different sub matrices of environmental samples were included in the study. Two strains relevant for each matrix were selected. Three inocoluation levels were used: 0 = negative control, 1-10 cells per 25 g/100cm2 sample and 10-100 cells per 25 g/100cm2 sample. For each matrix 60 samples were analysed. 


The following results were obtained: 


Table 1: Results after screening


		Matrix

		*


PA

		NA

		ND

		PD

		Sum

		Relative AC

%

		Relative SE

%

		Relative SP

%

		Kappa



		Milk

		33

		25

		0

		2

		60

		96,6

		100

		92.6

		0.93



		Environmental

		42

		15

		0

		3

		60

		95,0

		100

		83.3

		0.88



		Total

		75

		40

		0

		5

		120

		95,8

		100

		88.8

		0.91





* see definitions of the abbreviations below.


Table 2: Results after confirmation


		Matrix

		*


PA

		NA

		ND

		PD

		TP

		FP

		Sum

		Relative AC

%

		Relative SE

%

		Relative SP

%

		Kappa



		Milk

		32

		25

		0

		0

		2

		0

		60

		100

		100

		100

		1.00



		Environmental

		42

		15

		0

		0

		3

		0

		60

		100

		100

		100

		1.00



		Total

		75

		40

		0

		0

		5

		0

		120

		100

		100

		100

		1.00





* see definitions of the abbreviations below.


PA = number of obtained results that are positive with both the alternative and the reference method


NA = number of obtained results that are negative with both the alternative and the reference method.


ND = number of obtained results that are negative with the alternative method and positive with the reference method (possible false negative)


PD = number of obtained results that are positive with the alternative method and negative with the reference method (possible false positive)


FP = number of PDs that after confirmation proved to be negative.


TP  = number of PDs that after confirmation proved to be positive.


Relative AC  =  The relative accuracy; the degree of correspondence between the response obtained by the alternative method and the reference method.


Relative SE = The relative sensitivity; the ability of the alternative method to detect the analyte compared to the reference method 


Relative SP = The relative specificity is the ability of the alternative method not to detect the target microorganism when it is not detected by the reference method.


Kappa = The degree of agreement between the alternative method and the reference method, kappa of 0.80 or higher is considered to be very good agreement.

The five samples obtained positive with the alternative method (the foodproof® Listeria monocytogenes Detection kit, 5’Nuclease in combination with the foodproof® Short PrepII Kit) but negative with the ISO method turned out to be positive after confirmation. That means that the reference method had some false negatives, and has a poorer sensitivity than the alternative method. 

According to the obtained results, the method can be used without any confirmation.

Detection Level


The limit of detection is 1-10 cells per 25 g/100 cm2, which was obtained both with the alternative method and the reference method for all food matrices. 

CONCLUSION

The foodproof® Listeria monocytogenes Detection Kit, Hybridization Probes and 
the foodproof® Listeria monocytogenes Detection Kit, 5’ Nuclease in combination with foodproof ShortPrep II Kit perform equivalent to the reference method. 
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Issued for: 
foodproof® Salmonella Detection Kit, Hybridization Probes and foodproof® Salmonella Detection Kit, 5’ Nuclease in combination with foodproof® ShortPrep I Kit 

NordVal No:
023

First approval date: 28 October 2005

Renewal date:      
10 June 2011

Valid until: 
10 June 2013

foodproof® Salmonella Detection Kit, Hybridization Probes and 
foodproof® Salmonella Detection Kit, 5’ Nuclease in combination with foodproof® ShortPrep I Kit

		Manufactured and supplied by:



		BIOTECON Diagnostics GmbH, 

Hermannswerder 17, 

14473 Potsdam, Germany.





fulfils the requirements of the NordVal validation protocol. The reference method was EN ISO 6579:2002 for detection of Salmonella spp. in food, animal feed and environmental samples. 


NordVal has reviewed the method and the validation studies conducted by the MQD, Institute for Analytic and Hygiene in Güstrow, Germany. NordVal has studied the enclosures to the application and evaluated the results obtained in the validations. The results document no statistical differences in the performances between the alternative method and the reference method. NordVal has concluded that it has been satisfactorily demonstrated that the requirements for the sensitivity and the agreement between the methods are fulfilled, further, that confirmation of obtained positives are not necessary. 


                                                                                             Date: 


Yours sincerely


Sven Qvist
Hilde Skaar Norli


Chair of NordVal
NMKL Secretary General


PRINCIPLE OF THE METHOD


The principle is real-time PCR and detection with specific, fluorescence labelled probes. 


