FUJIFILM

Code No. 095-07891 ( 20 mL)
097-07895 (500 mL)

For Blotting
ImmunoOneStep™ Western

ImmunoOneStep™ Western is a ready-to-use reagent that

enables rapid and specific immunodetection by combining
blocking, primary antibody incubation and secondary antibody
incubation into a single step in Western blotting.

For example, compared to protocols using skim milk, this
product reduces the time required for blocking and antibody
incubation.

[Features]

1. Ready-to-Use

2. Blocking, primary antibody incubation and secondary
antibody incubation in Western blotting are completed in a
single one-step reaction in as little as 1 hour

3. Protein-free formulation reduces background signals

[Storage]
Store at room temperature.

[Required materials but not supplied]

+ Primary antibody

- HRP-conjugated secondary antibody

+ Wash buffer : PBS-T (Phosphate Buffered Saline with
Tween-20) or TBS-T (Tris Buffered Saline with Tween-20)

- Chemiluminescent or colorimetric substrate

+ Orbital or rocking shaker

- Detection system (CCD imaging system or X-ray film)

[Example Protocol]

Preparation

Separate the target protein by SDS-PAGE. Then, transfer the
protein onto a PVDF membrane or a nitrocellulose (NC)
membrane using a blotting apparatus.

1. After transfer in Western blotting, immerse the membrane
in PBS-T or TBS-T for 5 minutes.
PBS-T/TBS-T Buffer

Transfererd Membrane Transfrred Protein
2. Dilute the primary and secondary antibody separately in
different tubes using this product.*
* For example, if the primary antibody dilution is 1 : 1,000
and the secondary antibody dilution is 1 : 10,000, prepare

each diluted antibody solution separately by adding 20 uL
of the primary antibody or 2 uL of the secondary antibody
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to 10 mL of ImmunoOneStep™ Western.

o . ImmunoOnestep™
Dilution Example Antibody Western
Primary Antibody (1 : 1,000) 20 uL 10 mL
Secondary Antibody (1:10,000)| 2uL 10 mL

This Product

Primary Antibody Secondary Antibody

3. Add 10 mL of the diluted primary antibody solution to a
container, then add 10 mL of the diluted secondary antibody
solution, and gently mix.
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4. Within 10 minutes, immerse the membrane in the solution
prepared in Step 3 and incubate with gentle shaking at room
temperature for 1-2 hours.
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5. Wash the membrane 3 times with PBS-T or TBS-T while
shaking for 5 minutes each time.

6. Perform chemiluminescent or chromogenic detection.
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[Note]

1. When diluting the secondary antibody with ImmunoOneStep™
Western, use a dilution of at least 1 : 10,000. Excess secondary
antibody increases background.

2. Do not immerse the membrane in ImmunoOneStep™
Western for more than 4 hours. Prolonged incubation may
increase background.

3. If high background is observed, consider optimizing the
concentrations of the primary and secondary antibodies and/
or the incubation time.

[Package]
Code No. Package
095-07891 20 mL
097-07895 500 mL
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FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile +81-6-6201-5964

http://fwk fujifilm.co.jp

Group Companies Distributors
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