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2 38 1 CEN/TC275/WG6
1S0 1ml 3 4 1S0/TC34/5C9
USDA-FSIS
Iml 4
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3(2): 87-93.
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LC-MS/MS
. 2020.
48(2): 49-56.

36(1):10-12. 2019.

3) Yahiro K, Ogura K, Terasaki Y, Satoh M, Miyagi

D

2)

3)

S, Terasaki M, Yamasaki E, Moss J. Cholix
toxin, an eukaryotic elongation factor 2 ADP-
ribosyltransferase, interacts with
Prohibitins and 1induces apoptosis with
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hepatocytes. Cell Microbiol. 2019,
21:e13033.
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2

46

52

2

2

40

12

20

23

20

Cholix

2

WGS

92

19

18

2018

40
11

28

MLVA









08

NIHSJ-33TS:2020

NITHSJI
09 NIHSJ-15

NIHSJI-
16
ST2

400 /mL

1,1,2,2
22

21

26




2) NIHSJ

NIHSJ 9
NIHSJ
3
NIHSJ-08 09
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Besse et al. Int J Food Microbiol. 2019.
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1. —f%i%®d (General Aspect)
[N852, 853]
SCOBARDIHEENIAR D — xR R R IH
2. 7 Rikw 7 7 —70HE
[N854~857, 878]
3. U=¥VIT )T =7 ORI
[N859~871, 873~877, 879, 881~891]
WeOILERY, S HZDO T EIZDOWNT
3. 5% OAETEHEIE (Systematic Review)
[N893]
S%OUGETOHME, HHERIZ OV T
4. CEN/TC275/WOBA-IRAAZS D15
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CEN & OBIEME:, CENS —F 1 v 7 CTOPiE
FIE|ZHOWT

5. = Mfth [N858, 872, 880, 894, 896]
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WG3 | Method validation WG18 | B-glucuronidase-posi. E.coli
WG4 | Proficiency testing WG19 | Challenge testing
WGS | Culture media WG20 | B.thuringiensis& B.cereus
WG6E | Food-borne parasites WG21 | Enterococci
WG7 | General requirements Sulfite reducing bacteria &
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WG23
WG8 | Preparation of test samples
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WG11 | Contaminants & probiotics WG25 | Whole-genome sequencing
WG12 | Spoilage TAB WG26 | C.botulinum toxins
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WG15 | Psychrotrophic micro. WG28 | Micro-organismsat 30°C
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A: —C:

Positive deviation

A: —C:
Fal se positive
Negative agreement

A: —C:
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2
SC9
DeAnn Benesh
M AOAC International
2017/10/24
INOFOOD

Paul in’t Veld 2019/6/4
AOAC Europe/NMKL NordVval
Symposium

https://www.inofood.cl/wp-content/uploads/2017/08/1.-
DeAnn-Benesh.pdf
http://aoaceurope.com/images/sampledata/symposium/prese

ntations/M5_Paul_int_Veld.pdf

1SO16140 Part 1 2 Part
2019 Part3 4 5



Part 1:
Part 2:

Part 3:

Part 4:

Part 5:

Part 6:

Vocabulary
Protocol for the validation of alternative (proprietary)
methods against a reference method

Protocol for the verification of validated reference
methods and validated alternative methods
implemented in a single laboratory

Protocol for method validation in a single laboratory

Protocol for factorial interlaboratory validation for non-
proprietary methods

Protocol for the validation of alternative (proprietary)
methods for microbiological confirmation and typing
procedure
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Part2

o
A>| |_>< Part5 >
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o
| |
|
m
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1SO16140

40



Part 4

Part 4

4 7
Part 5 Part 5
4 9
=10
Part 2
=8
3 1SO 16140
400 /ml
1,1,2,2-
22
26
BPV1
BPV2
4
1S016140:2016
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2 BPV1 BPV2
SO 16140-2: 2016 B ETI(80%) 1
Sample n Xi Yi
Sa? [Yi-Xi| + B -ETI1(80%)/2
+ 0.5L 0010 + 4Sg Sr

[BETI(80% )

Yi-XiZ=BETI(80% )/2!
1 B-ET1(80%)

BPV1
BPV2

n=2 4 1



BPV1 BPV2 BPV1 BPV2
(Test (Sample) (Sample) SR 0.126  0.031| 0.126  0.031
portion) Samplel Sample?2|Samplel Sample?2 Sk 0.092 0.092
1 582.0417 713.9063| 582.0417 713.9063 5 0169 0401| 04137 0147
2 303.8963 780.6122| 303.8963 780.6122 Sa 0.139 0.142
3 364.455 655.2| 364.455 655.2
4 483.6298 712.6961| 483.6298 712.6961 Yi-Xi -0.309 -0.156 -0.115 -0.075
1 134.625 521.5521| 494.8438 674.0625 S (q:
2 326.8716 678.8053| 237.7153 835.1888 AT
)=SQRT(1+1/n), 0.155 0.159
3 171.3075 404.7225| 279.1425 375.375 2
n=
4 240.5804 429.8574| 329.2155 618.5198 Tt =~
1 2.76 2.85 2.76 2.85 B - B
1.440 1.440
2 2.48 2.89 2.48 2.89 | |ETI(80%) Suo=p
Logl10 3 2.56 2.82 2.56 2.82 -
T*Sp™ 224 .22
4 268 285 268 285 Sad 0 0.229
i us .
Xi 2,623 2.854 262 2.85 Ui=(Yi-Xi)+T*Sp*q -0.085 0.067 0.114 0.154
1 213 272 269 283 Li=(Yi-Xi)-T*S,*q  -0.533  -0.380| -0.344 -0.303
2 251 2.83 2.38 2.92 4Sg 0.366
Logl0 3 2.23 2.61 2.45 2.57 -4SR -0.366
4 2.38 2.63 2.52 2.79
Yi 2.315 2.697 2.508 2.779
+ 4*SR i
+ 05 -
—T—YI-XI —r—U|=(Y|-X|)+T*SA*q \ Li=(Yi-Xi)-T*SA*q
0.6
| I |
04 |
02
S ol 3
a2 2
M o f &
04 F
06 06 |
08 | | | | 08 | | |
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Collaborative study Single laboratory validation
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0630002

