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performing the analysis of live bivalve molluscs from establishment
labeled as Area C, with no further treatments for depuration applied, in
accordance with Regulation (EC) N°854/2004 and from throughout the
production chain in accordance with Regulation (EC) N°2073/2005

The main objective of the study was:
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PT36 employed a freeze-dried culture 
of the ATCC strain (25922)



PARTICIPANTS OF PT36

30 NRLs representing
EU MS (19) NON EU MS (2) 
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PT36: Design of the study (Part I)
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An acceptable MPN value (5.6 x 105) was achieved by diluting the freeze-dried
samples 1:2000 before starting the ISO 16649-3 analytical procedure

A live culture of the ATCC strain refreshed at 108 cells/ml, was pelleted and re-
suspended in 5% sucrose with a bacterial load of 1010/ml. A volume of 800 μl of
the re-suspended culture was distributed into each vial and frozen at -20 °C for a
minimum of two days. The vials were then placed into the "Alpha 1-2 LSC Basic"
lyophilizer apparatus and freeze-dried for a minimum of three days under the
following conditions: (i) -60°C; (ii) 0.01 mbar

The resulting samples were evaluated using the Part 3 of the ISO 16649 method
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PT36: Design of the study (Part II)
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Put 10 ml of the 1:2000 diluted culture in 200 ml of MRD medium
and proceed according to the Part 3 of the ISO 16649 method.

On 20th of November 2023 samples were shipped to the participating laboratories 

Reconstitute the lyophilized culture with 1 ml of TSB

Equilibrate the culture for 5 min then prepare a 1:20 dilution putting
the 1 ml of the reconstituted culture in a falcon tube containing 19 ml
of TSB, from this dilution perform other two serial dilutions 1:10 to the
final dilution rate 1:2000

Istituto Superiore di Sanità, Food Safety, Nutrition and Veterinary Public Health Dep. 
European Reference Laboratory for Escherichia coli



Parameters used for the assignment of the scores PT36

Max value

Min value
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RESULTS OF PT36: E. coli MPN

References’ results

Participants’ results
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RESULTS OF PT36: Summary statistics
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RESULTS OF PT36: replicate’ values
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CONCLUDING REMARKS – PT36
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Use of a mixed preparation including both beta - glucuronidase positive and negative
strains will be considered to facilitate the application of the ISO 16649-3 method
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The procedure for analyzing the freeze-dried ATCC strain (25922) cultures provided by the EURL
was not immediately clear to the participants that requested support

Some laboratories had issues with the samples’ treatment prior to the application of the
method: problem of communication of the procedure

The scoring scheme is proposed for self-evaluation not be used to identify the 
underperformance



THANKS FOR THE ATTENTION!
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