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VALIDATION CERTIFICATE FOR ALTERNATIVE ANALYTICAL METHOD
ACCORDING TO STANDARD EN ISO 16140: 2003

Certificate No.: BIO 12/08 — 07/00 I Validation date : 05.07.2000
Renewal date*: 23.09.2004

23.05.2008

Extension date: 24.05.2007

17.01.2008

End of validity : 05.07.2012

* EN ISO 16140 protocol was used for the renewal in
2004 and for the extension in 2007 for the preliminary

study

The company BioMérieux SA

(head office, distribution, and 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® E.coli 0157 (ECO) - Reference 30112

Protocol reference : 07292 version N

SCOPE

All human food products.
RESTRICTIONS OF USE
None.

REFERENCE METHOD
EN ISO 16654 (2001) : Horizontal method for the detection of Escherichia coli O157.
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PRINCIPLE OF THE METHOD

The VIDAS® E.coli 0157 (ECO) test is an enzyme immunoassay test which detects Escherichia coli 0157
antigens using the ELFA (Enzyme Linked Fluorescent Assay).

The VIDAS® immuno-concentration E.coli 0157 (ICE) is used in conjunction with VIDAS® ECO to confirm
food samples in which E.coli 0157 have been detected by VIDAS® ECO. It enables the concentration of

E.coli 0157 from the enrichment broth.

In the context of AFNOR Validation, all samples identified as positive by the VIDAS® ECO test must be
confirmed from the enrichment broth CT-MAC non heated kept at 2-8°C. The confirmation must be initiated
in 24 hours following the end of the incubation broth:

1. Using the VIDAS® ICE from the CT-MAC broth or Buffered Peptone Water, followed by plating onto

CT-SMAC or O157:H7 ID agar plate,
2. direct plating of the CT-MAC broth or buffered Peptone Water onto SMAC-CT or CT 0157:H7ID agar

plates.

Typical colonies on these media have to be identified either

. According to classical tests described in methods standardized by CEN, 1SO (including a purification
step).

. Performing a bioMérieux strip and a O157 latex test directly from isolated colonies (without
purification step).

. By performing a 0157 latex test directly from colonies isolated on the selective agar.

In the event of discordant results (positive with alternative method, non-confirmed by protocols described
above) the laboratory must follow the necessary steps to ensure validity of the obtained resuit.

VALIDATION HISTORY

Since the first validation in 2000, the VlDAS® ECO method has not been modified. The reference method
changed (previous validation according to the BAM 8" edition method) and the validation protocol was
modified to take into account standard EN 1SO 16140. During the renewal in 2004, the previous results
(2000 study) regarding the practicability, specificity and collaborative studies were kept.

The preliminary study extension performed in May 2007, according to standard EN ISO 16140, is related to
the integration of the specific protocol for raw beef meat products.
A new interlaboratory study performed in January 2008, to take into account the standard EN 1SO 16140.

In May 2008, the renewal of the validation has been pronounced without performing complementary assays
since neither the VIDAS® ECO method, or the reference method, nor the validated protocol has been
modified.

Relative ACCURACY, relative SPECIFICITY and relative SENSITIVITY (2004 and 2007

studies) Comparison of performances of the alternative method and the reference method
In 2004 tests were carried out on 324 product samples, of which 150 were artificially contaminated and
174 non-contaminated, belonging to the following principal food product categories: eat products, dairy

products, vegetables, seafood products, miscellaneous (pastries, eggs and egg based products, cooked
meals).

All samples were analysed in single by the two methods.
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Table of results (Cf. Table 1 of the EN ISO 16140 standard) :
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Reference method positive
(R+)

Reference mgthod negative

Alternative method

Posrtlve(agreementlfw IR+

Positive deviatio& A+/R-

positive (A+) = 143! (PD)=2
Alternative method Negative deviatigp A-/ R+ Negative agreement A-/R-
negative (A-) (ND)=56 (NA) =174
" Confirmed positives
. (2) and (3) Of which none sample presumed positive by the aiternative method was negative after confirmation

Assays with “specific protocol for raw beef meat products” (2007)

Assays have been performed in 2007 on 65 product samples of which 33 artificially contaminated and 32 non-

contaminated, belonging to the following main food category: raw beef meat products.

All samples were analysed in single by the tow methods.

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

1. Incubation of buffered Peptone Water during 8 hours at 41,5°C +/-1°C

Answers

Reference method positive

Reference method negative

‘ (R (R)
Alternative method Positive agreement A+/R+ Positive agreement A+/R+
Positive (A+) (PA) = 24 (1) (PD)=5

Alternative method
Negative (A-)

Positive agreement A+/R+
(ND) = 2@

Positive agreement A+/R+
(NA) =34 @

. Confirmed positives

(2) and (3) Of which none sample presumed positive by the alternative method was negative after confirmation

2. Incubation of buffered Peptone Water during 24 hours at 41,5°C +/-1°C

Answers Reference method positive Reference method negative
, (R+) (R-)
Altggsit,:i\\ll ee r(gefl;od Positive agreement A+R+ Positive agreement A+/R+
(PA) =24 € (PD)=7"

Alternative method

Positive agreement A+/R+

Positive agreement A+/R+

Negative (A-) (ND) = 2 @ (NA) = 32 @
L Confirmed positives
. (2) and (3) Of which none sample presumed positive by the alternative method was negative after confirmation
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Percentage obtained compared to the reference method are as follows:
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Specific protocol “raw beef meat products”

General protocol 8 hours incubation 8 hours incubation
Relative accuracy 97,8 % 89,2 % 86,2 %
Relative specificity 98,9 % 872 % 82,1 %
Relative sensitivity 96,6 % 92,3 % 92,3 %

Note: relative specificity below 100% results from a number of supplementary confirmed positives and not
from false positives.

Sensitivity was also recalculated taking into account all confirmed positives (including supplementary
positives from the alternative method):

Alternative method Reference method
General protocol (PA+PD)/(PA+PD+ND)=96.7% (PA+ND)/(PA+PD +ND)=98.7%

Specific protocol (PA+PD)/(PA+PD+ND)=93.6% (PA+ND)/(PA+PD +ND) = 83.9%

with 8 hours incubation

Specific protocol (PA+PD)/(PA +PD+ND)=93.9% (PA+ND)/(PA+PD +ND) = 78.8%

with 24 hours incubation
Analysis of discrepant results (according to annex F of the EN 1SO 16140 standard).

General protocol

PD=2,ND=5Y=PD+ND=7
6 <Y <22, m=2, M=0 so m>M

Specific protocol for raw beef meat products 8 hours incubation

PD=5ND=2,Y=PD+ND=7
6 <Y <22, m=2, M=0 so m>M

Specific protocol for raw beef meat products 24 hours incubation
PD=7,ND=2,Y=PD+ND=9

6<Y <22 m=2, M=1so m>M
Conclusion

Both methods are not different in statistical terms, whatever the protocol used.

Relative DETECTION LEVEL (2004 and 2007 studies)

Comparison of performances of the alternative method and the reference method
Tests were carried out in 2004 on 5 combinations of food products/strains, described in the table below.

Products samples belonging to the following food categories: meat products, dairy products, vegetables,
seafood products, miscellaneous.

Products were analysed 6 times by the 2 methods at 4 levels of contamination.
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