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30

NIHSJ-01
1SO

2018 6

1S0
PCR

NIHSJ-15 180 21528-1:2017

NIHSJ-02

1S0/TC34/ SC9

ST2




ISO SC9

HACCP

AOAC

Technical Specification (TS)



ISO 16140

Escherichia, Citrobacter, Klebsiella, 1SO 16140; 2003
Enterobacter Enterobacteriaceae 2016
Aeromonas
Paired
EU Unpaired

(Confirmation)

ISO TC34/SC9
2017 ()

2018

1S0



2
Technical Specification (TS)
ST1
3
NIHSJ-1-ST4:2009
ST2

0729 4
Buffered peptone water ,

BPW pH

4

NIHJS-2-ST4:2012

ISO



International Organization

for Standardization: 1S0 1SO
TC34/5C9
P 1S0
1S0
30
Lausanne
3

AOAC International

AOAC International

AOAC International

1S0
AOAC International

ISO TC34/SC9 2019
1SO16140: 2016
WG3 WG2

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 STl

ST2

International Organization for Standardization
ISO
PCR



EE

OF

NIHSJ-15
NIHSJ-15:2019

NIHSI

68

EU

2017

1

1ISO major revision

major revision

minor revision

NIHSJ ISO
1
ISO/TC34
1ISO minor revision
minor revision
1
ISO/TC34
3
30 2 27



Guidelines for drinking water quality, fourth
edition,
https:.//www.who.int/water_sanitation_health/publicat
iong/2011/dwq_guidelines/en/

101
36
67
ISO 9308-1:2014
NIHSJ-30-ST1
101
NIHSJ-31-ST1
4
NIHSJ-1: 2009
Buffered
peptone water, BPW pH 7.2+ 0.2
0729 4

BPW  pH

ISO

ISO 6579: 2002 (Horizonta method for the
detection of Salmonella spp.) 1SO 6887-1: 1999

2017 Generd rules for the preparation of the

7.0+ 0.2

initial suspension and decimal dilution

BPW pH 7.0 0.2

NIHJS-1 BPW pH 7.0+ 0.2
36
67
NIHSJ-01: 2018
5
NIHJS-2-ST4:2012
ISO
B
NIHSJ
ISO
Lett Appl
Microbiol. 2002;34(2):124-9.
NIHSJ-2
B NIHSJ-2
36
67
NIHSJ-02: 2018



1S0

1S0
16140
19 AOAC International
CEN EU-RL
IDF TUMS
1S0/TC34/5C9 P
55
1SO
TC34/5C9
1
TC  Technical Committee; 1S0/TC34/5C9
TC SC 2
Sub-Committee; 25
1SO 200 TC
TC34
SC9
SC5
2002 TC34/5C9
P (Participating)
0 (Observers)
1S0 16140 2003
0 AOAC International
1SO 16140 2012 AOAC
SC9 0 INTERNATIONAL Method Validation Guidelines
100
2018 AOAC International
1S0/TC34/5C9
P
2019 37 Lausanne
1 CEN/TC275/WG6 AOAC International
4 1S0/TC34/5C9
1SO

10



150 16140
AOAC INTERNATIONAL Method Validation
Guidelines

1S0/TC34/SC9
1S0 16140
1SO 16140:2003
1 6
6
2016
2
1S0 16140-1

TS Z 0032 : 2012 (I1SO/1EC Guide 99:2007 (VIM3) )

JIS Z 8101-1 : 2015 (1SO 3534-1 : 2006)
- -1
JIS Z 8101-2 : 2015 (ISO
3534-2 : 2006) - - 2

JIS Z 8402-1 : 1999 (1S0 5725-1 : 1994)
1 JIS Q 0035 : 2008
(1SO Guide 35 :2006) -
JISK 0211 : 2005
CAC/GL72 2009
2012

NPO

11

1S0
40 2
1 3 4
TGC
LS MM LG
1S0 A B
ISO 16140:2016
paired study
unpaired study
3
(sengitivity)
50 25~75%
(relative level of detection; RLOD)
(inclusivity)
(exclusivity)
3
20
3 x20
60
SEx= (PA + PD)/(PA+ ND +
PD)x100%
SEr= (PA + ND)/ (PA+ ND +
PD)*x100%

(Relative trueness) RT= (PA + NA)/
Nx100% N = PA+ NA + ND + PD
N>60
FP = PD/Nx100%



R A
C R
A C 8
R: A: —C: False
negative Positive
agreement PAR*
R: A: —C:
Negative deviation :ND
R: A: —C:
Positive deviation :PD
R: A: —C: False
positive Negative
agreement NAgp
R: A: —C:
Positive agreement  :PA
R: A: —C: False
positive Negative
deviation :NDrp
R: A: —C: False
negative Positive
deviation :PDgn*
R: A: —C:

Negative agreement  :NA

T total

SEa= (PAT + PDT)/(PAT+ ND7 +
PD71)x100%

SEr= (PAT + NDT1)/ (PAT+ NDT
+ PD7)x100%

(Relative trueness) AC= (PAT +

NAT)/ Nx100% N = PAT+ NAT +
NDt+ PDt N>60

12

FP =
(PD1+NDrp+NAFP)/NX100%

RLOD
RLOD
EXCEL

Annex D Models for RLOD calculations using
data from the method comparison study.

