FUJIFILM

Code No. 291-50301
For Electrophoresis

Silver Stain I Kit Wako

Silver staining provides a method for the highly sensitive detection of proteins and nucleic
acids following separation with polyacrylamide gel electrophoresis. However, conventional
procedures involve typical time-consuming procedures that are often difficult.

“Silver Stain II Kit Wako” has been developed to overcome these problems, providing
more sensitive and rapid detection than Coomassie Brilliant Blue R-250 (C. |. 42660).

[FEATURES]
1. Involves simple preparations and simple procedures.
2. After electrophoresis, staining can be completed within an hour.
3. The sensitivity is generally 50 to 100 times higher than that of Coomassie Brilliant Blue
Stain.
4. Contains no harmful substances such as heavy metals.
5.Can be used for double —stain with CBB.
6. Adding Stopper eliminates the need for destaining.

[REAGENTS]
One kit includes :

1. Fixing Stock Solution 100 mL
(Methanol, Acetic acid)
2. Enhancing Stock Solution 100 mL

(Dithiothreitol, Glutaraldehyde)

3. Staining Solution A 100 mL
(Silver nitrate)
4. Staining Solution B 100 mL

(Ammonia, Sodium hydroxide)

5. Developing Stock Solution 100 mL
(0.4w/v% Formaldehyde, Citric acid)
6. Stopper 100 mL

(Citric acid)

[PREPARATION OF REAGENTS]

Preparation
Volumes of reagents described below are calculated based on a 140 mm X 140mm X
1.0 mm sized polyacrylamide slab gel.

[TECHNICAL NOTES]

1.

Effects of temperature
a. At low temperature (as low as 20°C)

High sensitivity cannot be obtained with extended staining period.
b. At high temperature (as high as 30°C)

Causes background staining and overstaining of gel in general.

.For next day staining — Store electrophoresed gel in Fixing soln. -1 for next day stain-

ing.

.For double staining following CBB staining — Decolorize the background completely

by soaking the CBB stained gel for at least one hour in Fixing soln. -1. Then proceed on
with STAINING PROCEDURE 2.

.Background staining may be caused by one of the following reasons :

a. Insufficient rinsing in STAINING PROCEDURE 4 and 6.
b. Insufficient shaking in STAINING PROCEDURE 5 and 7.
Wash or shake thoroughly.

.In the case of overstaining — Destain using following method. Avoid destaining chro-

matic picture at the same time.

a. Preparation of destaining solution
Dissolve 3.2 g of NaxS,03 and 40 mg of Na,COj3 in 200 mL of deionized water.

b.Soak the gel in a tray containing 200 mL of destaining solution and shake for several
minutes. Discard the solution and wash the gel several times within 300 to 400 mL of
deionized water.

.Storage of gel — After rinsing the stained gel with deionize water, shake it for 5 minutes

in 1% glycerin solution.

Dry with a gel dryer and seal it when storing. If a gel dryer is not used, the gel with the
deionized water should be sealed and stored in a plastic bag without contact with air or
hands directly.

7.For faster staining — Staining under following condition is faster but results may not be

as satisfactory as with the standard method.
1) Fixing solution-1 Shake for 5 minutes.

2) Fixing solution-2 Shake for 5 minutes.

3) Enhancing solution Shake for 5 minutes.

4)Rinsing Shake for 2 minutes.

5) Staining solution Shake well for exactly 10 minutes.
6) Rinsing Shake well for 2 minutes.

Repeat this step three times.

7) Developer Shake for 5 minutes.

Amounts of reagents prepared are 10 times the volume of the gel.
1.Fixing solution-1 (400 mL)
Mix 200 mL methanol and 40 mL acetic acid with 160 mL deionized water. (190 mL of
this solution will be used in the next step.)
2.Fixing solution-2 (200 mL)
Add 10 mL Fixing Stock Solution to 190 mL of Fixing soln. —1.
3.Enhancing solution (200 mL)
Mix 95 mL methanol, 10 mL Enhancing Stock Solution, and 95 mL deionized water.
4.Staining solution (200 mL)
Add 10 mL Staining Solution B to 10 mL Staining Solution A and mix well. Then add
180 mL deionized water.
5.Developer (200 mL)
Add 10 mL Developing Stock Solution to 190 mL deionized water and mix.

