FUJIFILM

Code No. 296-69901 ( 200 cm?)
292-69903 (1000 cm?)
290-69904 (2000 cm?)

ImmunoStar® LD

ImmunoStar” LD is a chemiluminescence reagent which includes a
unique luminol derivative L-012 as the substrate. It allows detection of
targets with a high signal to noise ratio, minimizing background noise.
The substrate produces a signal of long enough duration to be captured
by image sensors.

[Kit Components]

200 cm® 1,000 cm® | 2,000 cm®

Chemiluminescence Solution A 10 mL 50 mL 100 mL
Chemiluminescence Solution B 10 mL 50 mL 100 mL
[Storage]

2-10C in the dark.

(Protocol Summary)
(DJust before use, prepare Luminescence Working Solution by mixing
Chemiluminescence Solution A and Chemiluminescence Solution B at a
ratio of 1:1.

N~ N~

(@Add the Luminescence Working Solution onto a plastic wrap by
pipette. The volume needed for 100 xL/cm*

-~

(3Place a blot protein side down with the membrane on the wrap.

(®Incubate the membrane for a few seconds to 5 minutes.

=

(5)Drain excess the Luminescence Working Solution.
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(6)Cover the membrane with a clean wrap and remove any air bubbles.

S

(DExpose the wrapped membrane to X-ray film or image analyzer.

[Protocol]

Membrane Preparation

1. Prepare a protein blotted membrane by electrophoretic transfer or dot
blotting.

2. Introduce the membrane into 50 mL of blocking buffer, and incubate
for 1 hour at room temperature (RT) or incubate overnight at a cool
place.

3. Wash the membrane with 50 mL of wash Solution (e.g. PBS-T or
TBS-T) with agitation for 10 minutes, followed by 5 minutes washing,
two or three times.

4. Prepare primary antibody with antibody diluent in an appropriate
concentration and incubate the membrane with the antibody solution
for more than 1 hour at RT or overnight at a cool place.

5. Wash the membrane with 50 mL of wash Solution with agitation for
10 minutes, followed by 5 minutes washing, two or three times.

6. Prepare secondary antibody with antibody diluent in an appropriate
concentration and incubate the membrane with the antibody solution
with agitation for 1 hour at RT.

7. Wash the membrane with 50 mL of wash Solution with agitation for
10 minutes, followed by 5 minutes washing, two or three times.

Detection Procedure
1. Just before use, prepare Luminescence Working Solution by mixing
Chemiluminescence Solution A and Chemiluminescence Solution B at a
ratio of 1:1.
2. Add the Luminescence Working Solution onto a plastic wrap by a
pipette. The volume needed for 100 pL/cm®
3. Place a blot membrane side down with the membrane on the wrap. Be
sure to touch the entire protein side with the Luminescence Working
Solution on the wrap.
4. Incubate the membrane in the Luminescence Working Solution for a
few seconds to 5 minutes.
5. Drain excess the Luminescence Working Solution from the membrane.
Use absorbent tissue to remove the excess liquid.
6. Cover the membrane with a clean wrap or polyethylene sheet and
remove any air bubbles.
7. a) CCD imager protocol
(DPlace the membrane on an imager tray with protein side up.
(2Place the tray in the CCD imager.
(3Operate the imager as recommended by manufacturer.
b) X-ray film protocol
(DPlace the membrane in a film cassette with protein side up.
(2Operate the X-ray film processor as recommended by manufacturer
in the dark room using red safe lights. A recommended first
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exposure time is 15 or 60 seconds as a test to determine optimal
exposure time.

[Notes]

¢ Wash solution : Select wash solution A or B depending on your purpose.
Wash Solution A : PBS-0.1% Tween 20
Wash Solution B : TBS-0.1% Tween 20

¢ The optimal antibody concentration can be varied depending on the
antibody titer to be used. Perform a systematic dot blot analysis to
determine the appropriate concentration.

¢ Immediately before use, prepare blocking buffer, antibody solution and
Luminescence Working Solution.

* The signal cannot be sufficiently detected in streptavidin-biotin system
according to circumstances.

[Trouble Shooting]

Problems

Possible causes

Solutions

Weak or no signal

Insufficient protein was loaded
to the gel.

Increase the amount of protein
loaded to the gel.

Transfer efficiency to a
membrane was poor.

Stick the gel, membrane and
blotting papers each other.
Use fresh transfer buffer.
Check protein transfer by
staining the gel and
membrane.

The concentration of antibody
is too low.

Increase the amount of
antibody.

Incubation time of antigen-
antibody reaction was too
short.

Increase incubation time of
antigen-antibody reaction.

The Luminescence Working
Solution activity is reduced.

Immediately before use,
prepare the Luminescence
Working Solution.

Exposure time was too short.

Increase exposure time.

Excessive signal

Too much protein of interest
was loaded to the gel.

Decrease the amount of
protein loaded to the gel.

The concentration of antibody
was too high.

Decrease the amount of
antibody.

The incubation time of
antigen-antibody reaction was
too long.

Shorten incubation time of
antigen-antibody reaction.

Spots in the
protein bands

Too much protein was loaded
on the gel and/or the too high
concentration of antibody was
used.

Decrease the amount of
protein loaded on the gel and/
or lower the concentration of
antibody. It is recommended
to perform a systematic dot
blot analysis.

High background

The exposure time is too long.

Shorten the exposure time.

The concentration of antibody
was too high.

Decrease the amount of
antibody.

Incubation time of antigen-
antibody reaction was too
long.

Shorten incubation time of
antigen-antibody reaction.

The volume of antibody
solution was inadequate.

Increase the volume of
antibody solution to cover the
whole membrane and agitate
the membrane in antibody
solution sufficiently.

Blocking was insufficient.

Increase blocking duration,
numbers or volume of washes.
Use a different blocking
reagent.

Washing was insufficient.

Add additional washing steps
or increase washing duration.
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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

FUJIFILM Wako Chemicals U.S.A. Corporation

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA. Germany

Telephone : + 1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile : +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de

FUJIFILM Wako Chemicals Europe GmbH
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