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Foreword

This report is prepared in accordance with ISO 16140-2:2016 and MicroVal Technical Committee interpretation of
ISO 16140-2v.1.0

Company: Nissui Pharmaceutical Co. Ltd

Expert Laboratory: Campden BRI
Method/Kit name: Compact Dry XSA

Validation standard: 1SO 16140-2:2016 Microbiology of the food chain —Method validation —Part 2:
Protocol for the validation of alternative (proprietary) methods against a reference method

Reference methods: ISO 6888-1:1999 Microbiology of food and animal feeding stuffs - Horizontal method
for the enumeration of coagulase-positive staphylococci (Staphylococcus aureus and other species) — Part 1:
Technique using Baird-Parker agar medium

Scope of validation: A broad range of foods based on categories

Dairy products
Dried/low moisture foods
Meat and Poultry

Ready to eat foods

Multi component foods

S

Certification organisation: Lloyd's Register
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(MicroVal) Method Reviewer
MicroVal Technical Committee
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1 Introduction

In this project a MicroVal validation study, based on ISO 16140-2:2016, of alternative method(s) for the
enumeration of coagulase-positive staphylococci (Staphylococcus aureus) in five different food categories was
carried out by Campden BRI as the MicroVal Expert Laboratory.

The alternative method used was:
e Enumeration of Staphylococcus aureus on Compact Dry XSA, incubated at 37°C+1°C for 24 + 2h
The reference method used was:

e SO 6888-1 :1989 Microbiology of food and animal feeding stuffs- Horizontal method for of
coagulase-positive staphylococci (Staphylococcus aureus and other species) - Part 1: Technique
using Baird-Parker agar medium

Categories included :
e Dairy products

e Dried/low moisture foods
e Meat and Poultry

e Ready to eat foods

e  Multi component foods

Criteria evaluated during the study have been:

e Relative trueness study;

e Accuracy profiles;

e Limits of quantification (LOQ);
¢ Inclusivity and exclusivity

e Interlaboratory Study

The final conclusion on the Method Comparison Study and ILS is summarised below:

The alternative method Compact Dry XSA shows comparable performance to the reference methods (ISO 6888-
1:1989) for the enumeration of coagulase-positive staphylococci in a broad range of foods.
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2 Method protocols
The Method Comparison Study was carried out using 10g gram portions of sample material.

According to ISO 16140-2 the reference method and alternative methods were performed with the same
sample. The study was therefore a paired study design.

2.1 Reference method
See the flow diagram in Annex A.

Sample preparations used in the reference method were done according to ISO 6887-series parts 1, 2, 3, 4 and
5. Plating was done according to 1ISO 7218:2007+A1:2013 section 10.2.2 which says at least one plate per
dilution shall be used with at least two successive dilutions. Two plates per dilution may also be used to improve
reliability. If only one dilution is used, then two plates of this dilution shall be used to improve reliability of the
results. Depending on the sample being tested and the expected contamination level, single or multiple dilutions
were used with single or duplicate plates if considered necessary to improve the reliability of the calculated result
and ensure at least two relevant plates were available for use in calculations.

2.2 Alternative method

See the flow diagram of the alternative method in Annex A.

Compact Dry XSA plates are ready-to-use dry media sheets comprising culture medium and a cold-soluble
gelling agent, rehydrated by inoculating 1 ml diluted sample into the centre of the self-diffusible medium.
The Compact Dry X-SA method contains chromogenic medium and selective agents for the detection and
enumeration of Staphylococcus aureus which form blue colonies after 24+/-2h at 37+1°C.

Samples of product containing the target organism were diluted 1 in 10 with an appropriate diluent according to
ISO 6887 and homogenised in a stomacher.

Appropriate serial dilutions were made, and all relevant dilutions were analysed using the reference method and
alternative method.
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3 Method comparison study

3.1 Relative trueness study

The trueness study is a comparative study between the results obtained by the reference method and the results
of the alternative method. This study was conducted using naturally or artificially contaminated samples. Different
categories, types and items were tested for this.

A total of 5 categories were included in this validation study. A minimum of 15 items for each category were
tested by both the reference method and the alternative method in the relative trueness study, with a minimum of
15 interpretable results per category.

Each category was made up of 3 types, with at least 5 items representative for each type.

