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Preamble

Studied method:
Pseudalert for the enumeration of Pseudomonas aeruginosa

Validation standard:
Validation protocol for an alternative commercial method as compared with a reference method
(revision 2 — May 2013).

Reference method* :
s NF EN ISO 16266: 2008 “Detection and enumeration of Pseudomonas aeruginosa — Method
by membrane filtration

Scope:
Human consumption waters and pool waters

Certification body:
AFNOR Certification (http://nf-validation.afnor.org/)

* Analyses performed according to the COFRAC accreditation
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1 Introduction

The Pseudalert ® Quanti-tray® method was validated in March 2016 (certificate number IDX 33/05-
03/16). The certificate was renewed in March 2020 according to the validation protocol for an
alternative commercial method as compared with a reference method (revision 2 — May 2013).

The history of validation was summarized in the table below:

Method Approval Type of Comments Expert laboratory Protocol of

certification validation

Pseudalert 11/03/2016 Initial Validation ISHA Rev. 2 (2013)

®/Quanti- ADGENE Rev. 2 (2013

Quanti- '\ ch2020  Renewal No change ev-2(2013)
Tray LABORATORY

There were no modifications of the alternative method since the initial validation.

2 Method Protocol

The Pseudalert test detects Pseudomonas aeruginosa in human consumption waters and pool
waters. The test is based on a bacterial enzyme detection technology that signals the presence of
Pseudomonas aeruginosa through the hydrolysis of a substrate present in the Pseudalert reagent.
Pseudomonas aeruginosa cells rapidly grow and reproduce using the rich supply of amino acids,
vitamins and other nutrients present in the Pseudalert reagent. Actively growing strains of
Pseudomonas aeruginosa have an enzyme that cleaves the substrate to produce a blue fluorescence
under ultraviolet (UV) light. Pseudalert detects Pseudomonas aeruginosa at 1 MPN in either 100 mL
or 250 mL samples within 24 hours.

The alternative method protocol in

The alternative method was compared to the standard NF EN ISO 16266: 2008 “Detection and
enumeration of Pseudomonas aeruginosa — Method by membrane filtration”.

The protocol of the reference method is presented in
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3 Summary of the results obtained during the initial validation

The data come from of the initial validation (2016 - ISHA Laboratory)

The goal of the comparative study is to evaluate the performances of the alternative method against

the reference method. The following parameters were studied:
+ the relative accuracy,
+ the linearity,
+ the quantification limits,
% the selectivity,
+« the practicability.

3.1.1 Relative accuracy
The relative accuracy is the degree of correspondence between the response obtained by the
reference method and the response obtained by the alternative method on the same samples.

" Number and nature of samples
Two categories of waters were tested in duplicate with the alternative method and the reference

method.
Samples analyzed are presented in table 1.

Table 1 : number and nature of samples analyzed
Category Water type Samples analyzed Samples exploited

¥ Tap water / Fountain water 18 13
conslijr:war’:ion Bottled water 34 19
P Boreholes water 4 1
waters
Total 56 33
Pool waters 34 21
90 54

A total of 90 samples was analyzed and 54 were exploited. Samples that were not retained in the
statistical analysis correspond to samples for which enumerations were inferior to 4 CFU/test portion
(200 mL or 250 mL) with the reference method or superior to the limit of detection for at least one of

the replicates of the two methods.
All samples were atrtificially contaminated. The contamination levels used cover all the measuring
range of the alternative method. The stress applied and the strains used are presented in

" Rawresults
Figure 1 shows the two-dimensional graphs for the categories, respectively, in CFU and MPN per test
portion and log CFU and log MPN per test portion. The y-axis is reserved for the alternative method
and the x- axis for the reference method. The representation of a line of equation “y = x* figures
dashed on the graphs.
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Figure 1 :

two-dimensional graph for relative accuracy in (CFU or MPN / test portion) (black line: y=x)
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Raw results and statistical calculations are summarized in tables 2 to 5 and in

®  Statistical exploitation
The relationship of relative accuracy between the reference method and the alternative method is
evaluated with the linear model: 'y =a + bx ".

This formula corresponds to the equation of the linear regression drawn from raw results obtained by
experimentation, y representing the alternative method and x the reference method.

According to the ISO 16140: 2003 standard: Microbiology of food and animal feeding stuffs - Protocol
for the validation of alternative methods, used for the statistical exploitation of the data, there is a
perfect accuracy (or there is no systematic bias) between the two methods if this equation is equal to
the theoretical 'y = x' equation, which applies in the ideal model where the two methods behave
similarly.

The intercept is theoretically zero in this ideal model (hypothesis [a = 0]). The estimated intercept

obtained with the two methods is checked using p {a = 0}. If the alternative method is a systematic
bias against the reference method, the probability p {a = 0} is less than a = 0.05.

The 'b' slope is theoretically equal to 1 in the ideal model (hypothesis [b = 1]). The estimated slope
obtained with the two methods should pass by p {b = 1}. Statistically, if the alternative method does
not give the same values as the reference method, the probability p {b = 1} is less than a = 0.05.

The linear regression method is chosen over the value of the robustness of the ratio R of overall
repeatability standard deviation:
- If Rob.R > 2, linear regression by least-squares (OLS 1) with the x-axis for the reference
method,
- if Rob.R < 0.5, a linear regression by least-squares (OLS 2) with the x-axis for the alternative
method,
- 1f 0.5 < Rob.R < 2, orthogonal regression (GMFR) with the x-axis to the reference method.
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Table 2: statistical data (CFU or MPN / test portion) for the enumeration in drinking waters and pool
waters

Probabilities (%)

Matrix Rob.R Regression T a t(a) ] 1{((JBN Interceptat | Slope
used critical
I e e I e e 0 at 1
Human drinking
1.020 GMFR 2.035 -18.976 | 1.699 | 1.346 | 1.421 9.4 16.0
waters
Pool waters 1.033 GMFR 2.080 -14.138 | 2.763 | 1.419 | 3.631 0.9 0.1
All categories | 1.042 GMFR 2.004 -18.541 | 3.206 | 1.409 | 3.795 0.2 0

Table 3: statistical data (log CFU or log MPN / test portion) for the enumeration in drinking waters and
pool waters

Matrix

Rob.R

Regression

used

I
critical

t(a)

b

t(b)

Probabilities (%)

Intercept at
0

Slope at
1

Human drinking |, .o GMFR 2035 | 0204 | 0242 | 1.070 | 0290 |  81.0 773
waters

Pool waters | 1.202 GMFR 2080 | -0.196 | 0.818 | 1.138 | 1.104 | 418 276

All categories | 1.104 GMFR 2004 | -0256 | 0565 | 1.134 | 1.187 |  57.3 238

Table 4: bias and repeatability of the two methods (CFU or MPN / test portion)

Bias (D) Repeatability
Matri b.
A Average Median L
Human drinking waters -3.9 0.4 20.7 50.9 14.7 15.0
Pool waters 11.5 8.7 47.7 51.0 26.4 27.3
All categories 2.1 2.8 33.8 50.9 17.6 18.3
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Table 5: bias and repeatability of the two methods (log (CFU or log MPN / test portion)

Bias (D) Repeatability
Matrix
A Medi
verage edian RM AM RM
Human drinking waters -0.102 -0.033 0.294 0.412 0.200 0.232
Pool waters 0.036 0.071 0.357 0.299 0.256 0.307
All categories -0.049 0.047 0.320 0.372 0.233 0.258

The equations for the regression line and the correlation coefficient are as follows:

Raw data

Regression line Selte Regression line SelG A
J coefficient (r) g coefficient (r)
Human
oy Alt. = 1.346 Ref. — 18.976 0.750 log Alt. = 1.070 log Ref. - 0.204 0.639
drinking waters
Pool waters Alt. = 1.419 Ref. - 14.138 0.934 log Alt. = 1.138 log Ref.— 0.196 0.882
All categories Alt. = 1.409 Ref. — 18.541 0.841 log Alt. = 1.134 log Ref. - 0.256 0.734

For human drinking waters category, the hypothesis {a = 0 and b = 1} is accepted for-an expression
of the results in CFU or MPN per test portion and in log CFU or log MPN per test portion.

A large dispersion of the points is observed with the raw data, consequence of the comparison
between a MPN method and a Petri dishes method with a majority of samples with a low level of

contamination.
For this category, the bias between the two methods is very low (-0.033 log MPN / test portion and -
0,4 MPN / test portion).

Whatever the kind of data used, the calculated limits of repeatability are similar for both methods.

For pool waters category, the hypothesis {a = 0 and b = 1} is accepted for the log statistical analysis.
In the analysis with the raw data, hypothesis {b = 1} is accepted and {a = 0} is rejected. However the
correlation coefficient is good (r= 0.934).

The median bias calculated between the alternative method and the reference method is low (8.7
MPN / test portion or 0.071 log MPN/ test portion).

Whatever the kind of data used, the calculated limits of repeatability are similar for both methods.

For all categories, the hypothesis {a = 0 and b = 1} is accepted for the log statistical analysis. With
the raw data, the hypothesis {a = 0 and b = 1} is rejected. However the correlation coefficient is good
(r=0.841).

The median bias calculated between the alternative method and the reference method is low (2.8
MPN / test portion or 0.047 log MPN/ test portion).

Whatever the kind of data used, the calculated limits of repeatability are similar for both methods.

® Conclusion
For all parameters, the correlation between the reference method and the alternative method is
satisfactory.
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Limits of repeatability are between 15.0 — 27.3 MPN / test portion and 0.232 — 0.307 log MPN / test
portion for the alternative method and between 14.7 — 26.4 CFU / test portion and 0.200 — 0.256 log
CFU / test portion for the reference method.

The bias are between -0.4 and 8.7 MPN / test portion and between -0.033 and 0.071 MPN / test
portion.

= Comments on the results
Eight points, corresponding to the analyses of the two replicates of four samples (7 / 47 / 48 / 55), are
showing a negative bias for the alternative method superior to 0.5 log CFU/ per test portion.

These samples regroup one mineral water (sample 7, bottled water from Angola) and three fountain
waters (samples 47, 48 and 55).

It's important to note that the strains and their stress used for the contamination of the four samples
previously mentioned were used to spike other samples for the determination of the relative accuracy
of the method and that the enumerations were similar between the alternative and the reference
method.

Concerning the mineral water, the main hypothesis concerning the difference in the enumeration is
that the combination of the matrix and its endogenous flora, the bacterial strain and its stress created
a lag in the growth of Pseudomonas aeruginosa in the Quanti-Tray. Analyses were performed again
using another batch of water and with an enumeration of culturable microrganisms.

Concerning the three fountain waters, it appeared that the fountains were plugged to the tap water.
The sampling was however realized in vials which were not containing sodium thiosulfate. Perhaps
that the residues of water treatment products, not neutralized due to the absence of neutralizer,
created a lag in the growth of Pseudomonas aeruginosa in the Quanti-Tray.

To be sure that this hypothesis is correct, analyses were performed again on the same samples, with
the addition of sodium thiosulfate to neutralize potential antibacterial compounds.

® Results with the new analyses
New analyses for samples 7, 47, 48 and 55 were performed on new batches of water, using the same
strains and the same stress levels for the contamination than for the first analysis (updated results in

The enumeration of the culturable microorganisms of the new batch of mineral water (sample 7)
showed high values of endogenous flora: 550 CFU/mL at 22°C and 650 CFU/mL at 36°C. The
comparison of the two methods on this new batch revealed a lower difference between the two
methods.

In the same way, new analyses of the three fountain waters plugged to the tap water and sampled
with the addition of sodium thiosulfate showed results for the alternative method more comparable to
those of the reference method.
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The two-dimensional graphs concerned by these modifications are presented below and the statistical
interpretation of these new data in the tables 6 to 9.

Figure 2: two-dimensional graphs for relative accuracy after new analyses
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Table 6: statistical data (CFU or MPN / test portion) for the new interpretation of two categories
Probabilities (%)

R ' T
Matrix RobR caression DR O ntercept at
used critical 0
Human drinking | -, \ | GyeR 2037 | -116 |1910 | 13 | 25605 6.1 11
waters
All categories | 1.050 GMFR 2.005 27 12713 | 14 | 4464 0.8 0
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Table 7: statistical data (log CFU or log MPN / test portion)) for the new interpretation of two categories

Matrix Regression T Slope at
used critical
e 0 1
Human drinking
0.925 GMFR 2.037 | 0.043 | 0.121 | 1.025 | 0.263 90.4 79.3
waters
All categories 1.049 GMFR 2.005 | -0.097 | 0.327 | 1.070 | 0.992 744 32.3

Table 8: bias and repeatability of the methods for the new interpretation of two categories (CFU or
MPN / test portion

Bias (D) Repeatability

Matrix
Average Median

RM AM RM AM
Human drinking waters 1.9 1.0 19.3 51.7 13.2 15.3
All categories 5.7 3.0 33.6 514 17.6 18.5

Table 9: bias and repeatability of the methods for the new interpretation of two categories (log (CFU
or log MPN / test portion)

Bias (D) Repeatability

Matrix
Average Median

RM AM RM
Human drinking waters -0.008 0.014 0.304 0.399 0.270 0.250
All categories 0.010 0.056 0.326 0.363 0.256 0.268

The equations for the regression line and the correlation coefficient are as follows:

Raw data

Correlation
coefficient (r)

Correlation

Regression i
Sl s coefficient (r)

Regression line

_ Human Alt. = 1.3 Ref. - 11.6 0853 | log Alt. = 1.025 log Ref. - 0.043 0.869
drinking waters
All categories Alt. = 1.4 Ref. - 12.7 0.898 log Alt. = 1.070 log Ref. — 0.097 0.885

The new analyses did not modify the conclusions of the statistical test, i.e hypothesis{a =0 and b =
1} rejected (or partially accepted) with the data in CFU and MPN per test portion and hypothesis {a =
0 and b = 1} accepted with the data in log CFU and log MPN per test portion.

However, as there is a better matching between the two methods for the few samples re-analyzed,
values of a and b are better for the equations of the regression lines and correlation coefficients are
closer to 1 for this new set of data.

AFNOR VALIDATION VO

Summary report ' April 2020
Pseudalert ®/Quanti-Tray® 13

Ad.Géne

by UPsclence



3.1.2 Linearity
The linearity is the ability of the method when used with a given matrix to give results that are in

proportion to the amount of analyte present in the sample, that is an increase in analyte corresponds
to a linear or proportional increase in results.

® Contamination levels
The couples matrix / strain are presented in table 10.

For these couples, six levels of contamination were tested in duplicate by the reference method and
the alternative method.

Table 10 : couple matrix — strain analyzed

Strain Matrix Contamination level (CFU/100 mL)
Pseudomonas aeruginosa Pool water 10-30-50- 100
Pseudomonas aeruginosa Spring water 10-20-30-50- 100

®  Raw results
Raw results and statistical calculations are summarized in

Graphs of figure 3 show the values of each sample obtained by the alternative method and the
reference method. The y-axis is reserved for the alternative method and the x-axis for the reference

method.

The representation of a line of equation 'y = x' figures dashed on the graphs.
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Figure 3: two-dimensional graphs for linearity of the pool water (CFU or MPN / test portion and log
CFU or MPN / test portion) (black line: y=x)
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= Statistical exploitation
Statistical interpretations are carried out in accordance with the requirements of standard NF ISO
16140 (see table 11).
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The linear regression method is chosen over the value of the robustness of the ratio R of overall
repeatability standard deviation:

- If Rob.R > 2, linear regression by least-squares (OLS 1) is used with the x-axis for the reference
method,

- if Rob.R < 0.5, a linear regression by least-squares (OLS 2) is used with the x-axis for the alternative
method,

- 1f 0.5 < Rob.R < 2, orthogonal regression (GMFR) is used with the x-axis to the reference method.

Table 1: statistical data of the couple matrix — strain analyzed

Rob. Regression F Correlation
Matrix | Data R used critical Rob. F (Rob.F) coefficient Regression line
Pool Raw | 1.300 GMFR 4.53 1145 | 0419 0.969 0.733 Ref + 2.875
water
Log | 1.257 GMFR 453 | 0.837 | 0.548 0.981 1.050 log Ref - 0.198
. Raw | 0.530 GMFR 3.97 | 9.201 | 0.006 0.980 2.071 Ref - 15.492
Spring
water
log | 0.857 GMFR 397 | 5433 | 0.023 0.943 1.078 log Ref + 0.040

The relationship between the 2 methods is not linear:
- if Rob.F > critical F or,
- if P (Rob.F) < a (= 0,05).

® Conclusion
For the pool water matrix, the relationship between the two methods is linear regardless of the data
used (raw data or log data).

For the spring water matrix, the relationship between the two methods is not linear with the raw data
and the log data. However, the correlation coefficients of the regression lines are satisfactory.

The linearity of the alternative method is satisfactory.
3.1.3 Detection and quantification limits

The detection and quantification limits are checked in accordance with the standard EN ISO 16140.
Three parameters are determined.

Here are their ISO 16140 definitions:
- the critical level (LC) is the smallest amount which can be detected (not null), but not
guantified as an exact value. Below this value, it cannot be sure that the true value is not null.
At this level, the false negatives probability 3 is 50 % (B is the second type of statistical error).

- the detection limit (LOD) is higher than the critical level, because it involves a power, the
probability 1 - B, which has to be well over 50 %, for example 95 %.
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- the quantification limit (LOQ) is the smallest amount of analyte, (that is the lowest actual
number of organisms), which can be measured and quantified with defined precision and
accuracy under the experimental conditions by the method under validation.

