[ R AN

NH AL /50T O157< IR IBIEE >

2014 35 9 ARET (3 4 A

AR UPECHBIZ OSBRI,

[F]

NH A A74R%k 0157 1, KRAEECBV TR ERRES
SOAME 0157 OEIEMNEHMEAMELTWEY . MEENTON
RIITEEE A, A3 vbZEEERTOREE OO TREERES
§7LM, ADAC-RI PTM BIEERMLEL . REEOER, S48 25 ¢
iz 1 CFU DXMM 0157 HFELRE . AFERICEUBHTES
SEMRERTLET. _

AU MMM S E ML RIS F L DAL
TLVET,

[ TF—a]
NH A Ls202h 0157 i EOFREPISIFEY LRMM 0157
DR IT DT, ACAC-RIIZ&D PTM BEERIFTINET . /T —
YavltBL TN EL T mTSB MM EERALEL:,

[[EAM 21bd]

A i BN CEHEC) Ikt it i F S-S EH % X AR 25 oD IR &
HYEY, b RIS MR R TR R T SR REEAC
Y, B IERNEBEsh TUETEHEC IR RLER RO
KOBEIZEVERLETH, 0157HT (SLEBRWIBELEL, B
#HADTHAFTALOEEESBESLTLET,

NH A L/207F 0157 &, A L/20TREERAL-XIN 0157
OB ERT, RS RETENMICHRERSC LN TER T,
#HI-EMELEL LT, WRREH SRR EHYEL A,

Fuhanry]
A FARANGT 2FAMx10 (20 FAR)
B: EHROIEAE ik
C: E=—AoFs 18
[
1} FAPAM D TEEEH
4 MEoI57
@ &on r%T
YY o157tk

@ @

a b c d

2. REBTH

b, EESNE

¢. =kREAO=ZRALTLY
i3 A3

8. FARS—Y

f. avkA—LY—>

Elr O HBNTR () SSh0ELa—ZAn T L it ETA Y IRE
LN IITL TR,

PERFORMANCE T&EEE)
RESEARCH INSTITLTE

LICENSE NUMBER 91403

2) RH{mE

FARAMY I ORAETHIREN BT ok RESHHE
EoTHEBLET, KN 0157 (DFRBDIZFELE-RE. BES
WA DM a0 FRTC M 0157 il (2) SR ke
BELET. COMR KO O—R AV TLUEBYLET, 4
LT AN = (3) ISR 0157 kL ERSh TR
U, KIEN 0157 &R0 FHMAHFOWE #HT AL T—2 IS KR
TEHEOLICKY, FEBOTFAABRLES,

ALTLmGayhO— LY — (IS k&0 F IR
0157 A RS h D8 BERED O 0157 DWRITH
PHBT, BRBOS/(ArEO— LI ) MBRLET a0
— LS OHBALY, BRASEYICRES N -C LA EE TEE
T

[Himm]
AXUMCILIERAOREIC 25 g Y 1 CFU OXMM 0157 AF
FETHLECREETLET . 1 X 10~10°CFU/mL O XN 0157 &
TLMNAREIRE LR ET.
E2: RRUBEITNROENED ORI EYRBTIRAESNBYE
7. BDEHEEE ADAG-RI ITADRUMREBFRELTEYE
i,

[MEA EOER]

(1) KIRMO167 ERECLERTSILHHERTLET NHA
LsHOTE 0157 OERAKE. MEREEFISERLTVS
BEMBHUET, RECMNIERE. LS RESOT
ARAR) ST ERYE IR IS+ I EEL TS,

(& ERMBRORSETRARR oA (EMHLALE SN A
VRARRZASaEE LUV ARRICERSh TOET,

(3 BE-LHRIALE MNAOZRMMER LT D80, A
LRESEEFM-TRBRERREL TISEN,

{4} Citrobacter freundi D—HBE &1L Salmonels Kumasi (030},
KIBE 0157 LE—~DRAMERELTDED, MRERE
ERTARENBYET.

(PR MRL R B AW
1, M (SHE i mEC, mEC, AHEA L L mTSB,
mTS8 %) '
AbRuh—, AbTuh— & (2L S—{TEEHE)
F=hiL—7
AL —R—(42:21°C)
Fdy (25 ¢ OH AT BD)
FAH—FTNh— R A EL T AOAE AUk LTt
- ZR=FINFu
RAT—
M B 7 A= T LR T oL B E

L o

=~

D

[EREMAF]

(1) 25 g OMBAREAFTyh—RIZRURY, WM (/AR
442 mEC. mEC. /iU H3wM mTSB, mTSB #)225 mL
EMAFES .

