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Or — only specific Lab
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Scope of the method

Method is applicable to:

7 products intended for human
consumption (15 categories);

» products intended for feeding of
animals (1 category);

» environmental samples in the area
of food production and food
handling (1 category);

» samples from the primary
production stage such as animal

faeces, dust, and swabs (1 category).

[ e -

: Scope of validation

I Method has been validated for a “broad

| range of foods” involving the following

I (food) categories and (food) items:

» ege and egg products (derivates)
[food item: whole quuid eqql;

7 heat- proccsscd milk and dairy
products [food item: pasteurized
milk};

» chocolate, bakery products and
confectionary [food item: tiramisu];

7 multi-component foods or meal

@ components [food item: pasta salad).

| @  Implementation verification

(Food) item verification

- ———————————

W —————————
e R e Arures

[ . 2 2 2 >

1
E Scope of laboratory application |

fncosssccscssansasaseannaaas

: The user laboratory wants to verify the
1 method for a "broad range of foods”.

' The user laboratory selects:

! Implementation verification:

» food item: minced meat [category:
raw meat and ready-to-cook meat
products (except poultry)]

(Food) item verification: as these are
challenging matrices and relevant to the
samples tested by the user laboratory;

7 blue cheese [category: raw milk and
dairy products];

» smoked fish [category: ready-to-eat,
ready-to-reheat fishery products];

» alfalfa [category: fresh produce and
[fruits];

» black pepper [category: dried
cereals, fruits, nuts, seeds and
vegetables].

» pizza [category: multi-component
foods or meal components].

SN SS——
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Method Scope: Matrices ISO 16140-2

Table A. 1: Classification of sample types & suggested target combinations for validation studies

CATEGORIES

Raw Milk & Heat Processed Raw meat & Ready-to-eat, Raw Poultry & Ready-to-eat,

Dairy Milk & Dairy Ready-to-cook ready-to-reheat ready-to-cook ready-to-reheat

Products Products meat products meat products poultry products meat poultry
(except poultry) (except poultry) products

Eggs & egg Raw & ready-to- Ready-to-eat, Fresh produce & Processed fruits Dried cereals,

products cook fish & ready-to-reheat fruits & vegetables fruits, nuts,

(derivatives)  seafoods fishery products seeds and
(unprocessed vegetables

Infant formula Chocolate, Multi- Primary Pet food & Environmental

& infant bakery products component production animal feed samples (food or

cereals & confectionary foods or meal samples feed production

components ﬂ" 4‘

‘There are 18 CATEGORIES recognized (and harmonized between ISO and AOAC)
14



Example of Categories & Food types

Raw Meat cuts, carpaccio’s, minced meat... (20
samples)
Heat Cooked ham, cooked meat preparations...(20
Meat products
processed samples)
Cured Cured ham, bacon, etc...(20 samples)

= 60 different samples tested per Meat Products Category

15
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(General principles of verification of qualitative (detection) methods and

AN -

4.4 /a6 DPGABUE (B(requirements for implementation verification)and (food) item v

Scope of validation Scope of laboratory application

“Broad range of foods” scope

Validated reference method or

alternative method validated in accordance wk L% SADENIN
with [SO 16140-2 or ISO 16140-5 J .
E:t‘:;ories “Broad range of foods” scope Implementation verification - f1S9nay
Qq
tﬁztzgl?;::;g:\ ~{ Category 1 - Types - Items - 159519015
Category 2 - Types — Items
Category 3 - Types — Items — For qualitative methods: select one food item - & L rtion
tested during the validation study, belonging to % %
Category 4 - Types - Items the scope of laboratory application

kCategory 5 - Types - Items y — For quantitative methods: select any food item ) w : \Am S

belonging to the scope of laboratory application

é Category 6 ... ) - @ EE

Food ‘/

categories
not tested
during the
validation
but included \Category 15
n the. Scope — Choose a minimum of 5 challenging food items,
of validation each one from a different food category
belongmg to the scope of laboratory appllcatlon

