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[Food testing kit] _

February 2015 (4™ edition)

NH IMMUNOCHROMATO 0111 <<Instruction Manual>>

* Read this manual before you start using this test kit

[Intended use]
NH Immunochromato 0111 is intended for use in food testing
laboratories for qualitative detection of £ cofi O111 from
various food products. Not intended for diagnostic use.
This kit is intended for use by personnel familiar with the
appropriate aseptic technigques for the isolation and
identification of E. coli O111.

[Introduction]

Enterohemaorrhagic Escherichia coli (EHEC) strains can cause
bloody diarrhea or hemorrhagic colitis in humans. Hemorrhagic
colitis can progress to potentially fatal hemolytic uremic
syndrome, EHEC is transmitted to humans through
consumption of contaminated foods and water. Although the
most prevalent serogroup of EHEC is 0157, non-0157 EHEC,
such as such as 026, 0111, and 0103, has been increasingly
detected all over the world.

NH Immunochramato O111 is an immunochromatographic test
kit for simple and rapid testing of £. cofi ©111. The kit does not
require skilled personnel or well-equipped laboratory.

[Kit contents]
A:  Teststrip 2 tests x 10 packs (20 tests)
B: Instruction manual 1 sheet -
C: Plastic bag with zipper 1 piece

[Principle of assay]
1} lilustration of test strip

@ £ cok 0111
& Colbidal gokd
Y Anti-0411 antbodies

Sample application zone
Reagent zone
Nitrocellulose membrane
Absorbent pad

Test zone

Control zone
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Note 1: Do not scratch or touch with bare fingers on the sample
application zone (a} or nitrocellulose membrane {c}.

2} Principle of assay
When a sample sciution is applied to the sample application
zone of the test strip, it is wicked through reagent zone. E. cofi

0111 (1) in the sample binds to the colloidal gold-labeled anti-E.

cofi O111 antibody (2) in the reagent zone. The
pathogen-antibody complex flows through the nitrocellulose
membrane which contains a zone of antibody specific to £. cofi
O111. The immune complex is captured 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-£. coff 0111 antibody Is captured. The control
line forms in the control zone (4) regardless of the presence of
E. coli 0111 in the sample solution. The control line ensures the
test is working correctly.

[Detection limit]
The test using 7 strains of E. coli 0111 revealed that enriched
sample including 1x10%-10° CFU/mL of E. colif 0111 will yield a
positive result.

Note 2: The lower detection limit of the kit may vary depending on
the strain and components of the test solution.

{Precautions]

{1) E. coli 0111 has been shown to have low infective dose.
Users of NH Immunochromato O111 should be familiar
with the appropriate aseptic techniques for the isolation
and identification of £. coff O111. Extreme care should
be taken in handling samples, enriched cultures and
used test strips.

{2} Do not use expired test strips. The expiration date is
indicated on the aluminum pouches and the box.

(3} Good microbiological laboratory practices should be
used to prevent contamination of samples, lab workers
and the environment.

[Additionally required materials and instruments]

1. Enrichment broth (e.g. mEC with novobiocin, mEC)

Stomacher 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

8. Disposable polypropylene tubes for sterilization of
samples (optional)
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[Test procedures]
Weigh 25-g sample into the stomacher bag and add
225-mL enrichment broth, e.g. mEC with novobiocin,
mEC.
Homogenize with a stomacher for 1 minute.
Incubate the homogenized sample at 42+1°C for 2212
hours.
Remove the stomacher bag from the incubator and mix
the culture gently using side-to-side motion. '
Transfer approximate 5-mL enriched sample into an
appropriate test tube with a sterilized pipette (Note 3).
Cover with a loose-fitting cap.
Sterilize enriched sample by autoclaving (121°C, 20
minutes) or boiling (15 minutes). The sterilized sample
solutions should be applied to test strips after cooling to
room temperature (Note 4),
Allow the test sitrips warm to room temperature
(20-25°C) hefore opening the aluminum pouch. Open
the pouch immediately before use (Notes 5, 8).

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

following procedures {8a or 8b).

(8a) (8b)

{0

100-yL enriched sample Absorbent pad

Absorbent pad

150-ul
enriched sample

(8a)

(8b)

(@)

Note 3:

Place a test strip on flat surface and with a new pipette
tip apply 100 uL of the enriched sample, drop-wise to
the sample application zone. Careful not to overload
the sample application zone; overloading it may cause
spillage.
Transfer 150 L of the enriched sample intc 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 remaining enriched samples unsterilized until

_the end of the test. Confirmatory tests, such as isolation

Note 4:

Note 5:

Note 6:

Note 7:

of E. coli 0111, might be required after testing with the kit.
Unsterilized enriched samples can be used in
confirmatory tests.

Sterilization is not mandatory for the test performance but
recommended to reduce the potential risk of infection
and contamination.

Do not open the aluminum pouch before it comes to the
room temperature to prevent moisture absorption by test
strips. Moist test strips can give incorrect test results,
Unused test strips should be kept at 2-8°C in the plastic
bag {provided with the kit) along with a desiccant sheet.
Do not scratch 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 below the arrows
printed on the test strip.

{Interpretation of the test results]
(1) (2) (3)

Control zone =iy

_

Test zone ==

(1) Positive results: Reddish purple lines appear in the fest
zone and the control zone in 15 minutes after
application of sample solutions.

(2) Negative results: A reddish purple line appears in the
conirol zone,

(3) Invalid resulis: No reddish purple line appears in the
cantrol zone. «

Note 8: Presumptive positive results should be confirmed
according to authorized methods *. The enriched
samples prepared for testing with the kit can be used in
confirmatory tests.

[Disposal]
Decontaminate used test strips, test tubes, pipettes, and
enriched culture by autoclave, efc. in strict compliance .with
local, state and federa! disposal regulations.

[Storage and expiration date]
(1) Storage: NH immunochromato 0111 should be stored at

2-8°C under protection from the lightt NH
immunochromato 0111 must not be frozen.
(2) Expiration date: 12 months from the date of

manufacture.

[Warranty]
NH Foods Lid. makes no warranty, whether expressed or

implied. If any materials are defective, Distributor or NH Foods
Ltd. will provide a replacement 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
matetials, NH Foods Lid. shall not be liable for any damages,
including special or consequential damage, or expense arising
directly or indirectly from the use of this product.

[References]
(1) MHLW Notice No. 1120 Article 3, from the Inspection and
Safety Division “Detection Methods for Enterohemorrhagic
E. coli 026, 0103, 0111, 0121, 0145 and 0157 from
foods”

{Technical assistance]
For technical assistance, please contact distributor or

manufacturer.

® Distributor

(Labeled on the box)

® Manufacturer

R&D Center, NH Foods Ltd.

3-3 Midorigahara, Tsukuba, Ibaraki 300-2646, Japan
Phone: +81-29-847-7825 Fax; +81-29-848-1256
E-mail: nh.kit@nipponham.co.jp
http:/iwww.rde.nipponham.co.jp