Annex F Considerations for calculations of the
relative level of detection (RLOD) between
laboratories as obtained in an
interlaboratory study.

+[0.5 x(Log



)]

80%
B-ETI
B-Expectation tolerance interval t=0
fly ©T
-t<-T a 0.05
T a
t t-
flty -T<t<T
1l-a
B
t- B=0.8
T 1-8=0.2
t- EXCEL TINV
SA
NA+1/m) B-ETI/2
Ui = (
) + B-ET1(80%)/2
Li = (
) [B-ETI(80%)/2]
Ui<0.5%(Log ) Li>-0.5%(Log
)
85%, 90%,
95% 80% 2X 3X
5X 4%
WG2
WG3
WG2
WG2

2(NHISJ-20TS-ST2)

CS
66
NIHSJ-20TS-ST2

NIHSJ-20TS-ST2
1S0/TS 17191:2013

13

laboratory validation:SLV

2018

15O

CS

9

21

Single

NIHSJ-20TS-ST2

SLV. CS

NIHSJ-20TS-ST2

NIHSJ-20TS-ST2

CS

CS

SLV



WG

WG NIHSJ-20TS-ST2

WG

25-75

NIHSJ-20TS-ST2

CS

1S0

NIHSJ-20TS-ST2

2018

CS

CS

15016140-2:2016

100

Vegetative cell

CS

CS

CS

37+ 1
0.06 mL

6 mL 37+ 1 7
0.06 mL
6 mL 80
20 37+ 1 7
7
2 50
1:1 -80
ISO PCR
30
PCR

ISO 20837 2006
ISO 22174 2005

ISO 20838:2006

1SO022174 —

PCR
1SO20837

PCR

1SO20838

PCR

PCR

ISO/TS 20836 2005 PCR

PCR

14



ISO
ISO
2
150/TC34/5C9
NIHSJ-30-ST1 31-ST1 1SO
9308-1:2014
ST2
WG
WG
AOAC
1SO International
SO NIHS] 150 1S0 16140
1SO 16140:2003
150/TC34/5C9 6
1
2
1ISO
4

15



ISO/TC34/SC9 WG

2012 AOAC
International
2
TC34/SC9
Technical
Specification
1
4 4
2
WG
1SO
NIHSJ-20TS-ST2
1SO

NIHSJ-20TS-ST2

16

WG

Technical Specification

ISO

NIHSI
NIHSJ-15

NIHSJ-1 NIHSJ-2

NIHSJ-30-ST1 NIHSJ-31-ST1

1SO/TC34/SC9 WG
1S0



ISO TC34/SC9 WG2/WG3

AOAC
AFNOR NordVal

CEN

1 1S0/TS 17191:2013
NHISJ-20-ST2

2) NHISJ-20-ST2

3)

17

PCR
PCR

ISO
PCR
F.
G.
1.
1 2019 Visual

11

57-58.

2 2018.
69 76-78.
3
2018. 165-174.

2.

1 Asakura H, Makino S, Watanabe K, Tuchida VY,
Kawabe M, Sakurai D. Kuma Bamboo Grass (Sasa
veitchii) extracts exhibit protective
effects against atypical Aeromonas
salmonicida infection in goldfish (Carassius
auratus) . Biocontrol Science. In press.

2) lIto K, Takagi K, Matsushima Y, Iwasaki A,
Tanaka N, Kanesaki Y, Martin-Laurent
Martin-Laurent FF, lIgimi S. ldentification
of the novel hcbB operon catalyzing the
dechlorination of pentachlorophenol in the
Gram-positive bacterium Nocardioides sp.
strain PD653. J Pestic Sci. 43(2): 124-131.
2018.
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Listeria monocytogenes
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superfamily. 4% International Conference
on One Medicine One Science, ,
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Escherichia,
Citrobacter, Klebsiella, Enterobacter
Enterobacteriaceae

Aeromonas
2
EU
3
NIHSJ-1-ST4:2009
0729 4
Buffered
peptone water , BPW pH
4
NIHJS-2-ST4:2012
B.
1 ISO
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EU

2017 1 EE

OF

NIHSJ-15
NIHSJ-
15:2019

ISO NIHSJ

ISO major revision

major revision

minor revision
NIHS] SO

ISO/ITC34
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1SO minor revision

36
minor revision
67

ISO/ITC34
ISO
9308-1:2014

NIHSJ-30-ST1
101
NIHSJ-31-ST1

3 NIHSJ-1: 2009

30 2 27 Buffered peptone water, BPW pH
7.2+ 0.2

0729 4

Guidelines for BPW pH 7.0+ 0.2
drinking water quality, fourth edition, ISO
https://www.who.int/water_sanitation_health/pub ISO 6579: 2002 (Horizontal method for the
lications/2011/dwq_guidelines/en/ detection of Salmonellaspp.) 1SO 6887-1: 1999
2017 Generd rulesfor the preparation of
101 theinitial suspension and decimal dilution
BPW pH 7.0+ 0.2
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NIHJS-1 BPW pH 7.0t
0.2 36
67
NIHSJ-01: 2018
1
5
NIHJS-2-ST4:2012
ISO
B
NIHSJ
ISO

Lett Appl Microbiol. 2002;34(2):124-9.