Notes

1. Use only deionized or distilled water approximately 25°C.

2. Prepare the solutions just prior to staining the gel and use high quality solvents
(methanol, acetic acid).

3. Labware used should be washed thoroughly prior to use.

[STAINING PROCEDURE]

The following procedure is for staining a 140 mm X 140 mm X 1.0 mm polyacrylamide
slab gel. Please read notes before staining.

Procedure

1. Soak gel in a tray containing 200 mL of Fixing soln. -1 and shake gently for 10 minutes.

2. Discard the Fixing soln. -1 and pour 200 mL of Fixing soln. -2 in the tray. Shake gently
for 10 minutes.

3. Discard the Fixing soln. -2 and pour 200 mL of Enhancing soln. in the tray. Shake
gently for 10 minutes.

4. Discard the Enhancing soln. and pour 300 to 400 mL of deionized water in the tray.
Shake gently for 5 minutes.

5. Discard the water and pour 200 mL of Staining soln. in the tray. Shake gently for
exactly 15 minutes. (*See Note 6)

6. Remove the Staining soln. to a glass equipment and pour 300 to 400 mL of deionized
water in the tray. Rinse gently for 2 to 5 minutes. Repeat this step three times.
(Add 3 mL of conc. -hydrochloric acid to the removed Staining solution. *See Note 7)

7. Discard the water and pour 200 mL of Developer in the tray. Immerse it completely
and shake gently. When satisfactory chromatic pictures were obtained, stop the
developing. See next step.

(Developing time may be different depending on the concentration of the sample.)

8. Pour 10 mL of Stopper into 200 mL Developer in the tray above. Shake gently for 2 to
3 minutes to stop the developing.

9. Discard the solution and pour 300 to 400 mL deionized water in the tray. Shake gently
for 2 minutes. Repeat this step three times to wash the gel thoroughly.

Notes

1. Use deionized or distilled water.

2. Before staining, ensure that all labware and equipment (i.e. trays) to be used are clean
and have smooth surfaces.

3.If a shaker is not available, shake the tray manually.

4. Be careful not to damage the gel, and use disposable gloves during the procedure to
avoid direct contact with the gel.

5. Ensure that the gel is completely immersed in each solution throughout the proce-
dure.

6. At Procedure 5, ensure that the gel is shaken gently but enough to avoid sticking to
the tray during subsequent step.

7. Avoid leaving Staining solution out. As soon as staining is completed, acidify the re-
moved Staining solution with hydrochloric acid to obtain stable silver chloride
precipitate. The Staining solution may form explosive compounds if not treated with
HCI.

8) Stopper Shake for 1 minute.
SILVER STAINING CHECKLIST
Procedure CHECK
Preparation of Methanol 200 mL
. Acetic acid 40 mL
fixing soln. -1 Lo
Deionized water 160 mL
Fixing soln. -1 Shake the gel for 10 min.
Preparation of Fixing Stock Soln.(*) 10 mL
fixing soln. -2 Fixing soln. -1 190 mL
Fixing soln. -2 Shake the gel for 10 min.
) Enhancing Stock Soln.(*) 10 mL
Preparation of
enhancing soln. Mgthgnol 95 mb
Deionized water 95 mL
Enhancing soln. Shake the gel for 10 min.
Preparation of Staining Soln. A(*) 10 mL
. Staining Soln. B(*) 10 mL
staining soln. o
Deionized water 180 mL
Rinsing Shake the gel for 5 min.
Shake the gel exactly for 15 min.
Staining soln. Treat and dispose of
staining soln.
Preparation of Developer Stock Soln.(*) 10 mL
developer Deionized water 190 mL
Shake the gel for 5 min.
Rinsing Shake the gel for 5 min.
Shake the gel for 5 min.
Develop Shake the gel.
Stopper Stopper.(*) 10 mL
Stop Shake the gel for 2 min.
Shake the gel for 2 min.
Rinsing Shake the gel for 2 min.
Shake the gel for 2 min.

(*) Reagents contained in the kit.

[STORAGE]

Keep at 2-10°C in the dark

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:/ffwk fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road
Richmond, VA 23237
USA,

Telephone : + 1-804-271-7677

Facsimile +1-804-271-7791
http://lwww.wakousa.com

Fuggerstrasse 12

D-41468 Neuss

Germany

Telephone : +49-2131-311-0
Facsimile  : +49-2131-311100
http://www.wako-chemicals.de
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