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FASTKIT™ Immunochromato PEANUT < Instruction Manual >

% Please read this instruction before use.

Background

Amendments to Food Sanitation Law in Japan have rendered it mandatory to label 5 specific raw food materials, (Eggs, Milk,
Wheat, Buckwheat and Peanuts), identified to have a high possibility of triggering food allergies, as of April 2002. Verification of the
Manufacturer's Data Report and verification of contamination of specified ingredients by testing is critical in order to carry out labeling correctly.

The FASTKIT IMMNOCHOMATO is a detection kit for peanut proteins in food using immunochromatography, with simple operation and
results obtainable in a short period of time.

[Characteristics]

1) The FASTKIT Immunochromato can simultaneously identify the presence of multiple peanut proteins.

2) The FASTKIT Immunochromato is widely applicable to samples ranging from raw ingredients to processed foods.
3) One step simple operation; no background expertise necessary.

4) Results can be quickly obtained (15 mins).

Components of the Kit

Y L' ) 20tests
B i Dilution DUfer ..o e 50mLx 1 bottle
C : Extraction/concentration buffer (X 10 concentrate) .................cceevieririiineiineainnannn. 100mLx 1 bottle

Purpose and Performance of the Kit
. Detection of peanut proteins contained in food samples.
. The Minimum detection sensitivity is several ppm, expressed as concentration in food (calculated from measured values that have been

obtained using “FASTKIT Elisa PEANUT”).*

Screening Principles

When the sample solution is dropped onto the sample dropper area of the test plate, colloidal gold labeled rabbit anti-peanut antibodies (labeled
(2) in diagram) are dissolved, creating a complex with the peanut proteins (labeled (1) in diagram) contained in the sample solution. These complexes
move to the development area by capillary action, and are trapped by the anti-peanut antibodies (labeled (3) in diagram) fixed at interpretation area
(T), with the colloidal gold creating a red-purple colored line at interpretation area (T). Interpretation in this Kit is carried out by observation, which
interprets the presence of peanut proteins contained in the sample solution.

On the other hand, regardless of the presence of peanut proteins contained in the sample, the excess colloidal gold labeled antibodies move to the
development area and are trapped by the anti-rabbit immunoglobulin antibodies (labeled (4) in diagram) fixed at interpretation area (C), with the
colloidal gold creating a red-purple colored line at interpretation area (T). Normal movement of the sample solution to the development area is
verified by a red-purple colored line at interpretation area (C).
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Procedure1 (Preparation of Reagents)

[Equipment]

. A homogenizer (a food cutter, a grinder or a mill)

. A centrifuge (one which can be operated at higher than 3,000 x g and 4°C is preferable), centrifuge tubes, filter paper, funnels,
graduated cylinders and beakers

. Micropipettes (those which can dispense 10 to 1000-pL of liquid are preferable)

[Preparation of Reagents]

1)  Return dilution buffer and extraction/concentration buffer to room temperature before use.

2)  Dilute extraction/concentration buffer X 10 with purified water before use.

Note 1) When sedimentation has occurred in the extraction/concentration buffer, return to room temperature and dissolve
sedimentation before diluting with purified water.

Note 2) The dilution buffer and extraction/concentration buffer can be used irrespective of the type of Kit as they are of identical

composition throughout the FASTKIT Immunochromato Series.

[An example of sample-extract preparation]

Conditions for the optimal extraction of peanut proteins may <Procedure of sample extraction>
differ depending on the food sample, therefore it is necessary to Sample
analyze the composition of each sample. | «<Grind into a homogeneous state
Following is a general example of an extraction procedure. 2 g of the sample

| <—Add 38 mL of extraction buffer and
1) Each of the food samples should be ground into a homogenous  homogenize

state or paste. Sample Extract
2) Each 2-g sample should be homogenized with 38 mL of the diluted | «—Centrifuge for 20 min at 3,000 x g and 4°C
extraction buffer for 30 sec. This procedure should be repeated  Supernatant
three times for each sample. | —Filter through filter paper
3) The homogenate should be centrifuged for 20 min at higher than  Filtrate
3,000 x g and 4°C. | —Dilute 10 parts to 1 with the dilution buffer
4)  The supernatant should be filtered through filter paper. Extract for analysis

5) The filtrate should be diluted 10 parts to 1 with the dilution buffer
to provide a sample extract.

Note 1) It is absolutely necessary to prevent the peanut components from being contaminated throughout the process. Therefore,
equipment such as the homogenizer should be washed after each procedure. (Wash the equipment with a neutral detergent
and then soak them in an alkaline detergent overnight, or wash them in an ultrasonic washer for 30 min.)