NIHSJ-2

NIHSJ-2 36
67
NIHSJ-02:
2018

D.
ISO
NIHSJ-30-ST1 31-ST1
1ISO 9308-1:2014
ST1
ST2
ISO
1SO
NIHSI
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ISO
E.
NIHSJI
NIHSJ-15
NIHSI-1
NIHSJ-2
NIHSJ-30-
ST1 NIHSJ-31-ST1
F.
1
30
2018 6 29
H.
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1-1. EU
COMMISSION REGULATION (EU) No 365/2010 of 28 April 2010 amending Regulation (EC) No 2073/2005

n c M

5 0 /259 EN/ISO 6579

/ 259 EN/ISO 6579

/ 259 EN/ISO 6579

5 0 /259 | European
screening method *1
*2 30 0 / 259 EN/ISO 6579
30 0 / 259 EN/ISO 6579
*2 — 30 0 /109 ISO/TS 22964

*1 Community reference laboratory for coagulase positive staphylococci. European screening method for the detection of staphylococcal enterotoxins in milk
and milk products.

2 6

n= c= m M
n

1) m

2) m M c

3) M

27




1-2.

EU

m M
10 cfu/ ml ISO 21528-2
E. coli 5 100 cfu/ g 1,000 cfu/ g | 1SO 16649-1/2
5 104 cfu/ g 105 cfu/ g EN/ISO 6888-2
staphylococci 105 cfu/ g
/ 5 10 cfu/ g 100 cfu/g | EN/ISO6888-1/2
staphylococci 105 cfu/ g
/ E. coli 5 10 cfu/ g 100 cfu/g | ISO 16649-1/2
5 10 cfu/ g 1SO 21528-2
5 10 cfu/ g 100 cfu/ g | EN/ISO6888-1/2
staphylococci 105 cfu/ g
5 10 cfu/ g 100 cfu/g | ISO 21528-2
10 /10g 1SO 21528-1

28




5 /10g 1SO 21528-1
* 5 1 50 cfu/ g 500 cfu/g | EN/ISO 7932
"6
2
32 10 /mL 2
1S0 1SO 4833-1 30 10 /mL 3 3
30/32 1 /mL 1 2 2
35 1 /2.22mL 48 6
35 1 /mL 24 24
1S0O 1SO 4832) 30/37 10 /mL 24 3
37 1 /mL 24
1S0 1SO 21528-1 37 1 /10mL 48 4
37 1 /mL 24 24
E_coli 44.5 1 /3mL 24 7
1SO 1SO 16649-2 44 1 /mL 24 24
44 1 /mL 24 24
1SO

29




1SO 9308-1:2014 101
10mL ImL 10
100 mL
ImL  BTB 100 mL
) !
! CCA
! !
36+ 2 26+ 2
35+ 1 48+ 3 36+ 2 21+ 3
! ) !
!
!
!
EMB
!
3B +1 24
!
!
2
! !
! !
35+ 1 /48+ 3 35+ 1 /48+ 3

30




NIHSJ-01: 2019

31



NIHSJ-01:2019

1
Salmonella spp.
2.
25¢ BPW 225 mL
RV Rappaport-Vassiliadis
TT Tetrathionate
TSI Triple Sugar Iron LIM Lysine
Indole Motility @]
O
3
pH
(37 =1 42.0 +0.5 )
4
(BPW)ISO 121 15
Rappaport-Vassiliadis (RV) 10 mL 115 15

32



1)

2)

3)

Tetrathionate TT 45 20mL
10mL TT
MLCB DHL XLD 1
BGS(
) CHS( ) ESII ES I, SM2
TSI (Triple Sugar Iron) 121 15
LIM (Lysine Indole Motility) 121 15
O
O 01 O
121 15

VP 121 15
VP
ONPG

BPW 37

25g BPW225 mL 1

37 2242

RV TT 42

BPW 0.lmL RV 10 mL

BPW ImL TT 10 mL

RV TT 42 22+2
RV TT
1

33

IL



. MLCB

I1. DHL
1. XLD
I. BGS
Il. CHS
1. ESII (ES 1))
IV. SM2 (chromID Salmonella Agar)
37 22+2
BGS
CHS ESII SM2
4)
3 TSI
LIM
TSI
LIM
37 22+2
TSI
LIM
5) O
O
O O
6)
5 O
O TSI
O 01 O
O
O
6)

34



7

VP:VP

ONPG ONPG

1-2

37

37

25 »

37 22+2

22+2 VP A,B
1mL
18-24
VP ONPG
[13 25 2

35



259 + BPW 225mL
37 22t 2
0.1mL | | LomL
RV 10 mL TT 10 mL
| a2 2242 | 42 22:02
H,S H.S H2S H2S
MLCB BGS MLCB BGS
DHL CHS DHL CHS
XLD ESII XLD ESHI
SM2 SM2
37 2242
TSI
37 22t 2
0