(Food) item verification

23
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(General principles of verification of qualitative (detection) methods and
4.4 /G UBC DPGABE B (requirements for implementation verification)&hd (food) item ve

Scope of validation Scope of laboratory application

Validated reference method or
alternative method validated in accordancg
with IS0 16140-2 or ISO 16140-5 Implementation verification
“Limited range of foods” scope

Food
categories — For qualitative methods: select one food item
tested during tested during the validation study belonging to
the validation ' the scope of laboratory application

. — For quantitative methods: select any food item

Category 1 — Types - Items - o
Category 2 - Types - Items belonging to the scope of laboratory application

Category 3 — Types — Items

(Food) item verification

— If the scope of validation covers < 5 food
categories, choose a minimum of one challenging
food item from each of the food categories
belonging to the scope of laboratory application

a0 UAé O Haod itk oc 50 - GG Edasadienited range Yof foods
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(General principles of verification of qualitative (detection) methods and
4.4 /G UBC DPGABE B (requirements for implementation verification)&hd (food) item ve

Scope of validation Scope of laboratory application
“Broad range of foods and other categories” scope

Validated reference method or
alternative method validated in accordance|
with ISO 16140-2 or ISO 16140-5
“Broad range of foods and other Implementation verification
Food categories” scope
categories /
tested during
the validation Category 1 Types - Items — For qualitative methods: select one food item
'\ Category 2 - Types - Items tested during the validation study belonging to
] Category 3 — Types — Items the scope of laboratory application

Category 4 — Types — Items — For quantitative methods: select any foed item

Category 5 - Types = Items belonging to the scope of laboratory application
Food \.
categories s
nottested | Category 6 ...
duringthe ™ .. Category 15
validation gory
but included (Food) item verification
in the scope ( Category Pet food and animal feed
of validation - Types = Items

Category Environmental samples
Other A1 - Types - Items — Choose a minimum of 5 challenging food items,
categ::es[ Category Primary production each one from a different food category belonging
tested during th flaboratory application

samples - Types — [tems to the scope of 1 Iy app
the validation \L P Typ — If other categories are included, choose one item

from each of these other categories belonging to
the scope of laboratory application 2 5

a0 UA & O Hdod ifliial B BB SR 6 61 s0A aclenor fedi
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Genl rinciles of erification of qualitative (detection) methods and
4.4 /G UBC DPGABE B (requirements for implementation verification)&hd (food) item ve

Table 1 — Summary of the minimum number of (food) items required for verification

Number of samples
Scope of validation Implementation . R
verification (Food) item verification Total
“Broad range of foods” 1 =5 =6
scope 2 5 food categories
“Limited range of foods” scope 1 Nfooq s 4 (Nigog * 1) =5
N¢,0q Categories
1 > 5 food items 26+ Ngher

“Broad range of foods” + +

other categories (Noeper) scope 1 item from each of the
Nother Other categories
1 Nrooa < 4 (Ntood * Nother + 1) <8

+

“Limited range of foods”

N;,0q Categories
1 item from each of the

+ other categories (N,..) SCOpe N, . Other categories

Other categories (Nother) scope 1 Nother <3 (Nother +1)<4

only 26
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(General principles of verification of qualitative (detection) methods and
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4. /U6 DGABE B (requirements for implementation verification)&hd (food) item ve
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Category ltem Challengingracteristic
pH
2 2 Viscosity
3 3 Fat content
4 4 Highackgrourwloband pH
5 5 Polyphenol

27
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(General principles of verification of qualitative (detection) methods and
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4. /U6 DGABE B (requirements for implementation verification)&hd (food) item ve
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(General principles of verification of qualitative (detection) methods and
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Table 2 — Required performance characteristics to be determined for verification

Method Performance characteristic |Implementation verification| (Food) item verification
Qualitative |Estimated LODs, (eLODs) v | v
Intralaboratory reproducibility v .
Quantitative |Standard deviation (S;) Notapplicable
Estimated bias (eBias) Not applicable v

NOTE1 The relationship between intralaboratory reproducibility standard deviation (Sy;) and [SO 19036 is explained in 6.1.