Note 2) The sample extracts should be adjusted to neutral pH (6.0 to 8.0). As it is difficult to extract the peanut proteins from
certain foods, the samples should be well processed and the extraction process carried out with great care.

Note 3) As the presence of insoluble substances such as fat are the cause of non-specific reactions it may be necessary to alter the
centrifuging variables. (e.g. centrifuge for 30 min at 4°C at higher than 10,000 x g )

Note 4) Store the sample extracts at 4°C and subject them to analysis as soon as possible. Avoid freezing.

Procedure 2 (IMMUNOCHROMATO Procedure)

Warning: Correct results can become unobtainable due to the effect of moisture absorption on the
immunochromatography test plate, therefore, only remove from the aluminum pouch immediately before

use and only after returning it to room temperature.

[Preparation of Reagents]

Return the test plate to room temperature while still inside the aluminum pouch, then remove from the aluminum pouch directly
before use. Make sure not to touch the test plate’s sample dropper or the interpretation area with your finger etc.

After sufficiently mixing the sample solution prepared in accordance with operation method 1 (preparation of sample solution),
drop 100uL on the test plate's sample dropper area using a micropipette, and leave sitting on a level surface for 15 minutes and make
a visual interpretation.

Note 1) The micropipette tip must be replaced after each test.



[Interpretation of results]

Warning: The interpretation result is obtained 15 minutes after the commencement of the test.
Also, irrespective of the shade, test are interpreted as positive when the red-purple colored line
is observed.

Positive: Positive test results are indicated by a red-purple line at interpretation area (T) and interpretation area (C). A weak positive

test result is designated as + w, positive as +, and a strong positive as + +.
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Negative: A negative test result is indicated by a red-purple line at interpretation area (C).
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Interpretation deferral (re-test): When no red-purple colored line is observed in both interpretation area (T) and interpretation area (C),
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or when the red-purple colored line is only observed in interpretation area (T), then subject to a retest.
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False Positive (Cross-Reaction or Non-Specific Reaction) and False Negative Reactions

1) With the exception of the peanut no cross-reaction occurs with the other specific ingredients, (eggs, cow milk, wheat and
buckwheat).

2) Cross-reactions may occur with the protein of almond, cashew nut, macadamia nut, hazelnut, soybean” and red kidney bean
“Taisyo Kintoki”, resulting in false-positive results".

3) Nonspecific reactions may occur, in the presence of highly viscous foods™ and extremely concentrated proteins. In such cases,
carry out analysis with optimum concentrations of dilutions.

4) The following foods may yield false-negative results: foods meat products sterilized by high-temperature and high-pressure

treatment, canned whale products, retort-pouched foods, and baked foods

Correlation between FASTKIT ELISA and FASTKIT Immunochromato’

Overall agreement ratio FASTKIT ELISA peanut
244 249specimens More than Total
(96.8%) 10ppm 5~10ppm 1~S5ppm Negative
FASTKIT Positive 9 0 3 3 15
Immunochromato
Peanut Negative 1 0 1 232 234
Total 10 0 4 235 249specimens

1) Specimens indicating 1ppm or greater using FASTKIT ELISA Peanut are positive.

2) Detection sensitivity depends on the components of food.




Precautions for the Use

[General Warnings]|

1) Read the instruction leaflet carefully. Use the kit according to the procedures described in the instruction leaflet.

2) Do not use any kit that has passed its expiry date. The expiration date is printed on a label on the outer case and test plate’s
aluminum bag.

3) FASTKIT has been developed to measure the allergic substances in selected foods. Therefore, it is not a diagnostic reagent for
food allergies. There has been no proven correlation between the test results of this kit and the allergy development and or
symptoms.

4) Do not determine the presence or absence of allergic substances according not only to the results of the FASTKIT but also on
other information obtained by reviewing the records of the raw ingredients, manufacturing processes and so on.

5) This instruction is prepared as a guideline for inspection personnel. It is the responsibility of the user to determine the
usefulness of the kit and or the suitability to each of the selected foods.

6) Kit specifications may be altered without prior notice.

[Safety Precautions]

1) Do not smear any reagent from the kit on your skin, mucosa, clothing, etc.

2) If any of the reagents are swallowed or come into contact with the eyes, rinse thoroughly with tap water and seek medical
attention.

Storage and Expiration Date
[Storage]
The kits should be stored in a refrigerator (2 to 8°C) in the absence of light. Avoid freezing.
[Expiration Date]
Valid for 12 months from the production date in an unopened aluminum bag. The expiration date is printed on the outer case and
test plate’s aluminum bag.