36




(Buffered peptone water: BPW) 1SO

1,000 mL
10.0¢g
50¢g
15¢g
(12 ) 9.0¢g
1,000 mL
121 15 pH 7.0+0.2
(Rappaport-Vassiliadis: RV)
1,000 mL
50¢g
80¢g
(KH2PO4) l4g9
K2HPO4 0.2¢g
(MgCl2 6H20) 40.09g
0.04 g
1,000 mL
115 15 pH5.2+0.2
(Tetrathionate USA: TT
1,000 mL
25¢g
25¢g
10g
10.0g
30.09g
1,000 mL
pH 8.0+0.2
4
45 1,000 mL
10 mL

6.0g
50¢g
20.0 mL

37

20 mL



MLCB
1,000 mL
50¢g
10.0g
20g
409
3.0g
L- 509
409
10g
0.0125¢g
0.01g
15.0¢9
1,000 mL
pH 6.8+0.2
20 mL
DHL
1,000 mL

3.0g

20.0g

10.0g

10.0g

1.0g

23¢9

10g

10g

0.03 g

15.0¢g
1,000 mL

pH 7.4+0.2

20 mL
XLD

1,000 mL

3.0g9

L- 509
3.75¢9

7549

7549

1.0g

50¢g

38



6.89
0.8¢g
0.08 g
125¢g
1,000 mL
pH 7.4 £0.2
20 mL

BGS
BGA
1,000 mL

10.0g

3.0g

10.0¢g

10.0¢g

50¢g

0.08 g

0.0125¢g

12.0¢g
1,000 mL

pH 6.9 +0.2
BGA 121 15

60
60 20 mL

2mL 1g
CHS
1,000 mL

50¢g

20g

0.8¢g

729

49¢g

15.0¢g

1,000 mL

pH 7.6+0.2
20 mL

39

70



ESII (ES
1,000 mL

)

pH 7.4+0.2
121 15
SM2 (chromID Salmonella Agar)
1,000 mL

pH 7.3+0.2

TSI LIM

10.0¢g
1.0g
50¢g
1.0g
1.0g
10g
15.0¢9
0.03 g
0.45¢g
0.02g
15.0¢9

1,000 mL

6.25¢
0.16 g
6.0g
15¢g
0.03 g
50¢g
0.03 g
14.0¢9
1,000 mL

20 mL

2009

2009

2 18

6 23

2009

35+ 1
10 14

150

40




pH 7.2+ 0.2 7.0+ 0.2

1S0

2

pH -
2019 2 25 4
Tetrathionate TT

40 -~ 45

5 4)
6

2

NIHSJ-02: 2019

41




/
NIHSJ-02: 2019

/ 1SO 10272-1:2006
25 42+ 1
1SO 10272-1:2006
/
/
25¢ 100 mi
1 1 2
/ mCCDA
2
2.
(37 1 42+ 1 )
(37 1 42+ 1 )
(25 50 )
pH
(0.22 p m)
( 85 100mm)
1
mCCDA )

42



1)
25¢ 100 ml
1
42+ 1 24 48
2)
5+ 2%
10+ 3% 5+ 2%
10+ 3% 10%
3)
24 48 42+ 1 24 48
mCCDA 2 (
)
4)
/
1 / 4
37+
1 22+ 2
1 3% 1 30
/
10

43



TSI
(C. jejuni C. coli )

(C. jejuni C. coli )
PCR /

121 15
25 pH 7.5t 0.2

1,000 ml

109

* 109
59

0.25¢

0.25¢

0.25¢

940 ml

1,000 ml

50 mi

1,000 ml

B 5,000 U
10 mg

10 mg

B 10 mg

95% 10 ml

mCCDA
121 15
25 pH 7.4+ 0.2

1,000 ml

10 g
* 10 g
59
49

44




X

**

39
1g
0.25 g
0.25 g

8 18 g***

1,000 ml

**

*k*k

1,000 ml

32 mg
10 mg

5ml

ISO 10272-1:2006)

N,N,N’,N*-

1g

100 ml

2012

7

31

2019

2

25

MmCCDA

B 10mg

mCCDA

100 mg
1SO

1L
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30

1SO
2018 6 Lausanne 1S0/TC34/ SC9
1S0/TC34/5C9
1S0
1S0
(1S0 16140 ) AOAC International
AOAC International 1SO
1SO SC9 P
1S0/TC34/5C9
1SO
“ HACCP

Technical Specification (TS)
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International
Organization for Standardization: 1SO
1S0
TC34/5C9

1S0
1S0

30
Lausanne

AOAC International
AOAC International
AOAC International

1S0 AOAC International

48

C.
1S0
International Organization for
Standardization;
1S0
16140
1S0/TC34/SC9 P
1S0
TC Technical
Committee; TC
SC  Sub-Committee;
1S0 200 TC
TC34
SC9
SC5
2002 TC34/SC9
P (Participating)
0 (Observers)
0
SC9 O