"  Protocol
Detection and quantification limits were determined by analyzing a pure culture of a Pseudomonas
aeruginosa strain PSE.1.13, isolated from water, by the alternative method.
Six levels of contamination, with six repetitions for each level, have been studied in sterilized water.

" Resulis
Raw results are presented in and the summary in the following tables.

Table 12: data (sO and x0) for the enumeration of P. aeruginosa (underlined: the reference level)
Number of positive

Level (MPN/100mL) samoles Standard deviation (s0) Bias (Xo)
0.000 0 0.000 0.000
0.530 0 0.000 0.000
0.600 0 0.000 0.000
1.500 1 0.816 0.000
2.100 9 1451 1.000
2.800 6 1.058 2.000

Table 13: LC, LOD and LOQ values of the alternative method for the enumeration of Pseudomonas
aeruginosa

Parameter ‘ Formulas Value obtained
Critical level 1.65 50 + Xo 3.39
Detection limit 3.3s0+ X0 5.79
Quantification limit 10 so + Xo 15.51

®  Conclusion
The limits of detection and the limits of quantification of the alternative method are satisfactory.

3.1.4 Selectivity
The selectivity of the alternative method is evaluated by its inclusivity and its exclusivity.

Inclusivity is the ability of the alternative method to detect the target analyte from a wide range of
strains.
Exclusivity is the lack of interference by a relevant range of non-target strains with the alternative
method.

" Protocols
Twenty four target strains and thirty three non-target strains (from national, international and internal
collections) were analyzed. The tests were conducted according to the protocol of the alternative
method.
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In exclusivity, strains 28 to 32 were isolated from water samples analyzed on CN agar. They produced
non-typical colonies on this media.

The contamination levels used for inclusivity were between 30 and 100 CFU / 100mL and for
exclusivity 10° to 10° times higher than the level of detection of the alternative method (approximately
10* CFU / 100 mL).

"  Resulis
The results are presented in

Twenty four strains of Pseudomonas aeruginosa are detected by the alternative method.

The strain PSE.1.12 was initially tested with the inclusivity protocol. This strain was not detected by
the alternative method (even with a high contamination level) whereas it was detected by the
reference method (and confirmed by all the confirmation tests of the reference method). This strain
has been tested in inclusivity because it was initially not detected in some samples for the
determination of the relative accuracy.

An identification of this strain by molecular biology showed that the strain was a Pseudomonas
monteilii. This strain was consequently moved to the exclusivity list. All the twenty four strains of the
inclusivity list were detected.

No non-target strain showed cross-reaction with the alternative method.

®  Conclusion
The selectivity of the method is satisfactory.

"  Practicability
The practicability is studied by filling in the 13 criteria defined by the Technical Board.

% Procedure for conditioning the elements of the method
Pseudalert reagent is packaged in sealed individual capsules. The Quanti-Tray are conditioned by 10
in sterile plastic bags.

/7

% Reagent volume
Several formats are available (20 tests, 100 tests or 200 tests).

/7

+ Conditions of storage of the elements (expiry date for unopened products)
Pseudalert reagent storage temperature is between 2 and 25 ° C.
The storage temperature of the Quanti - Tray is between 4 and 30 ° C.

Products have a 12 months DLC.

+ Modalities of use after the first use (expiry dates for use)
Each Quanti-Tray and each Pseudalert reagent capsule serves a unique analysis and must not be
re-used.
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«+ Specific equipment or premises required
A Quanti-Tray Sealer model 2X or a Quanti-Tray Sealer PLUS is required.

+ Reagents ready-to-use or to be reconstituted
There is no reagent to restore.

/7

% Period required to train an operator not initiated into the method
The use of the method Pseudalert reagent / Quanti-Tray requires no specific training. The duration of
training is estimated at 1 hour.

/7

% Real-time handling and flexibility of the method depending on the number of samples to be
analyzed.

The duration of an analysis by the method NF EN ISO 16266 is about 1.5 min using disposable

filtration units of 3.5 min using non-disposable filtration units. The duration of use of the method

Pseudalert is about 4 min (time including: dissolution of the Pseudalert reagent waiting time and the

time for sealing the Quanti-Tray).

The alternative method doesn’t require any confirmation step or using toxic reagent.

R/

< Time required for obtaining the results
Time-to-result for the method Pseudalert is 24 - 28 hours.
Time-to-result for the method EN ISO 16266 is 48 hours or 4 days if confirmations are required.

R/

% Operator qualification type
The qualification of the operator is similar to the qualification needed for the reference method.

+» Phases shared with the reference method
None.

R/

<+ Means or traceability of the analysis results for the user
No traceability procedure is proposed. The laboratory shall use its internal procedures.

«+ Obligation to maintain specific apparatus for the user
None.

3.1.5 Conclusion

The linearity and the relative accuracy of the method Pseudalert for the enumeration of Pseudomonas
aeruginosa in drinking waters and pool waters are satisfactory.

Bias between the two methods is acceptable. The limits of detection and quantification of the method
are satisfactory.

The method Pseudalert for the enumeration of Pseudomonas aeruginosa is specific and selective.
Results are obtained in 24 to 28 hours with the alternative method against 48 to 96 hours with the
reference method.
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The goal of the interlaboratory study is to determine the performances of the alternative method in
several laboratories in the real conditions of the “routine” application of the method.

" Interlaboratory study implementation
The data come from of the initial validation (2016 - ISHA Laboratory)

®  Participating laboratories
The interlaboratory study was realized by the expert laboratory and fourteen participating laboratories.

Each laboratory received the instructions relative to the organization of the study a week before its
beginning.

"  Matrix and strain
A tap water was used as test matrix. It was contaminated with a strain of Pseudomonas aeruginosa
(PSE.1.4) isolated from a fountain water.
The absence of Pseudomonas aeruginosa in this matrix before the contamination was checked using
the reference method.

= Stability of the strain in the test matrix
The stability of the strain in the matrix was evaluated for 3 days at 5+3°C. Results of the enumerations
are presented in table 14.

Table 14: results of the enumerations in CFU/100 mL of the strain Pseudomonas aeruginosa in tap
water for 3 days at 5+3°C

Level 1 | Level 2 | Level 3
DO 169 256 277
D3 86 128 150

A diminution of the concentration of the tested strain is observed from day 0 to day 3 at 5+3°C in the
matrix.

® Samples preparation and spiking

The matrix was inoculated with the target strain suspension to obtain four contamination levels:
- level 0 : 0 CFU/100 mL,
-level 1 : from 10 to 20 CFU/100 mL,
- level 2 : from 50 to 70 CFU/100 mL,
- level 3 : from 100 to 120 CFU/100 mL.

The matrix was distributed at 250 mL in sterile bottles. Every bottle was individually spiked and
homogenized. Eight samples per laboratory were prepared (2 samples per contamination level). Each
laboratory received 8 samples to analyze, 1 sample to quantify culturable microorganisms and 1 water
sample containing a temperature probe.
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The results of the enumerations of culturable microorganisms, the target levels and the real levels of
contamination are presented in table 15.

Table 15: target level, real level and endogenous flora of the matrix

Level inosa.PSE.1.4 (CFU /100 mL)
22°C 36°C Target level Real level at DO
0 | /
1 40 40
2 ’ 2 100 60
3 150 80

= Samples labelin
The labeling of the vials was realized as follows: a code to identify the laboratory: from A to N and a
code to identify each sample, only known by the expert laboratory (cf. table 16).

The samples and the temperature control vials (water sample with a temperature probe) were stored
at 5°C before shipping.

Table 16: sample code by contamination level
Level (CFU /100 mL) | Sample code

0 2/8
10 to 20 417
50 to 70 5/6
100 to 120 1/3

" Samples shipping, reception and analysis
The samples were shipped in a coolbox the 8™ of February 2016.
The coolboxes were received in 24 hours for eleven laboratories and in 48 hours for three laboratories.
The control temperature was recorded upon receipt of the package and the temperature probe sent
to the expert laboratory.
The samples were analyzed the 10" of February. The expert laboratory concurrently analyzed a set
of samples under the same conditions with both methods.

Analyses were thus realized by fifteen laboratories.

3.2.1 Resulits

" Temperature and state of the samples at reception
The temperature readings at reception, the state of the samples and probes data are shown in table
17.
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Table 17: temperature and state of the samples upon reception

B St o S SEEE Mean Maximum
A 78°C Correct 2.69 °C 498 °C
B 72°C Correct 2.69 °C 458 °C
C 8.5°C Correct 214 °C 451°C
D 59°C Correct 2.63°C 3.98°C
E 51°C Correct 1.62°C 550°C
F 18°C Correct 1.63°C 3.50°C
G 9.7°C Correct 2.95°C 6.06 °C
H 6.4°C Correct 3.72°C 6.01 °C
| 09°C Correct 2.39°C 5.00 °C
J 78°C Correct 2.39°C 4,00 °C
K 74°C Correct 2.38°C 6.00 °C
L 6.2°C Correct 248 °C 6.00 °C
M 42°C Correct 249°C 6.99 °C
N 43°C Correct 263°C 6.07 °C

Temperatures are correct for 14 laboratories. Laboratories C and G showed temperatures superior to
8°C but the analyses of the thermal profiles of the probes showed that the shipping of the samples
were realized at a correct temperature, with means between 2.1°C and 3.0°C

=  Results from expert laboratory and participating laboratories
The overall results are presented in table 18. Detailed results are provided in
For level 0, the results for one repetition of the alternative method for the laboratory C were superior
at 200.5 MPN / 100 mL but all the results of the reference method were inferior to 1 CFU/100 mL
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All results of the alternative method for the thirteen other laboratories were inferior to 1 MPN/100 mL.

Table 18: results of the interlaboratory study (MPN and CFU / 100 mL)

Level 1 (samples 4/7) Level 2 (samples 5/6) Level 3 (samples 1/3)
L“;’;‘r’y’a' RM AM RM AM RM AM

(CFU/100 mL) (MPN/100 mL) (CFU/100 mL) (MPN/100 mL) (CFU/M00 mL) (MPN/100 mL)

R1 R2 R1 R2 R1 R2 R1 R2 R1 R2 R1 R2
A 38 32 <1 <1 46 26 1.0 <1 49 39 1.0 <1
B 38 34 <1 <1 32 47 <1 <1 80 62 <1 <1
C 28 25 6.4 2005 44 30 5.3 200.5 46 47 75 200.5
D 17 9 4.2 1.0 32 29 20 31 27 45 5.3 20
E 2 12 453 324 26 26 78.2 59.1 34 36 945 738
F 25 21 40.6 38.4 46 54 62.4 65.9 54 66 88.5 945
G 15 23 40.6 271 27 25 69.7 65.9 72 31 1184 62.4
H 25 24 344 28.8 41 44 47.8 65.9 62 34 42.9 69.7
I 38 28 <1 <1 54 58 <1 <1 79 84 <1 <1
J 41 55 28.8 13.7 57 52 28.8 40.6 70 87 53.1 53.1
K 15 29 222 42.9 29 36 344 36.4 51 57 69.7 59.1
L 13 13 384 28.8 25 32 59.1 56.0 32 41 738 738
M 30 39 344 384 50 49 47.8 429 71 73 62.4 165.2
N 37 45 271 324 64 69 40.6 50.4 93 69 47.8 65.9

Laboratories A and | incubated the Quanti-Tray at 37°C instead of 38+0.5°C as described in the
Pseudalert method.

Laboratories B and D didn’t count the wells with a weak fluorescence at 24 hours as described in the
alternative method.

The laboratory C has aberrant results. For each level of contamination (LO, L1; L2 and L3), the
alternative method presents one repetition inferior to 10 MPN / 100 mL while the other was superior
to 200.5 MPN / 100 mL.

The Technical Board accepted to exclude the laboratories A, B, C, D and | of the statistical analysis
of the data.

Despite of results a little high at level 1, the Technical Board accepted the data of the interlaboratory
study.

The data obtained by the nine remaining laboratories are presented in the two dimensional graphs of
the figure 4 in MPN and CFU /100 mL and in log MPN and log CFU / 100mL (y = x in dotted line).
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Figure 4: two-dimensional graphs for the interlaboratory study (in MPN and CFU /100 mL and in log
MPN and log CFU/100 mL)
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3.2.2 Enumerations of culturable microorganisms

For the whole laboratories, the enumerations at 22°C vary between <1 and 7 CFU/mL. Concerning
the enumerations at 36°C, the results were varying between <1 and 3 CFU/mL.

The results of each lab are shown in

3.2.3 Statistical interpretation
® Bias
Table 19 presents the target value, the mean, and the bias for each level of contamination.

Table 19: calculations of the bias of the alternative method

Values MPN /100 mL log MPN/100 mL

Levels 1-low 2 - medium 3 - high 1-low 2 - medium 3 - high
Target value 24,50 42.50 59.50 1.39 1.63 1.77
Mean 33.04 52.88 76.03 1.50 1.71 1.86

Relative bias 0.35 0.24 0.28 8.31% 4.92% 4.66%
Bias 1.35 1.24 1.28 0.12 0.08 0.08

The accuracy is estimated by the bias which varies between 1.24 MPN / 100 mL and 1.35 MPN / 100
mL and 0.08 log MPN / 100 mL and log 0.12 log MPN / 100 mL.

As a reminder, the bias obtained during the comparative study was 2.8 MPN / 100 mL and 0.047 log
MPN / 100 mL.
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= Accuracy profile

Tables 20 and 21 show the tolerance values and limits of the alternative method for the different
values of probability of tolerance and the limits of acceptability, respectively in MPN / 100 mL and log

MPN /100 mL.

Table 20: tolerance values for the alternative method (MPN / 100 mL)

Tolerance UFC /100 mL
-~ Parameters
probability Low Medium High
Low tolerance value 21.96 32.61 36.05
80 High tolerance value 4412 73.15 116.01
’ Low tolerance limit 90% 7% 61%
High tolerance limit 180% 172% 195%
Table 21: tolerance values for the alternative method (log MPN / 100 mL

Tolerance

Parameters

log MPN/100 mL

probability Low Medium High
Low tolerance value 1.24 1.42 1.55
90% High tolerance value 1.78 2.00 217
Low tolerance limit -0.15 -0.20 -0.23
High tolerance limit 0.38 0.37 0.39
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Figures 5 and 6 present the accuracy profiles.

Figure 5: accuracy profile (MPN / 100 mL) for a tolerance probability at 80% and acceptability limits
at 100 %
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Figure 6: accuracy profile (log MPN / 100 mL) for a tolerance probability at 95% and acceptability
limits at 0.4 log MPN/100 mL
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For all the contamination levels, the tolerance interval is comprised between the acceptability interval
for a 80% tolerance probability with acceptability limits at 100 % and between the acceptability interval
for a 95% tolerance probability and a limit at 0,4 log MPN/100 mL.

3.2.4 Conclusion

The bias of the alternative method is relatively stable from the low level of contamination to the high
level of contamination.

For all levels of contamination, the tolerance limits are between the limits of acceptability, meaning

that at least 95% of the results will be between the limits of acceptability as defined at 0.4 log MPN/100
mL.

