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VALIDATION CERTIFICATE FOR ALTERNATIVE ANALYTICAL METHOD

ACCORDING TO STANDARD EN ISO 16140: 2003

Certificate No.: BIO 12/12-07/04 l Validation date : - 01.07.2004
Renewal date*: 01.07.2008
End of validity : 01.07.2012

* EN ISO 16140 protocol was used in 2004 for the
preliminary study and in 2008 for the renewal of

interlaboratory study.

The company BioMérieux SA

(head office, Distribution, Production site) 69280 MARCY L’ETOILE
FRANCE

is hereby authorized to refer to this AFNOR Validation certificate for the following alternative qualitative
analysis method:

VIDASP® Listeria species Xpress (VIDAS® LSX) — reference 30 224
Protocol reference : 12628 version |

SCOPE

Meat products, dairy products, vegetables and environmental samples.
RESTRICTIONS OF USE

None.

REFERENCE METHOD

EN 1SO 11290-1 including amendment A1 (2004) : Microbiology — Horizontal method for the detection and
enumeration of Listeria monocytogenes — Part 1: Detection method (February 1997).
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PRINCIPLE OF THE METHOD

The VIDAS® LSX test is an enzyme-linked fluorescent immunoassay for use on the VIDAS® automated
system for the detection of Listeria antigens using the ELFA technique (Enzyme Linked Fluorescent
Assay).

The Solid Phase Receptacle (SPR®) serves as the solid phase as well as the pipetting device. The
interior of the SPR® is coated with anti-Listeria antibodies absorbed on its surface. Reagents for the
assay are ready-to-use and pre-dispensed in the sealed reagent strips.

All of the assay steps are performed automatically by the instrument. The fluorescent signal is measured
at the final step.

In the context of AFNOR Validation, all samples identified as positive by the VIDAS® LSX method must be
confirmed. The confirmation must be initiated within 48 hours following the end of the incubation at 30°C
from non heated LX broth stored at 2-8°C, by plating on PALCAM or OXFORD agar plate or
chromogenic media, and by identification tests according to classical tests described in CEN or ISO
standard (including a purification step).

In the event of discrepant results (positive with the alternative method, non confirmed by means
described above) the laboratory must follow the necessary steps to ensure validity of the final results.

VALIDATION HISTORY
The first Validation was made on 01.07.2004.

Content of validation extension of the 12/02/2004: the extension of the Validation focused on the
comparison of the VIDAS® LSX method to the reference EN 1SO11290-1 including amendment A1
(2004). The amendment A1 modifies plating media used after enrichment steps in Half-Fraser and Fraser
broths. In the reference method, OXFORD and PALCAM media have been replaced by media ‘Agar
Listeria according to Oftaviani and Agosti’ with a second medium of choice. Assays of validation
extension have been carried out with three media:’ Agar Listeria according to Ottaviani and Agosti',
PALCAM and OXFORD.

Content of validation extension of the 09/20/2005: a modification has been done to the protocol of the
VIDAS® LSX method in order to increase the incubation time of the second LX broth, that becomes ‘6
hours to 24 hours’ instead of '6 hours to 8 hours’ in order to allow the laboratories to handle the samples
received the afternoon with a longer protocol '48 hours — like'".

In order to validate this extension of incubation time, third-party trials were carried out for the relative
accuracy/specificity/sensitivity criteria on 124 additional samples after 6 hours and 24 hours incubation of
the second LX broth. These tests displayed the performances of VIDAS® LSX were not affected by this
extension of incubation.

Content of the renewal of the study of the 07/01/2008: the results of preliminary studies and extension
of 2004 and the extension study of 2005 have been taken and completed by assays on the environment
samples (Relative Accuracy, relative specificity and relative sensitivity).
The additional preliminary studies were performed according to the two following protocols:

- protocol all environment samples: protocol already validated (with secondary enrichment from 6 to

24 hours)
- additional protocol for surface sampling: protocol without transfer.

The inter-laboratory study was performed according to the standard EN 1SO 16140 and the scope of the
method was extended to environmental samples.

Relative ACCURACY, relative SPECIFICITY and relative SENSITIVITY

Comparison of performances of the alternative method and the reference method

All samples were analysed in single by the two methods. As the first and second steps of both methods
or different, two samplings were performed per sample.
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Al VIDAS LSX protocol with enrichment of the second LX broth in 6 hours for all categories
studied:

Assays were performed in 2004 and in 2005 on 314 product samples, of which 113 naturally
contaminated, 154 non contaminated and 47 artificially contaminated, belonging to the following food
product categories: dairy products, meat products, vegetables.

Assays were carried out in 2008 on 84 product samples, of which 23 naturally contaminated, 25
artificially contaminated and 36 non contaminated, belonging to the category of environmental

samples.

Table of results (Cf. Table 1 of the EN ISO 16140 standard) :

Reference method positive
(R+)

Reference mathod negative

Alternative method Positive agreement A+ / R+

Positive deviation A+/R-

positive (A+) PA =180 PD= 13®
Alternative method Negative deviation A-/ R+ Negative agreement A-/ R-
negative (A-) ND=15@ NA= 190 @
" Confirmed positives
= Of which none VIDAS LSX positive result non confirmed
= Of which 2 VIDAS LSX positive results non confirmed.

B/ VIDAS LSX protocol with enrichment of the second LX broth in 24 hours for all studied categories:

Assays were performed in 2005 on 124 product samples, of which 60 naturally contaminated, 61 non contaminated
and 3 artificially contaminated, belonging to the following food product categories: dairy products, meat
products, vegetables.

Assays were carried out in 2008 on 86 product samples, of which 24 naturally contaminated, 25
artificially contaminated and 37 non contaminated, belonging to the category of environmental

samples.

Table of results (Cf. Table 1 of the EN ISO 16140 standard) :

Reference method positive
(R+)

Reference mgthod negative

Alternative method Positive agreement A+ / R+

Positive deviation A+/R-

positive (A+) pA=98 " PD=11®
Alternative method Negative deviation A-/ R+ Negative agreement A- / R-
negative (A-) ND=3@ NA= 98 ©
. Confirmed positives
. Of which none VIDAS LSX positive result non confirmed
. Of which 2 VIDAS LSX positive results non confirmed.

C/ VIDAS LSX protocol with enrichment of the second LX broth in 6 hours for all studied categories except

environment sample collection, and environmental sample collection done with the protocol without

transfer:

Assays were performed in 2004 and 2005 on 314 product samples, of which 113 naturally contaminated, 154 non
contaminated and 47 artificially contaminated, belonging to the following food product categories: dairy

products, meat products, vegetables.
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