3.1.1 Number of samples
The categories, the types and the number of samples analyzed are presented in Table 1.

Table 1 — Categories, types and number of samples analyzed

Categories Types Number Number of
samples interpretable
analysed results

Dairy products Dairy desserts e.g. chilled custard, trifle, 5 5

cream, ice cream, custard slice

Pasteurised / raw milk products, yogurt, milk 5 5
drinks

Cheese e.g. soft cheese, hard cheese, raw 5 5
milk cheese

Dried/ low Chilled RTC batters and pasta e.qg. filled 5 5

moisture tortellini, ravioli

products Infant formula and cereals e.g. probiotic infant 6 6

cereals, rusks, infant milk
Dehydrated powders e.g. soups, gravy, milk 5 5
powders

Meat and Poultry: cooked sliced chicken, cooked 5 5

poultry chicken fillets, cooked BBQ chicken chunks

Cooked and fermented meat e.g. salami, 5 5
pepperoni, chorizo, ham

Raw meats: mince, sausages, chicken breast 5 5
fillet

Ready to eat Ready to eat/reheat chilled/frozen foods e.g. 5 5

foods quiche, pizza, cottage pie

Cooked/cured fish products e.g. prawns, 5 5
smoked salmon, seafood terrine, salmon Pate

Cut ready to eat fresh produce e.g. fruit mixes, 6 6
bagged leafy vegetables, carrot batons
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Categories Types Number Number of
samples interpretable
analysed results

Multi component | Composite foods with substantial raw 5 5

foods ingredients e.g. sandwiches, pasta salads,

Mayonnaise based raw and processed salads 5 5
e.g. coleslaw, sandwich spreads

Composite processed meals e.g. .lasagne, fish 5 5
pie, spaghetti bolognese

TOTAL 77 77

78 samples were analysed, leading to 78 interpretable results

3.1.2 Test sample preparation

It is preferable to have naturally contaimated samples where possible, however, it is also necessary to
artificially inoculate some samples where naturally contamianted samples cannot be sourced. Atrtificial
contamination was carried out by spiking or seeding protocols. Samples were inoculated and held either
frozen for 1 week, chilled for 2 days or ambient for 2 weeks, or cultures were exposed to pH2 for 60 min or
heated at 55°C for 5min.

Injury efficiency was evaluated by enumerating the pure culture on selective and non-selective agars.

The observed injury measurements varied from 0.31 to more than 0.57 log cfu/g difference between non-
selective and selective plates
65 samples were artificially contaminated; 10 contaminated naturally.

A further 42 samples were screened for natural contamination- all were negative.

3.1.3 Protocols applied during the validation study
A single protocol was applied for the study.

Reference method plates were incubated at 37+1°C for a total of 48+4h . Compact Dry XSA plates were
incubated at 24+/-2h at 37+1°C.

In all cases the minimum incubation times were used.

3.1.4 Test results
The samples were analysed by the reference and the alternative methods in order to have at least 15
interpretable results per category, and at least 5 interpretable results per tested type by the two methods.
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3.1.5 Calculation and interpretation of relative trueness study
The obtained data were analysed using the scatter plot. The graphs are provided with the line of identity (y = x).

Figures 1 to 5 shows the data plotted per category and Figure 6 summarises all the data.

Figure 1 : Dairy products
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Figure 2: Dried/Low Moisture Foods
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Figure 3: Meat and poultry
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Figure 4: Multi-component Foods
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Figure 5: Ready to eat Foods
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Figure 6: All categories plot
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According to ISO 16140-2:2016 6.1.2.3 the results of the scatter plot are interpreted based on a visual
observation on the amount of bias and extreme results.

According to ISO 16140-2:2016 6.1.2.3 the results of the scatter plot are interpreted based on a visual
observation on the amount of bias and extreme results. The data appears acceptable on the whole but there
is some evidence of a negative bias for the alternate method for multicomponent foods, particularly
processed composite meals and for dairy products, in particular pasteurized /raw milk products. This can be
seen from the individual product figures (1 and 4) and from the all categories figure (6). These products were
spiked with heat treated. Cells stressed in this way may under-recover on the alternative method compared
to the reference method.

A summary of the calculated values per category is provided in Table 2. The Bland-Altman difference plot for
all the samples is given Figure 7

Table 2 - Summary of the calculated values per category

95% Lower | 95% Upper

Category. n D Sp limit limit

Dairy 15 -0.329 0.286 -0.962 0.305
Dried/low moisture 16 -0.125 0.156 -0.467 0.218
Meat and poultry 15 -0.097 0.323 -0.813 0.619
Multi component 15 -0.291 0.527 -1.459 0.877
Ready to eat foods 16 -0.149 0.137 -0.449 0.151
All Categories 77 -0.196 0.321 -0.839 0.446

D : Average difference SD: standard deviation of differences  n: number of samples

Figure 7 — Bland-Altman difference plot for all the samples
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Samples for which the difference between the result observed with the reference and the alternative
methods is above or lower than the limits are listed in Table 3.

