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http://eur-lex.europa.eu/legal-content/EN/TXT/PDF/?uri=CELEX:32017R0625&rid=3

• Analytical methods: Harmonizing and improving the methods of 
laboratory analysis

• PT: Organize inter-laboratory comparative testing or proficiency 
tests between official laboratories 

• FBO outbreaks: Assist diagnosis of outbreaks of foodborne-
Salmonella spp.  

• Training: training courses for the staff of official laboratories 
designated

• Dissemination: Ensure the dissemination to the competent 
authorities and official laboratories of information that the European 
Union reference laboratory supplies

Requirements/Duties for NRLs

http://eur-lex.europa.eu/legal-content/EN/TXT/PDF/?uri=CELEX:32017R0625&rid=3


ISO 16140-3:2021 Method validation
P a r t  3 :  p r o t o c o l  f o r  t h e  v e r i f i c a t i o n  o f  r e f e r e n c e  m e t h o d s  a n d  v a l i d a t e d  
a l t e r n a t i v e  m e t h o d s  i n  a  s i n g l e  l a b o r a t o r y.

iQ-Check method for the detection of Salmonella spp. by qPCR 
(AFNOR BRD 07/06-07/04)

To introduce a rapid screening method for Salmonella spp., 
mainly for foodborne outbreaks

Scope of validation: « Broad range of foods » (scope ≥ 5 food categories/ test 
portion 25g)

Primary production, environmental

Two steps for the verification of qualitative methods: 
1) implementation verification (1 sample required)

2) food item verification (≥ 5 samples required)



Implementation verification (Minced meat)

Acceptability limits for implementation verification
the eLOD50 is compared to the LOD50 value corresponding to the tested item

S. Dublin Culture overnight (BHI 37°C, OD600nm1), plating (1ml of 10-7,10-8) and counting
Dilutions: A, B, C and D (4 replicates for each)

Estimated LOD50
based on the number of positive results per level of contamination (protocol 1)

eLOD50 1x LIL=1 x 0,2=0,2cfu/25g acceptability limit eLOD50 = 4 x 0,9=3,6 cfu/25g



Culture overnight (BHI 37°C, OD600nm1), plating (1ml of 10-7,10-8) and counting
Dilutions: A, B, C and D (4replicates for each)

Estimated LOD50
based on the number of positive results per level of contamination (protocole1)

Acceptability limits for food item verification:
the eLOD50 shall not be > 4 x LOD50 observed in the validation study

Food item verification (5 categories of 
food) 



Most frequently analyzed matrices in the service, 2018-2020

Food item verification
Select ion of  food categor ies  (+chal lenging! )



Description Food items (test portion 25g)

Food category Type Serotype Challenge

Ready to eat 
food

Ready to eat
salad

S. Dublin Background flora, fat,
acetic acid

Meat Products Pork fresh 
meat

S. Typhimurium Background flora

Meat Products Poultry fresh
meat

S. Kottbus High background 
flora, higher pH than 
pork meat

Dairy products Raw milk 
cheese

S. Dublin High fat content 
(30%), low acidity, 
probiotics

Fishery Mussels S. Typhimurium High background 
flora, high pH 



Excel-calculation tool ISO 16140-3 
‘Method verification’

https://committee.iso.org/sites/tc34sc9/home/essential-information/content-left-area/validation-
of-methods/method-validation-and-method-ver.html

https://committee.iso.org/sites/tc34sc9/home/essential-information/content-left-area/validation-of-methods/method-validation-and-method-ver.html


- Every 2 years (started in 2018)
- Matrix: chicken faeces
- Strain: Salmonella Agona
- About 10 participants, FSAFC approved labs
- About 10 samples
- Inoculation procedure: direct inoculation in 25g matrix  start

analyse from de Stomacher bag
- 2 levels of contamination: low and high
- Transportation at fridge temperature
- Start analyses: the day after inoculation  fixed day
- Submission of results via web application
- Report 

Organises inter-laboratory comparative testing or 
proficiency tests between off icial  laboratories 



• 11 laboratories 
participated

• 6 samples

• 100% obtained 
results as 
expected



Food-borne outbreak

Health Inspection
(Aviq, Z&G, COCOM)

FASFC
(competent authority

NRL FBO (lead)
NRC Salmonella
NRL Salmonella

Analysis

Reporting of results

Inquiry

Human samples

Inquiry

Food samples/ 
environment

diagnosis of outbreaks of foodborne-Salmonella cases



Laboratory investigation:
Results food and environment

65 samples were taken: food leftovers, surfaces (kitchen, machines, tools, …)
matrix qPCR 

screening 
Salmonella

ISO detection serotype MLVA type

Leftovers fish stick+
mashed potatoes + 
tartar sauce (25g)

Fish stick (25g)

Tartare sauce (25g)

Mashed potatoes 
(25g)

Chicken chops 
(garbage)

Detected Detected Enteritidis 3-12-5-5-1



WGS analysis

Human isolates BE identical to food isolates

UI-601: Spanish eggs (RASFF 2019-3069): Not related
UI-602: UK eggs (RASFF 2019-1412): Not related 
German outbreak: eggs: Not related (MLVA 2-10-7-3-2)

Link to some EPIS or RASFF?

