NF-DAB Stain

Jennie Baier 

UT, 7/02
This staining protocol specifically marks neurons brown/black with a DAB stain of neurofilaments. DAB (3,3'-diaminobenzidine) is a substrate for HRP (horse radish peroxidase), the enzyme that is conjugated to the 2( antibody in the neurofilament stain. Staining should take about 3 hours a day for 2 days.

- H2O2/Methanol solution to block endogenous peroxidase

1 ml 30% H2O2 in 9 ml methanol, freshly prepared (no more than 20 minutes old at time of use)

- Rabbit anti-rat neurofilament primary antibody


DSHB RT97


Maintain at 4(C in undiluted aliquots for up to 12 months.

- Goat anti-rabbit secondary antibody conjugated with HRP
Jackson ImmunoResearch 111-035-044

Terry's goat anti-rabbit 2( is in -20(C in 4.440 on 2nd shelf, diluted to 1:2. (don't know how old it is)

Store at 4( for up to 6 weeks.

- DAB stain solution* (see product information)


Vector Labs SK-4100


Other supplies needed:

- Xylene*, ethanol, rubber cement, incubation box, Pepsin solution, Permount mounting solution*
- Tris buffer: 0.05 M Tris (MW 121.14), pH 7.5, with 0.01% Tween 20


For 1 L: 6.057 g Tris, 0.1 ml Tween 20

- BSA/Tris: 5% BSA in Tris buffer, 25 g in 500 ml Tris buffer




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

1. Deparaffinize slides:


Xylene

3 x 2 minutes


100% EtOH
10 dips


95% EtOH
  5 dips


90% EtOH
  5 dips


70% EtOH
  5 dips


50% EtOH
  5 dips


30% EtOH
  5 dips


dI

2 minutes

Carefully dab off excess water from slide, being very careful not to touch the tissue sections. Create a rubber cement ring around the tissue sections and allow rubber cement to dry. Return the slides to water as soon as possible so that the tissues do not dry out.

2. Pepsin epitope retrieval:

See Pepsin protocol for making up Pepsin Solution.

Cover sections with Pepsin Solution and incubate at 37(C for 30 minutes in a humid incubation box.

3. Block endogenous peroxidase with H2O2/Methanol solution, 2 x 6 minutes.  

Rinse in Tris buffer, 3 minutes.

4. Block in BSA/Tris, 30 minutes at R/T. 

5. Dilute 1( antibody in BSA/Tris and apply to sections, O/N at 4(C in a humid incubation box. 

Rinse in Tris buffer, 5 x 5 minutes.

6. Dilute 2( antibody in BSA/Tris and apply to sections, 1 hr at R/T in a humid incubation box. 

Rinse in Tris buffer, 5 x 5 minutes.

7. Remove excess fluid and incubate in DAB solution, 12 minutes.


Rinse in dI, 5 minutes.

8. Remove excess fluid and dip in eosin once. Dip 10 times in 2 changes of 95% ethanol each, dip 10 times in 2 changes of absolute ethanol each, dip 10 times in 3 changes of xylene each. Leave slides in xylene until coverslipping in Permount.

