The performances of the Pseudalert ® Quanti-tray® method comply with the requirements of NF EN
ISO 16266: 2008 and the AFNOR validation protocol: Validation protocol for an alternative commercial
method as compared with a reference method (revision 2 — May 2013)
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In these articles, the performances of Pseudalert ® Quanti-tray® method are satisfactory. They are
compared to the reference method ISO 16266 (2006 and 2008) or SM 9213E, Whatman
Pseudomonas broth method, MoDW part 8 (Uk the Microbiology of Drinking Water), Milipore™ and
Cetrimide membrane filtration methods

The external recognitions of Pseudalert ® Quanti-tray® method are summarized in the table below:
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Approval ody

Nature of validation protocol
Approval of Pseudalert/Quanti-Tray for compliance testing of

environmental and occupational
health

May 2015 Umwelt Bundesamt (UBA) drinking water, pools and spas
(Germany) Evaluation of the results of comparative tests according to DIN
EN ISO 17994 versus the DIN EN ISO 16266 method
Approval of Pseudalert/Quanti-Tray for Compliance Testing of
: : Drinking Water
December 2016 -Il\;lzzi’;lzlt I;Ziisztgfii?ee?::nznrj) Evaluation of the results of comparative tests according to EN
ISO 17994 versus the EN ISO 16266 method done by National
Public Health Center: Laboratory of Water Hygiene
Approval of Pseudalert for Compliance Testing of Pool and
. . Water Samples
June 2014 National Institute of Health (ltaly) Approval based on several equivalency studies performed in
Italy and Europe, done according to the criteria of ISO 17994
Department of health and senior
services Approval of Pseudalert for P. aeruginosa in Spa/Hot Tub
May 2012 Division of epidemiology, Approval based on an external study where the laboratory

compared Pseudalert to Standard Methods 9213E

Pseudalert ® Quanti-tray® method has been published as the International Organization for

Standardization (ISO):

ISO 16266-2:2018; Water Quality — Detection and enumeration of

Pseudomonas aeruginosa — Part 2: Most probable number method

Due to its performance, Pseudalert ® Quanti-tray® method is also recommended as standard

methods in:

% UK Standing Committee of Analysts (SCA) Blue Books: The Microbiology of Recreational and
Environmental Waters (2015) — Part7 - Methods for the isolation and enumeration of

Aeromonas and Pseudomonas aeruginosa

% UK Standing Committee of Analysts (SCA) Blue Books: The Microbiology of Drinking Water
(2015) — Part 8 - Methods for the isolation and enumeration of Aeromonas and Pseudomonas
aeruginosa.
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Appendix 1: alternative method protocol

Protocol for a test portion of 100 mL

Step 1

Add contents of one snap pack to 100 mL of sample
Cap vessel and shake until dissolved
Pour sample/reagent mixture into a Quanti-Tray®

Step 2

Seal in a Quanti-Tray® Sealer

Step 3

Place the sealed tray in a 38+£0.5°C incubator for 24 to 28 hours

Step 4

Count the number of fluorescence wells with UV lamp at 365 nm

Step 5

Results:
Refer to the MPN table provided with the trays to obtain a Most Probable
Number

Expressed results in MPN Pseudomonas aeruginosa / 100 mL of sample
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Protocol for a test portion of 250 mL

Step 1

Fill 3 vessels with the sample:
- the first at 100 mL,
- the second at 100 mL,
- the third at 50 mL and add 50 mL of sterile water
Add contents of one snap pack to each vessel
Cap vessels and shake until dissolved
Pour sample/reagent mixture into a Quanti-Tray® for each vessel

Step 2

Seal in a Quanti-Tray® Sealer

Step 3

Place the sealed trays in a 38+0.5°C incubator for 24 to 28 hours

Step 4
Count the number of fluorescence wells with UV lamp at 365 nm per Quanti-

Tray®
Add the number of positive wells on the 3 trays

Step 5

Results :
Refer to the MPN table provided with the trays to obtain a Most Probable
Number

Expressed results in MPN Pseudomonas aeruginosa / 250 mL of sample
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Appendix 2: reference method protocol

NF EN ISO 16266:2008
Detection and enumeration of Pseudomonas aeruginosa
- Method by membrane filtration

Membrane filtration
Filter 100 or 250 mL of sample through membrane filter
Place membrane on a Petri dish containing CN agar

Incubation
Incubate at (36+2)°C for (44+4)h

Reading
Examine the membranes after (22+2)h and (44+4)h of incubation

Case n°1:
Count colonies with a blue/green colour (pyocyanine (+))
as confirmed Pseudomonas aeruginosa

Case n°2:
Count colonies pyocyanine (-) and fluorescence (+)
as presumptive Pseudomonas aeruginosa
Confirmation : Inoculate an acetamide broth
Count as confirmed Pseudomonas aeruginosa, colonies producing ammonia

Case n°3:

Count all other reddish brown pigmented colonies and fluorescence ( -)
Confirmation: oxidase, acetamide broth and King’s B media
Count as confirmed Pseudomonas aeruginosa, colonies oxidase ( +),
ammonia ( + ) and fluorescence on King’'s B media

Results: CFU/ 100 or 250 mL
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Appendix 3: bacterial stress

Renewal study

Pseudalert ®/Quanti-Tray®
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Stress
Code Strain Qrigin Stress applied intensity Samples spiked

PSE 1.14 Pseudomonas geruginosa Eau hypechloride treatement 20 min + LT100 broth =14 19/22/24
PSE 1.21 Pseudomonas geruginosa Eau hypechloride treatement 20 min + LT100 broth =17 20/23/2%
PSE 1.29 Pseudomaonas geruginosa ATCC 27853 hypochloride treatement 20 min + LT100 broth =10 21

PSE 11— | Pseudomonags geruginosa Eau & days at-80°C + 20 min 56°C 19 26/30/34/55
PSE 1.4 Pseudomonas geruginosa | Eau de fontaine & days at -B0°C + 20 min 5&°C 1,7 27/31/3%
PSE15 Pseudomonas geruginosa | Eau de fontaine & days at -B0°C + 20 min 56°C 2,6 28/32/36
PSE16 Pseudomonas geruginosa | Eau de fontaine 3 cycles freezing/defrosting 3,7 29f33/37/51
PSEL17 Pseudomonas geruginosa Eau deffluent 3 cycles freezing/defrosting =39 38
PSE1S2 Pseudomonas geruginosa | Eau de Fontaine 3 cycles freezing/defrosting 15 39/40/42/52
PSEL19 Pseudomonas geruginosa Eau 3 cycles freezing/defrosting 2,5 41/43/45/53
PSE 1.10 Pseudomonas geruginosa Eau 3 cycles freezing/defrosting 1,2 44/46/47 /48
PSE 1.25 Pseudomonas geruginasa Eau 15 min at -80°C + 20 min at 565C 11 15/17
PSE 1.16 Pseudomonas geruginosa Eau 15 min at -80°C + 20 min at 565C 2,9 16/49/50
PSE 1.27 Pseudomaonas geruginosa Eau 20 min at -80°C + 20 min at 56°C 0,7 c4
PSE 1.13 Pseudomonas geruginasa Eau 10 min at -30°C + 10 min at - 536°C 14 1/4
PSE 1.20 Pseudomaonas geruginasa Eau 10 min at -80°C + 10 min at - 56°C 1,7 2/5

— £
PSE 1.22 Pseudomonas geruginasa Eau 10 min at -80°C + 10 min at - 536°C =18 6/14
PSE 1.23 Pseudomonas geruginasa Eau 10 min at -80°C + 10 min at - 56°C =25 7111
PSE 1.26 Pseudomonas geruginasa Eau 10 min at -80°C + 10 min at - 56°C 0,7 8/12
PSE 1.15 Pseudomonas geruginasa Eau 10 min at -80°C + 10 min at - 56°C 1.8 9/13
PSE 16 Pseudomonas geruginasa Eau de fontaine hypochloride treatement 20 min + LT100 broth 1,3 62/63/72/73
PSE 1.19 Pseudomonas geruginasa Eau hypochloride treatement 20 min + LT100 broth 0,4 70/71
PSE 1.24 Pseudomonas geruginosa Eau hypochloride treatement 10 min + LT100 broth 1,1 58/59/64,/65/74/75
PSE 1.28 Pseudomaonas geruginosa ATCC 10145 hypechloride treatement 10 min + LT100 broth 0,7 60/61/66/67
PSE15% Pseudomonas geruginosa | Eau de fontaine hypechloride treatement 10 min + LT100 broth 0,9 76/77/84/85
PSE1.7 Pseudomonas geruginasa Eau deffluent hypechloride treatement 10 min + LT100 broth 14 78/79/86/87
PSE 1.14 Pseudomaonas geruginasa Eau hypochloride treatement 20 min + LT100 broth 0,7 80/81/38/89
PSE 1.16 Pseudomonas geruginosa Eau hypochloride treatement 20 min + LT100 broth 0,9 82/83/90/91
PSE 1.17 Pseudomonas geruginasa Eau hypochloride treatement 20 min + LT100 broth 11 96/97
PSE 1.18 Pseudomonas geruginasa Eau 5 min at 56°C + 30 min at - 830°C =5 4 52/93
PSE 1.23 Pseudomonas geruginasa Eau 5 min at 56°C + 30 min at - 830°C =3,1 54/95
PSE 1.12 Pseudomonas geruginasa Eau de lac hypochloride treatement 5 min + LT100 broth 1.4 68/69
PSE 1.12 Pseudomonas geruginosa Eau de lac hypechloride treatement 10 min + LT100 broth =58 56/57
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Appendix 4a: relative accuracy results

Total raw revsits For hurman drirking water orlsgery

AHarratre mathod Nrtarsnme mathod
Maplicats 2 Anpicats 1 Naplicats 2
iz sarche ralr .
P RF100mL o MPM{L00mLor | 106G NERI00T) o (Bl green MPMfI00mLor | 106 A o |Blusgreen|  Auorescent MR L00mL or
e e el PN/ 2500 Vs e e MIPNS250mL g PAFRFYRD ol colonies PPN 250mL colonie 0 MAPNZH0mL
=]
] Tap waber 1 a3 504 24 4 4 ]
5 24 z3a Y] = ar 7
] 301 13,4 #1500 =150 #150 150
] [¥] [T] ] 100% 100 =] Lo )
] a5 63,5 57 "
] Packaged water 5 s .7 2 100% 12 20 Lo 0
Tap wabar 2 111 75 2 2 ] 4
ap wabar 3 53 3 31 ] =1 Y
ap waber 4 10 ] az a1 1 w1
ap waber 8 [T 3 BT 5 ) [] a
Puch aged water 8 IS8 0.7 = m
Packaged wats ¥ [X] 17 17 13
ap waber i FIxY F7] I ar a7 52
Packaged wats [ [ [ < « 5]
Packaged wats [ 7 1 < [ 5]
*ackaged wabs <1 © <1 1 <1 <1
Fackaged wabs <1 [ <1 <1 Y
Fackaged waiet < © <1 < Y
Fackaged weter 13 < [ <1 1 ) Y
Fuckaged weer L4 <1 o -1 1 <1 1
Packaged wader 1 o'y =1 B 100, [ & LR 3
5 T 178 £ 5 B []
53 M8 1 100 1 2 1O 2
1.1 13,7 [ 100% [] 10 B []
a1 a a1 a a
19,2 0,7 15 1z
[ [ =1 1 100% 1 < 5]
X] 12 13,7 1 100% 1 s 10 3
53 1 1.0 ) 100% ] N 4
a8 Barshole wete 3 20,7 .2 14 14 14 14
3% Borshole weter 1 31 55 1 100% 1 1 1
ax Barshols wete 3 [T 111 & 100% & 1
3E Barshols wete 4 <1 1 11 B 7] 0
FrxY .4 = r)
1 B7.1 7] ] M)
0.5 117 [ 100 3 [] 1
] [CE] [ ] 52
18,1 131 100% 15 ] []
[ [ 100% ) ] 4
[ =1 100% F ] ]
At 11,1 184 ) 100% ] 30 ]
ar [T [T) ) 100% 33 [T =
[T [ 111 ] 100%. a1 &0 ]
an T8 28 a8 ] a9
] ] a7 3e ] ]
185 [T ] 100% 7] (5 Lo 82
174 1582 140 14 144
[TY] 1758 134 108 108
=3 524 52 54 54
BT 42 ) 53 51
1572 1503 0 100% 100 Lo fr]
0.0 41,7 *150 ) o 145
209 138 ] 100% 3 a5 ey )
<1 <1 T [] 100% 3 3 LT 2
83 18,8 1270 5 100% ] 15 L% 15
28 134 Loa? 13 100% 13 14 L% 11
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Totsl exploitable results for human drinking waters category

Alternative mathod Reference method [¥)
L Faafoata Razficats 2 Fazficata Ramicats 2
Humioer Sampiz Strain | (UFC/100mLar . T Eiue oot Blue o ot i
UFC/ 230 | Mo of han wels MAPN,100mL or lG’G.'N..".“'.'fFJlmJ o — MAPN,100mL or lGl.s.'."uf.'\”‘;.'QﬂmL.l o freen fIJI‘II'lESOE"ll ‘io" CFU/100mLor | LOG _rn'.FF,-fl.:ﬁ_'r.-.-.'J ol fisorescent & u.r CRU1MdmLor | [OG |'FI..".",'.'ﬁ|m,| o
MFN/250mL Log [MPP250 mi) MFN/250mL Logg [NPRY250 mi) cotonies codamizs [ron | ammonium 4 | CRUS250mL Loy PRS0 mi) c:m_ - colon e:lnnlr ammoniam + | OFU/250mL Laxg [MPPY250 ml)
blue-gresn] ohue-green)
[ Tap water 1 8 453 1,536 32 50,4 1,762 24 24 1,380 34 34 1531
3 Packagzed water 1 15 314 13 i3 238 137 = 54 1732 47 a7 1672
2 Packyzed water 4 3E T4z 1371 102317 B35 1803 @7 97 1987 7 72 18357
7 Packazed watar 3 7 51 0716 31 51 0,708 108 100% 03 013 BD 100% ED 1803
9 Packazed water 3 73 ! 455 16833 17/12/3 33,7 1,355 7z 100% 2 1,557 50 100% 50 1834
2 Tapwater 3 ai 5 9.3 0,596 B B7 0,345 & E 0778 g B 05013
13 Packazed water & 77 13/7/3 25,5 1408 21314 07 1487 poe] 20 1,301 26 26 1,413
15 Packamac water 7 15 afzi 72 0.597 af2fa 53 0,368 17 17 1,230 13 13 1,114
17 Tapwater 6 77 4] Frk 1433 21 282 1435 & 47 1872 12 52 1,716
n Packaged water 15 25 11043 155 1250 3/6/7 ivn 1230 ] g 0503 g B 0503
o] Tapwater 7 0 10 111 1043 i1 137 1137 4 100% 4 0802 10 0% B 0803
31 Tapwater 8 25 16 132 1283 17 207 1316 13 15 1175 12 12 1,078
i3 Tap water 11 0 7 7.5 0am i1 137 1137 11 100% 1 1,041 3 100% 5 0.695
33 Eorshole water 1 25 17 20,7 13is 22,2 1345 i 1 1,145 4 14 1145
] Tap water 13 34 21 271 1433 306 1488 pir 0 4,301 2 - 2 1342
4 Packaged water 12 63 25/22)% 7541 137 71 1837 -] 55 1771 3& 56 1,748
4 Packazed water 20 B3 f17/48 342 1342 69,2 1845 85 23 1,820 1 52 1,716
43 Packazed water 24 15 3/7i3 181 1258 181 1238 13 1005 15 1175 B 100% B 0803
i Eacing fountain water 1 70 10 111 1043 164 1213 15 1005 28 1447 30 100% 20 1477
47 S fountain water 2 70 3 5.3 074 5 9.3 0,956 33 100% 33 1518 38 100% 28 1380
42 Fpeing fountain water 3 0 £l 9.3 0,556 10 111 1,043 43 005 43 1,633 43 100% 49 1,690
& Fackazec water 24 134 THIAS 2728 1,444 gfizj 245 1351 25 [ 1,863 45 7] 1,650
] Fackapac water 29 134 1/33is 554 1,522 1717/ 47 1569 3 8 1,534 5 53 1,888
n Packazed water 26 98 37/38/30 1850 2267 1126124 B2 1910 4 100% 54 1732 B2 100% B2 1,792
2 Packazed water 27 Bi 21/28/17 1724 2237 41/35/34 1982 2,297 140 140 2145 144 134 2158
1] Packazed water 25 95 IL/28/17 224 1545 38/33/33 1759 2243 14 124 2053 106 106 2023
X Tap water 14 113 18 2.2 1345 z4 324 1511 iz 52 1,715 4 54 1732
] Fpeing fountain water 4 1 52 B &7 G.540 4 41 0623 ] 55 1,740 i ! 51 1.708
EH Packaged water 25 PSEL117 48 1572 2156 3435122 1408 2,145 o] 100% 100 4,000 2 100% iz 1.837
e Packaged water 31 PSE11B 186 03 1320 a2/3'0 130 1114 3 100% 23 1382 33 100% EL] 134
26 Packaged water 33 PSE113 i 53 0,568 6/4/2 1EE 1220 3 100% 5 0538 i3 100% 15 1176
a7 Packazed water 34 PSEL113 13 0.8 1318 334 104 1017 iz 100% 18 1255 14 100% 14 1148
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Reference methed Altemative method
Sample Replicate 1 Replicate 2 M S0 Samgle Replicate 1 Replicate 2 M sD
1 24,0 34,0 25,0 7.1 1 45,3 50,4 47,5 3.6
2 54,0 47,0 50,3 4.9 2 324 23,8 28,1 6,1
3 57,0 72,0 4.5 17.7 3 74,3 63,5 68,9 7.6
4 103.0 80,0 91,5 16,3 4 3,2 5.1 5.2 0,1
3 72,0 20,0 81,0 12,7 3 45.6 39,7 42,7 4,2
=3 6,0 8.0 7,0 1,4 =3 9,9 8.7 5,3 0.8
7 20,0 26,0 23.0 4.2 7 25.6 30,7 28,2 3.6
8 i7,0 13,0 15,0 2,8 g8 7,2 9.3 8.3 1,5
9 47.0 22,0 45,3 33 9 271 28,8 28,0 1,2
10 8.0 3,0 8.0 0,0 10 15,5 17,0 18,3 1.8
11 4,0 3.0 6,0 2.8 11 11,1 13,7 12,4 1.8
12 15,0 12,0 13,3 2,1 12 15,2 20,7 20,0 1,1
i3 11,0 5.0 g.0 4.2 i3 ] 13,7 10,6 4.4
14 4.0 4.0 4.0 0.0 14 3.3 1,0 3.2 3.0
15 14,0 14,0 14.0 0,0 15 20,7 22,2 21,3 1,1
16 20,0 22,0 21,0 1.4 16 271 20,6 28,9 2.3
i7 35,0 56,0 X 2,1 i7 73,1 67,1 71,1 3,7
18 66,0 22,0 25,0 9.9 18 34.8 89,2 22,0 24.3
is 15,0 8,0 11,5 4,9 19 18,1 18,1 18,1 0,0
20 28,0 30,0 25,0 1,4 20 11,1 16,4 13,8 3.7
21 33,0 38,0 33,3 3.3 21 3.3 9,9 7.6 3.3
22 43,0 43,0 46,0 4,2 22 5,9 11,1 10,5 0,8
23 45,0 43,0 47.3 2,1 23 27.8 24,6 26,2 2.3
24 86,0 93,0 85,5 4,9 24 554 46,7 26,6 13,9
25 .0 62,0 38,0 5.7 23 185.0 81,2 133.1 734
26 140.0 1440 142.0 2,8 26 1724 158,2 1853 18,2
27 124,0 106,0 1150 12,7 27 884 1739 132,2 61,9
28 52,0 34,0 53,0 1.4 28 22,2 32,4 27.3 7.2
9 55,0 51,0 53,0 2,8 s 8.7 4,2 6.3 3.2
30 100,0 72,0 86,0 13,8 20 157,2 140,38 1450 11,6
31 23,0 35,0 25,0 8.5 31 20,9 13,0 17,0 5.6
32 5.0 15,0 10,0 7.1 32 9.3 16,6 13.0 3.2
33 18,0 14,0 16,0 2,8 33 20,8 10,4 15,6 4
q= 33 Mx= 43,727 My= 39,865 M=
n= MEDx= 35,500 MEDy= 21,450 MED=
N=gqn= && SDbx= 34,904 SDby= 45,684