Table 3 - Data which are outside of the accepted limits -

Difference log
Food Food type Sample Food item Strain Spiking/seedin | cful/g _
Category code g protocol (alternative —
reference)
Cooked and .
Meat and fermented 1C Salami 3097 Ambient/2 0.486
poultry weeks
meats
Meat and Raw meat 28B Pork loin Natural none -1.022
poultry steak
Multi- Tuna pasta 55°C/5mim
component RTE meals 10B bake 1238 heating -1.217
foods
Multi- R .
component | RTE meals 35 Fish pie 1238 ﬁS C_/5m|m -1.114
eating
foods
Multi- Product sweet chilli
component | with raw 41B chicken natural none 0.968
foods ingredients noodle salad
Comments

It is expected that not more than one in 20 data values will lie outside the CLs. Any disagreements with the
expectation should be recorded.

For this data set there are 5 in 77 data values which lie outside the CLs (All categories plot). There were no
identifiable trends in these data, and they covered 4 different food categories, 2 different inoculated strains
and naturally contaminated samples

3.1.6 Conclusion (RT study)
The relative trueness of the Alternative method for S.aureus (coagulase-positive staphylococci) is
satisfied.

3.2 Accuracy profile study
The accuracy profile study is a comparative study between the results obtained by the reference method and

the results of the alternative method. This study is conducted using artificially contaminated samples, using
one type per category.

13
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3.2.1 Categories, sample types and strains

MICROVAL® [l

In this study five food categories were tested with a single batch of two different food types using 6 samples
per type. Two samples were contaminated at a low level, 2 at intermediate level, 2 at a high level. For each
sample, 5 replicates (5 different test portions) were tested. A total of 30 samples were analysed per food
type. Each sample was bulk inoculated and five replicate test portions examined from the bulk sample.

The tested categories, types and items are provided in Table 4.

Table 4 - Categories, types, items, strains and inoculation levels for accuracy profile study

High : 1000000cfu/g

Category Types Strain Item Level Test

portions

Dairy products Dairy S.aureus Chilled custard Zero 5

desserts CRA 1215 Low:500cf/g 5

from cheese Medium : 10000cfu/g 5

High : 1000000cfu/g 5

Raw milk cheese Zero 5

Low:500cf/g 5

Medium : 10000cfu/g 5

High : 1000000cfu/g 5

Dried/rehydrated | Powders S.aureus RTC pasta Zero 5

& low moisture CRA 2095 Low:500cf/g 5

products Medium : 10000cfu/g 5

High : 1000000cfu/g 5

Infant cereal Zero 5

from milk Low:500cf/g 5

powder Medium : 10000cfu/g 5

High : 1000000cfu/g 5

Meat and poultry | RTE meats | S.aureus Pastrami Zero 5

CRA 1217 Low:500cf/g 5

from cooked Medium : 10000cfu/g 5

beef High : 1000000cfu/g 5

Cooked sliced Zero 5

chicken roll Low:500cf/g 5

Medium : 10000cfu/g 5

High : 1000000cfu/g 5

Ready to eat Cooked fish | S.aureus Fresh cooked Zero 5

foods products CRA 1208 prawns Low:500cf/g 5

e.g. prawns | from smoked Medium : 10000cfu/g 5

fish High : 1000000cfu/g 5

Smoked salmon Zero 5

Low:500cf/g 5

Medium : 10000cfu/g 5

High : 1000000cfu/g 5

Multi component | Composite | S.aureus Pasta salad Zero 5

foods foods with CRA 3097 Low:500cf/g 5

raw from pasta Medium : 10000cfu/g 5

5

14
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Category Types Strain ltem Level Test
portions
/processed Sandwich spread Zero 5
ingredients Low:500cf/g 5
Medium : 10000cfu/g 5
High : 1000000cfu/g 5

Total number of samples tested= 150

3.2.2 Calculations and interpretation of accuracy profile study
The statistical results and the accuracy profiles are provided in Figures 8 to 12.