(&) AbRwuh—71 SMALTYFLSMELEY,

(3) RRToERATRELFHLFILE 4221907 18-24 BEMEE
LET,

#) ArFasr—a—HoBRYHLERANTYA—BEEEICROL.
WO CHEREEE LTS,

(B) MMFHEAVIEMAL, HNEEEY 5 L SROTEER
FIZHEL TSN GE ). BREOZ205. BMRIERIE
B E{FANBIIIZLTIEL,

(8) F—hIL—T(121°, 20 ST HBLMZ A BE D TDINM
(15 M) IRt MM R E R M LT 20, R
AR B FTHILI, TRARAROFITHTFLTE
EMEA,

(N FARFAFUOTEPLEZOROFERR (20-25°C) IZMLTL
BEE, PASQEG S A EMZMML TSN GE S, 6),

SIS T IO T RN DA K (Ba Fiatd 8b) [TV, FRARAR W
ISTRML TR,

(8a) {8b)
4 YR 100 I Bk
& B Ll
HMERERES0 uL

(88) FRRRM)SFERTLZEOLIZHE, 100 ul OHMEEHR
EREAOY Sy FYTERALTHRENTBICHTFL TGS
S EHTFORIEFARZ R T RSBREVESEEL. &
WIZHLT 2 BICH TR T T HREL TSR,

(80) EIRIEE 150 L EREAOE AubFuTEALTREY
2L TRl FARA R T ORI TR #E
1= BB ESICHMEISIRALTEENGE D,

(9) MMM OR TG 15 S RIHMEHRBLTESEL,

3 MolMNERKIERHETHETEN ST CRALTHEED,
Ao REMOE . KMM 0157 DL NS DOHBRMIHE
EREASYET, EML TN NSRRI AT
*ET,

HA RN vREALEROREISSACIREY EE AR,
B R A OB O M- RS ER RO HREE
ERE D=0, RETHCLEREL TIET,

EE FAPAMWYIOREERT SN, TAEQRONMMITERCRL
t=IzAT> T REO KRS LY ELL BRSO
Vo EABYET, REROTARRN L RAMEL BV
HOEZ—AFRIZA K R (2-ECHZTREL TS,

HE HHEETHLSLORAD—RALTLSICREDG YR TR
HLAAESISLTE S, FARARA R T ERYRIMITR I v F
EHo&SISLTESL,

E1 BREAROMELSTRAFAR Y ACNShERDERIINES
ILT{iEEn,

[BERDHE]
(1) (2 {3)

A2 O— L — el —

FRA R 2 -y j—

() Bt RYBEOMTHS 15 FRIZFAR—EawbO—
=T H RN A AREhET,

(2) Bk avRO—IY 20, FRBOSIUHBRSIE
7.

(3) BERE:oVFA—LY—VITHREROTHMBHERIL
HE, BREEDLLTERML TS,

#8 Frvb USRS ARSI T, USDA/FSIS MLG
5.08 FOLETHMEICESRRBRERKL TN, £Eut
12k SRS MEL - R R R RR TR R AT,
USDA/FSIS MLG 508 [f->TRERBMEITIRSICE, REo
Wi mTSB EEATISESSYET,

[m%]
< SRALETFARIN T BRE, H ARSI SR
HEMFROEW ] TH—bIL—THISRYRML 1=, SE¥EL
T,

et o 2o e 101
(1) RHFENH LLL5O7E 0157 iTERLTHREC-0C) R
FLTOEL MR TR,
(2) (EFRNIPR:BLEE XY 124A.

[ EEI= D]

BENLESRITIEL, BRELERTEMDHY, WHIRSEIES
HLAvhET. HRICEREN S B RITEBERETLLATE AR/ L
HARUAMNANBERUBLET, NROKL, SLUERERR
FEHETIRELSBYET ERFFERV, ThEAOARBRE~
DARORUEITONTIE, SRR BA TIRIECHE S BFA
Lt gty BMROMMAICLVIER, HILTMEIZECK
LAELREORAIOVTEREERLFEE A FRRICLIBS
hi-EROUMESUHAL, S BROREOHEREL TR
L

ML &bt
:*HﬂtﬁId:HEJEﬁ‘bl..(!iﬂiiﬁi't‘ﬁﬂlll.\ﬁ'bﬁ‘d:'él:\.

