New Fuchsin Stain

Jennie Baier, Adapted from Dako Handbook of Immunochemical Staining Methods, Chapter 16 

UT, 3/02

New fuchsin is a red stain that uses the alkaline phosphatase staining method. The color is insoluble in alcohol and other organic solvents, allowing for the slides to be dehydrated and stained with H&E, if desired. Coverslip with either aqueous or organic mounting solutions. This protocol is from a Dako protocol designed for staining tissue sections.

Levamisole is an inhibitor of endogenous alkaline phosphatase.

Preparation 
Chemical




Storage location

Recipe

0.2 M 2-amino-2-1,3-propanediol (Sigma A9754, MW 105.14) 
GS
2.1g in 100 ml ddI

0.05M Tris buffer, pH 9.7


GS


6.057 g in 1 L ddI

NaCl





GS

Levamisole* (Sigma L9756)


GS

Naphthol AS-BI phosphate (Sigma N2250)
-20( desiccator

N,N-dimethylformamide*


-20( or 4(
5% New Fuchsin (Sigma N0638) 

GS


5g in 16.5 ml conc HCl, 83.5 ml ddI

4% Sodium Nitrite* (Sigma S2252)

R/T desiccator

0.04 g in 1 ml ddI

* Hazardous component—be sure to read MSDS before use.

Solution Preparation—prepare all solutions in a fume hood

Solution A:
18 
ml 
0.2 M 2-amino-2-1,3-propanediol 

50 
ml 
0.05M Tris buffer, pH 9.7

0.6
g 
NaCl

0.028 
g 
Levamisole

Solution B: (prepare immediately before mixing with A)

0.035
g
Naphthol AS-BI phosphate

0.42
ml
Dimethylformamide

Solution C:
0.14 
ml
5% New Fuchsin 

0.35 
ml
4% Sodium nitrite (freshly prepared)

Stir 60 seconds.

Mix Solutions A and B and then add Solution C. Adjust pH to 8.7 with HCl. Mix well and filter if necessary.

Staining

Incubate on slides for 10-20 minutes at R/T. 

Rinse with ddI.

Counterstain with H&E, if desired.

Coverslip in either organic or aqueous mounting solution.

