The calculations were done using the AP Calculation Tool MCS (Clause 6-1-3-3 calculation and
interpretation of accuracy profile study) available on http://standards.iso.org/iso/16140

Figure 8 Accuracy profile for Category: Dairy products

(type desserts)

(Food) Category
(Food) Type

Dairy

Dairy desserts

Dairy desserts

0.60

Bias
g
=

Reference Median

B-ETI B-ETI
Reference . compared to compared
Sample Name | o1 Value HES LerzifeEul || Wiz (H=i AL=%0.5 to final AL
Acceptable Acceptable
36 2.64 -0.166 -0.400 0.068 YES YES
8 2.88 0.204 -0.030 0.438 YES YES
17 3.83 -0.189 -0.423 0.045 YES YES
16 4.11 0.228 -0.005 0.462 YES YES
29 6.04 -0.209 -0.443 0.025 YES YES
30 6.26 -0.079 -0.313 0.155 YES YES
Reference Alternative SD repeatability of Final AL
method method reference method <= 0.125
SD
Repeatabili 0.311 0.162 NO +/- 0.500
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Figure 9: Dried/rehydrated & low moisture products
(Food) Category dried/dehydrated foods
(Food) Type Powders
Powders
0.60 7
0.40 -
0.20
—m— Bjas
£ 000 , , , . B-ETI
0.00 1.00 2.00 7.00 8.00 - e AL=+/-0.5
-0.20
-0.40 -
-0.60 -
Reference Median
B-ETI B-ETI
Reference . compared to | compared to
Sample Name Central value Bias Lower B-ETI Upper B-ETI AL=$0.5 final AL
Acceptable Acceptable
5 2.71 0.029 -0.161 0.218 YES YES
13 2.88 -0.077 -0.267 0.112 YES YES
9 3.98 -0.033 -0.222 0.156 YES YES
26 4.36 -0.216 -0.405 -0.026 YES YES
38 5.94 -0.036 -0.225 0.153 YES YES
39 6.30 -0.155 -0.344 0.034 YES YES
Reference Alternative SD repeatability of reference Final AL
method method method <= 0.125
SD Repeatability 0.116 0.131 YES +/- 0.500
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Figure 10: Meat and poultry

(Food) Category Meat and poultry
(Food) Type RTE meats
0.60 1 RTE meats

0.40 A

0.00 T T v v v v ]

.00 1.00 2.00 3.w 5.00 " 7.00 8.00  emxémmsBias

-0.20 4 e B-ETI
e e AL=+/-0.5

Bias
o
N
o
}

o

-0.40
-0.60 -
Reference Median
B-ETI B-ETI
Reference . compared to compared to
Sample Name central value Bias Lower B-ETI Upper B-ETI AL=40.5 final AL
Acceptable Acceptable
34 3.11 -0.073 -0.273 0.128 YES YES
31 3.20 -0.125 -0.326 0.076 YES YES
32 4.41 0.000 -0.201 0.201 YES YES
25 4.41 0.000 -0.201 0.201 YES YES
4 6.23 -0.084 -0.285 0.116 YES YES
35 6.40 -0.194 -0.394 0.007 YES YES
Reference Alternative SD repeatability of reference Final AL
method method method <= 0.125
SD Repeatability 0.325 0.139 NO +/- 0.500
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Figure 11: Ready to eat foods

(Food) Category Ready to eat foods
(Food) Type Cooked fish
Cooked fish
0.60 7
0.40 o
0.20 o i —— Ll :1EN
@ e B-ET|
2 0.00 T T T T T T T ' e = AL=4/-05
0.00 1.00 2.00 3.00,/@“ 5.00 6.00 7.00 8.00
-0.20 v o
-0.40 = \/‘
-0.60 - Reference Median
B-ETI B-ETI
Reference . compared to compared to
Sample Name Central value Bias Lower B-ETI Upper B-ETI AL=40.5 final AL
Acceptable Acceptable
18 3.04 -0.078 -0.405 0.250 YES YES
27 3.26 -0.109 -0.437 0.219 YES YES
33 4.40 -0.056 -0.383 0.272 YES YES
14 4.45 -0.168 -0.496 0.159 YES YES
28 6.36 -0.158 -0.485 0.170 YES YES
10 6.54 -0.164 -0.492 0.164 YES YES
Reference Alternative SD repeatability of reference Final AL
method method method <= 0.125
SD Repeatability 0.116 0.227 YES +/- 0.500
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Figure 12: Multi component foods

(Food) Category

Multi component

(Food) Type

composite/raw ingredients

0.60 4

0.40 -

0.20 -

composite/raw ingredients

,E 0.00 ‘ ‘ \ , et Bias
= 0.00 1.00 2.00 3.00 5.00 7.00 B-ETI
020 | - = AL=+/-05
-0.40 - \'/L’/‘&
-0.60 -
Reference Median
B-ETI B
Reference . compared to | com|
Sample Name Central value Bias Lower B-ETI Upper B-ETI AL=+0.5 fir
Acceptable Acc
11 2.66 -0.036 -0.215 0.143 YES )
6 2.76 -0.158 -0.337 0.021 YES )
2 4.11 -0.073 -0.252 0.106 YES )
7 4.11 -0.160 -0.339 0.019 YES )
12 6.04 -0.082 -0.261 0.097 YES )
24 6.11 -0.200 -0.379 -0.021 YES \
Reference Alternative SD repeatability of reference Final AL
method method method <= 0.125
SD
Repeatability 0.084 0.124 YES +/- 0.50(
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According to ISO 16140, if any of the upper or lower limits for the six samples exceeds the 0.5log
Acceptability Limits (ALs) and the standard deviation, Sref > 0,125, then an additional evaluation procedure
is followed:

New ALs are calculated as a function of the standard deviation: AL s =4 _ sref. If for all i in the accuracy
profile Ui < ALs and Li _ —ALs, the alternative method is accepted as being equivalent to the reference
method for the given combination category and type.

For some of the food categories the additional AL calculation was required. This was for the dairy products
and RTE meat products, however, the re-calculated AL’s were still £0.5log.

3.3 Inclusivity / exclusivity

The inclusivity study is a study involving pure target strains to be detected or enumerated by the alternative
method.

3.3.1Protocol

After being grown according to appropriate conditions, decimal dilutions were made, and the 53 target
strains and 31 non-target strains were enumerated by the alternative method, the reference method and a
non selective agar (TSA).

3.3.2 Results

Of the 53 inclusivity strains tested, 51 strains were detected using both methods and 2 strains gave typical
colonies on both media but did not confirm using the coagulase test.

Of the 31 exclusivity strains tested, none were detected by the alternate method and 2 were detected by the
reference method these were S.delphini NCIMB 13206 and on S. hyicus CRA 254. The identity of these
strains was re-checked using the MALDI and was confirmed as S.delphini and S. hyicus..

3.4 Limit of quantification (LOQ)

The limit of Quantification (LOQ) is only required for instrumental measurements. It was not done in this
study

3.5 Conclusion (MCS)
Overall, the conclusions for the Method Comparison are:

e The Compact Dry X-SA for enumeration of S.aureus in foods method shows satisfying trueness
e The Compact Dry X-SA for enumeration of S.aureus in foods method shows satisfactory and accuracy
profile.

e The Compact Dry X-SA for enumeration of S.aureus in foods method was shown to be specific and
selective.

20
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4 Interlaboratory study

The inter-laboratory study is a study performed by multiple laboratories testing identical samples at the same
time, the results of which are used to estimate alternative-method performance parameters.

4.1 Calculation and interpretation of data

The data from the collaborative trial were calculated and interpreted according to section 6.2.3 of ISO 16140-
2:2016 using the freely available Excel® spreadsheet (http://standards.iso.0rg/iso/16140). Version 14-03-
2016 was used for these calculations.

The results obtained by the collaborators are shown in Tables 5
The accuracy profile plot is shown in Figures 12 and the statistical analysis of the data is shown in Tables 6.

Table 5: Summary of the results of the interlaboratory study per analyte level

Reference method X i Alternative method K ik
Collaborators (i) | Level (k)
1 Blank <10 <10
2 Blank <10 <10
3 Blank <10 <10
4 Blank <10 <10
5 Blank <10 <10
6 Blank <10 <10
7 Blank <10 <10
8 Blank <10 <10
9 Blank <10 <10
10 Blank <10 <10
Duplicate 1 Duplicate 2 Duplicate 1 Duplicate 2
1 Low 3.411 3.310 2.630 2.850
2 Low 3.080 2.970 2.850 2.730
3 Low 2.750 3.240 2.580 2.710
4 Low 3.310 3.300 3.160 2.950
5 Low 3.030 3.150 2.439 2.700
6 Low 3.140 3.330 2.630 3.130
7 Low 3.340 3.240 2.950 3.000
8 Low 3.050 3.150 2.710 2.500
9 Low 2.820 2.600 2.079 1.881
10 Low 2.960 2.820 2.590 2.470
1 Medium 4.560 4.180 3.870 3.790
2 Medium 3.960 4.020 3.840 3.770
3 Medium 3.700 3.630 3.580 3.610

21


http://standards.iso.org/iso/16140

Standardized report - Quantitative methods -
Method Comparison Study and ILS
2008LR14 Compact Dry XSA Summary Report