[References]
1) Ministry of Health, Labour and Welfare, “Test Methods of Food Containing Allergy Substances” (SHOKUHATSU No.
1106001)

2) Eiji Marui: Shokuhin Eisei Kenkyu (Food Sanitation Research) Vol.52 (5), p25-31, 2002
3) Hiroshi Akiyama, Masatake Toyoda: Shokuhin Eisei Kenkyu (Food Sanitation Research) Vol.52 (6), p65-73, 2002

% The FASTKIT Immunochromato Series applies the basic technology of immunochromatograph held by Becton Dickinson and

Company, Ltd. and is made with the antibodies utilized in Nippon Meat Packers, Inc.”"

[Distribution Source and Contact] " [Manufacturer] -
Indicate side surface of outer case Research and Development Center
Nippon Meat Packers, Inc.
3-3 Midorigahara, Tsukuba, Ibaraki, 300-2646, Japan
Phone : +81-29-847-7825, Fax : +81-29-847-7824
URL : http://www.rdc.nipponham.co.jp

E2-C410520C71

Cosmo Bio Co, LTD.

Inspiration for Life Science

TOYO EKIMAE BLDG, 2-20,TOYO 2CHOME,KOTO-KU,TOKYO 135-0016,JAPAN
TEL: +81-3-5632-9617 FAX: +81-3-5632-9618 e-mail: export@cosmobio.co.jp

WWW.COSmMOobio.co.jp
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FASTKIT
BCA
FASTKIT FASTKIT FASTKIT FASTKIT FASTKIT

M g/mL M g/mL M g/mL M g/mL M g/mL M g/mL

10 10 10 10 10 10

100 100 100 100 100 100

370 1,930 1,340 137 243 983

740 3860 2,680 274 486 1970

1480 7,720 5360 548 972 3930

3,700 19,300 13,400 1370 2430 9830
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FASTKIT

3.8mg/mL 243mg/mL
M g/mL M g/mL
x 10 380 W 243 w
x 100 38 + 243 +
x 200 19 1215
x 400 95 6.075
x 600 6.3 405
x 800 48 3.038
x 1,000 38 243
1 w +
FASTKIT 200 20u g/mL
10 200 20
FASTKIT
25ng/mL

4,000

500ng/mL

100ppm



| FASTKIT 1]

FASTKIT FASTKIT
FASTKIT
Sppm 1ppm
10ppm 10ppm 5ppm Lppm
FASTKIT N_Hm Hpm M me M@w 240 249
%4
47 17 19 166 249
FASTKIT MH % HM HWH HMM 235 246
955
62 14 18 152 246
FASTKIT QOH w m_ HMH mm@m 225 241
934
61 5 2 153 21
FASTKIT Hpo M m NMN NM 241 249
9638
11 3 4 231 249
FASTKIT M m w Nwm NM_ 204 249
980
10 0 4 235 249
1 FASTKIT 1ppm




ppm

X © X X X 14 ELISA
X X X X 11 ELISA
X x X X X 92 ELISA
X X X X X 24 ELISA
X x X x X 10 ELISA
X X X X X <10 +
X x X X 10<
o X X X 16
o X x o 16
1
2 =
ppm
x x X x X 56 ELISA
X X X X X 50 ELISA
X X X X X 5.7 ELISA
x x x x X 175 ELISA
X X X X X 19 ELISA
o X X X 23 ELISA
X X X X <10 +
X X X 28
11
18
X X 69
1
2 =
3




ppm

x X x X X 17 ELISA
x x x x X 11 ELISA
X X X X X 15 ELISA
X X X X X 17 ELISA
X X x x X 35 ELISA
X X X X X 19 ELISA
o o X X X 23 ELISA
X o X X X 22 ELISA
X o X X X 19 ELISA
X X X X X 17 ELISA
X X X <10 +

X X X X <10 s
X X o X X 29
x X X X 17
x x X X 15
o} X X X 28
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ppm
x x x x X 71 ELISA
X x X X 11 ELISA
X X x X X 10.7 ELISA
X X o X X 13 ELISA
o o o X X <10 +
X X X <10 +
o X X <10 +
o o o X X <10 +
1 o X
2 =
3
ppm
X X X X <10 +
X X x x X 10< ELISA
X x X X X 25 ELISA
X X o X X <10 s
X X X <10 w
1 o X
2 w *
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FASTKIT"

1
2) ......... 29
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4 3,000x g 4
5 50mL

1 2
) No.5A ADVANTEC

N 5
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FASTKIT
1106001

MK-K48

IFM700G iwatani




29 38mL
30 3

IFM700G iwatani

EXCEL AUTO HOMOGENIZER
12,000rpm 1 3
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3,000x g 4 .20
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