2018
1S0/TC34/5C9

2019 37
1 CEN/TC275/WG6
4 1S0/TC34/5C9

19
AOAC International CEN
EU-RL IDF
1UMS
55

TC34/SC9

1S0/TC34/SC9

25

1S0 16140 2003
AOAC International
1S0 16140 2012 AOAC
INTERNATIONAL Method Validation Guidelines

100 AOAC International

AOAC International

1S0 1SO 16140
AOAC

Lausanne

INTERNATIONAL Method Validation Guidelines

1S0/TC34/SC9
150 16140

1SO 16140:2003

1
6 6
2016
2
10 16140-1 TS Z 0032 : 2012 (1S0/1EC
Guide 99:2007 (VIM3) ) -
JIS Z8101-1 :
2015 (IS0 3534-1 : 2006) -
-1
JIS Z 8101-2 : 2015 (1S0 3534-2 : 2006)
- - 2 JIS Z
8402-1 : 1999 (IS0 5725-1 : 1994)
- 1

JIS Q0035 : 2008 (1S0
Guide 35 :2006) -
JIS K 0211 : 2005
CAC/GL72 2009

2012
3
NPO
1SO
40 2 1 3
4
TGC LS MM LG
1S0
A B



1S0/TC34/SC9
WG
WG
AOAC
International
1SO 1S0 16140
1SO 16140:2003
1S0/TC34/5C9 6
1 2
4
1S0/TC34/5C9 WG
2012 ACAC International
2
TC34/SC9

50

1S0/TC34/5C9

1S0/TC34/SC9

WG 1S0

F.
1.

1) Ito K, Takagi K, Matsushima Y, lwasaki A,
Tanaka N, Kanesaki Y, Martin-Laurent
Martin-Laurent FF, Igimi S. dentification
of the novel hcbB operon catalyzing the
dechlorination of pentachlorophenol in the
Gram-positive bacterium Nocardioides sp.
strain PD653. J Pestic Sci. 20; 43(2):
124-131. 2018

D

2018.9.
2)

2018.11.
3)

2018.11.
4)
Listeria
monocytogenes
2018.9.
5) Hiroyuki Chiba, Akinobu Kajikawa, Kenji
Yokota and Shizunobu lIgimi Caco-2
Listeria monocytogenes
2018.9.
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#£1. IS0/TC3I4/SCODEESTOHIERE

1. —R*#% (General Aspect)
[N792~795]
SCOEEDFEIZED — R BEEE
295007 1 -7 OEREE
[NT96~806, 810~828, 830~833]
WGOTFEIRE, S®OTEIZOWT
3. SEOUITER
[N8O7~809, 829, 834, 837]
SEOWETOFmE, FRERCOWT

4. CENES
[N835, 836]
CEN: mBAfEYE, CENS —F 1 Tk
HMIFB[ZOWT

5. Fofts [NR3B]
2019 D g =Mz 2T

51



C201B4ERE 1SO/TC34/SCONT—F%H 5 IL—TF

WGE2 | Statistics WG1T | Sampling from surfaces

WG | Method validation WG1E8 | p-ghucumonidase-posi. E coli

W32 | Proficiency testing W12 | Challengs testing

WGES | Culture media WGE20 | B fhuingiensis & B.cersus

WS | Food-bome parasites WG21 | Enferococo

WGT | General requirernents Sulfite reducing bacteria &

. . weza [ TS

W3 | Preparation of test samples

WE10 | Serotyping of Saimonels W24 | Shigells

W11 | Contaminants & probiotics W25 | Whole-genome sequencing

WG12 | Spodage TAB WGE2G | Cobofulinum foxins

Wi513 | Coag.-posi. staphylococo WGZT | Hybndazaion of W
parahaemofyticus

WG15 | Peychrotrophic micro. WGE28 | Micro-organisms. at 20°C

WG16 | Yeasts and moulkds W22 | Enumeration of spores
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#=3. ERAMAEESRE - Micobiclogy of the food chain - Method validation - IS016140 Partl: Vocabulary

TS 2 0032 : 2012 (IS0/1EC Guide 99:2007 (VIMZ) ) EEHEHARE - E:RU-RESTU-MERE
JIS 2 B101-1 : 2015 (150 3534-1 - 2006) @A-AIERUVES-FI8 —ERHARRUAETHL SR IAR
JIS 2 8101-2 : 2015 (180 3534-2 - 2006) #M-REBEEUERS-EH2E: #H0LEm
JIS 2 B402-1 @ 1995 (150 57261 @ 19%4) AEAZRUMNEREOERNS HAERURE - ¥ —HMURBERUES
JIS 0 0035 © 2008 (180 Guide 35 -2006) ARRR-EEOLHO—HEAERFRHEEREN
JIS K 0211 - 2008 HifEEmE (@R
GAC/GLYZ . 20090  SFEEI=ETIHS F54 » (NERBE2012)
2018/118

HiREE IS0 16140-1 IS0 16140-1:2016

MEOMUM POSTVE Of Negaive acCepanie diference |
BE (269 OPEE (250 (% FRESE bewween the reference value (2.60) (or if not known,