NOTE 2 For the verification of qualitative method, three protocols are proposed to the user laboratory. The protocol 3
does not require a determination of an eLOD, but to target a concentration of 3 cfu to 5 cfu/test portion.

29
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(Qualitative mathdusical protocol for Vverification

A AEKkpefimeatd) GesignE

Table 3 — Protocols to determine eLODso and number of replicates needed per inoculation level

Inoculation level of the test portion

Protocol 9xLODso | 3xLODso | 1xLODso | 3to5cfu Blank Total number of
Unsure about level - . 2 : :
of contamination [test portion | /test portion | /test portion | /test portion replicates
S
B! 1 4 4 . 1 10
2 - 3 5 - 1 9
‘-‘
3 \ . | - - 7 1 8

Reference

NOTE The abbreviawmlony forming units is cfu.

material used

The choice of one of the thre

level of contamination.

48

rotocols depends on the ability of the laboratory to achieve the desired

Intermediate approach —use if 1or 3
don’t work, and need to repeat

31
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5240641 1T A AEkpeAneatg@esgnE

~

@;u /5 28 g eI -t

Overnight culture

(T g

1:10 dilution
e.g. 1 mlin 9 ml
diluent

Expected to have
108 cfu/ml

a um@“ £ R B - U . . }

101 dilution

10-7 dilution 108 dilution

|

1ISAQ61402021

Initial concentration:
6x108 cfu/ml
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(Qualitative mathclusical protocol for Vverification
5.A6 a1 1 AAEKpehneat@@esgnE

(T g

R -3 Y

1:10 dilution — — —
e.g. 1 mlin9 ml
diluent

® v 9 ¥ @ @

New overnight culture 10-1dilution  10-2dilution 106 dilution 107 dilution 10-8 dilution
Expected 6x108 cfu/ml Expected 6x102 Expected 60 cfu/ml Expected 6 cfu/ml
cfu/ml
\ ]

Y
Perform the enumeration in parallel with the test portions inoculation

35




(Qualitative mdthclusical protocol for verification
546 a1 1 A AExpehmeat@@esgnE

— 1:3 dilution 1 1:3 dilution ! 1:3 dilution ! 1:3 dilution ‘

5 B g o

107 dilution 1:3 dilution of dilution A~ 1:3 dilution of dilution B 1:3 dilution of dilution C ‘
Expected 60 cfu/ml Expected 20 cfu/ml Expected 6,7 cfu/ml Expected 2,2 cfu/ml
= dilution A = dilution B = dilution C = dilution D

W] w]
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(Qualitative mdthdusical protocol for verification

5.A6 a1 7 A AEKpelimeat@@esgnE

— 1:3 dilution 1 1:3 dilution ! 1:3 dilution ! 1:3 dilution ‘

® g 3 5

107 dilution 1:3 dilution of dilution A 1:3 dilution of dilution B 1:3 dilution of dilution C -
Expected 60 cfu/ml Expected 20 cfu/ml Expected 6,7 cfu/ml Expected 2,2 cfu/ml
= dilution A = dilution B = dilution C = dilution D

N N Y |
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5.A6 a1 7 A AEKpelimeat@@esgnE

!

Reference Material (RM) 1:10 dilution of RM 1:3 dilution of dilution A
certified 50 cfu/ml Expected 5 cfu/ml Expected 1,7 cfu/ml

1:3 dilution

1:10 dilution

= dilution A = dilution B

1ml l 1ml

38




(Qualitative mdthdusical protocol for verification

5.A6 a1 7 A AEKpelimeat@@esgnE

-

— AP

1076 dilution 107 dilution 10 dilution
Expected 6x102 cfu/ml Expected 60 cfu/ml  Expected 6 cfu/ml

[
CRORO

e ae asA L e o AL s~ S A Enumeration result:
4 UCo @ &G Ao ® O 6 a 54108 cfu/ml 39

instead of 6x108 cfu/ml
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!