0630004 15 6 30

83
10 8 26

1S0/TS
17191:2013 Microbiology of the food
chain — Polymerase chain reaction

(PCR) for the detection of food-borne
pathogens — Detection of botulinum
type A, B, E and F neurotoxin-
producing clostridia 1SO
BAM chapter 17 Clostridium
botul inum BAM
1S0
BAM

Technical Specification

NHISJ-20TS-ST1
Collaborative

study: CS NIHSJ-
20ST-ST1
NIHSJ-20TS-ST2
3
NIHSJ-20-ST-ST2 69
2009 7 22 70
2019 12 16 71
2020 2 18

CS
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WG A

CS

CS NIHSJ-20TS

SLV

1 NIHSJ-20TS-ST2

NIHSJ-
CS 20TS
CS
WG 3 CS
CS (NIHSJ-20TS-ST3) CS
NIHSJ-20TS-ST2 1
CS
2
Limit of Detection
(LOD: ) CS
Single [laboratory A
validation:SLV CS CS
NIHSJ-20TS LOD CS
SLV CS LOD
1
1 2
NIHSJ-20TS
2
4 CS
A B E F
8 4.
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CS

Vegetative form  Spore form

CS

WG

1SO/TS 17191:2013

Annex D (informative)

CS
0630002
0630004

CS

48

WG

SLV

5. DNA

1SO/TS 17191:2013
CTAB
CTAB
CS

NIHSJ-20TS

DNA

CS



Technical Specification

cs

cs

cs
NIHSJ-20TS
1 NHISJ-20TS-ST2 cs
2)
NH1SJ-20TS

3) ¢S

49

. Yahiro K, Ogura K, Terasaki Y, Satoh

M, Miyagi S, Terasaki M, Yamasaki E,
Moss J.: Cholix toxin, an eukaryotic
elongation factor 2 ADP-
ribosyltransferase, interacts with
Prohibitins and induces apoptosis
with mitochondrial dysfunction in
human hepatocytes. Cell Microbiol.,
2019, 21:e13033.

Cholix
93 ,
2020.3



*

Probability of detection (POD)

analyte level or concentration.

Level of detection (LODx)

Limit of detection

with a stated confidence level.

Proportion of positive analytical outcomes for a qualitative method for a given matrix at a given

Measured analyte concentration, obtained by a given measurement procedure, for which the
probability of detection is x.

EXAMPLE: LODx is the level of detection for which 50 % of test give a positive result.
The lowest quantity of an analyte that can be distinguished from the absence of that analyte

*1S0 16140-1:2016 Microbiology of the food chain - Method Validation-

(IEEY T [IEETER

\
> [ ihroan | [ 5hioal e[ Ghioan |:
BRI ) |
Collaborative study I BRI |
BRI |

__________ —_—— e ———_——

e I o sl bbbl bbbl bbbl debbbbl bbbt R bl bbbt
single y validati —HAGAT ] [—messr [(—maze | [ —waam
(b B> AL OBE S OIR S TREH) | |

[aeso8m | [ weaoexw | [ Brzorm |

1 NIHSJ-20TS
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International Organization for Standardization

I1ISO

PCR

PCR
1SO022174

PCR

1SO20837

1SO20838
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1 ISO

1S022174 1S020837
1S020838 PCR
NIHSJ-34TS-ST2

NIHSJ-34TS-ST4



. 3(2): 75-80. 20109.

1
2 3 4 5 2
6 7 8 1. WGS
9 10 11 MLVA
12 13 0157 .92
14 15 . 4 23
2.
40
7 10
3.
2018 MLVA
40
11 28
F.
Golden standard
PCR
PCR
PCR

36(1):10-12. 20109.
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1 PCR

ISO

ISO

20837

2006

Microbiology of food and animal feeding stuffs — Polymerase chain
reaction (PCR) for the detection of food-borne pathogens -
Requirements for sample preparation for qualitative detection

ISO

20838

2006

Microbiology of food and animal feeding stuffs — Polymerase chain
reaction (PCR) for the detection of food-borne pathogens -
Requirements for amplification and detection for qualitative methods

ISO

22174

2005

Microbiology of food and animal feeding stuffs — Polymerase chain
reaction (PCR) for the detection of food-borne pathogens — General
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