ICC For YFP Mice
cFos + DAB
1) Wash sections 3 x 5 min in PBS.  Use a 12 well plate with 4 mL PBS in each well.

2) Block sections for 1 hr at RT, gently shaking.

· Blocking Solution (BS):  PBS + 1%BSA + 3% Normal Goat Serum + 0.1% Triton x-100

· Note:  BS should only be kept ~1 week, but may be reused during this time period.

3) Incubate in primary antibody (diluted in BS) for 36-48hrs at 4 C, gently shaking.  Use 500 uL of antibody in a 24 well plate. 


4) Rinse sections 3 x 5 min in PBS.

5) Incubate in secondary antibody for 1 hour at RT, gently shaking.  Use 500 uL of antibody in a 24 well plate.

10 mls PBS

40 (l Triton X-100

50 (l NGS

10 (l Goat Anti-Rabbit- Biotinylated Antibody (Vector Labs)

6) Make ABC (Vector Avidin-Biotin Kit) 30 minutes before use.


10 mls PBS

2 drops A

2 drops B

40 (l Triton X-100

7) Rinse 3 x 5 min PBS


8) Incubate in ABC for 1 hour at RT, gently shaking.  Use 500 uL of ABC in a 24 well plate.


9) Make DAB (Sigma Tablets) 30 minutes prior to use.  Cover with tinfoil.


10 ml PBS

1 gold tablet

1 silver tablet

10) Rinse 3 x PBS

11) Stain with DAB, 500 ul per well in 24 well plate.  Check after 2 minutes, and again every 5 minutes until staining is dark enough (generally ~10 min).


12) Rinse 1 x 5 min in PBS.

13) Rinse sections 1 x 10 min in 1:1000 Hoechst/PBS (4 uL Hoechst + 4 mL PBS per well).


14) Rinse 1 x 5 min in PBS.


15) Mount sections on Superfrost Plus slides.


16) Incubate at 37 C for 30 minutes to dry out & allow sections to adhere.


17) Dehydrate Slides:

50% EtOH

70% EtOH

90% EtOH

100% EtOH

Histoclear – 10 minutes 

18) Coverslip with DPX or Permount.
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