After DNA isolation using the foodproof® ShortPrep I Kit (Art. No. S 400 01), designed for the rapid preparation of bacterial DNA for direct use in PCR, the real-time detection of Salmonella DNA is carried out either by using the foodproof® Salmonella Detection Kit, Hybridization Probes or the foodproof® Salmonella Detection Kit, 5’Nuclease (Art. No. R 302 27).


For food and feed samples inoculate 25 g. For environmental samples inoculate an area of 100 cm2. Perform the pre-enrichment according to EN ISO 6579. The detection kit provides all the reagents required for the PCR. 

FIELD OF APPLICATION


The foodproof® Salmonella Detection Kit, Hybridization Probes and the foodproof® Salmonella Detection, 5’Nuclease in combination with foodproof® ShortPrep I Kit for the detection of Salmonella are intended for the detection of Salmonella DNA isolated. The methods are tested on foods, feeds and environmental samples. 


VALIDATION HISTORY

The foodproof® Salmonella Detection Kit, Hybridization in combination with foodproof® ShortPrep I Kit was first approved in 2005 based on a comparison study and a collaborative study. 

In 2011, the method was extended: A new system was evolved using hydrolysis probes instead of hybridisation probes. The modification, using a new primer, required a new comparison study of the selectivity (inclusivity and exclusivity) and a comparison study of the relative accuracy to measure the degree of correspondence between the results obtained by the foodproof® Salmonella Detection kit and the reference method. As the method procedure was unchanged, NordVal did not require an additional collaborative study. 

METHOD PERFORMANCE CHARACTERISTICS


Selectivity: Inclusivity/exclusivity 


The relative selective was satisfactory in the study approved in 2005. 


The additional study approved in 2011: 


Inclusivity:  All the 54 isolates from Salmonella spp. were positively detected.


Exclusivity: All the 30 bacteria from Enterobacteriaceae and other closely related bacteria or organisms of the same habitat were negative. 


The selectivity, i.e. the inclusivity and exclusivity, was 100%.


Relative accuracy, relative sensitivity and relative specificity:  

The results of the study carried out in 2005 were satisfactory.


The results of study approved in 2011: 

Three different sub matrices of meat (minced meat, poultry meat, salami), feed (fish feed, bone meal, chew sticks for dogs) and environmental samples (metal surface, glass surface, plastic surface), respectively, were included in the study. Two strains relevant for each matrix were selected. Three inocoluation levels were used: 0 = negative control, 1-10 cells per 25 g / area of 100 cm2 sample and 10-100 cells per 25 g / area of 100 cm2 sample. For each matrix 60 samples were analysed. 


The following results were obtained: 


Table 1: Results after screening


		Matrix

		*


PA

		NA

		ND

		PD

		Sum

		Relative AC

%

		Relative SE

%

		Relative SP

%

		Kappa



		Meat

		39

		21

		0

		0

		60

		100

		100

		100

		1.0



		Environmental

		21

		39

		0

		0

		60

		100

		100

		100

		1.0



		Feed

		32

		28

		0

		0

		60

		100

		100

		100

		1.0



		Total

		92

		88

		0

		0

		180

		100

		100

		100

		1.0





PA = number of obtained results that are positive with both the alternative and the reference method


NA = number of obtained results that are negative with both the alternative and the reference method.


ND = number of obtained results that are negative with the alternative method and positive with the reference method (possible false negative)


PD = number of obtained results that are positive with the alternative method and negative with the reference method (possible false positive)


Relative AC  =  The relative accuracy; the degree of correspondence between the response obtained by the alternative method and the reference method.


Relative SE = The relative sensitivity; the ability of the alternative method to detect the analyte compared to the reference method 


Relative SP = The relative specificity is the ability of the alternative method not to detect the target microorganism when it is not detected by the reference method.


Kappa = The degree of agreement between the alternative method and the reference method, kappa of 0,80 or higher is considered to be very good agreement.

It was confirmed that the results obtain did not contain any false positives nor false negatives.

Detection Level


The limit of detection is 1-10 cells per 25 g, which was obtained both with the alternative method and the reference method for all matrices. 

CONCLUSION


The foodproof® Salmonella Detection Kit, Hybridization Probes and the foodproof® Salmonella Detection, 5’Nuclease in combination with foodproof® ShortPrep I Kit for the detection of Salmonella perform equivalent to the reference method. 
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