Intermediate lewel
FxLODg,
[(dilution C)

ﬁ

Fx»1 ml in 10 ml of a non-selective broth

] |

J

Lo lewel
1=LODo,
[dilution D)

¥

!

F=1 ml in 10 ml of a non-selective broth

]|

!

Liowr lewel
1= LOD g,
[dilutiomn )

a UCZ A

¥

I 0 1

F3=0.3 ml in 10 ml of a non-selective

broti

e a0
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6411 AAEKpehineat@@easgnE

Joo4o U

Expected level 3=3 ml inm 10 ml of a non-selective broth

3 to 5 cfu/ test
POoOrLion

¥ 3

] 000

Expected level Fx1 ml in 10 ml of a non-selective broth
3 to 5 cfu//test
portion

- ¥ ¥ . 2

SoLu

Expecboed level 3=0,3 ml in 10 ml of a non-selective
I to S cfu/Stest bhroth

portion . AL~

41
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Table C.1 — MPN table for the calculation of the inocalum level using protocals 1, 2 or 3

be repeated.

& [Tvke resulyof the rarity category is 5, the MEN combdnation s very unliksly to occur. In thes £ags, 1l experiment shall

Number positive results for inoculum vobume (ml}) MEN per mi Rarity Table C.1 frontinued)

|Frotocol 1 1 midilution € [ 1 midilution D | 0,3 ml dilution D 0”1““111" o

Pratacol 2 1midilation ¢ | 1 mi dilution D | 0,3 mi dilution D {";,,.m“w::mz‘ _ Mumber positive results for indculum volume [ml) :}I:::ﬁ::'[': ::arrrrf

Protocol 3 Fml inoculum | 1 ml inocalam | 0,3 ml inoeulum (protocol 3) Protocol 1 1ol dilution © | 1 mldilaton D | 0,3 mil dilution (proocols 1 and 2) EE
3 3 3 = 1 |Protocal 2 1 ml dilution € | 1 mldilation @ | 0,3 ml dilation D or of Inseu sy
3 | E i 4,1 i Protocol 3 Imlinoculum | 1 mlinoculam | 0,3 ml inocalum [protocal 3]
3 3 B 1 24 1 1 z a 0.3 1
3 3 0 15 1 = :
2 — 3 3 Y 3 1 1 3 0.3 5
3 3 2 I 1 1 I_ F 04 | ) F
3 z 1 13 1 1 1 1 03 1
3 4 1] a4 1 1 | 1 o] 0.2 1
3 1 3 15 z 1 ] 3 04 3
3 1 2 11 1 1 T z 0.3 a2
1 ! ! 0.8 ! 1 0 1 02 1
3 1 [ [T 1
3 [] 3 10 3 1 L 0 ol L
3 a z 08 i i 3 1 06 1
ED a 1 06 1 0 3 2 0.5 3
3 0 o a4 1| o 3 1 o4 3
; ; : 1: i [ 3 0 0,3 3
7 i 3 1 03 1 1] z i o4 3
z 3 0 07 1 v : : oA 3
2 2 ] L0 3 0 2z 1 0.3 2
z 2 2 b 1 0 B [ 02 1
: 2 E o7 1 [ 1 3 0,3 3
8 . ; i ; 0 1 2 03 3
2 1 z 0,6 1 0 1 1 . nz z
] 1 1 0.5 1 a 1 i 01 1
2 i 1 0 03 1 0 I F] 0z 3
2 [t} 3 0,6 3 1] 0 2 0,z i
z | 0 2 0.5 2 o 0 1 01 1
z
e T u o : CI———

- T 3 Ifthe resultof the rarity category 15 3, the MFN combdnation 15 very unlikely to e<cur, In this case, the experiment shall

: 1 3 ng 1 b repeanaid.
1 3 2 07 1
1 3 i 0,5 z
1 1 [ 04 z
1 2 3 0,5 3
1 2 2 15 2
1 2 1 04 1
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5,460 UGBU(Artificial contamination)
54A 604y el Aée&EdBoUUN° AE-é0aRBRoUUL° @S¢ aO0-