AL acceptability imit 5. FREAESRE & HEEONRFREER
= wemn AL LEMAIRShSMAOMEEOMBE S fizne e acospted reference value) of a sample (2.89) and
REDEES. an individual result obtained when applying the
|operating procedurs of an analvtical method
AEzhi-ROEE. NEHRI-HEEhEROWE T
22 WEE FCCUTACY m—nmimu = d:samsufagreemmb&meenarreasuredquanmy
value and an assigned quantity value of a measurand
Sraihical Tepresantion oF e Basacty 6f
#RACRY I BELAMCHT A BR KR measuremant of the quanttative method (2.57).
23 THa135i—- 7077 A N accuracy profile R EF-ETIEMAEDY T, RREONTRDE obained by combining acceptability intervals and B-
FIFCLTERLESD, expectation tolerance intervals (2.8), both reported to
1 1 different levels of the reference valus (2,601
24 B2 alternative method
25 REzgcsiRERe altemnative method result
26 EEHE o -mg:_unmrepraemedinﬂ'\enarmnfameasuahle
T o ! |Quantity
EROLH, fEEEHEPREGSE. reed- reference
27 5@ assigned value Si - ARIL KB TERBIESLTRER | oue hatsenes as an agred-upon -
F 38 comparison
ag BET B-expectation tolerance interval BFERNCHE LB STETILBHzLEED m‘geu!vﬂ.EmﬂmMastmdprwurbmdﬂle
WEOAE B KWEEM EET B, populafion is expected to lie
| | | |estimate of a systematic measurement emor, or the
ag BE&Y bias RRNFEEORE. R, 115F 0t RE L 0% systematic dfference between the quantitative
= IR TFA EONERBOFHLORMBOLE, assigned value (2.7 and the average of measursment
| replicate (2.65) results
P ———— =t of samples (2.68) submitted to evaluste
54 F (HE BER . : bk areiashoii A LRE D D " | performance in which the presence andfor
D bhirel repcacs B 1T ARHRT S RRERREREY nrstion of the analyte (2.6) is unkrown to the
analyst

53



54



30

ISO/TC34/SC9 2018

(6/19-6/22)

25 WG 3
WG 1SO16140:
2016
WG3 WG2
WG3
WG3
WG2 WG2
WG
WG
ISO TC34/SC9
2017 ( )
1SO 16140
2018
SO 16140; 2003
2016
Paired
Unpaired ISOTC34/SC9 2019

(Confirmation)

1SO16140: 2016
WG3
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WG2
A" ND NA

SEA= (PA + PD)/(PA+
ND + PD)x100%
SEr= (PA + ND)/ (PA+
ND + PD)x100%
(Relative trueness) RT= (PA
+ NA)/ Nx100% N = PA+ NA
+ND +PD N>60
FP = PD/Nx100%

paired study
unpaired study

Acceptability limit; AL

3
(sensitivity) ND PD* | ND PD ND PD*
50 25~75% 1 3 6 3
2 4 4
(relative level of detection; 3 5 10 5
RLOD)
4 5 12 5
(inclusivity) 5 5 14 5
(exclusivity) 6 6 16 6
Sample 7 6 18 7
3 8 6 20 7
20 *
3 x20
60 Confirmation
R* R
A* PA PD
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R A
C
R A C
8
A: —C:
False negative
Positive agreement  :PAgn*
A: —C:
Negative deviation :ND
A: —C:
Positive deviation :PD
A: —C:
False positive
Negative agreement :NAgp
A: —C:
Positive agreement :PA
A: —C:
False positive
Negative deviation :NDgp
A: —C:
False negative
Positive deviation :PDgn*
A: —C:
Negative agreement :NA
*
R* R
PA+ PD+
A* (PA+PAEN) (PD+PDgn)
ND+ NA+
A (ND+NDrp) (NA+NAp)
T total

SEA= (PAT + PDT)/(PAT+

ND+ + PD1)*x100%

SER= (PAT + NDT)/ (PAT+

57

NDt + PD1)*x100%

(Relative trueness) AC=
(PAT + NAT)/ Nx100% N =
PAt+ NAt + NDt + PDt  N>60
FP =
(PDt+NDgp+NAER)/N*x100%
IND+ ND+ INDt PDtl*
PD+|* PD+
1 3 6 3
2 4 8 4
3 5 10 5
4 5 12 5
5 5 14 5
6 6 16 6
7 6 18 7
8 6 20 7




-T<t<T 1-a

B=0.8 T
1-p=0.2 t-
EXCEL TINV

RLOD
RLOD

EXCEL

Sa V(1+1/n)
B-ETI/2

Annex D Models for RLOD calculations
using data from the method comparison
study.