MEDwx = 3,536 MEDwy = 3,606

SDhwx= 7404 SDwy= 18,167

rob. SDwx= 5,242 rob. SDwy= 5,347

Diffarence

18,3

A% A

-15.,6

-86.4

-38.4

2.3

5.2

-6.8

EAr=]

Lt | 1 f cadf e |12 |emy

oo |1 | en) = L

Bias
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Method choice Est. y Deviation
GMFR 20,0 27.8
49.0 -20,9
R= 2,454 94,7 -25,8
rob. R= 1,020 104,1 -99.0
Sx= 35,034 90,0 -47.4
Sy= 47,143 -9.6 18,9
12,0 16,2
r= 0,750 1.2 7.0
= 1,346 Res. SEM= 48,200 47,6 -19,7
a= -18,976 Res. SD= 68,165 -8,2 26,5
-10,9 23,3
-0,8 20,8
S(b)= 0,243 p(t;b=1)= 0,160 t(b)= 1,421 -8,2 18,8
S(a)= 11,170 p(t;a=0)= 0,094 t(a)= 1,699 -13.6 35,0
-0,1 29,0
9.3 61,8
28,4 -6,4
60,4 -47.3
Reapetability Referance method Alternative method -3,5 17,3
r 20,7 50,9 20,0 -12.4
rob. r 14,7 15,0 28,8 -18,3
42,9 -16.7
44 9 11,6
101,5 31,6
59,1 126,2
1721 -40,0
135,8 -108,5
52,3 -45.9
52,3 -36,7
96,7 -96,7
20,0 19.8
-5.5 270
2.6 43,1
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Points correspond to the mean
of the repettions for each
sample

Altemative mathod {UFCH00 mL or UFC! 280mlL)
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Reference method Alternative method Differance
Sample Replicate 1 Replicate 2 M ) Sampls Replicats 1 Replicate 2 M )
1 1,380 1,531 1,458 0,107 | 1,656 1,702 1,675 0,033 0,223
2 1,732 1,672 1,702 0,043 2 1,511 1,377 1,444 0,085 -0,259
3 1,587 1,857 1,522 0,052 3 1,871 1,803 1,837 0,043 -0,085
4 2,013 1,503 1,958 0,078 4 0,716 0,708 0,712 0,006 -1,248
3 1,857 1,954 1,508 0,069 5 1,659 1,599 1,629 0,043 -0,277
] 0,778 0,503 0,841 0,088 [ 0,956 0,540 0,968 0,040 0,127
7 1,301 1,415 1,358 0,081 7 1,408 1,487 1,448 0,056 0,050
a 1,230 1,114 1,172 0,082 3 0,857 0,968 0,913 0,079 -0,259
=] 1,672 1,716 1,694 0,031 El 1,433 1,459 1,445 0,019 -0,248
i0 0,503 0,503 0,503 0,000 10 1,250 1,230 1,260 0,042 0,357
i1 0,602 0,903 0,753 0,213 11 1,045 1,137 1,091 0.065 0,338
i2 1,176 1,079 1,128 0,069 i2 1,283 1,316 1,300 0,023 0,172
13 1,041 0,659 0,870 0,242 13 0,875 1,137 1,006 0,185 0,136
14 0,602 0,602 0,602 0,000 14 0,724 0,000 0,362 0,512 -0,240
i5 1,146 1,145 1,145 0,000 i5 1,316 1,346 1,331 0,021 0,185
16 1,301 1,342 1,322 0,029 16 1,433 1,486 1,459 0,037 0,138
i7 1,771 1,748 1,760 0,016 i7 1,876 1,827 1,851 0,035 0,052
ig 1,820 1,716 1,768 0,073 13 1,542 1,840 1,651 0,211 -0,077
19 1,176 0,903 1,040 0,153 19 1,258 1,258 1,258 0,000 0,218
20 1,447 1,477 1,462 0,021 20 1,045 1,215 1,130 0,120 -0,332
21 1,519 1,580 1,545 0,043 21 0,724 0,956 0,860 0,192 -0,689
22 1,633 1,650 1,662 0,040 22 0,956 1,045 1,020 0,035 -0,641
23 1,663 1,650 1,676 0,019 23 1,444 1,391 1,417 0,038 -0,259
24 1,534 1,968 1,551 0,024 24 1,822 1,669 1,746 0,108 -0,206
25 1,732 1,792 1,762 0,042 25 2,267 1,510 2,088 0,253 0,326
26 2,146 2,158 2,152 0,009 26 2,237 2,297 2,267 0,043 0,115
27 2,083 2,025 2,055 0,045 27 1,946 2,245 2,096 0,211 0,036
28 1,716 1,732 1,724 0,012 28 1,346 1,511 1,428 0,116 -0.256
29 1,740 1,708 1,724 0,023 29 0,940 0,623 0,781 0,224 -0,5943
30 2,000 1,857 1,929 0,101 20 2,156 2,149 2,173 0,034 0,244
31 1,362 1,544 1,453 0,125 21 1,320 1,114 1,217 0,146 -0.236
32 0,655 1,176 0,938 0,337 32 0,958 1,220 1,094 0,178 0,157
33 1,255 1,145 1,201 0,077 33 1,318 1,017 1,168 0,213 -0,033
q= 33 Mx= 1,471 My= 1,369 M= -0,102
n= 2 MEDx= 1,545 MEDy= 1,331 MED= -0,033
N=gn= && SDbx= 0,422 SDby: 0,445 Bias
MEDwx = 0,045 MEDwy = 0,056
SDwx= 0,105 SDwy= 0,147
rob. SDwx= 0,071 rob. SDwy= 0,083
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Method choice Est. y Deviation
GMFR 1,353 0,327
1,616 -0,1/73
R= 1,403 1,851 -0,014
rob. R= 1,158 1,890 -1,178
Sx= 0,425 1,834 -0,205
Sy= 0,455 0,695 0,273
1,248 0,200
r= 0,639 1,045 -0,136
= 1,070 Res. SEM= 0,577 1,607 -0,161
= -0,204 Res. SD= 0,815 0,761 0,499
0,600 0,491
1,002 0,298
5(b)= 0,240 p(t;b=1)= 0,773 t(b)= 0,290 0,726 0,280
5(a)= 0,845 plt;a=0)= 0,310 t(a)= 0,242 0,439 0,892
1,021 0,438
1,209 0,642
1,677 0,013
1,686 -0,429
Reapetability Reference method Alternative method 0,907 0,223
r 0,254 0,412 1,359 -0,499
rob. r 0,200 0,232 1,452 -0.432
1,573 -0,155
1,589 0,157
1,883 0,206
1,680 0,586
2,097 -0,002
1,998 -0,570
1,640 -0,858
1,639 -0,472
1,858 -1,858
1,349 0,019
0,798 0,533
1,080 -0,634
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Points correspond to the mean
of the repetitions for each
sample
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Total raw results for pool waters categony

Altemative method Referene method [*]
Repicate 1 Reglicate 2 Replicatz 1 Aealicate 2
Number Sample Sirgin | Level {UCF/100mL] o ; o Elue [N of Florescent ) Elue | Mo of Florescent L0% [NPR/AOD
e affluz MFH/ 100mL 106 [NFFrAG0mL] or | NEofflug MPH,100mL e i eraen |calory (non Dlue %cf CFU/10amL LoGFF/100 ml'l. o green | colory (nom blue ot CFUJ100mL ml| orlog
wels wels Log (PP 250 mL) # ! ammanium + Log {NFF{250 mi) e AMMORiLM ¢ h -
) colony green) ) colomy green| wee/250 mi]
1 Pool water 1 a2 13 als 1632 7 34 pa k! T 1528 53 L) 1839
z Pool waker 2 15 g g7 0,340 13 13 Live 47 a7 LE7L 4 a3 L&
% [Er— % 8 - ey ) - = ey = i = oy = e
- s L 2 ] S 2 el H 1005 b L s b 1005 HE E e
3B Foedl water 3 1l i » 2003 1302 31 »2003 »130 »150 » 1176 =130 150 » 1478
kL] Pool water & 2300 i »200,3 1302 I 2003 130 »150 » 1176 =130 150 » 1176
50 Fool water 7 32 B a08 1,608 33 308 17 10% 27 143 18 1006 1B 111
51 Pool water 8 E3 a 781 1853 al LER 51 100% Bl 1783 53 100f% 65 1813
51 Pool weter 10 4 34 1 20 4 4 100% ELl Pt 2 100 4 Le2
53 ool water 10 i a7 1252 1,113 43 1632 L4 100% 145 1164 114 100f% 124 puE]
84 Pl water 44 35 A 781 1853 3 B8,7 L] 95 197 EH 2 ]
53 Pool water 12 7 4 1341 L1ED 47 125,2 113 115 1,061 B2 B2 1514
56 Peedl water 43 142 a8 1847 1160 L 2003 i 100% 131 1147 i3 100 129 il
57 Pool water 14 U7 i 2003 1302 45 1632 27 100% 27 1336 i 100% in 2,136
- e ] i 2 - S [ ) ] =il ] bl s
L3 Rocleatarls =i 2 = Sl [ 3 i =il = =6 el
i Poedl water 47 30 9 415 1632 3 68,7 30 100% 50 k] 100f% 59 1
ki ool water 12 1% 45 1631 1118 0 2003 96 100% £ et 100 151 1im
7L Pool water 15 126 ] 1184 1073 £l 1003 112 100% 114 103 100% 108 20
73 ool water 20 5 3 3l 0,451 El 8.5 3 100% 3 ] 100 5 0,598
74 Pool water 24 i a3 im.i 1038 4 1124 133 100% 18% L 100% L 1564
73 Pool water 22 ki a8 1143 1,05 43 1632 115 100% 116 73 10066 75 1573
T Pool water 13 133 i 2003 1302 £l 1003 »130 »150 2150 2150 »L1%E
71 ool water 24 30 i » 2003 1302 31 2003 »130 »158 150 150 »1ATE
78 Poedl water 23 113 i »200,3 1302 I 2003 »130 »150 150 150 » 1476
78 ool water 26 28 i » 2003 1302 30 2003 »130 »158 150 150 »1ATE
a0 Poadl water 17 137 2 1124 1073 47 1252 53 3 115 119 1076
&l ool water 22 uz 3 100, 1301 JL 22005 130 »150 =13 150 » 1176
a1 Poedl water 25 174 i »200,3 1302 I »200.3 130 »150 =130 150 »1LA76
] ool water 30 14 a >200.3 »1302 JL 22005 =130 150 =13 150 » 1176
24 Poedl wiater 31 Fi] ] B7 0,540 15 132 b1 100% ki i3 1006 13 1114
] ool water 32 kY 32 04 170 EE) il 50 100% & i 100 57 L7k
] Poedl water 33 1 a2 BZ3 1547 ai LER 51 100% £2 2 1006 a0 1602
&7 ool water 34 13 10 111 1,043 11 114 7 100% 7 9 100f% £l 0334
g8 Pl water 33 33 Ex) 351 1,77 a0 782 4 54 6 66 LB
28 Pool water 36 Pl 26 364 136l 21 i EN 2 9 29 1462
a0 Pl water 37 14 14 164 1113 11 14 2] B g i3 23 L382
a1 ool water 32 4 2 222 14% 15 132 L3 4 H 2 20 1301
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Total exploitable results for poc waters category

Alternative method Reference method [¥]
Repicatz 1 Replicatz 2 Reglicate 1 Replicate 2
Number Sample Strain ) lel
(UCF/100mL| . o s Nb-af _ s Noof o g0
Nb af flug LOG [NFR/100mL) or | Nooffluo . LOGINFR/L0 L) or Floreszent Yot , L0G [NPRAOmL) or Frorescant Hof . - 'I,' .
well KPP/10omL Log (NFF/250mt) well NPF/200mL Log [NPR/230mL) reen | any [nan | ammonium + CFU/100mL Log (NFF/250 mL) SN | lomy (non | ammenium + CRA100miL .f""' ::.'@
codany ) colony P |PR/230mL]
bilue-gresn) bluz-green)

i Pool water 1 a1 =] 23 1632 7 x4 1384 71 71 1831 CE] L] 1839
1 Pood water 2 15 8 a7 0540 13 15 117 a7 a7 1,672 2 43 1,633
&0 Poal water 7 31 28 40,6 1,609 13 306 1488 7 100% 27 1431 & 100% 18 1233
Bl Pl water & B3 a0 782 1,893 4 831 1520 Bl 100% Bl 1783 E3 100f 65 1813
51 Poal water 3 10 4 pr) 1314 0 254 1408 34 100% 34 1331 4 100% 40 1,602
&3 Pool water 10 PSELE i a7 1238 2,113 45 1652 2248 135 100% 148 2164 122 100% 124 2,053
84 Pool water 11 39 a0 782 1,853 3E 63,7 1843 53 85 1578 31 32 1303
&3 Pogd water 12 87 ) 1445 2,160 47 1232 2143 3 115 2,061 B2 82 1814
70 ool water 17 30 8 418 1632 3E 63,7 1843 30 100% 50 1659 35 1006 59 177
71 Pool water 12 130 a5 1852 22E 0 2005 2302 £ 100% 95 15882 11 1006 151 2179
72 Pod waker 15 126 ] 1184 2,073 0 2005 2302 114 100% 114 2,097 0% 100% 105 2,021
73 Pool water 22 77 a8 1145 2099 45 165,2 2218 116 100% 118 2,064 73 1006 75 1873
B0 Pool water 27 137 ] 1124 2073 47 1252 2113 53 83 1568 115 113 2078
e Poid water 31 20 i 27 0840 15 238 1377 20 100% 20 1302 ! 100% 13 1114
g3 ool water 32 30 32 504 1,702 33 521 1717 B0 100% B0 1778 7 10066 57 1736
EE ool water 33 i3 a1 255 1847 4l B31 1520 B2 100% B2 1,782 o 1006 40 1602
&7 Poil water 34 PSELT 13 10 111 1,047 u 124 1093 7 100% 7 0,847 5 100% g 0834
&8 Pood water 33 33 33 53,1 1,72 4 781 1833 4 54 1,732 BE 56 1820
g9 ool water 36 1 6 354 1361 i 71 1433 1 a2 1303 5 9 1462
20 Poid water 37 14 14 164 1213 u 124 1033 g B 0503 13 3 1362
31 Pool water 32 24 2 258 1433 15 238 1377 il 21 1322 1 0 1301
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Reference method Alternative method Difference
Sample Replicats 1 Replicate 2 M 5D Sample Replicate 1 Replicate 2 M 5D
1 71,0 69,0 70,0 1,4 1 42,9 384 40,7 3,2 -29.4
2 47,0 43,0 45,0 2,8 2 8,7 15,0 11,9 4,5 -33,2
3 27,0 18,0 22,5 6,4 3 40,6 30,6 35,6 7.1 13,1
4 51,0 65,0 53,0 2,8 4 78,2 83,1 80,7 3,5 17,7
5 34,0 40,0 37,0 4,2 5 2,4 754 78,9 4,5 8,1
B 146,0 1240 135,0 15,6 6 129,8 165,2 147,5 75,0 2,5
7 95,0 32,0 63,5 44 5 7 78,2 69,7 74,0 6,0 10,5
8 1150 52,0 98,5 23,3 8 1445 1298 137,2 10,4 38,7
g 50,0 59,0 54,5 5,4 g 2,9 59,7 56,3 19,0 L8
10 95,0 51,0 123,5 38,9 10 185,2 200,5 182,9 25,0 59,4
11 114,0 105,0 109,5 5,4 11 1184 200,5 155,5 8,1 50,0
12 116,0 75,0 55,5 79,0 12 114,5 165,2 135,3 35,9 44,4
13 93,0 119,0 106,0 18,4 13 118.4 129.8 124,1 8,1 18,1
14 20,0 13,0 16,5 4,9 14 8.7 23,8 16,3 10,7 -0,3
15 50,0 57,0 58,5 2,1 15 50,4 52,1 51,3 1,2 7,3
16 52,0 40,0 51,0 15,6 16 88,5 83,1 85,8 3,8 34,8
17 7,0 5,0 8,0 14 17 11,1 12,4 11,8 0,9 3,8
18 54,0 66,0 50,0 8,5 18 59,1 78,2 68,7 13,5 8,7
19 32,0 79,0 30,5 2,1 19 36,4 77,1 3L, 5,6 1,3
2 g,0 23,0 15,5 10,6 2 16,4 124 144 2,8 -1,1
2 21,0 20,0 20,5 0,7 2 25,8 23,8 26,3 39 3,8
q=2 Mx= 51,143 My= 72,617 = 11,5
=2 MEDx= 58,500 MEDy= 55,300 MED= 8,7
N=gn= 42 SDbx= 37,643 SDby= 54,633 Bias
MEDwx = 6,364 MEDwy = 6,576
SDwx= 17,018 SDwy= 18,214
rob. SDwx= 9,435 rob. SDwy= 9,750
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Method choice