Mlcnov%“ 0

Reference method X ij Alternative method K
Collaborators (i) | Level (k)
4 Medium 4.230 4.180 4.160 4.160
5 Medium 3.970 4.000 3.700 3.810
6 Medium 4.060 4.040 3.730 3.820
7 Medium 4.270 4.460 3.910 3.970
8 Medium 4.120 4.100 3.720 3.670
9 Medium 3.810 4.160 3.460 3.830
10 Medium 3.850 3.910 3.731 3.820
1 High 5.520 5.510 5.000 5.030
2 High 5.120 5.190 4.990 4.940
3 High 4.840 4.790 4.630 4.710
4 High 5.510 5.350 5.640 5.680
5 High 5.020 5.060 4.860 4.850
6 High 5.310 5.260 4.920 4.850
7 High 5.530 5.750 5.040 5.030
8 High 5.120 5.190 4.570 4.840
9 High 4,180 5.130 4.060 4.510
10 High 3.660 5.000 4.890 4.900
Figure 12. Accuracy profile of Compact Dry XSA from the ILS
—8— Bias Relative Lower Tl limit (beta = 80%)
Relative Upper Tl limit (beta = 80%) = =LowerAcceptability Limit
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The statistical analysis of the existing ILS data is shown in Table 6 below. It can be seen that the
repeatability standard deviation (Sr) was better for the alternate method than the reference method ranging
from 0.096 to 0.165 for XSA and 0.126 to 0.373 for the reference method.

The between-labs standard deviation (S.) was similar for the alternative method (0.145 to 0.336) and the
reference method (0.178 to 0.309) and the reproducibility standard deviation (Sr) was better for the
alternative method (0.174 to 0.358) than the reference method (0.228 to 0.485).

According to the ISO 16140-2:2016 standard, if any of the values of the B-ETI fall outside of the £0.5log AL
then a further calculation is done to calculate the pooled average Sr of the reference method. This was
done and gave an Sr value of 0.337. This value was used to recalculate the new AL as a function of the
standard deviation (ALs) using the formula 3.3 x Sr.et Which gives new ALs values of +1.11 and -1.11. These
are plotted in Figure 4 and it can be seen that no values lie outside of these ALs values and therefore the
alternative method is accepted as being equivalent to the reference method.

It can be seen from Figure 12 and Table 6 that there is a slight bias in the data with the alternate method
giving slightly lower average values than the reference method for the low, medium and high categories (-
2.05 to -0.423). This was previously reported in the original ILS where the average bias across the three
levels was - 0.283 which is similar to the average bias in the new calculation of -0.297.

It was previously accepted that whilst there was evidence of a small underlying bias between the
two methods with the ISO method giving slightly higher plate count results than the Compact Dry

X-SA, however this was considered to have no major microbiological implications considering the
magnitude of the bias and the different formats of the test methods.

The alternative method is therefore accepted as being equivalent to the reference method in the Inter
laboratory study although the data shows that there is the potential for the alternative method to give a lower
count that the reference method.
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Table 9. Statistical analysis of the ILS data according to the ISO spreadsheet

Accuracy profile L
Application of clause 8.2.3
Study Name Step 8:If any of the valuesforthe B-ETI fall outside
Date the acceptability limits, calculate the pooled average
Coordinator reproducibility standard deviation of the reference
Tolerance probabhility (beta) 20% 20% 20% method. o
Acceptability limit in log {lambda) | 111 1.11 111 StepfSL;::tll.iur:a;ftE;:":;?s::;z:ﬁaltl;Q::Is asa
Alternative method Reference method
Levals Low Medium High Low Medium High
Target value 3.100 4.061 5.102
MNurnber of participants (K) 10 10 10 10 10 10
Average for alternative method 2,677 3.798 4,837 3,100 4,061 5.102
Repeatahility standard deviation (sr) 0.165 0.096 0,171 0.143 0.136 0.373
Between-labs standard deviation (sL) 0.277 0,145 0,336 0,173 0,136 0.309
Reproducibility standard deviation (sR) 0.323 0.174 0.355 0,223 0.233 0.485
Corrected number of dof 11.659 12,162 10.050 13.149 12.044 15.678
Coverage factor 1.417| 1.413 1.435
Interpolated Student t 1.3533 1.335 1.371
Tolerance interval standard deviation 0.3364 0.1810 0.3740
Lower Tl limit 2,220 3,552 4,384
Upper Tl limit 3.134] 4.043 5.410
Bias R0:173 K76 K025 select ALL bluelines to draw
Relative Lower Tl limit (beta =80%) -0.880 -0.508 -0.718| the accuracy profile as
Relative Upper Tl limit (heta =80%) 0.034 -0.018 0.308 illustratedin the worksheet
Lower Acceptability Limit -1.11 -1.41 -1.11] "Graph Profile"
Upper Acceptability Limit 1.11 111 1.11
New acceptabhility limits may be based on reference method pooled variance
h’oo\ed repro standard dey of reference | D.337|

