ICC Protocol:  Floating Sections (50)

DAY 1

Bathe floating brain sections in 1.5% H202 Bath (5 minutes)

Rinse 3 x PBS (Always use 1xPBS for all steps in this protocol)

Make Primary

10 mls PBS


40 (l Triton X-100


30 (l NGS


100 mg BSA

X (l Primary Antibody



1:100 Dilution (100 (l)



1:500 Dilution (20 (l)



1:1000 Dilution (10 (l)



1:10,000 (1 (l)

5. Primary Bath:  Overnight at 4( C with gentle agitation

DAY 2

Rinse Sections 3 x PBS

Make Secondary

10 mls PBS

40 (l Triton X-100

50 (l NGS

10 (l Goat Anti Mouse, Chicken, Etc. - Biotinylated Antibody (Vector)

Secondary Bath: 1 hour at RT with gentle agitation

Rinse 3 x PBS

Make ABC (Prepare 30 minutes before use)  (Use Vector Kit)

10 mls PBS

2 drops A

2 drops B

40 (l Triton X-100

ABC Bath: 1 hr at RT with gentle agitation

Rinse 3 x PBS

Make DAB (Use Sigma tablets)

10 ml PBS

1 gold tablet

1 silver tablet

Rinse PBS x 3

Mount floating sections onto Superfrost Plus slides

Put slides at 37( C for 30 minutes to dry out and allow sections to adhere

Dehydrate Slides

50% EtOH

70% EtOH

90% EtOH

95% EtOH

100% EtOH

Histoclear – 10 minutes 

Coverslip Slides with DPX

