FUJIFILM

Code No. 291-55203 (for 5,000 cm?)

ImmunoStar™ Reagents
(for chemiluminescence detection)

ImmunoStar reagents from Wako are designed for a simple
and highly sensitive immunoblotting utilizing detection by
enhanced chemiluminescence. Detection levels comparable to
those reached with radioactive labels are achieved by use of a
unique enhancer. Sensitivity is further enhanced by use of
ABC Solution (Streptavidin and Biotin-conjugated peroxidase
complex).

[Features]

1. The immunoblotting assay using these chemiluminescent
reagents can detect sub-pg amounts of the target protein
within 1-3 minute(s) of exposure, which is 10 to 100 times
more sensitive than those utilizing chromogenic detection.

2. The chemiluminescence emission continues for several hours,
enabling the detection of additional small amounts of the target
protein by prolonging the exposure.

3. The membrane is reusable after washing.

[Contents]

Reagent 5,000 cm’
Luminescence Solution A 330 mL
Luminescence Solution B 330 mL
Luminescence Solution C 120 mL

[Materials and apparatuses to be prepared for immunoblotting]

1) Primary antibody

2) Blocking solution
Usually, 5% skim milk solution is used for blocking of the
blotting membrane. For detection of phosphotyrosine, BSA
or gelatin is recommended as the blocker.

3) Secondary antibody (Biotin-conjugated secondary antibody
or peroxidase-conjugated secondary antibody)

4) ABC solution

5) Wash solution [0.05 w/v% Tween 20 and 50 mmol/L TBS,
pH 7.2.]

6) Diluent [50 mmol/L TBS, pH 7.2] (as necessary)

7) Membrane
Nitrocellulose membrane or PVDF.

8) Detection apparatuses
X-ray film or luminescence image analyzer
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Please prepare commercial or homemade products as needed.
The dilution rate of the antibody depends on the titer of the
antibody used. In addition, the performance of ABC solutions
varies depending on the manufacturer and preparation method.
It is recommended to consider appropriate conditions of use by
performing dot-blot analysis, etc.

[Procedure]

1. Preparation of working solution

Just before use, chemiluminescent solutions are prepared by
mixing chemiluminescent reagents A, B, and C at a ratio of 6
mL, 6 mL, and 2 mL per 100 cm® of membrane, respectively.

2. Chemiluminescent staining

1) Membrane infiltration according to the instructions for use
of the membrane.

2) Transfer from gel to membrane by transfer equipment
(semi-dry or tank type).

3) Shake the membrane in 50 mL of Wash solution for 5
minutes.

4) Incubate the membrane in 12 mL of blocking solution at
37C for 1 hour.

5) Shake the membrane in 50 mL of Wash solution for 5
minutes. Change Wash solution and repeat the procedure.

6) Incubate the membrane in 10 mL of primary antibody
solution at 37C for 1 hour or under pre-determined antibody
conditions.

7) Shake the membrane in 50 mL of Wash solution for 5
minutes. Change Wash solution and repeat the procedure
twice.

8) Secondary antibody reaction:

8-1) Incubate the membrane in 10 mL of biotin-labeled
secondary antibody at room temperature or 37C for
20 minutes.

8-2) If a peroxidase-labeled secondary antibody is used,
incubate the membrane in 10 mL of antibody solution
for 20 minutes, usually at room temperature or 37C.
Since the following steps 9) and 10) are not necessary,
proceed to 11) for washing step.

9) Shake the membrane in 50 mL of Wash solution for 5
minutes. Change the Wash solution and repeat the process.

10) Perform ABC reaction ; incubate the membrane in 10 mL of
ABC solution at room temperature or 37C for 20 minutes.

11) Shake the membrane in 50 mL of Wash solution for 5
minutes. Replace Wash solution and repeat the procedure
twice.

12) Immerse the membrane in 14 mL of the chemiluminescence
solution prepared immediately before for 1 minute. Place
the membrane between plastic wrap, remove air, and expose
to the X-ray film in a dark room. 30 seconds to 1 hour later,
develop the X-ray film.
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(Precaution)

1. The exposure time is determined by the strength of the
detected image and background. Usually, good results can be
obtained in about 1 minute.

2. When using a device such as LAS 1000, first expose for 5
minutes. Adjust the exposure time according to the results.

3. Reuse of used membranes

Once immunologically stained, the membrane can be reused after

removing the antibodies used for detection. The procedure is

described below.

1) Place the membrane in 50 mL of the solution containing
7 mol/L guanidine hydrochloride, 50 mmol/L glycine, 0.05
mol/L EDTA-3Na, 0.1 mol/L KCl, 20 mmol/L 2-mercaptoethanol.
Place the solution and membrane in a rocker for 10 minutes.

2) Shake the membrane in 50 mL of Wash solution for 10 minutes.
Change Wash solution and repeat the procedure.

3) The membrane is ready for use in the immunochemilumi-
nescence method described above.

[Notes]

1. Before starting the procedure, calculate the volume of solution
required in each step according to the size of the membrane
(cm® based on the instructions provided in the protocol.

2. To save the primary antibody, place a few drops of antibody
solution on parafilm, cover with a membrane, and allow the
membrane to react with the antibody.

3. Avoid the use of peroxidase inhibitors such as sodium azide.

[Trouble Shooting]

Possible causes

Treatments

1. No signal detected
- Failure blotting

- Proteolytic digestion of
sample

- Property of the primary
antibody

Check the transfer process

Add protease inhibitor in sample
preparation

Determination the titer or
optimal conditions for the
immunoreaction

2. Low signal
- Insufficient sample

- Insufficient exposure
time

+ The sample causes as in 1

Increase the sample quantity
used

Prolong the exposure time

See the treatment in 1
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3. Signal Too high
- Excess sample amount
- Conditions for immuno-

reaction of the primary
antibody

Decrease the sample amount

Optimize the immunoreaction

4. High background

+ Conditions for immuno-
reaction of the primary
antobody

+ Failure of blocking

+ Contamination of
apparatuses used

- Longer exposure

- Insufficient washing in
step 11)

Optimize the immunoreaction

Prolong the blocking time or
try other blocker

Use clean apparatuses

Diminish the exposure time or
expose the membrane after 5
min on the reaction

Repeat the wash several times

5. Non specific signal

- The property of the
primary antibody

« Insufficient blocking

Optimize the immunoreaction

Prolong the blocking or try
another blocking reagent

[Storage]
2-10C, in the dark.
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