. EXx
(v EIRLISRE)

. Mk

BANLBERSH hRWRA

TA00-2646 KMMOIATMRAN I TH 2 &b
WIE : 029-847-7825

Fax : 029-848-1256

E-mail: nhkit@nippanham.cojp

httpy/ /www.rde.nipponham.co.p



[Food testing kit]

NH IMMUNOCHROMATO 0157 <<Instruction Manual>>

* Read this manual before you start using this test kit

[Intended use}

NH Immunochromato 0157 is Intended for use in food testing
laborataries for qualitative detection of E. coli 0157 (including
H7 and HMM) from varicus food products, Net intended for
diagnostic use. The kit has been validated and received
ADAC-RI PTM certification for use in raw ground beef, Results
indicate the method is capable of detecting £. coli Q157 in raw
ground beef at initial levels as low as 1 CFU/25 g.

This kit is intended for wse by personnel familiar with the
appropriate  aseplic technigues for the isoclation and
idenfification of E. coli Q167

[Validation]
NH Immunochromate 0157 has been PTM certified by
AQAC-RI for use In E, coli 0157 testing of raw ground beef. In
the validation process, mTSB was used for the enrichment of
the samples.

[Introduction]

Enterohemorrhagic Escherichia coli (EHEC) strains can cause
bloody diarrhea or hemomhagie colitis in humans. Hemorrhagic
colitis can progress to potentlally fatal hemolytic uremic
syndrame. EHEC is Uansmitled fo humans through
consumption of contaminated foods and water. Among EHEC,
O157:M7 is cwrrently the predominant serotype which infects
tens of thousands of peaple worldwide every year.

NH Immunochromato ©157 is an immunochromatographic test
kit for simple and rapld testing of E. coff 0157 including
D157:H7. The kit does not require skilled personnel or
well-equipped laboratory.

[Kit contents]
A: Test strip 2 tests x 10 packs (20 tests)
B: Instruction manuak 1 sheet

C: Plastic bag with zipper 1 piece

[Principle of assay]
1) lllustration of test strip
& E.cobOt57
@ Coloidelqald
1) 3 8 Y'Y Ant-O157 snlibodies
.‘.

) @B )

a b c d
Sample application zone
Reagent zone
Nitrocellulose membrane
Absarbent pad
Test zone
Control zane
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Note 1: Do not scratch or touch with hare fingers on the sample

application zone {a) or nitroceflulose membrana (c).

2) Principle of assay
When a sample solution Is applied to the sample application
zone of the test sirip, it is wicked through reagent zone, E, coli

0157 {1} in the sample binds to the colloidal gold-labeled anti-E.
0157 antibody (2) in the

colf

reagent zone. The

palhogen-antibody complex flows through the nitrocellulose
membrane which contains a zone of antibedy specific 1o £. colf
O157. The immune complex is caplured and concentrated in
the zone (test zone) (3), eventually forms a reddish purple line.
The membrane also contains a control zone where the
gold-labeled anti-E. colf 0157 antibody Is captured. The control
line forms in the control zone (4) regardless of the presence of
E. colf 0157 in the sample solution. The control line ensures
the test Is working correcily.

[Detection limit)

1 CFU/25 g of E. cofi 01567 can be regarded as the lowest
detection limit. Enriched sample including 1x10%-10® CFU/mL
of £. coli 157 will vield a positive result,

Note 2: The lower detection limit of the kit may vary depending on

(1)

(2)
3

4

the strain and components of the test solution. The
detection limit clalm Is not validated by the ADAC-RI
valldation study.

[Precautions]

E. coli 0157 has been shown to have low infective dose.

Users of NH Immanochromato 0157 should be familiar
with the appropriate aseptic technlquas for the Isclation
and identifigation of E, coif 0157, Exireme care should
be taken in handling samples, enriched cullures and
used test strips,

Do not use expired test strips. The expiration date Is
Indicated on the aluminum pauches and the box,

Good microbiological laboratory practices sheuld be
used to prevent contamination of samples, lab workers
and the environment.

Bacteria camying O-antigen identical with that of £. colf
0Q157, such as some slrains of Cilrobacter freundii and
Saimonefla Kumasi {030), can cause false-positive
results.