GMFR Est.y Deviation
852 -44.5
R= 1,070 49,7 -37,9
rob. R= 1,033 17,8 17,8
Sx= 39,176 75,3 5.4
Sy= 53,515 38,4 -3,5
1774 -29,9
r= 0,934 76,0 -2,0
b= 1,419 Res. SEM= 20,185 125,6 11,5
a= -14,138 Res. SD= 28,546 632 -6,9
1611 218
1412 18,2
5(b)= 0,115 p(t;b=1)= 0,001 t(b)= 3,631 1214 18,5
5(a)= 5,116 p(t;a=0)= 0,009 t(a)= 2,763 136,3 -12,2
9,3 7,0
68,9 -17.,6
282 27,6
-2,8 14,5
Reapetability Reference methed Alternative methed 71.0 2.3
r 47,7 31,0 29,1 2,6
rob. r 26,4 27,3 7,9 6,5
149 11,4
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Points correspond to the mean
of the repetitions for each
sample
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Reference method Alternative method Difference
Sample Replicate 1 Replicate 2 M sD Sample Replicate 1 Replicate 2 M sD
1 1,851 1,839 1,845 0,009 1 1,632 1,584 1,608 0,034 -0,237
2 1,672 1,633 1,653 0,027 2 0,940 1,176 1,058 0,167 -0,595
3 1431 1,255 1,343 0,125 3 1,609 1,456 1,547 0,087 0,204
4 1,785 1,613 1,799 0,020 4 1,893 1,920 1,906 0,019 0,107
5 1,531 1,602 1,567 0,050 5 1,511 1,405 1,458 0,075 -0,109
b 2,164 2,093 2,129 0,050 = 2,113 2,218 2,166 0,074 0,037
7 1,978 1,505 1,741 0,334 7 1,893 1,843 1,868 0,035 0,127
8 2,061 1,914 1,987 0,104 8 2,160 2,113 2,137 0,033 0,149
9 1,699 1,771 1,735 0,051 9 1,632 1,843 1,738 0,149 0,003
10 1,982 2,179 2,081 0,139 10 2,218 2,302 2,260 0,059 0,179
11 2,057 2,021 2,035 0,025 11 2,073 2,302 2,188 0,162 0,149
12 2,064 1,875 1,970 0,134 12 2,058 2,218 2,138 0,113 0,169
13 1,968 2,076 2,022 0,076 13 2,073 2,113 2,093 0,028 0,071
14 1,301 1,114 1,207 0,132 14 0,940 1,377 1,158 0,309 -0,049
15 1,778 1,756 1,767 0,016 15 1,702 1,717 1,710 0,010 -0,057
i6 1,792 1,602 1,697 0,135 16 1,947 1,920 1,933 0,019 0,236
17 0,845 0,954 0,900 0,077 17 1,045 1,093 1,069 0,034 0,170
18 1,732 1,820 1,776 0,062 18 1,772 1,893 1,832 0,086 0,056
19 1,505 1,462 1,484 0,030 19 1,561 1,433 1,497 0,051 0,013
2 0,903 1,362 1,132 0,324 2 1,215 1,093 1,154 0,086 0,022
21 1,322 1,301 1,312 0,015 2 1,459 1,377 1,418 0,059 0,106
=2 Mx= 1,676 My= 1,711 = 0,036
=2 MEDx= 1,741 MEDy= 1,738 MED= 0,071
N=qgn= 42 SDbx= 0,338 SDby= 0,391 Bias
MEDwx = 0,062 MEDwy = 0,074
SDwx= 0,128 sDwy= 0,107
rab. SDwx= 0,091 rob. SDwy= 0,110
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GMFR Est.y Deviation
1,504 -0,256
= 0,83% 1,685 -0,678
rob. R= 1,202 1,333 0,214
Sx= 0,346 1,852 0,054
Sy= 0,394 1,588 0,130
2,227 -0,062
r= 0,882 1,786 0,082
= 1,138 Res. 5EM= 0,194 2,066 0,071
a= -0,196 Res. 5D= 0,274 1,779 -0,041
2,172 0,088
2,175 0,063
s(b)= 0,125 p(t;b=1)= 0,276 t(b)= 1,104 2,046 0,032
5(a)= 0,238 p(t;a=0)= 0,418 t(a)= 0,818 2,106 -0,012
1,179 0,021
1,815 -0,106
1,736 0,157
0,828 0,241
Reapetability Reference method Alternative method 1,826 0,007
' 0,357 0,259 1,493 0,004
rob. r 0,256 0,307 1,093 0,061
1,297 0,121
AFNOR VALIDATION VO
Summary report ? April 2020
‘ 50

Pseudalert ®/Quanti-Tray®

Ad.Géne

by UPscience




Points correspond to the mean
of the repetitions for each
sample

Alternative method (log (UFCMO0 mL) or log (UFC/250mL))
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Total exploRable results for all cat eperies

ARemitive metsod Reference methed )
Ll Rarplicate 1 Reglicits 1 Rarplicate 1 Replcate I
Humnber Samphe Strain JUFC/ 100mL o
WFLS 250ml) Blug | M of Fonescent Bue | Mbef Flesmscmt
WP L o WP 100md or | LOG M0 MY or L 2 or ool CFU/ 100mL ar
b o Tl wel o i wl . . prean | ko [on bl N N e s
NP ES0mil LT 5 cobemy enl aminoaium & Log (WFTY250 m) sty afmmoniufn + | CFU/ 50l

i Presel wlas 1 HE [F] 19 a5 7 ) [ H 1,851 ] ]
] Presel wlast 2 HE 19 i BT i) 15 47 41 [F] ]
] Tap witlss 1 FSE [F] E] 855 50,4 4 24 ] 34
5 Prachiagiwed wi be 1 HE 19 54 BE =4 34 5] &
] HE 7 [¥] 5,1 ) 100 03 B P [
[ FE 35 145 63,5 a7 a7 T2 T
] HE 75 &5 1 100 n 0 100 [
i Tap witlsr & HE [F [T] 4 3 B E E
15 Pachigied wiber & KE il Bi =0T ] 0 = %
16 Prachisgieed witber 7 HE 19 T2 [X] 17 fE] 13
i7 Tap witlsr & PSEL il Bk 47 41 52 [
¥ chajed waber 16 PE ] [ B B &
B Tap witlss 7 PSE 1§ [ 4 100 4 0 A E
) Tap witlsr § PEE 1.4 H [ 15 i i
] Tap wilai 11 PE 1§ i 11 1o i1 5 1R ]
) Tap wilai 1} PELL [F] 4 100 4 [ 4 100 [
5 Bershole waler 1 PEE 1.4 H 7¥] 4 14 1,146 4 14
] Tap wilai 13 PE L3 34 b ] 7] u
[ Packajed wiber 18 PEE 13 £3 75,1 B1.1 ] 171 55 [
[F] chijed wiber 20 PEE L3 £3 HE 8,1 3 [T 1 53 52
43 Packajed wiber 21 PELY 19 181 18,1 15 1o 15 1176 a e ]
[ Speriep fouanilain witer 1 FE 1.30 i 111 154 B 100 28 L7 ] 100 3
a7 Epeleng fouinilain witer 2 FSE 1.30 i 53 L1 ] i3 1o 33 1539 £} 100R ]
] Epelag fownilain witer 3 FSE 1.30 i 39 1.1 43 1o 43 1,633 49 100 C]
48 w24 FSE 1.16 154 nE M6 3% 48 1663 4 &
5 milai 15 FE 116 154 54 &7 3 a8 1934 83
51 milai 26 PHELE & 180 B2 54 1o 1732 &2 e 62
52 wmitai 17 PSELE Bl ir24 1983 280 1146 144 184
53 wilai 18 PELY el 1759 14 L83 106 18
5 Tap wilai 14 KE117 113 B4 1M 5 4
£5 gt lounlain wale & PE 1.1 &2 i 4 L% 55 1, My & (31
) Pescl i by 7 32 b 3 30,6 i 1o i) 1,431 18 100R
31 Pocl wiabar § 5 40 i ¥ 41 Byl [} 1o 3} 1785 &5 100R
2 Pocl wiber § 1 4 ira i 254 34 ik, ] 34 1,53 [ 100
%] Pocl water 10 51 & 1388 4 15,3 18 L 146 2164 18 100
& Pocl water 11 3 @ b 657 a5 1978 a3
] Pocl water 13 E7 L 18E 115 15 2081
] Pocl watar 17 L b 657 50 1o 50 1,659 53 100
H Pocl water 16 150 50 2005 96 UL 98 1,983 151 100R
T Pocl water 19 116 45 50 2005 1o 14 12 105 100R
] Pocl water 2 n [ 4 163, 100 116 Lied 7 100 ]
] Pocl matar 27 [ 5] 18E 83 93 1,968 114 118
B Pool mater 31 E fr] 58 i 100 0 13 100 13
B Poci mater 32 ] 33 551 [ 100% &0 1778 5 1005 57
] Pocl water 35 55 [ [ 851 [ Lo [T 18 [ 100 a
1] Puo| matar 34 13 i0 i iL4 ] o) ] [ ] 100 ]
] Fuol mater 35 5 [ T2 54 1,732 BE [
] Pucl water 36 ] H i ] 3 1505 F2) ]
] Pucl matar 37 4 iL4 [] [ 0903 3 ]
& Fucl mater 38 M 258 F: 1 1,3 20 3
[ Packijed wiber 2§ [F] 1408 i Lo 100 3 000 T 100 1
] Packijed wiber 31 166 130 3 Lo Fr] 1,362 B 100 35
£ chaied wiber 33 i 156 5 1o 5 =] 15 10 15

il 34 13 10,4 7] 100 18 1,255 [ 100 14
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Helati [ " Al " CE P "

i e Moy Elemative mehod
Sample Replicabe 1 Feplcatn 3 ] SD Samphe Replicabe 1 Replicabe 2 M ]
1 71 [ Fod 14 425 38,4 207 3
27 23 250 i3 8.7 15 11,9 E
3 24 34 5.0 1 453 50,4 749 3
= 54 27 s 4.9 4 224 23 B 28,1 K]
5 103 g 1 16,3 5.1 5.2 [¥]
[ a7 73 El £7,7 535 [ ] 7
El el Ao 1.0 £2.7 7 39,7 237 4
8 [ [] ] 14 &8 87 9,3 [
g 20 25 230 4 ] 30,7 28,2 3
in El i3 150 ] i0 9,3 8,3 i 6,E
ii &7 53 255 3 i N 28,0 i 21 &
13 H a [1X1] 1 170 18, 1 10,3
13 = E ] i3 1 137 13 4 1 B2
12 15 13 135 1 14 20,7 20,0 L1 E.5
15 11 5 ED 4.3 1 137 10,6 4.4 26
16 = 2 4.0 [T 1 1, 3,3 30 0.5
17 12 14 140 [T 17 23 7 315 L1 7.5
1 20 FF] FE] T3 1 =05 i ] L )
55 5& .5 ] ] a7 EF T 57 136
[ 53 G0 5 4] & 2,0 4.3 7,0
i [] 1.5 4 i 8,1 [N [N
F] i 30 350 i 4 i 3,8 37
3 3 3 355 3 9, & 3
= el = 250 4 4 1.4 10 i
5 = = 275 1 26 36, 2
B BE a B9 5 4.9 46,7 56, 1
7 54 [ SED 57 3 1,3 33.1 734
] 120 144 1420 i3 ] 128 3 B5 3 1
a 132 10& 1150 13,7 =] 175,59 33 2 61
=0 52 El 530 1.4 1] 2.4 a7 ]
1 55 1 530 s 42 E,5 32
2 El ] 215 [ W 356 7
3 [} 5 630 ] BO, 7 35
= 34 a0 Er ] 4 - 289 4.5
5 126 i34 1350 is, 127 5 FEL]
26 95 ] 44 26 740 [-X1]
7 115 F 3, 7 137 2 104
50 5 E B4 =] 563 150
96 151 133 5 389 ] B3 50
4 112 105 105, 5 B4 40 58 S5E1
4 116 75 95 5 29,0 4 39 sa g
42 a3 119 V] B4 24 1 1
43 20 13 55 a.7 16, 10,7 O,
4= E0 57 E.5 1 = 504 51, 1 s
45 [F] a0 1.0 i5,6 4 255 85, 3 34,
46 7 5 =14 14 4 ii i i1, [ 1.8
47 54 [ (i) E5 4 545, 68,7 135 [
4 EF] 2 i ] 4 5.4 i E ]
4 8 2 E L06 49 15 4 14 4 2 14
a1 20 a0 [ ] 3] 28, 36, 3
100 73 BE D 158 157 3 ] 116
2 k] 5 5.0 ES 205 7,0
3 5 5 100 1 9. 3,0
= 18 4 160 i3 = 20 B 56 4
g= 54 Hxs= 50,500 My= 52,602 M= %}
ms 3 MEDx= 48, 500 MEDy= 28,500 MED= z.8
M=gn= 10& SDbx= 36,657 Shby= 51,441 Blas
MEDw= = 4,243 MEDwy = 4,419
Shwe= 12,088 Shwy= 18,3185
rid. Shwas &30 rob. Shwy= B, 552
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r=
b=
a=

S(b)=
S(a)=

Method cholce
GMFR

R=
rob. R=

0,841
1400
-18,541

0,108
3,783

1,504
1,042

Sx=
Sy=

Res, SEM=
Res. 5D=

pigb=1)= 0,000
plt;a=0)= 0,002

37 483
52,805

29,389
41,563

t(b)= 3,795
t{a)= 3,206

Est. y

80,1

Deviation
-394

44,9

22,3

32,6

110.4

100.5

93,6

-8.7

13.9

26

51,2
-7, 3

-10.1

0,5

-7.3

-12.9

1.2

11,0

Reference method

Alternative mathod

62,5

Feapstability
r

33,8

0,9

54,6

rob. r

17,6

18,3

-2,3

22,3

31,5

46,3

48,4

107.5

63,2

181.5

143.5

36,1

36,1

13,2

ro.2

33,6

1716

Fo.9

120.2

38,2

1554

135.7

116.0

130.8

4,7

53,9

53,3

-7,.3

56,0

24,4

33

10.3

102.6

22,3

-4,5

4.0
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Paints cormespond to the mean
of the repetitions for each
sample
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Relative accuracy - Pseudomonas aeruginosa - All categories - log CFU and log MPH § test portion

Reference mathosd Alternative method
S0 Sample FEeplicate 1 Replicate 2 M S0
1, 0,00 1 1632 1,554 1 608 [ENET]
1, 007 2 0, S 1,176 1058 0 1567
1, 0,107 3 1 1.2 1679 [NEE]
1, 0,043 4 1 1377 1 444 D095
1.5 0,078 ] (] [T ] 0 712 D 00
1.5 0,052 & 1 1803 1837 D048
1.5 (] El 1 1,558 1629 [ENiE]
o, 0028 8 0.5 0540 0,568 0.1
1, 0081 ] 1 14=7 1 448 [
1, 0 082 ] (] O, S 0,513 0,07
1, [NERY 11 1 1 1 45 [
0,5 0,000 12 1 1 1 350 o
o, [FTE] 11 1.0 1 1.091 [
1, 0,0 14 1 1 1.300 0
o, (1] 1% [ 1 1.0 [
o, [ 1B (] & [T [FEF
1, o 17 1 1 1.331 (1L
1, [ 1B 1 1 1.4%9 (1Y
1, 0,00 15 1,876 1 1.851 0
1, [ 20 1 542 1 1.B91 021
1,0 o 21 1.3%8 1 1.3%8 (1L
1, [ 2 1 065 1 1.130 [
1, o 0, 724 o 0. B0 0
1, [ 0,996 1 1020 (1Y
1, 0,00 1 444 1 1417 (1L
1.5 [ 2 1822 1 1 74b [
1, 0,0 27 & 67 1 2 088 0
& [N ] FFET] & FFT (1Y
o0 (AL, 25 1, Subls & o D 021
1, 0,0 30 1 3485 1,51 1428 [
1 [N E, Jl 0.5t (1N crk ] DTE] ¥
1, o 32 1,609 1486 1 547 (1L
1, [N} 33 1893 1,520 1,506 [iEiE
1.5 o0 d4 1,51 1.40% 1458 0,07
& [N ] 2 & 218 2 156 0,07
1, o ] 1 1843 1 8548 0
1.5 [ 37 ] FRE] 4 137 [©
1, o0 38 1 1843 1. 738 0
5 [ EE] 2 & 302 ] [
20 o0 ar P 2302 2 158 0
15 [ 41 40 PIFIT] 4.134 [©
20 o0 42 P 2113 2093 0J0z8
1, [ 43 (] 1,377 1.1%8 [P
1, o LG 1 1,717 1.710 0,010
1, [ LH LS 1,520 15353 0019
0,5 0,07 a4k 1 1,053 1 0&3 0054
1, [N a7 1 1,893 1832 D OSE
1 [N K af 1 1433 1457 0091
1 (1 45 1 1093 1,154 D08
1 0,0 Ei] 1 1,377 1.418 [EEE]
1, o al P 4149 2173 00354
1, [ ad 1 1,114 1217 O, 145
0.5 (1 53 0.5 1250 1094 0,178
1, [ b 1 1,007 1158 0213
My= 1,502 = -0,04%
MEDy= 1.453 MED= Q.04
SDby= 0454 Bias
0,056 MEDwy = 0062
0,114 Shwy 0,133
0083 rob. Shwy= Da0s2
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Method choice Est. v Creviation
GMFR 1,836 -0,228
1,618 -0, 560
R= 1,163 1,395 0,285
rob. R= 1,104 1,674 -0,230
Su= 0,407 1,964 -1,252
= 0,462 1,923 -0, 086
1,905 -0,276
r= 0,734 0,657 0,271
= 1,134 Res. SEM= 0,335 1,284 0,164
a= -0,236 Res, SD= 0,474 1,073 -0,160
1,665 -0,219
0,768 0,453
s(b)= 0,113 plt:b=1)= 0,238 t(b)= 1,187 0,537 0,454
S{al= 0,432 pit:a=0)= 0,373 tial= 0,363 1,022 0,277
0,730 0,275
0,426 -0, 054
1,043 0,288
1,242 0,217
Reapetability Reterence method Alternative method 1,739 0,112
r 0,320 0,372 1,748 -0,058
rob. r 0,233 0,253 0,923 0,335
1,402 -0,272
1,500 -0, 640
1,628 -0,608
1,645 -0,227
1,957 -0,211
1,742 0,346
2,184 0,082
2,079 0,017
1,659 -0,270
1,659 -0,917
1,267 0,280
1,784 0,122
1,520 -0, 063
2,158 0,008
1,718 0,150
1,997 0,135
1,711 0,027
2,103 0,157
2,056 0,132
1,977 0,161
2,037 0,057
1,113 0,045
1,748 -0,038
1,668 0,263
0,764 0,306
1,758 0,075
1,426 0,071
1,028 0,126
1,231 0,187
1,931 0,242
1,391 -0,174
0,807 0,288
1,105 0,062
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Points correspond to the mean
of the repetitions for each

sample

Alternative method (log (UFC/ 00 mL) or log (UFC/250mL))
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Appendix 4B: relative accuracy results
New analyses on samples 7 /47 / 48 /| 55and new interpretation