Stra@ 6 ¢ A E - Ascealomy EO /
A (fodd) it@iddiGverified
+ ~—rs
A
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5.4 XigaiF@eAtest portion (Inoculation of the test portion)

I a 6: AR @ DG E
j R olODMO & m@ 036 ¢ O- 1T EAG 4
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iE A N\

O 6 #EdRGFagBAtest portion

Protocol High level Intermediate level Low level 3 cfu to 5 cfu/test
9 cfu/test portion 3 cfu/test portion 1 cfu/test portion portion
1 This should be ata From the high inocu- | From the intermediate

maximum of nine times| lation level, perform a | inoculation level, per-
the assumed LODgq. | 1:3 dilution to achieve | form a 1:3 dilution to
the intermediate level. | achieve the low level.

2 This should be ata | From the intermediate
maximum of three inoculation level, per-
times the assumed form a 1:3 dilution to
LODs,. achieve the low level.
3 The level of contamina-

tion of the inoculum is

known, (e.g. reference

material with known
concentration).

More dilutions can be tested in order to make sure the target levels are reached. Use as many dilutions
as needed, but always take into account a 1:3 dilution factor between the levels.
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5.4 Ryl test portion (Inoculation of @he test portion)
* & a adérnight GakgA) A IO6x 16cfiimly Eg 1 E6 E @6 ¢

dilutior{l®) 3 €m:fim!

dilution1B TdikitionSAgm:fim|

dilutie(: A 1dikitionsBE6EmI

diluti@n]: 3 idiktionsC2ef(ml

diluti&l: & iditEtionsD® 7&fimi

dilutien(: 3\ idiktionsED25f(m|

v robBAAEtest portion

Protocol dilution A dilution B dilutidd dilutidn dilutida dilutida
16) (1:3 89 (1:3 Bf (1:3 6f (1:3 BY (1:3 B

1 1 4 4 4 4 4

- 3 5 5 5 5

3 - - 7 7 7 7
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B e
| saingops s cosunimn
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0.7
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5. 5\ 64au &ETV@?uatlorLbTYresult)

6 DAHEEDBEL QAR

| g ITmrer e o iate o Blamk elODsg
imocalatiomn hewel imoculatiom bewvel imvoculatiom bewel level
S aas portion = | ast portion = | et porcion > cfu/test portion
1,1 B ks & e P 01 < A0 = LIL=™
A1, T 3% 0y L = 0,5 = LIL
AL, L T 24 L g = 0,7 = LIL
1,1 & 1L 4 o/ 1 = 1,0 = LIL
W 444 O 4 01 = 1,5 = LIL
1,1 3% &% oL = 0,7 = LIL
1,1 £ e 01 = 1,0 » LIL
F 1,1 3/ % Z/ % 0,/ 1 = 1,3 = LIL
L1 34 1 /4 L | = AL, T » LIL
1,1 ETL 0/ 4 [ e = 2,3 = LIL
1,1 2y e 0/1 = 1,1 = LIL
1,1 2/ 3/ 4 [T = 1,5 = LIL
1,1 2Z ) 2 L0 § = 1,9 = LIL
P 2 4% 1/ 4% 0y 1 = 2,6 = LIL
A, 2 O 0,1 = 3,7 »= LIL
1,1 1,/ % g 0y 1 Unreliable MPN result®
L0 1 < e 3 [ = LA o LTI
11 149 2/ o1 = 2,8 = LIL
1,1 L 1) % 0y 1L = «4,0 = LIL
1,1 14 0/ 4 LYED — =
1L/,1 0y 4 B T 3 0y 1L I Unreliakyle MMPMN resulit®
1,1 0 34 Oy L = 3,0 » LIL
1,1 0 Z )4 Oy 1 = <4, 3 > LIL
1/,1 0 14 Dy 1 = 5,7 = LIL
1,1 0 4 04 o 1 = 1,0 = LIL
- LIL = low inoculation lewvel. 53