[Additionally required matetials and instruments]

[ S

~

Earichment broth (e.9. mEC with noveblscin, mEC,

- mT3B wilh novebiogin, mTSE)

Stornacher and stomacher bags {preferably with a filter)
Autoclave

Incubator (42£1°C}

Balance (capable of weighing 25 g)

Disposable plastic transfer pipettes andfor appropriate
micro pipettes and disposable tips

Timer ~
Disposable polypropylene lubes for sterilization of
samples {oplional)

n
2)
3
(&)
{5)

(6)

0

*Enrl

[Test procedures]
Weigh 25-g sample into lhe stomacher bag and add
225-mL enrichment broth, e.9. mEC with novobiocin,
mEC, mTSB with novobiocin, mTSB,
Homogenize with a stomacher for 1 minute.
Incubate the homogenized sample at 42£1°C for 18=24
hours.
Removs the stomacher bag from the incubator and mix
the culture gently using side-to-side metion.
Transfer approximate 5-mL; enriched sample into an
appropriale test lube with & sterilized pipelte (Note 3).
Cover with a loose-fitting cap.
Sterilize enriched sample by autoclaving (121°C, 20
minutes) or boiling {15 minutes). The sterilized sampla
solutions should be applied to test strips after cocling to
room temperature (Mote 4).
Allow the test strips warm to room temperature
{20-25°C) before opening the aluminum pouch. Open
the pouch immediately before use (Notes 5, 6).

ched sample should be applled to a test strip by either of

following procedures {8a or &b},

{8a)

{8b)

100-pL enriched sample

& Absorbent pad
& Absarbent pad

150-uL

etriched sample

(8a)

(8b)

(9)

Note 3:

Note 4:

Note 5:

Note 6:

Note T:

Place a test sirip on flat surface and with a new pipetie
tip apply 100 uL of the enriched sample, drop-wisa to
the sample application zone. Careful not to overload
the sample application zone; overloading it may cause
spillage.
Transfer 150 pL of the enriched sampla into a test tube
with a new pipette tip. Put a test strip in the test tube
immersing the sample application zone in the sample
solution {Note 7).
Observe the test result 15 minutes after applying the
sample solution to the test strip.

Keep the g enriched unsterilized untll
the end of the test. Confirmatory tests, such as Isolatlon
of £ coff 0157, might be required after testing wlith the kit.
Unsterllized enriched samples can be wused In
confirmatory tests,

Sterllizatlon s not mandatory for the test performance
but recommended to raduce the potential risk of infection
and contamination.

Do not open the aluminum pouch before It comes to the
room temperatura to prevent molsture absarption by test
strips. Molst test strips can glve incorrect test resuits,
Unused test strips should ba kept at 2-8°C in the plastic
bag {providad with the kit) along with a deslccant sheet.
Pa not seratch or touch with bare fingers on the sample
application zone or nitrocellulose membrane, Hold the
absorbent pad when handling test strips.

Keep the surface of sample solution helow the arrows
printed on the test strip.

[Interpretation of the test resuits]
{1 @ {3)

Conirol zone =i

Test zone o

{1) Posilive results: Reddish purple lines appear in the test
zone and the control zone in 15 minutes after
application of sample solutions.

{2) Negative resulls: A reddish purple line appears in the
conirol zone,

(3) Invalid results: No reddish purple line appears In the
conirol zone,

Note 8: Presumptive positive results should be conflrmed
according to authorized methods such as USDA/FSIS
MLG 5.08. The enriched samplas prepared for testing with
the kit can be used in conflrmatory tests. Samplas should
be enriched In mT$B for confirmation according to
USDA/FSIS MLG 5.08,

[DIsposal]
Decontaminate used test sirips, test tubes, pipelles, and
enriched cullure by autoclave, ete. In strict compliance with
local, state and federal disposal regulations,

[Storage and expiration date]

{1} Storage: NH immunochromate 0157 should be stored
at 2-8°C under protection from the Jight. NH
immunochramato 0157 must not be frozen.

(2) Explralion date: 12 months from the date. .of
manufacture.

[Warranty]

NH Foods Ltd. makes no warranty, whether expresspd or
implied. If any materials are defective, Distributor or NH Foods
Ltd. will provide a replacemsnt of the product. There Is no
warranty of merchantability or fitness for a particular purpose.
Each user Is expected to verify the appropriateness of each
operative procedure and the application to individual food
materials. NH Foads Ltd. shall not be liable for any damages,
including special or consequential damage, or expense arising
directly or indirectly from the use of this product.

[Technical assistance]

For technlcal assistance, please contact distributor or
manufacturer.
& Distributor

(Labeled on the box)

®  Manufacturer
R&D Center, NH Foods Ltd,
3-3 Midorigahara, Tsukuba, |barakl 300-2646, Japan

Phone: +81-20-847-7825
Fax: +81-29-848-1256
E-mail: nh.kit@nipponham.co.jp

hitp:{/www.rdc.nipponham.co.jp