Total rew rmuits for hurman drinking weten categesy

Atarmatws matsod Hetersnce mathod |*)
Amzlicats 1 Amplicats ¥ Heplcats 1 Heglicats 1
B Wb ef aib of
Tl R MPN 0L ar | LoGPR MPH100=L o L5 INPR IS i) o | Blue gress |  fuorsicest Soof WAPN 100mL or Blus green | Ausrescent % of emmonum|  MPRILO0mL o
UFCIES0mL) | Mbof Aus sl i i of flus walls
MPH 2L Lag (PS50 MPH S e Log INPR/25D e czlonies | eslentes nen | ammonium & SAPN 25 0mL colonie | colonis jren ' MPRIZSOmL
Hue-green)
2 Taz water 1 [ 30 451 K] 4 ) 1,350 34 ]
5 Facaged water 1 FSE 1220 ira 54 bl 54 1,732 &
B Fackagnd water § PiE 133 0.1 1EA =150 »150 23,178 »150
7 Packmged water § | PEE 136 7 7] 8.7 18 100 1E 7] 100 0
[] Packaged mater 4 PLE 126 T [IY] [T} [T [T n
2 Facaged water & FSE 115 5 ase =7 2 plei, 3 2 .t ploi, 0
11 P 133 1id 1§ 2 2 4 4
13 PLE 126 54 31 =1 <1 «1 €
3 PUE 115 18 E < <1 «1 ]
14 PLE 1) [ [ & [ []
1% PLE 125 [ Y ] 0 ]
16 Facaged water ¥ FSE 138 12 4.5 1 ir 15
Taz wale & PIE 135 1 Y] (5] 52
Packaged mater & %1 =1 €1
Wl w1 o | w1l
i1 = xi i
“1 =1 «1 ]
Wl w1 a1 w1l
“1 <1 «1 ]
%1 -1 «1 ]
i1 ] 1R 5 100 ]
T 178 ] [] []
7] ms 1 10 ] 100r 2
) 8.2 4 10 T s [
54 A Wl w1 €l w1l
a1 = wler 3 23 m.y 15 15 12
[T Tap water 10 22 i1 1 100 1 <1 a1
i3 Tap matar 11 20 18,7 11 100 11 B 1r ]
L Tap mater 13 [ ] [ 100 ] 4 100 ]
[ Borsicie water 1 29 2 14 14 4 14
56 Borehole water 2 2 3 55 1 100 1 1 100 1
¥ Borshole water 3 20 11 ] 100 [ 1 10 1
[T Borehole water 4 T %1 11 AlrL [¥] TS 100 0
ay Tap mater 13 a8 ans 2 20 ) n
& haged water 13 |-+ Pty | [ 38 0 59 56 58
41 hawe| water 19 14 FTT 187 3 10r 3 3 100r 1
&Yy a5 AT 14 2 e BE e
a3 5FHS 161 15 100 15 B 10r []
=4 B “1 35 100 35 4 100 4
4L %1 1 100 1 s 1R []
&t E 16,4 I8 1P ) & 100 1]
ar 0 Al 11 100 11 ] 1000 [
] i) N *150 10 not -zl 150 e et snumersbls Aot anararakis
an 154 W % a8 ay a
5 154 L) B Bb a3 35
&1 [ 12 54 100 54 &2 1R &2
SX a1 198 2 140 L 184 144
53 [ 1958 124 24 ) 106
] Tap mater 14 113 2A =] £ 54 ]
[T Fourtain maber 4 [ A ] 5 3% %
al haged wats a8 1408 100 100 (] 1r ]
a3 kaged wats & [T *150 145 100 145
o kaged wats 186 30 1 23 35 e ]
25 haged wate) -] Wl a 1P a2 plii, 2
56 bagwe) wats: a0 168 H AR H 5 R
ay kaged wats 15 08 Al 4 18 10 18 1,288 14 10e 4
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Total expioitabie results for human drinking waters category

Alternative method

Reference method |*)

Lave Replicate 1 Replimte 2 Replicate 1 Replicate 2
HMumier Sample Strain |UFC/100mL ar . ' Blue ho ot . Blue i of N
F— F—— MPN/1D0mL or | LOG |.'~:=='mﬂr.m' .nr S — MPH,100mL o : f, T e fluorescant % of CFUS100mL or | LOG (NFFAO0 m reen fluanespant %ol CRUf100mL or | LOG (NFRASOmL) or
1 - Fn e N - INER E N i .
MPH/250mL Log (NPF/230 mL) MIPN/250mL Log [WFF/230 mi] colonias | CO1ERES (Ran | ammaonim ¢ CFU/Z50mL Log (NFF/2%0 mi) colorizs | COVOries{pon | ammonium +| CPuf2soml Log [WFF/E5 mL
bikue-zreen) bikuz-green)
4 Tap weterd PSEL13 42 453 L35 50,4 1,702 24 4 1380 34 34 1331
3 Fackazed water 1 PEELZD i3 34 1314 138 1377 34 = 1,732 a7 47 1572
] ma water 4 PSE 126 36 743 1,871 535 1,503 97 a7 1,887 72 7z 1897
7 pad water 3 PSELZE 7 a0 o534 137 1137 16 100% 16 1204 10 100% 10 1000
] Fackazed water 3 PSEL113 458 1638 387 1338 72 100% T 1837 50 100% 90 15834
13 TR WHLErS PSEL122 9,9 0,596 87 0,540 B [ 0,778 ] 2 0,903
i3 Packeazed water & PSELZY 5.6 1408 30,7 1487 20 P 1304 26 25 1418
ig Faciazed water 7 PSELilR 2 o837 83 058 iz 7 13230 i3 13 1114
17 TR WHLET S PSEL.2S 77 71 1,433 8.8 1459 a7 47 1,672 32 52 1718
27 Packagzed water 16 PSEL4 13 i85 1230 17,0 1230 L] 2 0.503 L] B 0,503
25 Tap wabar 7 PEELiE 0 111 Lo4x 137 1137 4 100% 4 0,602 10 0% B 0803
3L TEp waters PEE1.4 I3 18,2 1282 207 1318 13 1= 1178 12 1z a7
33 Tag waber 11 PSELE 0 .5 0873 137 1137 i1 100% 1 P 3 100% 5 0.695%
34 Tao waber 12 PSELl 4 53 0724 10 o000 4 100% 4 0,602 4 100% 4 0,602
23 Borzhiole water 1 PSEL4 b 0.7 1318 22 i348 i3 1 1148 14 14 1148
33 Tao waber 13 PSEL.B 34 74 1433 30.8 1488 0 N 1304 22 - 22 1342
an Packaged water 13 PSELB E] 7541 1878 674 1827 35 55 1,774 36 56 1,748
a2 Packagzed water 20 PSELi.E 83 343 1342 69,2 1840 BB =3 1820 32 5% 1718
43 Packazed water 21 PSEL13 13 18,1 1238 18,1 13 100% 15 1176 ] 100% 2 0,903
a8 Fourtsin water 1 PSELi1D 70 111 1045 164 28 100% P 1447 30 100% 30 1477
a7 Fourtsin water 2 PSEL1D 70 53 &7a4 4,2 1 100% 1 1044 £l 100% g 0534
45 PaCkazed water 24 PSEL116 134 278 1,443 245 48 45 1,663 a5 43 1,550
i Packaged water 23 PSELilE i34 664 1822 46,7 BE o5 1,534 33 33 1968
i Packagzed water 26 PSELE 28 ig5.0 23e7 212 34 100% = 1,732 B2 100% Bl 1,782
32 Packaged water 27 PSEL1.B g1 1724 2237 1382 180 140 2148 143 134 2138
33 Packaged water 28 PSELS 59 BB.4 1545 1753 iz4 124 2,093 106 108 2023
34 Tao waber 14 PSELZT ii3 222 1345 324 32 52 1,718 34 54 1732
33 Fourtsin water 4 PSEL1 a2 344 1337 384 28 k] 1380 £ EL 1338
82 Packaged water 25 P3E 1.17 48 1572 2136 1408 ioo 100% pl] 2,000 Tz 100% 7z 1837
34 Packaged water 31 PSE 118 166 20,9 1320 130 23 100% p=] 1362 33 i00% 35 1544
38 Packagzed water 33 PSEL23 10 53 oees 168 3 100% 5 0,693 i3 100% 15 1178
g7 Packazed water 34 PSE1.23 13 20,8 1318 10,4 18 100% 1= 1273 13 100% 14 1,136
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Reference method

Altemative method

Sample Replicate 1 Replicate 2 M SD Sample Replicate 1 Replicate 2 il SD
1 24,0 34,0 29,0 7.1 1 45,3 30,4 47,9 3.6
2 4.0 47,0 50,5 4.9 2 324 23,8 28,1 6,1
3 57,0 72,0 84,5 17,7 F] 74,3 63,3 68,9 7.6
4 15,0 10,0 13,0 4,2 4 5.0 13,7 11,4 3.3
5 72,0 50,0 81,0 12,7 5 45,6 39,7 42,7 4,2
-] 6,0 3.0 7.0 14 & 5.9 8.7 5.3 0.8
7 20,0 26,0 23,0 4,2 7 23,6 30,7 28,2 3.6
g 17,0 13,0 15,0 2,8 g 7.2 9.3 8.3 1,5
9 47,0 32,0 45,5 3.3 9 271 23,8 28,0 1,2
10 8,0 3.0 2,0 0,0 10 19,5 17,0 18,3 1,8
11 4,0 3.0 6,0 2,8 11 11,1 13,7 12,4 1,8
12 15,0 12,0 13,5 21 12 15,2 20,7 20,0 i1
13 11,0 3,0 8.0 4,2 13 7.0 13,7 10,6 4.4
14 4,0 4,0 4,0 0.0 14 33 1.0 3.2 3.0
15 14,0 14,0 14,0 0.0 15 20,7 22,2 21,3 1,1
16 20,0 22,0 21,0 1.4 16 27,1 30,6 28,9 2.3
i7 59,0 56,0 37,5 2,1 17 73,1 67,1 711 3.7
18 66,0 52,0 35,0 9.9 18 34,8 63,2 32,0 24,3
13 15,0 3,0 11,5 4,5 19 181 13,1 181 0,0
20 28,0 30,0 29,0 1.4 20 11,1 16,4 13,8 3.7
21 11,0 9,0 10,0 1.4 21 33 4,2 4.8 0.8
22 45,0 43,0 47.3 21 22 27.8 24,6 26,2 2.3
23 86,0 33,0 85,3 4,5 23 66,4 46,7 36,6 13,9
24 54.0 62,0 38,0 5.7 24 1850 31,2 1331 734
23 140,0 1440 1420 2.8 23 1724 198,2 185,23 18,2
26 124.0 106,0 1150 12,7 26 88,4 175,9 1322 61,9
27 52,0 54,0 33,0 1,4 27 22,2 32,4 27,3 7.2
28 38,0 36,0 37,0 1.4 28 344 38,4 364 2,8
29 100,0 72,0 86,0 19,8 29 157,2 140,8 149,0 11,6
30 23,0 35,0 25,0 8,5 30 20,9 13,0 17,0 5.6
31 5.0 13,0 10,0 7l 31 ] 16,6 13.0 32
32 18,0 14,0 16,0 2.8 32 20,8 10,4 13,6 7.4

q= 32 Mx= 359 My= 41,3
n= 2 MEDx= 29,0 MEDy= 26,8
N=qn= &4 SDbx= 35,1 SDby= 45,6
MEDwx = 3.2 MEDwsy = 3.7
Shhwx= 6,9 SDwy= 13,4
rob. SDwx= 4,7 rob. SDwy= 5.3

MED=

Difference

18,9

=77 A

iy

-15,6

-1,7

-38.4

2.3

3.2

-6.8

-21,6

10,3

[

[ ]

2,6

-0.9

7.3

7.9

13,6

-7.0

6,6

43,2

Bias
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Method choice Est. y Deviation

GMFR 27,2 20,6

56,0 -27.9

R= 2,670 101,6 -32,7

rob. R= 1,156 3,8 3,6

Sx= 35,172 96,9 -54.2

Sy= 47,120 -2,3 11,6

19.2 9.0

r= 0,853 8,5 -0,2
= 1,3 Res. SEM= 25,5 54,7 -26,7
a= -11,6 Res. sD= 36,1 -0.9 19,2
-3,6 16,0

6,4 13,5

S(b)= 0,130 p(t;b=1)= 0,011 t(b)= 2,605 -0.9 11,5
S(a)= 6,095 p(t;a=0)= 0,061 t(a)= 1,910 -6.3 9.4
7,1 14,3

16,5 12.4

65,4 5.7

67,4 -13,4

Reapetahility Reference method Alternative method 3.8 14,3

r 19,3 21,7 27,2 -13,5

rob. r 13,2 15,3 1,8 3,0

52.0 -25.8
108,3 -51,7

66,1 67,0

178,60 6.7
142 4 -10,3
29,4 -32,1

37,9 -1,5

103,56 454
27,2 -10,3

1.8 11,2

9.8 3,8
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Points correspond to the mean
of the repetitions for each
sample

Alternative method [UFC/00 mbL or URCIZS0mL)

a0

3]

40

20

Relative accuracy - Pseudomonas aeruginosa
Human drinking waters

LR

20 40 60 a0 100 120
Reference method (UFCH00 mL or UFCi230mL)

140
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Relative accuracy - Pseudomonas aeruginosa - Human drinking waters - log CFU and log MPN / test portion