5 Overall conclusions of the validation study

e The alternative method Compact Dry XSA for enumeration of S.aureus (coagulase-
positive staphylococci shows satisfactory results for relative trueness;

e The alternative Compact Dry XSA for enumeration of S.aureus (coagulase-positive
staphylococci shows satisfactory results for accuracy profile;

e The alternative Compact Dry XSA for enumeration of S.aureus (coagulase-positive
staphylococci is selective and specific.

e The alternative Compact Dry XSA for enumeration of S.aureus (coagulase-positive
staphylococci shows satisfactory performance in the ILS

The alternative Compact Dry XSA for enumeration of S.aureus (coagulase-positive staphylococci)
comparable performance to the reference method ISO 6888-1for enumeration of coagulase-positive

staphylococci in a broad range of foods

Date : 03/03/2019

CB
Signature:

Annexes A: Flow diagram of the reference and alternative method. B: Test kit insert
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ANNEX A: Flow diagram of the alternative method and reference methods

Food sample (10g) + appropriate diluents (90ml) dilution (according to ISO 6887)
Homogenise and dilute further as required

;

IS0 6888 -1:1999

;

Surface plate 0.1ml samples of
appropriate dilutions onto the surface of
pre-poured Baird Parker Agar

!

Incubate at 37 £1°C for 24 £ 2h.
(The minimum of 22h wil be used)
hark {count) typical calonies

}

Re-incubate plates at 377+ 1°C
forZ4 + 2h

(The minimum af 22h wil be used)

¢

Count (mark) any new typical colonies
and mark atypical colonies

'

Confirmation

Takes 5 typical colonies per each of 2 dilutions (10 plates)

Confirmation by RPF plate)

Stab colonies into RPF Agar and incubate at 37 £1°C for 24 +2h.
Record positive results i.e. colonies showing a precipitation halo

'

!

Compact Dry X-SA

|

Plate 1 mlaliguot of each dilution anta
X-5A

|

Incubate plates at 37 £ 1°C for 24 £ 2h
(The minimutmn of 22k will be used)

l

Count typical & aureus colonies (lblue) ™

|

Calculate cfufy

Calculate cfufg taking into account the number of confirmed positive colonies

*no confirmation is required for X-SA according
to the manufacturers’ instructions

If there are any naturally contaminated
sarmples found then 5 colonies per sample will
be confirmed using RPFF agar. Confirmation will
not be dane on adificially inoculated samples.
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ANNEX B Kit insert

40 plates/Platten/plagues/placas/lastre/placas ID-Ho. 1 002 960
240 plates,/Platrten/plaques/placas/lastre/placas ID-Ho. 1 002 961
/Platten/pl /placas/lastre/placas ID-Ho. 1 402 961
1400 ID-Ho. 1 502 550
English Deutsch Frangais
Tompact Dry L-5A is a casdy &0 oea, Compact Doy X-SA ISt aioe gebracchefartige, Compact Doy Z-SA ast ooa plages cEromcgens
chromogenis plate for datection of chromogecs Flatts ro= Fachweds voa prdta & I'ctilisstice pooe ditectar la sombra
Staphylococcos smoeus Stapbylococcts sureas total da Staphylocoocms smceus
Sampla pret et ment Probanvotbated g praliminaire da 1'échantillon
Viabla count im watmr or liguid foodstuf# | Lebendi=imzabl in Nasser oder flfssiges Nombre de geroes Tevivifisbles dans L' mam oo

1 =l of apucinan {dilute if Le=bensmi tEeln
¥l on tha middle the Compact i ml dar Probe (evtl. verdinnem) in der Mitte
dar Compact Doy Platte sufbzingan.

n (la dilusc ai
ds la plagus Compact

Viabla ccuant in Sslid fesdatuff Labesdkainzah]l in fesbten Lebanssitbals Hombra da gufmed Fevivifiables daps des
alimants solides

#dd buffer sclution to the asaple snd Iugeba von Puffeclfamng und Homogenisisrung der | I1 eabt o = d"njouter ane solul
hozoganize by stosacher®. Drop 1 ml of chba im Stomscher® it tampan d 1fAchantillon st e 17 homoghm
spaciman (dilute if necssmsryl in the ml dac Probe {evil. verdiinoen] |per Stomachar®. Appligus: L =l da
middle of the dry ahest of the Compact Dry mpact Ory Flatte sufbringsn. |17 échent n |le dilums =i shcesmeice] sz

B cantra de ls plague Compact Dry.
Viablea ccunt in swab task specimen Labandkainzah]l aus Tupfar-Proban Hembre de garmes sevivifisbles dans das
dchantillons pralevis
the awab to wips ths surfacs, put inktc Wattmbupfar kann utilimar la tampon pour ssasyer ls ascfacs,
n. Orop 1 " la placer dans 1*unité awec im salution

4" manuymgn. Appliguer 1 =l de
néce!