Annex F Considerations for calculations of (1-p)/2=100
the relative level of detection (RLOD)
between laboratories as obtained in an

interlaboratory study.
—

T
T Student-t EXCEL TINV(
l—B, dOf)

B'ETI/2:TX SAX \1+l/n

1 B-ETI(80%)

+[0.5 *(Log )]
Ui = (
) + B-ET1(80%)/2
Li = (
) [B-
80% , ETI1(80%)/2]
' B-ETI B-Expectation tolerance Ui<0.5%(Log ) Li>-0.5%(Log
interval t=0
f(t) t>T -t<-T )
a 0.05
T o .
Accuracy profile 6
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2 ISO 16140: 2016
Li 2
4x(
SR)
ISO TC34/SC9 P
o asy 2
| e s i s i A il e R B WG2 WG3
0.5Log (B30
om0 B-ETI
8 Ommu 1,50 2,00 2,50 3 4,
RAT R
B e R R o -
Reference Median ( )

B2. Accuracy profile Ol

85%, 90%,

95% 80%
2% 3x 5% 4x
WG2
WG3
WG2
WG2
AOAC AFNOR Nordval
CEN
1S0O16140-2
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W HA PO ND PPND PPMA 5 RT% FPR%
& | Paady o ast T[(w|al1] o o | so8 | 727 [®o| oo
: i & | Reasy 1 reheat 7 w|2]1] o | o | w0 | a0 |[#0| oo
MIH:“W ¢ | Pastres, dessens, omelenes g |mlof1] o U | eag | woo | 2] oo
Told| 22 |32 | 5| 3 ] Q 00 833 |&ra | Qo
3| P frozen, seasoned wlwlala] o o | 75 | s24 [ | oo
& | ey 1o aaf and processed meal produds i|lm|z|2]| o D | 74 | N4 | @0 | oo
2 Maat products
¢ | Delicatrsson 2 mlalal o | o | 70 | a0 [ras] oo
Tota| 17 |37 | B | & ] ] T35 ™5 | ™1 | oo
a | Faw dary producss wlwlalel o o | woo | 763 [ern| oo
& | Paseurized milk choass I Inlaja o "] B5.T 5T | oo | Q@
' e [ Tice cream. mé (pastourzesd) Ravored mik 5 [1z]2]1] o | o | avs | 750 | @60 oo
Total| 18 |33 | 8 | & [1] [] B&.T 733 | M0 oo
3| Pl wigpitadie products (freah fraZen | a(w[1]1] o o | son | soo [wmal oo
i & | Mapped vegelaties and heal procerised vegetabies 76 ez 1 W | 786 | 714 | 650 | %7
Y- ¢ | Wegeriiles baned preparateons, procetsed wegetabiss 1 (5]1]z2] 0 0 | 714 | B57 |eed | oo
Totd| W | 3T | 6| & 1 Q ] 806 | 624 | 27
| Finw products [fresh frazen) slw[1|1] o o | 900 | %00 | 0| an
b | Sroked marrated T(wlalel o D | oo | o0 | B50 | oo
Geafsod and fishery products — L
> [ = [ sy 1o s or ready io rehest F(zlolal o o | 700 | woo | 84| 00
Tolad| 22 | 32| 4 | & 1] (] B&.7 867 | 671 | 00
3| Prociss wates Tlufofa] o o | twoo | swon [o0o]| on
AET) s n|a|s5]| o 1 W43 | 714 | 654 | a1
5| OwmemeEEORE e 9 5]0]z2] 0 1 B18 | W00 | W6 | 67
Tom| @ (a0 [ & [7] 0 | 2 | 781 | @15 [@1] 46
Al categories ns(on|as[a] 1 F B24 | B3 [ m0]| 14
IND+-PD|=|32-35|=3 6
AL 6
3M MDA Cronobacter spp.
[[Unpaired sway des Pared ctuzy Seon Comened unpared and paired
Type |Protocol| Swdydesgn | PO | ND |PPNOJ (ND+PPNOLFO | AL ALL___(NOPPND}PD | AL
General | Pared ol o0 o
e f"‘*umm 2 1 0 4
Infant Soemeda General | Pared 0 1 0 1 1
s and nfant ® fnﬂcw A 2 o 2
et General | Pared 0] o o 0 0
probiotcs [ fud:m s 1 0 3
Toul [ 1 3 1 3
Towal %_un 0| ¢ % 3
General | Pared 0 0 0 0
. ‘ ;"“‘M 2 | 1 1 0
, |andmtam General | Pared ol o0 o 0 0
:;::" . §'°°"°m 1| 0 3
Towl 0 3 0 3
Total 300g Protocal 2 3 3
3 General | Pared 1 1
s |E b | General | Pared 2
sampies [ General | Pared
Toal 3 3
| General Protocol lotal pared) 3 10
Speofic Protoca 1 0] & % 3
| Spechc Protocal2 ] H #ﬁ
T 1319 3
LC] 13 =] 4 ! ! ! ] H
IND+-PD|=3 6 AL 6
IND-PD7|=4 (6 ) NDi+PDr=4(16 )
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SO 16140-2: 2016
SO 16140-2:2016 WG

[5.1.3.4 Calculation and interpretation for sensitivity]
Table1-4 [5.2.3 Calculations and summary of data]

Table 9-11
(ND-PD)
[5.2.3 Calculations and summary of data]
6 7 Po CPo
Po CPo

[5.2.3 Calculations and summary of data]

Nx in equations (12)-(14) Nxr+a) fOr equation (14) is the total number of Nxr and
NXA.