UI-601
UI-602
Germany
BE-Human
BE-Food

cgMLST Salmonella Ent   

0501015

UI-601_1091901564
UI-602_SRR1012026
Germany_ERR2778259
S19BD06604
S19BD06627
S19BD06633
S19BD06641
S19BD06642
S19FP07382
S19FP07414
S19FP07457
S19FP07575
S19FP07576

(>170 cgMLST differences)



Trace back analysis: outcome

Spanish eggs: 2 isolates May & November 2019 (UI-608)

UI-601: Spanish eggs (RASFF 2019-3069): 
Not related (>170 cgMLST differences)

UI-602: UK eggs (RASFF 2019-1412): Not related 
German outbreak: eggs: Not related 

Human and food isolates BE identical to isolates
from Spain

ST11 CT3903

Egg farm Spain
Warehouse and packaging centre

Exported to BE August 2019



Ensure  the  d isseminat ion to  the  competent  author i t ies  and of f ic ia l  
laborator ies  of  in format ion that  the  European Union reference 
laboratory  suppl ies  

• Participation in EURL-Salmonella Workshop
• Dissemination of the content of the workshop to the national authority



training courses for the staff  of off icial  laboratories 
designated 

• Training Poulpharm: ISO 6579-1:2017
• Participation in the national working group 

Salmonella in the poultry sector
• Participation in ISO revision part 4: NRC-

Salmonella



NRL Northern Ireland

In Northern Ireland (UK), EU law continues to apply post EU exit in respect of the majority of food and feed 

hygiene law, as listed in the Northern Ireland Protocol (NIP). 

This includes the Official Control Regulation (EU) 2017/625 for Official Feed and Food Controls. 

The Northern Ireland Protocol has specific requirements for the designation of NRLs in respect to Northern

Ireland (paragraph 43, annex 2):

https://www.gov.uk/government/publications/new-protocol-on-irelandnorthern-ireland-and-political-declaration


Official Laboratories NI

2 OL located within NI:
• Agri-Food and Biosciences Institute (AFBI)
• The Northern Ireland Public Health Lab (NIPHL)

FSA has also designated OL within MS, which are run by Eurofins and 
as such they rae also under other MS NRLs.

The UK has designated NRLs which also provide support to the OLs of 
NI
For Microbiology: Public Health England



Requirements for NI NRLs

The responsibilities and tasks for NRLs are laid out under Article 101 of the EU Official Control Regulation 2017/625.

In accordance with the Northern Ireland Protocol (NIP), the FSA has designated laboratories based in EU Member 

States to provide required NRL functions under Regulation 2017/625 for Northern Ireland. However, Northern 

Ireland may still refer to UK NRLs for other functions such as assistance with technical questions and support with 

proficiency testing beyond that provided by NI specific NRLs.

Therefore, not all of the responsibilities and tasks are needed to the same degree, given the UK’s existing NRL 

system. The most relevant requirements are:

• Collaborate with the EURLs, and participate in training courses and in inter-laboratory comparative tests organised by 
these laboratories;

• Ensure the dissimination to the competent authorities and official laboratories of information that the European Union 
reference laboratory supplies;

• Where appropriate, organise inter-laboratory comparative testing or proficiency tests between official laboratories, 
ensure an appropriate follow-up of such tests and inform the competent authorities of the results of such tests and 
follow-up;

• Where necessary, conduct training courses for the staff of official laboratories designated under Article 37(1);
• Coordinate the activities of official laboratories designated in accordance with Article 37(1) with a view of harmonising

and improving the methods of laboratory analysis, test or diagnosis and their use



Contact

Sciensano • Rue Juliette Wytsman 14 • 1050 Bruxelles • Belgique
T +32 2 642 51 11 • T Presse +32 2 642 54 20 • info@sciensano.be • www.sciensano.be 

MariaCristina.GarciaGraells@sciensano.be NRL-Belgium
Inge.VanDamme@sciensano.be NRL-North Ireland
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