Azfnahmaflu
tharfuhct. Mach Schottaln wisd dis geaamts df sasuyags (ls dilw
lasung |1 ml) in dar mi da la plagus Compact Dry.

Flatte aufgebracht. Es wicd empf aFurllisag 1o Tampen “Seab
(4072407600 places) . fur Compact on MyServe, Id-No. 1 002 diatribuk par le société HySeses
SE3 A 1 403 (AGFZ4G/E00 Stuck) zw 952305 /1 €02 954 (4OVZ40/€00 plikcsa).
- e
Tast instructicns T SR Instructions pour la tast

1 dan Ceckal wnd & :
af Ehe Coopact Dry pletas. i L Mitte der Compact Doy 1" d=nant

1. Cpan the cap and drop 1 ml of speciman |3,
in tha midd

1. Cuvric la couvercls et appliquar 1 =l de
llen sur la plagus Compact Dry.

2. Speciman di o 11y snd 2. Liéchantillon as répand sutcoatiguesant et
avanly i at and tranafoccma 2. uniforzdoant lle st sn 1 sspacs
the drimd shest into = gal within 41 Eranaforze la
smconds.

3. put ths cap sgein on the plats snd 3.
writs ths infocrmetion nesded an the

tbace Fliche zur Kennzeichsung

ez randum sac . wm .
4. Tucn cwar the capped plate snd put in 4. Gmachloasene Platte undreben und in sines
tha incubatar. Brutachrank lages.

5. Afta g Anzehl dar bleuss

Ein weifss Fapisr ala

lage srlaichtart dan Zahl

Incubmticn tims 24 howrs £ 2 Inkubationezeit 24 stondan & 3 Tumpe 4 inombation 24 mamres i 2
Incubation tamparatue 35 & 2 e Inkubationstemperator 3% 3 2 ¢ Taspérature d'incubation LTS L]
MRS approved 35 & 2 e ACAC approwed 3% 3 2 ¢ ADAC spproved LTS ]
Bordval/Mizzoval spproved 3T &1 "c Ecrdvalfticcoval spprooved 37 &1 “cC Wordval/Miczoval approved 37 &1 "c
Intarpretation of the results Inta: tation des W b Intmrprétaticn des séanitsts
Blum Colonies ace Staphylococcus sucsus. Elaus Kolcoien weizen wuf 5. sursss hin Toutes las colonies de 5. auceus se colorest

wn bBleu.

Stocksge at durés ds consarvatiom
= ). | Stockege & tesphratuze asbiante |

Storags and shalf life
Kasp ab room raturs (¢ & £o 430 "C).

s (£ bis #50 S & w30

Totsl shalf life 21 zontha aftar Maltbarkait bia zu 21 Monats nach He llumg. |. Purks btctale de comssrvaebion 21 =ois
manufacturing. wprda fabrication.
Eatan e sremgen

aticzs oo plates will ® Echa Wechatumakomzantrabicsen suf dem Flattes

oot ta baccms liche Firbung ces gemaxtes

e Ehe mz Fall zuss @sa
the current dispoaal | = Bach Sebrauch antsprechand den geltesden
Abfallbsstizzunges a
= The growsh srea i3 IO cmf. The back of the = Tia Flattanfliche ==t
Plate haa & grid carved of 1 @ 3 1 o= to Flattancictasits zur I
Ezloniszdnlung siz 1 0= % 1 cm grodfes Rasbsr
Solite sa suf Grund hobaer
Ezlonimdichta Problama baim Auazkhlss sinsr gasze
Flatte geben, kazz man a

aca ds 1a plagss saz da 20 cmf. Une

nomkze )

oxmtas le

s c=looisa,

3 wre produced at an T30 . Dry-Flattes wasdem

artan Datriak garartige.

= Compact Doy

9001 carsifiss mi

Compact Ory acob fabriguéss dana
rtifids conforme & T30 9001,

» MOA" Epprowal Bo. DB13S1 » BOAS Approwal Wo. SE1S01 » ROAS Approwal Bo. 01001

= MizroVal spgrovel B=. 2000-LEL4 * Micro¥al spproval Wo. 2O0D-LEL4

®» BordVal Certificate Ho. 04X, T80 SDOD-1:-1335 ® HordWal Certificsts Wo. 042, ISS CMIO-1:1856
Bysacvs Gobd @ Co.ES, Bschasrainacstr. 24, 03443 USfing, Gezmany 1 e Eyaasve.sam 0316

26