[6.2.3 Calculation, summary, and interpretation of data]

Table18 Suffixes of collaborator (i), level (k), and replicate (1) in Table 18 collaborator
(k), level (i), and replicate (j)

[Annex H Table H.1]
Calculated results of Step 1 (Xi) and Step 2 (Y1)

X (1.740, 2.114, 2.681, 2.716, 3.653, 3/771) (1.780, 2.179, 2.657, 2.682,
3.685, 3.778)

Y (1.845, 1.778, 2.763, 2.708, 3.568, 3.785) (1.181, 1.728, 2.800, 2.700,
3.666, 3.839)

Step3  Step7
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1SO

Technical
Specification NHISJ-20TS-
ST1
Collaborative
0630002 study:CS NIHSJ-20ST-ST1
0630004 15 6 30 NIHSJ-20TS-
ST2

83
10 8 26
2(NHISJ-20TS-ST2)
CS
66 2018 9 21
NIHSJ-20TS-ST2
1S0/TS NIHSJ-20TS-ST2
17191:2013 Microbiology of the food 1SO/TS 17191:2013 1SO
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 Single

laboratory validation:SLV CS

NIHSJ-20TS-ST2 SLv. CS
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20TS-ST2 2 CS
4 A B E CS
F 8
A
CS
NIHSJ-20TS-ST2
2 CS
SLV
CS
CS
2
2 WG CsS
WG NIHSJ-20TS-ST2
1S0 NIHSJ-
20TS-ST2 WG
37+ 1 3
0.06 mL
2018 1S016140- 6 mL 37+ 1
2:2016
0 25-75 80 20
100
NIHSJ- 7
20TS-ST2 Vegetative cell 50
1:1 -80

65

CS
7
0.06 mL
6 mL
37+ 1 7
2



Technical Specification

1 4 4
2
WG
1SO
NIHSJ-20TS-ST2
1S0
NIHSJ-20TS-ST2
WG
Technical

Specification

66

1 1SO/TS 17191:2013

NHISJ-20-ST2
2) NHISJ-20-ST2

3)
1.
. Cholix
65
, 2018.7

2. Eiki Yamasaki, Hisao Kurazono, Myo
Thura Zaw, Kayo Okumura, Shingo
Yamamoto.  Uropathogenic  specific
protein gene, highly distributed in
extraintestinal uropathogenic
Escherichia coli isolated from both
humans and  companion animals,
encodes a new member of H-N-H
nuclease superfamily. 4t
International Conference on One
Medicine One Science, ,

2019.1



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
2018 1
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72574 | (@53 5AE |ote [BBFoAT | oo [EBFoAT | s [ EE5AT |
\ J

e [BESAT | | [ BRG] | [@5328E | | [ BbaorE |
¥—RRE I I I
NYF=vay | —HmARSE | | [ —BASE | | [ BbH0EH |
1 NIHSJ-20TS-
ST2
80
o #%#0A/100/65°C
~
~ 60 #5#0A/100/80°C
R
4o 50
o
®” 40
B e
B 3 153A/10/65°C
#R
20 \\
¥E#bA/10/80°C
10
. . % [ 35%B/100/65°C
T e D
(=]
RiREm &) $54#bB/10/80°C
2
A B Okra 100 10
65 ,10 80 ,20 37 7
1-4
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PCR 1S0

A PCR

I1ISO PCR
30

PCR
1ISO 20837 2006 1SO 20838:2006
ISO 22174 2005

International Organization for Standardization
1SO
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PCR
1S022174 —
PCR PCR ISO

1SO20837 PCR

PCR
1SO20838 E.

PCR

F.
PCR
ISO/TS 20836 2005
PCR

PCR
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1 ISO

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 22118 | 2011 | Microbiology of food and animal feeding stuffs — Polymerase chain
reaction (PCR) for the detection and quantification of food-borne
pathogens — Performance characteristics

ISO 22119 | 2011 | Microbiology of food and animal feeding stuffs — Real-time polymerase
chain reaction (PCR) for the detection of food-borne pathogens — General
requirements and definitions

ISO 22174 | 2005 | Microbiology of food and animal feeding stuffs — Polymerase chain
reaction (PCR) for the detection of food-borne pathogens — General
requirements and definitions

ISO/TS | 20836 | 2005 | Microbiology of food and animal feeding stuffs — Polymerase chain

reaction (PCR) for the detection of food-borne pathogens — Performance
testing for thermal cyclers
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Matsushima Y, lwasaki
A, Tanaka N, Kanesaki
Y, Martin-Laurent
Martin-Laurent FF,
laimi S.

operon catalyzing the dechlorination
of pentachlorophenol in the
Gram-positive bacterium
Nocardioides sp. strain PD653.

Visud - 57-58. 2019
1
69 76-78 2018
- 165-174 2018
2018
AsakuraH, Makino S, |Kuma Bamboo Grass (Sasa veitchii) Biocontrol Sci. - In press 2019
Watanabe K, Tuchida  |extracts exhibit protective effects
Y, Kawabe M, Sakurai |against atypical Aeromonas
D. salmonicida infection in goldfish
(Carassius auratus).
Ito K, Takagi K, Identification of the novel hchB JPestic Sci. 43 | 124-131 2018
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