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Reagent for Measuring Potato Virus Y-N Strain

PVY-N ELISA HOKUDO

Reagen

t configuration 96-well plate x 1

Product No. 309401

HoKuds

(Stored at 2-8°C)

Components Packaging Quantity Remarks
Antibody solid-phase plate (Anti-PVY IgG solid-phase plate) 96 wells/plate 1 Dry plate
. . . 100-fold
Enzyme-labeled antibody stock solution (ALP-labeled Anti- 03mL 1 concentrated
PVY IgG) :
solution
Concentrated homogenate solution(Phosphate buffer, 5-fold concentrated
100 mL 1 :
Tween20) solution
Reaction buffer (PBS, BSA, Tween20) 26 mL 1
Concentrated washing solution (Phosphate buffer, Tween20) 100 mL 2 5-fo|dsg(|)L:1tti:§2trated
Enzyme substrate solution (PNPP solution) 26 mL 1
Reaction stop solution (2 mol/L NaOH) 13 mL 1
Positive control 1mL 2
Negative control 1mL 2
Plate seal 2

*Containing 0.1% sodium azide: enzyme-labeled antibody stock solution, concentrated homogenate solution, reaction buffer, concentrated
washing solution, positive/negative control
Operating method

m  Materials to be prepared
« Purified water, microplate reader (Dominant wavelength: around 405 nm), centrifuge (Capable of operating at 3000 rpm

and 4°C)

* Micropipette (Variable type 200, 1000 uL) » microplate washer/reservoir
 Multichannel micropipettes (50-200 uL), disposable tubes (1.5 mL, 15 mL), paper towels

m Preparation of reagents
1. Preparation of enzyme-labeled antibody solution: Dilute the enzyme-labeled antibody stock solution 100-fold using the
reaction buffer, according to the required number of wells.
Example: 6 rows, 48 wells = 120 pL. + 11.88 mL (Reaction buffer)
2. Preparation of the homogenate solution: To 100 mL of the concentrated homogenate solution, add 400 mL of purified water to
obtain a 5-fold dilution.

3. Preparation of the washing solution: To 100 mL of the concentrated homogenate, add 400 mL of purified water to obtain a 5-

fold

m  Measurement method

dilution.

1. Preparation of samples for measurements
Weigh 1 g of each sample and cut into small pieces, with scissors in a mortar.
Add 5 mL of the diluted homogenate solution and mill it in a mortar.

1)
2)
3)
4)

5)

Transfer the milled solution to a 15 mL centrifuge tube.

Caution: Allow each reagent to stand at room temperature before use.

Afterwards, add 5 mL of the homogenate solution to the mortar and wash, and transfer the resulting washing solution to

the same tube.

Centrifuge the mixture at 3000 rpm for 10 minutes at 4°C, and collect the supernatant for use as the 10-fold diluted

sample.

2. Primary reaction
Remove the necessary number of antibody solid-phase plates from their aluminum bags. (Measurements in triplicate

1)

2)

are recommended for the control.)

Add 200 pL each of the control and sample to wells using a micropipette.
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% Reference) Example of plate arrangement

For each measurement

Measure the positive control . in triplicate,

Measure the negative control O in triplicate,

TSaOmmo O e

Add the samples to be measured from the bottom (Measurements at least in duplicate are recommended).

3)  Attach a plate seal, and allow it to react at room temperature for 1 hour.

Wash each well of the plate 5 times with washing solution, using the washing plate washer.

Secondary reaction

1) After completely removing any washing solution that remains in the wells (by gently tapping the wells on a paper
towel), transfer the necessary amount of the diluted enzyme-labeled antibody solution to the reservoir, and add 200
pL of the solution to each well with a micropipette.

2) Attach a plate seal, and allow it to react at room temperature for 1 hour.

Wash the wells in the same manner as described in 3. Cleaning.

Enzymatic reaction

1) After completely removing any washing solution that remains in the wells, transfer the necessary amount of the
enzyme substrate solution to the reservoir, and add 200 pL of the solution to each well with a micropipette.
2) Allow it to react at room temperature for 20 minutes.

*Be sure to use separate reservoirs for the enzyme substrate solution and the enzyme-labeled antibody solution.

*Do not return the enzyme substrate solution to the reagent bottle, once it has been transferred to the reservoir.
Stopping reaction  After the stopping the reaction, add 50 pL of the reaction stop solution transferred to the reservoir to each
well using a micropipette, and mix gently.

Measure the absorbance  Measure the absorbance at 405 nm using a microplate reader for absorbance measurement.
*Measure the absorbance immediately after stopping the reaction.

Evaluation of the results

Evaluate the absorbance of each sample by confirming that the absorbance of the negative control is not more than 0.2, and
that of the positive control is not less than 1.0.

Precautions for operation

1.

2.

Read the instruction manual carefully before use, and make sure to understand the contents fully prior to making
measurements.
Add the enzyme-labeled antibody solution or enzyme substrate solution promptly after washing.

Precautions for use

1.

O N GRr WD

Do not expose the reagents to direct sunlight during storage and use.

Please strictly observe the specified reaction temperature and reaction time.

Allow the kit components to stand at room temperature (20-30°C) before use.

Wash the components well, as improper washing may result in variations in measurement results.

To prevent contamination between wells, take care to avoid foaming or adhering of the solutions to surrounding areas.
After unpacking the antibody solid-phase microplate, securely close the aluminum bag for storage.

Avoid microbial contamination of the samples and reagents, as well as contamination between reagents.

Since the enzyme substrate solution is easily oxidized by metal ions, always use new disposable tools, and use a disposable
pipette when transferring the enzyme substrate solution from the reagent bottle to the reservoir. Do not return the enzyme
substrate solution to the reagent bottle, once it has been transferred to the reservoir.

Handle the reagents with care, to prevent them from coming into contact with eyes, skin, etc. In case of contact with a
reagent, wash the reagent off with copious water, and consult a specialist.

Storage

Store at 2-8°C. Manufacturer

Expiration date

6 months after manufacture (indicated on the outer box and label) H 0 kUdO CO ' Ltd .

10-4-28, 9 Jo-nishi, Hachiken, Nishi-Ku
Sapporo-shi, 063-0849
TEL.011-641-7507 FAX.011-644-9209
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