Reference method Alternative method Diffarance
Sample Replicate 1 Replicate 2 M sD Sample Replicate 1 Replicate 2 M sD
1 1,380 1,531 1,436 0,107 i 1,656 1,702 1,679 0,033 0,223
2 1,732 1,672 1,702 0,043 2 1,511 1,377 1,444 0,095 -0,259
3 1,987 1,857 1,922 0,082 3 1,871 1,803 1,837 0,048 -0,083
4 1,204 1,000 1,102 0,144 4 0,954 1,137 1,045 0,129 -0,057
3 1,857 1,954 1,906 0,065 ] 1,659 1,599 1,629 0,043 -0,277
] 0,778 0,503 0,841 0,088 ] 0,996 0,940 0,968 0,040 0,127
7 1,301 1,415 1,338 0,081 7 1,408 1,487 1,448 0,056 0,090
g 1,230 1,114 1,172 0,082 ] 0,857 0,968 0,913 0,075 -0,259
9 1,672 1,716 1,694 0,031 el 1,433 1,439 1,445 0,015 -0,248
10 0,903 0,503 0,203 0,000 i0 1,250 1,230 1,260 0,042 0,357
i1 0,602 0,503 0,733 0,213 11 1,045 1,137 1,091 0,065 0,338
i2 1,176 1,079 1,128 0,065 i2 1,283 1,316 1,300 0,023 0,172
13 1,041 0,699 0,870 0,242 i3 0,875 1,137 1,006 0,185 0,136
14 0,602 0,602 0,602 0,000 14 0,724 0,000 0,362 0,512 -0,240
i5 1,146 1,146 1,145 0,000 i5 1,216 1,346 1,331 0,021 0,185
16 1,301 1,342 1,322 0,025 16 1,433 1,486 1,459 0,037 0,138
17 1,771 1,748 1,760 0,016 17 1,876 1,827 1,851 0,035 0,092
i8 1,820 1,716 1,768 0,073 i8 1,542 1,840 1,691 0,211 -0,077
19 1,176 0,503 1,040 0,153 19 1,258 1,238 1,258 0,000 0,218
20 1,447 1,477 1,462 0,021 20 1,045 1,215 1,130 0,120 -0,332
21 1,041 0,554 0,538 0,062 21 0,724 0,623 0,674 0,071 -0,324
22 1,662 1,690 1,675 0,015 22 1,444 1,3%1 1,417 0,038 -0,259
23 1,934 1,968 1,951 0,024 23 1,822 1,669 1,748 0,108 -0,206
24 1,732 1,792 1,762 0,042 24 2,267 1,910 2,088 0,253 0,326
25 2,148 2,158 2,152 0,005 25 2,237 2,297 2,267 0,043 0,115
26 2,093 2,025 2,055 0,048 26 1,946 2,245 2,086 0,211 0,036
27 1,716 1,732 1,724 0,012 27 1,346 1,511 1,428 0,115 -0,296
28 1,580 1,556 1,568 0,017 28 1,537 1,584 1,560 0,034 -0,008
29 2,000 1,857 1,925 0,101 25 2,196 2,149 2,173 0,034 0,244
30 1,362 1,544 1,453 0,125 30 1,320 1,114 1,217 0,145 -0,236
31 0,599 1,176 0,538 0,337 31 0,968 1,220 1,004 0,178 0,157
32 1,255 1,146 1,201 0,077 32 1,318 1,017 1,168 0,213 -0,033
q= 32 Mx= 1,418 My= 1,405 M= -0,008
n= 2 MEDx= 1,454 MEDy= 1,423 MED= 0,014
N=qn= g4 SDbx= 0,426 SDby= 0,432 Bias
MEDwx = 0,065 MEDwy = 0,060
SDwx= 0,109 SDwey= 0,142
rob. SDwx= 0,056 rob. SDwy= 0,085
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Method choice Est. v Deviation
GMFR 1,445 0,230
1,702 -0, 258
R= 1,311 1,927 -0,090
rob. R= 0,925 1,087 -0,041
Sx= 0,430 1,910 -0,282
Sy= 0,440 0. 819 0,149
1,345 0,099
r= 0,869 1,159 -0,246
= 1,025 Res. SEM= 0,226 1,693 -0,247
a= -0,043 Res. SD= 0,319 0,853 0,377
0,729 0,362
1,113 0,187
5(b)= 0,094 pit;:b=1)= 0,793 t{b)= 0,263 0,649 0,157
s(a)= 0,352 p(t;a=0)= 0,904 t(a)= 0,121 0,574 -0,212
1,132 0,199
1,312 0,148
1,761 0,091
1,769 -0,078
Reapetability Reference method Alternative method 1,023 0,235
r 0,304 0,399 1,456 -0,326
rob. r 0,270 0,250 0,980 -0,306
1,675 -0, 258
1,957 -0,212
1,763 0,325
2,163 0,104
2,068 0,028
1,724 -0,296
1,564 -0,004
1,934 0,239
1,446 -0,229
0,918 0,176
1,188 -0,020
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Points correspond to the mean
of the repetitions for 2ach
sample

Relative accuracy - Pseudomonas aeruginosa
Human drinking waters
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Total exploRable results for all cateperies

Anemative method Reference methed ]
Ll Rarplicate 1 Ruglicits 2 Rarplicate 1 Replicate 3
Hursber Samph UFCA00mL er
UFL 250mL) Bue | K of oot Blue | Mbof Foreost
WP 100mL of WP 100ml or | LOGNPRADCmY or %ol CFUFddmLor | 100 (WAR20mL) o . %ol CFU/100ml or | LOG NP0 mY or
b of fus wel s o s wll . wemn  |colony no biue N . reen | ol n Bl s i
NP S 0mL KPP E50ml. oty - amineakm ¢ | CFLZSO0mL Log [MFR250 askstry arees) ammonium + | CFU IS0l Log NP¥/ 250 mi)

4 Tap wislir 1 [F] &3 514 4 4 1,30 34 153
5 Packaged wter 1 13 514 B B ) 1,732 &7
[ chisged el 4 ] 14,3 B35 aF aF T2
7 chaged mater 3 7 8,0 147 16 1 18 10 iy 10
] Pachiged waber § 75 &5 5,7 1 10 ] ] ik 50
18 Tap wilir 5 41 1] a7 3 ] [ E
15 Pachiged waber § B =7 n 0 3 %
16 Pachiged wilsi 7 [X] i7 ir fE] 13
] Tap wiler & =3 a7 [ 52 52
Packiajed watar 16 H 118 [ B [ E
F-] Tap waler 7 n 137 4 1w 4 10 B ]
i Tap wilir 3 2,7 i i i
33 Tag wiilai 11 137 i1 L ks 5
34 Tap willer 13 ] 1 4 4 &
3 Borshele water 1 B Bl T 14 14 14
] Tap wiler 13 ] B X 0 7] u
[ Packiajed water 16 &3 75,1 6.1 5 59 55 54
[7] wmatar 20 &3 34,5 [ [ 53 52
[F] Packijd wtsr 11 13 13,1 181 5 1 & 1ikrs E

[ FounLain maber 1 T 1,1 184 1] 1 E] iy o 147

& Fountais water 2 i 53 4 i1 10 11 k] pIii) ¥ 554

4 Packijid witsr 24 154 E g &6 % 43 & L4630

50 Packiajnd watar 25 154 B84 &7 i a8 3 83 1968

51 Packiajind watar 26 8 3 1350 B2 54 L 54 ] pIii) 2 1 Pz

52 Packiajd watar 1T E1 T ire4 1982 180 130 144 is4 2158

53 Packiajid watar 26 b HTRAT B4 17539 1M 124 106 1% 2005

£l Tap waler 18 ii3 18 123 524 5 5k 54 54 i T}

55 Fountais water & M 544 X 3k 3 -] 3% 1558
7] Pachaged water 2§ 43 1513 1408 0 plii Y 1] 7] plii Y I
) Packijd water 31 166 09 130 23 prii ] 3 5 pIii) 55
% Packiajid waber 35 b1 23 164 5 plii, ] 5 15 bTii ) 135
a7 Fachajed water 34 bE] 208 104 1k 10 18 i pIii) 14
i i 4 pe ] ars 4 H n 68 ]
Fl Fl 19 E 87 15 4 ar a3 &3
] I 4] b a6 6 7 L i 18 pIii) 13
(31 B &5 41 i ¥ [E%1 [ 1§ Pl &1 &5 Py &5
£2 ) b1 3r4 54 34 prii ] 34 L] pIii) &
£3 10 51 ¥ ] 1653 2 T 136 114 b1 ix4
8 i 53 i ¥] - % a5 a3 52
5 1 B 138 1HE 115 115 -] E2
E 17 0 [T 5,7 50 10 50 5 1k 53
H 13 150 [T] 1652 205 [ 1 96 154 ks 18
T 13 L6 [ 118,48 20,5 114 10 114 105 k% 18
75 Fuol water 2 ] [F] 114,58 165,3 116 10 116 i ks TS
1] Fool mater 17 s 1144 1ME 5] a3 119 118
B Puol mater 31 E [ BB 0 10 0 13 ik 13
B Puol water 32 7] 504 53,1 ] ] (7] 57 1ikrs 57
B Puol mater 33 [F] BES 197 [TH [1] 1 [F] ] irs &
E7 Fuol mater 34 i i1 1M i%d 7 1 ] 3 irs ¥
B3 Puol malar 35 35 35 53,1 1772 [ T2 E] 54 1,752 BE B
] Poscl walai 36 % 35,4 1561 i 32 1,505 1 ]
] ol warlai 37 14 16,4 3215 & B 903 3 3
51 Poscl walai 33 7] HE 1458 B 1377 H H 1382 ] o
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r=

S(b)=
S(a)=

Method cholce
GMFR

R=
rob. R=

0,898
1.4
-12.7

1,532

1,050
Sx=
Sy=

Res. SEM=
Res. SD=

0,085 plb=1)= 0,000

4,650

plt;a=0)= 0,008

38,0603
32,579

23,448
33,160

tib)= 4,464
t{a)= 2,713

Est. ¥ Deviation

Heference method

Alternative mathod

Beapstability
r

33.6

21.4

rob. r

17,6

18,5

15,6 10,7
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Points correspond to the mean
of the repetitions for each
sampla

Alternative method (UFC/M00 mL or UFC/250mL)
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Rslative sccuracy - Pseudomonas seruginosa - All categories - log CFU and log MPH [ test portion

Reference method Albemathes methiod Difference
Tampe Replicaie 1 Feplicate 2 50 Tampie FEpiicate 1 Replicte 7 o] )
1,380 531 0,107 1 56 579 033 0,323
1,732 673 0,043 3 11 i 095 A5
1 987 857 0,052 3 Fil E37 048
& L 30 i 0142 4 54 045 135
5 1 B57 1,554 0, 0& 5 655 163 043
& 0,778 0,503 0, 0EE [ 59 i, G adi
7 1,301 1,415 0,08 Fd A0E 1,44 056
] 1,330 1,114 0,0 E A57 51 k]
a 1,&T. 0,031 5 433 e 015
] 0,50 0,000 10 230 il 042
1 0,50 0,313 11 045 1, 05 DES
3 1, 0,03 12 283 1, i 023
3 N 0,342 1 H7E 1, 1 0:DE- 185
4 [*X 0,000 L2 724 0 0,363 513
5 1, 0,000 15 31 1, 1,331 o2l
[ 1,3 0,023 16 433 1 1,453 037
7 1, 0,01 17 TE 1, B 03s
1, 0, 18 43 1, S 211 n
1 B, ] B8 1 3 oo o,
1, 0, 30 04% K] 120 n
1 1, o, 2 724 0,674 7L D,
H L [ F £ L7 03E 0.259
3 1, 0, F: 746 108 0,206
4 1, 7 0, 4 088 253 0,326
5 & 2, 0, 5 6T 043 0,115
[ 3, 2, 0, i ¥ 211 0,036
il 1, 1.7 0, T & 0,296
B 1.5 1 0, 38 5 0,008
3, 0, pi-) 173 0,344
1, 0, 30 217 v
0, 0O, 31 =T a,
F 1, 0, 32 168 v
3 1| 0, 3 508 0
4 1| 0, ER 058 0,
5 1, 0, 35 527 a,
[ 1 7 0, 36 06 a,
Fi 1 0, 7 4 0,
F] 0, kL] K1 o,
1.7 0, k] B a,
148 0, 40 137 a,
2 1.7 o, F 7 0,00
F F] 0,13 3 2 0,17
F] 0,02 3 K 0,14
1.8 0,132 42 g 0,16
] 0,07 45 I 0,07
0,13 45 K1 0
0 47 7. 0
il 0,13 45 I a,
= 900 0, 49 1,05 (56T a,
7 B, 50 1,85 E32 0,0
484 B, 51 143 EE 0,0
3 1332 0, 52 1,05 154 0,022
53 1.312 53 1,377 1,418 0,106
g= 53 M= 1.515 My = 1,529 = 0,010
n= z MED®= 1,653 MEDy= 1,459 HED= 0,056
=gn= 106 SDbx= 0,411 SDby= 0,439 Bias
MEDwWY = 0,062 HEDwy = 0,065
Shwn= 0,117 Sy = 0130
rob. SDwx= 0,091 rob. Shvwy= 0,096
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r=

a=

S(b)=
S{a)=

i Est. y Deviation

GMFR 1,461 0,218

1,725 -0,281

= 1,111 1,960 -0,123

rob. R= 045 1,082 -0,037

Sw= 0,417 1,943 -0,314

Sy= 0,446 0,802 0,165

1,356 0,091

0,885 1,157 -0,245

1,070 Res. SEM= 0,213 1,716 -0,270

-0,057 Ras, SO= 0,201 0.869 0,391

0,708 0,383

1,110 0,150

0,071 plt:b=1)= 0,323 t{b)= 0,992 0,834 0,172

0,257 plta=0)= 0,744 t{a)= 0,327 0,547 0,185

1,130 0,202

1,318 0,142

1,786 0,065

1,795 -0,104

Reapetability Reference method Alternative method 1,016 0,242

r 0,326 0,363 1,468 -0,338

rob. r 0,256 0,263 0,971 -0,297

1,657 -0,280

1,991 -0,246

1,789 0,259

2,206 0,060

2,107 -0,011

1,748 -0,320

1,581 -0,021

1,967 0,205

1,438 -0,241

0,906 0,188

1,188 -0,020

1,878 -0,269

1,672 -0,614

1,341 0,207

1,828 0,078

1,530 -0,122

2,181 -0,016

1,767 0,102

2,030 0,107

1,760 -0,022

2,130 0,130

2,085 0,103

2,011 0,127

2,067 0,026

1,195 -0,037

1,754 -0,084

1,719 0,214

0,866 0,204

1,804 0,029

1,451 0,006

1,115 0,039

1,307 0,111
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Points correspond to the mean
of the repetitions for each

sample

Altemative method (log (UFC/100 mL) or log (UFC/250mL))

25

15

05

Relative accuracy - Pseudomonas aeruginosa
All categories

T
- L1
o
* *
- E
a *
:. f__.-". * o
] * ¢
. L
% .
* - ' .
05 1 1.5 2

Reference method (log (UFC/M100 mL) or log (UFC/250mL))
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Appendix 5: linearity results

PSEUDALERT - LINEARITY - POOL WATER

Alternative methed Reference method (*)
Target Real R1 RZ R1 R2
Ne Sample Strain contamination | contamination q Mb of o of q Mb of o of
evel (CFU/100 | level (CFU/100|  pogitive | MPN/100 Positive | MPN/100 uerascent ® o ; Log (CFU /| uerescent = . Log (CFU /
mL) mL) wells L log wells mL log colonies [ammonium| CFUf100mL 100 mL) colonies (ammonium | CFUf100mL 100 mL)
(non Blus- + * | (mon blue- + 4
green green)
A EPSC PSE 1.28 5 12 9 5.9 0,996 11 12,4 1,093 19 100% 19 1,279 13 100% 13 1,114
B EPSC PSE 1.28 15 26 19 23.8 1,377 12 13,7 1,137 22 100% 22 1,342 30 100% 30 1477
C EPSC PSE 1.23 &0 66 31 47.8 1,679 kL 62,4 1,795 30 100%: 30 1,659 &l 100%: &l 1,785
D EPSC PSE 1.28 80 81 39 73.8 1,868 30 45,3 1,656 -%: 100% -%: 1,833 &0 100% &0 1,778
E EPSC PSE 1.28 100 99 33 39,1 1,772 34 56 1,748 ao 100% an 1,503 57 100% 57 1,587
F EPSC PSE 1.23 150 156 43 94,5 1,975 45 118.4 2,073 160 100%: 160 2,204 133 100% 133 2,130
Renewal study January 2020
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1 iﬂgﬂtl!][ - Pseudalert - Pool water

Reference method Alternative method
Lewve Rep.l Rep.2 N sD Rep.1 Rep.2 M sD
1 19 13 16,0 4,243 2.9 12,4 11,2 1,768
2 22 30 26,0 5,657 23,8 13,7 18,8 7,142
3 30 61 35,5 7,778 47,8 62,4 33,1 10,324
4 68 60 64,0 3,657 73.8 45,3 39,6 20,153
3 20 97 88,5 12,021 59,1 56,0 37,6 2,192
& 160 135 147,5 17,678 24,5 118.4 106,5 16,900
Mx = 66,250 My = 31,425
q= [ MEDx = 59,750 MEDy = 56,325
n= 2 SDbx = 47,670 S5Dby = 34,160
N=gn= 12
MEDwx = 6,718 MEDwy = 8,733
SDwx = 7,068 SDwy = 8,452
rob. SDwx = 9,959 rob. SDwy = 12,947
Choix méthode
GMFR
R= 1,196 Linsarity - Paaudalart - Pool watsr
rob.R = 1,300
Res.SEM = 9,416
Res.SD = 13,315 1=
Sx = 46,048 Est y Déviation E -
Sy = 33,745 14 &00 -3,430 g
21,928 -3,178 Z
43,547 11,533 5
r= 0,969 45,776 9,774 -5
b= 0,733 67,731 -10,181 -E'
a= 2,873 110,968 -4,318 8
Sbh= 0,091 p(tib=1) = 0,015 t(b)= 2,971 E
Sa= 7,175 plt;a=0) = 0,697 t{a)= 0,401 = =
;
B
Linéarité =
F= 4,706 p(F)= 0,046 g 2
rob.F = 1,145 rob.p(F) = 0,419 r = 109 150
Meéthode de reférence [CFUAO0 mL or CFU/2S0mL)
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Level
1
2
3
4
3
&
q= B
n= 2
N=gn= 12
Choix méthode
GMFR
R
rob.R
Res.SEM
Res.5D
Sx = 0,343
Sy = 0,360
re= 0,981
b= 1,050
a= -0,198
5b = 0,100
Sa= 0,174
Linéarité
F= 3,691
rob.F = 0,837

Reference method

Alternative method

Rep.1 Rep.2 [l =]
1,279 1,114 1,2 0,117
1,342 1,477 1.4 0,085
1,699 1,785 1,7 0,061
1,833 1,778 1,8 0,038
1,503 1,987 1.9 0,05%
2,304 2,130 2,2 0,052
Mx = 1,711
MEDx = 1,774
SDbx = 0,354
MEDwx = 0,060
SDwx = 0,053
rob. SDwx = 0,089
1,410
1,257
0,077
0,108
Est y
1,057
1,281
1,630
1,657
1,543
2,076
pit;b=1) = 0,630 0,457
pit;a=0) = 0,280 1,141
p(F) = 0,076
rob.p{F) = 0,348