- Unreliable MPN result:

MPN combination is wvery unlikely vo occur. The experiment shall be repeaved.
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O 6 @ HFAREEOe L QROAERBR

GgUAUU@H ¢

I High Intermediate Lo Blamlk eLOD g,
inoculation level inoculation level imoculation level level
= 18 cfu,/test portion = 6 cfuy/test portion = 2 cfu/test portion cfuy/test portion

1,1 4,3 @ oy 1 < 2,0
1,1 3 4 3/ 4 0/ 1 = 1,0 I
1,1 . )43 Z/9 0/ 1 = 1,4
1,1 4.4 1/4 0/1 = 2,0
1/1 T 3 0/ 4 01 = 3.0
1/1 3/4 4% 01 = 1.4
1,1 3,4 3/4 0/ 1 = 2,0
1/1 3,4 2 )% 0y 1 = 2.6
1,1 34 14 [ = 3.4

I 1,1 39 04 0/1 = 4,6
1,1 2 /)% a3 /3 01 = 2,2
1,1 2 /% 3/4 0s1 = 3,0
1,1 2,4 2/ 4 o/ 1 = 3.8
1/1 Z/49 1/49 0,1 = 5,2
1,/1 2/ % 0/4 o/s1 = F.%
1/1 1/4 BT 0y 1 Unreliable MPN reswulta
1,1 1/4 3 49 01 = 4, 2
1,1 1/4 279 [ § = 5,6
1,1 149 14 0,1 = 8,0
1,1 1/4 0/ 4 0/1 =12.6
1,1 0/ 4 T 0/ 1 Unreliable MPN result=
1,1 0/4 3/4% 0/ 1 = 6.0
1,1 0/ 4 2 /% 0/ 1 = 8.6
1,1 0/ 4 14 oy/1 =13 4
1,1 04 0,3 0/ 1 = 28,0 54

- Unreliable MPN result: MPN combination is very unlikely to occur. The experiment shall be repeated.
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5.8\ 60 4 U §Evaluationbirresult

AL AN N as . e O NS

O 6 BAAEEREL QROACRER

u UA U

Udo ¢

Intermediate inoculation level Low inoculation level Blank level eLODg,
targel’.ed 3 x LODEPfl'.est portion targeted 1 x LODgg/test portion cfu/rest portion

3/3 5/5 os1 < 1,0 = LIL=2

3/3 445 0,1 = 0,4 = LIL

3/3 3/5 0o/1 = 0,7 » LIL

3/3 2/5 0,1 = 1,0 »= LIL

3,3 1/5 0,1 = 1,4 = LIL

3/3 o/s 0/1 = 2,0 = LIL

2,3 S5/5 0,1 = 0,7 = LIL

2,3 4,5 o/s1 = 10,9 = LIL

2/3 3/5 0/1 = 1,2 = LIL

253 2/5 [V § = 1,6 = LIL

2/3 1/5 o/1 = 2,3 » LIL

2)3 /5 oy1 =3,7 = LIL

1/3 5/5 o/ 1 Unreliable MPMN re&]tb I

1/3 445 o/1 = 1,4 = LIL

1/3 3/5 0/1 = 1,8 = LIL

1/3 2/5 o/1 = 2,6 = LIL

1/3 1/5 0/1 = 4,1 = LIL

1/3 0/5 0/1 =8,6 = LIL

o/3 s5/5 vV § Unreliable MPN result®

o/3 4,5 o0/ 1 Unreliable MPN result

0/3 3/5 0/1 = 2,9 = LIL

o/3 2/5 0/1 = 4,5 = LIL

0,3 1/5 0/1 = 9,4 » LIL

LIL = low inoculation lewvel.

