Silver Stain Protocol

From Blum et al., Electrophoresis, 8, 93 (1987).
Solutions:

50%MeOH, 12% AcOH 500 ml MeOH

120 ml AcOH
ddH,O to 1 liter
3% Gilycerol 3 ml glycerol
ddH,O to 1 liter
20% AgNOQO, Weigh out about 0.4g AgNO,

dissolve in ddH,O equal to 5 x wt store
in brown glass
6% Na,CO, dissolve 30g in 500 ml ddH,O store up to 1 month in
sealed bottle
37% Formaldehyde(H,CO) Buy and store in Hood!

0.02% Na,S,0, Weigh out 50 mg aliquots and store in small corning
tubes. Dissolve 50 mg in 250ml ddH,O. Prepare Fresh!!!

1. Fix 50% MeOH, 12% AcOH
add 0.1 ml 37% H,CO/200mL in hood
Incubate for more than 1 hour to overnight

2. Wash 50% MeOH Wash 3 X 20 minutes

3. Pretreat 0.02% Na,S,0, thiosulfate solutions should be
prepared fresh, save some for step 7.

Incubate 1 minute exactly.
4. Rinse ddH,O 3 times 20 seconds
5. Impregnate 0.2% AgNOQO, Dilute 2 ml of 20% stock to 200ml, and
add 0.15 ml 37% H,CO

Incubate for 20 minutes, DON'T TOUCH GEL!!
6. Rinse ddH,O 2 times 30 seconds

7. Develop 6% Na,CO, (200mL)
add 0.1 ml 37% H,CO



and 4 ml of 0.02% Na,S,0,
Incubate for 10 minutes

8. Wash ddH,O 2 times 2 minutes
9. Stop 50%MeOH, 12% AcOH Incubate for 10 minutes
10. Wash 50 % MeOH For ~20 minutes at 4°C

Gels may be stored a while at 4°C in 50 % MeOH; or else they may
be prepared for drying as follows:

11. Wash 30 % MeOH
For 30 minutes at 4°C

12. Wash 3% glycerol
For 30 minutes at 4°C

13. Dry for 1 hour at 80°C between sheets of porous plastic film.



