Experiment 4. c-Fos induction by retinoic acid

Rats (n=6 in each group) were injected intraperitoneally with 13-cis-retinoic acid (20 mg/kg), or all-trans-retinoic acid (20 mg/kg), or sesame oil vehicle (1 ml/kg). Injections were made under very dim incandescent light. Rats remained under dim imcandescent light until one hour after injection, when rats were overdosed with sodium pentobarbitol.  When completely unresponsive, the rats were perfused transcardially, first with 100 ml of isotonic saline/0.5% sodium azide /1000 U heparin, and then with 400 ml phosphate-buffered 4% paraformaldehyde.  The brains were removed, blocked, post-fixed for 2 h and then transferred to 0.1 M phosphate buffer (PB) for storage at 4 °C.  Individual blocks were transferred into 30% sucrose 24 h to 1 week prior to sectioning.  Forty micron coronal sections were cut on a freezing, sliding microtome.  Alternate sections were collected from the medulla at the level of the NTS (bregma –13.24 mm to –14.08 mm) and the pons at the level of the PBN (bregma –9.16 mm to –9.68 mm).  Every fourth section was collected from the forebrain through the hypothalamus and amygdala (bregma –1.8 mm to –3.3 mm).   Coordinates were based on Paxinos and Watson’s atlas [Paxinos, 1986 #91].  Sections were immediately processed for c-Fos-like immunoreactivity.

Free-floating tissue sections were washed twice for 15 min in 0.1 M phosphate-buffered saline (PBS) and then incubated for 30 min in 0.2% Triton/ 1% bovine serum albumin (BSA)/ PBS.  After two washes in PBS/BSA for 15 min each, sections were incubated overnight with a rabbit anti-c-Fos antiserum (Ab-5, Oncogene Research) at a dilution of 1:20,000.  After two 15 min washes in PBS/BSA, sections were then incubated for 1 h with a biotinylated goat anti-rabbit antibody (Vector Laboratories) at a dilution of 1:200.  Antibody complexes were amplified using the Elite Vectastain ABC kit (Vector Laboratories), and visualized by a 5-min reaction in 0.05% 3,3-diaminobenzidine tetrahydrochloride (DAB).  Sections were stored in 0.1 M PB until mounted onto gelatin-coated glass slides and coverslipped using Permount.

Cells expressing darkly-positive, nuclear c-FLI were quantified using the MindsEye software program.   Regions were digitally-captured at 40x magnification (lateral PBN at 33x).   For the latPBN and SON, the counting was restricted to the area delineated by a hand-drawn outline.  Outlining was not necessary for the PVN nor for the CeA because these regions mostly filled the counting frame or had little c-FLI outside the area of interest.   Bilateral cell counts were averaged for 3 sections of the PVN, 4 sections of the SON, 6 sections of the CeA, 8 sections of the latPBN, and 12 sections of the NTS for each rat.  The individual mean counts for each region were then averaged across rats within experimental groups.