Unreliable MPN result: MPN combination is very unlikely to occur. The experiment shall be repeated.
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Intermediate inoculation level Low inoculation level Blank level eLOD,
= 6 cfu/test portion = 2 cfu/test portion cfu,/test portion

3/3 5/5 0/1 < 2,0

3/3 4,5 0/1 = 0,8

3/3 3/5 0/1 = 1,4

3/3 2/5 0/1 = 2,0

3/3 1/5 o/1 =28

3/3 0/5 0,1 = <, 0

23 5/5 0,1 = 1,4

2/3 4,5 0,1 = 1,8

2/3 3/5 0,1 = 2.4

2/3 2/5 0/1 = 3,2

2/3 1/5 o/1 = 4,6

2,3 0/5 o/1 = T4

1/3 5/5 0,1 Unreliable MPN resulta
1/3 445 0/1 =2.8

1/3 3/5 0/1 = 3,6

1,3 2/5 0/1 = 5,2

1/3 1/5 0/1 = 8,2

1/3 o/s 0/1 =172

os3 S5/5 o1 Unreliable MPN result®
o/s3 a)S 0/1 Unreliable MPN result2
0/3 3/5 o/1 =58

0/3 2/5 o/1 =90

0/3 1/5 0o/1 = 18,6

- Unreliable MPN result: MPN combination is very unlikely to occur. The experiment shall be repeated.
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5.§ A OO ° (Acteptability mits)

@.- s St ., A i s, e m S A 7
é® eLQpO Ci 60 A1 RO AIBHNE E DD & ¢

¥ OBafUEREeLQp  4XLOR)@ 6 ¢ a O validatddA 6 4 §

Be = A A

» x el QPONRECiitest pofiEiEe
iaoAgawouy AOO8B8AG6aaT aaoUAT - OuA

0
2 LOJE @aldation AtaeliQpR EGA E (e AE00E %

Al AEOFI02A 4100 $B88iaoa y UCUO- U

x Of¥E daldation Atéd® Effychinh AGE S A SUOX Best
portity

LOp=0.t¢fu/g CLOR=2.5fikey UC UO- U

A U ALDRYG il gtion sRu@fitest portion
JAOO° A6 ad DR Ia it EpotieimEhie Gp
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Laboratory sample

Homogenize

Test portion Test portion

.y I

- A

Initial _ Artificial _ Initial
. - contamination Ll -

suspension A Cif srerercesed) suspension B

b b

Analysis Analbysis
i l

Result A ] [ Resuizlt B J

Different conditions: a, b, ©

a 07Q @ GARREE X perimenta) JERHHI0N6S, 63



(@}

—

(@}

Initial Initial
suspension A suspension B

1SA614802021

Run the method by
technician A

Run the method by
technician B

Use incubator A Use incubator B

|
@
O
]

Test with media TESth":li':l;]:] D;Edia
batch A
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6.18 6 & U gERajuationibhresults

Ss=intralabonsprgdusilapdard deviation

| a0A EH X

n =RLH (& 5

wiw |1 CAHEOIT dd1CAAHOI AT EVAEBOD &&B86 Oo U
¥
QEFEA 0,11
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O 6 4 @EEEsaEs Utiramisu A0-0 Al dak U

Laborato- Expected Result A (x;,) Result B (x;5) Log,o result A Log,, result B
ry sample contamination Yia = logqo(xi4) Yig = log1o(x;5)
number level
cfu/g cfu/g cfu/

1 30 C< 40 (10) éw (30 < 1,60 < 1,60
2 300 110 182 2,04 2,26
3 300 410 620 2,61 2,79
4 600 640 330 2,81 2,52
5 600 690 570 2,84 2,76
6 600 780 640 2,89 2,81
7 600 620 1300 2,79 3,11
8 600 870 1500 2,94 3,18
9 6 000 8 600 6 400 3,93 3,81
10 6 000 16 000 5000 4,20 3,70
11 6 000 > 15 000 13 400 > 4,18 4,13
12 30 000 20 000 32 000 4,30 4,51

— The results of laboratory samples 1 and 11 cannot be used because one of the counts was either too high
(“>" result) or too low (below the permitted counting range in accordance with 1SO 7218). The results of 10

laboratory samples remain for the calculation.