0.5 1

15

2

Rep.1 Rep.2 M sSD
0,996 1,093 1.0 0,065
1,377 1,137 i3 0,170
1,679 1,795 1,7 0,082
1,863 1,656 1.8 0,150
1,772 1,748 1.8 0,017
1,973 2,073 2.0 0,065
My = 1,597
MEDy = 1,749
SDby = 0,368
MEDwy = 0,076
SDwy = 0,073
rob. SDwy = 0,112
Linearity - Pasudalert - Pool water
25
jr) 2
5
8
E
1.5
g
5
-
E .
= 1
Fd
=
i a5
b
=
|
E
-
¥ oo
-

25

Methode de référencs [log CFUM00 mL or CFUR50mL)
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PSEUDALERT - LINEARITY - SPRING WATER

Target Real Alternative methad Referance method (*)
. tamination | contamination
M= Sample Strain con R1 R2 R1 R2
P level (CFU/100 | level (CFU/100 tive wall| MPN/100 | itive wall| MPN/100 | Blue green Log (CFU /| Blue green , Log (CFU /
mL) mL) Paositive wells mL og Positive wells mL og colonies CFU/100mL 100 mL) colonies CFRU/100mL 100 mL)
D Spring Water PSE 1.16 5 11 i1 12,4 1,093 i3 13 1,178 4 4 0,602 14 14 1,146
E Spring Water PSE 1.16 15 20 14 16,4 1,215 i0 11,1 1,045 15 15 1,176 12 12 1,079
F Spring Water PSE 1.16 40 27 13 22,2 1,346 i3 17.8 1,250 17 17 1,230 22 22 1,242
G Spring Water PSE 1.16 &0 34 25 34,4 1,537 i3 22,2 1,346 31 31 1,491 i3 18 1,255
H Spring Water PSE 1.16 80 50 31 47,8 1,679 33 53.1 1,725 34 24 1,531 33 35 1,591
I Spring Water PSE 1.16 100 42 34 56 1,743 34 56 1,748 46 48 1,663 21 21 1,322
il Spring Water PSE 1.16 150 = 43 94,5 1,575 45 144.5 2,160 &7 &7 1,826 56 56 1,748
Summary report April 2020
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Linearity - Pseudalert - Spring water

Feference method Alternative method
Lewel Rep.1 Rep.2 B 5D Rep.1 Rep.2 M =]
1 4 14 9.0 7,071 12 15 13,7 1,838
2 15 12 135 2,121 16 11 118 3,748
3 17 22 19,3 3,336 22 18 20,0 3111
4 31 18 24,5 5,192 34 22 28,3 8,627
3 34 39 36,2 3,336 43 33 30,3 3,748
& 45 21 33,5 17,678 56 56 36,0 0,000
7 67 56 615 1,778 95 145 115,5 35,355
Mx = 28,286 My = 43,100
q= 7 MEDx = 24,300 MEDy = 28,300
n= 2 SDbx = 17,701 SDby = 37,718
MN=gqgn= 14
MEDwx = 7,071 MEDwy = 3,748
SDwx = 6,193 SDwy = 9,876
rob. SDwx = 10,434 rob. SDwy = 3,338
GMFR
R= 1,595
rob.R = 0,530
Res.SEM = 8,257 Linzarlty - Pasudalart -5 wiater
Res. 50 = 11,678 o pring
130
Sy = 18,130 Est y Déwiation
Sy= 37,660 3,151 10,549
12472 1,278 E
24,501 -4,501 o
re 0,980 35,258 -6,958 2 -
b= 2,071 50,115 5,653 E
a= -15,452 53,501 2,095 =
111,501 7,599 H
Sbh = 0,185 plt;b=1) = 0,000 t{b) = 5778 E
Sa= 6,103 p(t;a=0) = 0,026 t({a)= 2,538 z
B S50
=
=
Linédarité
Fm= 1,953 p(F) = 0,203 -
rob.F = 9,201 rob.p(F) = 0,006 .
a 50 100 150
Mathods de reférsnce [CFLUMDD mL)
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Feference method Alternative method
Level Rep.1 Rep.2 W sD Bep.l Rep.2 M S0
1 0.602 1,145 0.9 0,385 1,093 1,176 1,1 0,058
2 1,176 1,079 1,1 0,069 1,215 1,043 1,1 0,120
3 1,230 1,342 1.3 0,079 1,346 1,250 1.3 0,068
4 1,451 1,255 1,4 0,167 1,537 1,346 1.4 0,134
3 1,531 1,391 1,6 0,042 1,679 1,723 1,7 0,032
[ 1,663 1,322 1,5 0,241 1,748 1,748 1,7 0,000
7 1,826 1,748 1.8 0,055 1,975 2,160 2,1 0,130
My = 1,357 1,503
q= 7 MEDx = 1,373 MEDy 1,441
n= 2 SDbx = 0,299 SDby 0,351
M=gn= 14
MEDwx = 0,079 MEDwy 0,068
SDwx = 0,134 SDwy 0,065
rob. SDwx = 0,117 rob. SDwy 0,101
GMFR
R= 0,434
rob.R = 0,857
Res.SEM = 0,120 Linearity - Pesudalart - $pring water
Res.5D = 0,170
2.5
Sx = 0,319 Est y Déviation
Sy = 2 0,582 0,153
1,255 -0,125 E 2
1427 -0,128 o
re 0,543 1,320 -0,079 —
b= 1,078 1723 0,021 E
as= 0,040 1,643 0,099 o E
1,966 0,101 2
S5h = 0,154 plt;b=1) = 0,620 t{b) = 0,308 5
Sa= 0,213 pi{t;a=0) = 0,853 t(a)= 0,186 E
=
H
v
2
Linéarité s o8
F= 15,133 F)= 0,001
rob.F = 5,433 rob.p{F) = 0,023 .
s 1 15 2 25
Msthods de refersnce (log CRLADD mL)
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Appendix é: lod-loq results

Raw results

Strain : Pseudomonas aeruginosa

Replicates
Real level of 1 2 3 4 5 6
Target level contamination Detection Detection Detection Detection Detection Detection
(UFC/ . . - - ) .
100mL) (UFC/ 100mL) | P.aeruginosa | P.aeruginosa | P.aeruginosa | P.aeruginosa | P.aeruginosa | P.aeruginosa
(a) (MPN/ (MPN/ (MPN/ (MPN/ (MPN/ (MPN/
100mL) 100mL) 100mL) 100mL) 100mL) 100mL)
0 0,000 0,0 0,0 0,0 0,0 0,0 0,0
0,3 0,530 0,0 0,0 0,0 0,0 0,0 0,0
0,6 0,600 0,0 0,0 0,0 0,0 0,0 0,0
1 1,500 0,0 0,0 0,0 2,0 0,0 0,0
2 2,100 1,0 4,2 1,0 2,0 0,0 1,0
3 2,800 2,0 2,0 1,0 2,0 4,2 2,0
(a): level calculated from 30 enumerations
AFNOR VALIDATION VO
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Appendix 7: selectivity results

Inclusivity
. Reference method (if nesded)
. Alternative
i o Inoculation level Mumber of Number of Result
N® Code Species Origin {CFU/100 mL} positive wells method result typical Confirmation | [CFU/100
[MPN/100 mL} i
colonies mL)

1 PSE.1.1 Pseudomanas aeruginosa ATCC 15423 33 2 2 ! ! !
2 PSE.1.3 Pseudomongs geruginosa CIP 100.720 33 29 42,3 ! | !
3 PSE.1.4 Pseudomonas geruginesa Eau de fontaine 50 33 53,1 I I !
4 PSE.15 Pseudomonas aeruginosa Eau de fontaine 35 45 109,1 / | /
5 PSE.1.E Pseudomonas aeruginosa Eau de fontaine 33 28 40,6 I ! !
6 PSE.1.8 Pseudomonas geruginesa Eau de Fontaine 31 24 32,4 ! | !
7 PSE.19 Pseudomonas geruginesa INRA (code 1053 PPa) 44 33 53,1 ! | !
a PSE.1.13 Pseudomanas aeruginosa Eau 38 30 453 I ! !
9 PSE.1.14 Pseudomongs geruginosa Eau (] 44 101,3 ! | !
10 | PSE.1.15 Pseudomonas geruginosa Eau 53 37 65,9 / | /
11| PSE.116 Pseudomonas geruginosa Eau 75 45 109,1 / | /
12 | PSE.1.17 Pseudomaonas aeruginosa Eau 96 47 1298 I ! !
13| PSE.1.18 Pseudomonas geruginesa Ezu 82 43 94,5 ! | !
14| PSE.1.1% Pseudomonas geruginesa Ezu 39 28 40,6 ! | !
15 | PSE.1.20 Pseudomanas geruginosa Eau 71 42 88,5 I ! !
16 | PSE1.Z21 Pseudomonas geruginosa Eau 45 34 56 ! | !
17 | PSE.1.22 Pseudomonas aeruginosa Ezu 57 40 78,2 / | /
18 | PSE1.23 Pseudomonas geruginosa Ezu 50 45 1184 / | !
19| PSE.1.24 Pseudomonas aeruginosa Eau 54 39 73,8 I ! !
20| PSE.1.25 Pseudomonas geruginesa Ezu 59 32 50,4 ! | !
21| PSE.1.26 Pseudomonas geruginesa Ezu 43 28 40,6 I I !
22| PSE.1.27 Pseudomangs aerugingsa Eau 73 43 94,5 I ! !
23| PSE.1.23 Pseudomonas geruginosa ATCC10145 43 24 32,4 ! | !
24 | PSE1.29 Pseudomonas geruginosa ATCC 27853 37 36 52,4 / | !
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N Code species origin noculation level Nl..Jr.nberof Result
[CFU/100 mL) positive wells | [MPN/100 mL)
1 ACL1 L Acinetobocter baumanil sandwich 1,30E+04 o <1
2 ACL21 Acinstobacter cloocoe Eau de |a Seine 3,30E+03 o <1
3| aER14 Asromonas hydrophila Eau |Japon) 1,50E+04 o <1
4 AER1S Agromonas hydrophila Eau de riviére [Saint Oger) 9, 30E+03 1] <1
5 BER.16 Agsromonas hydrophila Eau de riviére [Orge) 1 JOE+D o <1
6| AER3I Aeromanas allossacharophilz Eau de riviere [Marne Saint kaur] 2, 00E+M o <1
7| aER3Z2 Aeromonas allossacharophile Eau de riviere [Marne Saint Maur) 1,00E+03 o <1
B | AERA41 Asromaonags veroni Eau de |a Seine 1,50E+04 o <1
S| aRTi1 Athrobacter spp Hebulisateur d'sau 2, 00E+03 o <1
10 | ESC.1111 Escherichia coill Eau de fontaine 1,40E+04 o <1
11| ESC.1117 Escherichia coli Eau de puits 2, 60E+04 o <1
12| PSE2A Pesudamonas fluorescens CIP69.13T 2,10E+03 o <1
13 PSE22 Pesudomonas fluorescens ClP102127 2 BOE+D3 o <1
14| PSE23 Pesudomonas fluorescens IMRA PF 2-495 5,60E+03 o <1
15 PSE3.1 Bseudomonas putida Eau 7, 30E+03 o <1
16| PSE41 Psewdomaonas pseudoaicaligenes Eau 1 7O0EM o <1
17 RaH.1.1 Raohneila ogudtilis CIP TE.GS 4, 206+03 o <1
18| STELA Stenotrophomonas maltophilio Eau de fontaine 8,B0E+04 o <1
19| ®AM11 Xonthomonas campestris Evaporateur de climatisation automaobile 2 A0E+M o <1
20| AURLI Aursobocterium saperdae Evaporateur de climatisation automaobile 1 30E+04 o <1
21| Ewlil Ewingelia americana Environnemsnt aguatigqus 3, BOE+04 o <1
22| RAHL1Z Rohnello ogudtilis Eau [Seine) 4, 40E+04 0 <1
23| MOR11 Morganelia morganii Eau de riviere [Bigure) 6,30E+04 o <1
24| WVIB31 Vibrie aglinelyticus Eau 1 40E+04 o <1
25 SER3.2 Sarrglio marcescens Eau O, DOE=D o <1
26 | ENTCA4 Enterococous foecalis Eau de riviera (Tamise) 7 AE+0 1] <1
27| AERC.11 Aerococius vindans ClIP54.145 1, 10E+04 o <1
25| AERSS Aesromanas medig MNon treated water 2, BOE+03 0 <1
20| AERLEB Asromonas hydrophile MNon treated water 2, S0E+M o <1
30| AEREL Acromonas covioe / enteropelogenss MNon treated water 8, 00E+04 o <1
31| PSES1 Pseudomonas monteili MNon treated water 5, 10E+04 o <1
32| AER5.1 Asromonas media Non treated water 2, 10E+04 0 <1
. . 38 o <1
33| PSEL12 Pseudomonas Seraginess- monteilli Lake water — = =
AFNOR VALIDATION VO
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Appendix 8: raw results

Refaranos method: NF EN 150 18268 TDDE Allmmathee mathod: Poewdalert
Labomiory | Eampie | Rumter of typkcal colonies . — sumiber of flucmesoent N ——
[mluigresn | wells
1 43 43 1 5
z 0 =1 ] <1
] iz 33 ] <
4 38 35 o <1
A
-] 45 5 1 B
[ e 26 o <1
T 3 32 o =1
b 6] =<1 o <1
Refsranos mathod: NF EN 130 12288: Z0DE Almmathe mathod: Peasdalsr
Laboratory | Sampie | Number of typical colonies | L o -0 penn o [ Number offluoemscent | L e 00 L
[miuaigresn| wells
1 =0 Bl 5] <1
z [u] a o <1
3 [ 52 o <1
B 4 28 38 [u] <
: v az 0 <1
[ 47 7 o <1
7 < 32 ] <
b= [u] a o ]
RAefarsnos method: NF EN 130 1€288: ZDDE Allmathe mathod: Peasdaksr
el e [T e L T e —
[biueigreen) wels
1 48 L5 7 75
2 [u] =1 = i) 2005
3 47 7 =i 200 .=
o -!- pra - 28 _:- [
-] <44 4 =) ]
[ 20 30 =4 200 .=
rd = 25 =4 200 .=
b= [u] =1 o =1
Refaranos method: NF EN 120 1&ZEE: ZDDE Almmathee mathod: Poesdalert
Labomtory | Sampie | Rumber of typlcal colonkes e Mumber of flucesoent | _ e
[ —— Firaal pesul in CRUMD0 miL _— Anal resuit in MPHHIDD L
1 ) 7 S £3
2 6] =<1 o <1
3 45 5 F 20
4 17 17 4 4.2
D
S 3 32 2z 20
B = 25 3 31
T a2 £l 1 1.0
b 5] =1 o =1
Refsranos mathod: NF EN 130 12288: Z0DE Almmathe mathod: Peasdalsr
Labomdory | Eample | Number of typical colonies — Mumber of flucrescent | .
[ — Firaal resuil In &S00 mil _— Snal resalt in PR DO =L
1 4 34 43 24.5
z ] <1 ] <
3 35 35 35 738
E 4 = 23 1} 45.3
-] 25 26 20 TE.2
B e - 26 L E91
rd 12 12 24 324
-] ] <1 ] <
AFNOR VALIDATION VO
Renewal study January 2020
Pseudalert ®/Quanti-Tray® 83
Ad.Gene

Dy Upsclence



Aefamanos method: N

F EN |80 1&288: ZDDB

Alsmathee mathod: Presdakert

Fumber of typical colonies

Firmal Fesult in SRAMDD mL

Pdumiber of fluoresoent

Final resat in MPMHA DD L

[olusigresni] (-1
1 =4 £ 42 BE.S
z ] =1 o =1
3 [ 55 43 e
- ) 5 25 i 305
=] 45 ] e ]
[E = 5L £y [
7 Zi 21 = 384
-] ] =1 o =1

Aefaranos method: N

F EN |30 1&288: ZDDE

Alsmattes mathod: Presdakert

Fumber of typical colonies

Firmal Fesult in SRAMDD mL

Mumiber of flucresoerd

Final resat in MPMHA DD L

[biueipresn) s

1 2 72 4E 1184

F o <] ] <

3 E) 3 35 22
- 4 15 15 ] 205
h £l a7 7 38 B3 T

5] = 25 T B5.9

i = 23 F 7.1

B o < 5] =1

Labcraiony | Eample

RAefaranos method: W

F EH |80 1&288: ZDDE

AHermattee mathod: Poawdalart

Fumber of typical colonies

Firaal Pesul In SO0 miL

Mumiber of flucresoent

Final result in MPNSD0 L

hiueigreeni) s
1 =] 52 = 438
F ] <1 5] =1
] 34 3L ] E5.7
H 4 = 5 = 344
3 FT &1 3 4T.8
= 44 L1 T )
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Appendix 9: Enumeration of culturable microorganisms

Laboratory = Culturable microorganisms at 22°C ‘ Culturable microorganisms at 36°C

A <1 <1
B Vial to the enumerations of culturable microorganisms broken
C <1 <1
D <1 <1
E 2 2
F <1 <1
G Confluent grow Confluent grow
H <1 <1
I 3 1
J <1 <1
K <1 <1
L <1 <1
M 1 2
N <1
Expert 2 3

AFNOR VALIDATION VO

Summary report ' April 2020
Pseudalert ®/Quanti-Tray® 86

Ad.Géne

by UPsclence