— Based on the 10 remaining laboratory samples, the S;; can be calculated as shown in Table 11.
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ILEEOSE dBaboratory samples

ISO 21528-2). Table 12 lists the S values obtained from that validation study.

The calculated S;; value of 0,18 is compared to the results of the validation study (data taken over from

Laboratory sample Log,q result A Log,o result B Absolute difference | Squared difference
number
Yia = 1081%(3?2 Yip = 108;0(X;g) LVia - Yisl — Lia - Visl?

1 <1,602 1] 1,602 1 Not used [> E got usedl >

2 2,041 4 2,260 1 0,2187 0,047 B

3 2,612 8 2,792 4 0,179 6 0,032 3

4 2,806 2 2,518 5 0,287 7 0,082 8

5 2,838 8 2,755 9 0,083 0 0,006 9

6 2,892 1 2,806 2 0,0859 0,007 4

7 2,792 4 3,113 9 0,321 6 0,103 4

8 29395 3,176 1 0,236 6 0,056 0

9 39345 3,806 2 0,128 3 0,016 5

10 4,204 1 3,699 0 0,505 1 0,255 2
11 S 4,176 1> 4,127 1 Not used| < Notused|>

12 4,301 0 4,505 1 0,204 1 0,041 7

. ~ 5 ; ~ Sum 0,650 0

OoadanB@HEO U O Sum/(2 x 10) 0,032 5
Sz = V(0,032 5)

3
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6.15%7 A O O° (Aczeptakili) BmitsJ

UbeGiA 6 UB A S, @ 6 ¢ ak0e E 0 AAG 4 é -

E 6 AA 0S4 186 Uehly validafliSQ1528 6 & (1B &4 6 E @6 ¢

O 6 45463 @alidation study

S values from the validation study
(Food) item Low Intermediate High Mean value of three
inoculation level | inoculation level | inoculation level | inoculation levels
Egg product 0,32 0,50 0,48 0,43
Raw meat 0,28 0,36 0,57 0,40
Animal feed 0,18 0,17 0,20 (0,18
Pasteurized milk 0,24 0,18 0,19 0,20
Tiramisu 0,22 0,28 0,13 0,21

~

R G, @sFmM=-0.19 0 & 0.08T-U728 @@ 18 6
éait aaouU 71
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6.246 & @ C 6 (iificid) EbjitaiinGtibn) y £ { Culture collections
62416 & 1] /ol SO0 U0 ¢  User laboratory collection
6.2. 4@ B Jtest portion —,_rial)

vvvvv "I‘ 0 (An n e)Ama 1:10 dilution

eg 1 mlin % ml
diluent

Owvernight culture 10" dilution 104 dilution 107 dilution

!

a4 UDB! @ &ahi d ORI EE O - U

yay A et

1ml

concentration:

]
©

107 cfu/ml
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6.24 6 &4 @ C 6 Aitificid) CoPtAMInGtiony [ o ranem [
diluent
6.2. Mﬁﬁﬁuest port@h (
y1 46 ﬁa@BéJG\dJéEGmumJeaanW}aS 0 7 i ©
a fi (@wnediungty i B0 e New overnight culture 10 dilution 104 dilution 10 dilution
e - Expected 5x107 cfu/ml  Expected 5%106 cfu/ml ExpectedeIO"cfu/ml Expected 5x101 cfu/ml
(@ &LGBatest portion 4 (Dl B GEAGE

VO UHTHOR HalRUEBA L 55161 6cfigA LFEAGHET &q VA BAGTA (@0 UsRa 0506 Ocfim)
v E eGpeREEdilutiaiid EadO161 6cfim| & D4UGEESA 0 5.8 5d.6cfiml of test portion

1ml
y O duglidation initial sSusPeBFIANELG+dilucdnl}
EFEGEB5d.0 546 54 6cfiml of test poEddd &5d.0 5 &cfiml of the initial s(EsjiFbkion 77
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