RNA probe synthesis
For in situ hybridization, antisense RNA probes of c-fos, fra-2, c-jun, and junD cDNAs were made by in vitro transcription. Amplified cDNAs from RT-PCR were inserted into pCRII-TOPO cloning vectors (Invitrogen, Carlsbad, CA). The cloning vectors containing each cDNA were linearized by restriction enzymes. The linearized plasmids were purified  by QIAquick spin column (Qiagen, Valencia, CA), and the MAXIscript kit (Ambion, Austin, TX) was used for in vitro transcription.   The linearized plasmid template (1 µg), 2µlof 10X transcription buffer, 1µlof ATP, CTP, and GTP (each 10 mM), 5µlof 35S-labeled UTP (20 mci/ml) (Amersham, UK) 2µlof T7 or SP6 RNA polymerase, and RNase-free H20 were mixed in a total reaction volume of 20 µl.   The mixture was incubated at 37 ºC; after 30 min,  DNase I (1 µl)  was addedand the incubation continued for  another 15 min. After stopping the reaction by the addition of  EDTA (1 µl, 500 mM), the probe solution was purified through ProbeQuantTM G-50 spin columns (Amersham, Piscataway, NJ).
In Situ hybridization

     One hour after four different treatments (n=6 each group), rats were anesthetized with sodium pantobarbitol and perfused first with 100 ml of istotonic saline-0.5% sodium azide-1000 U heparin and then with 400 ml phosphate-buffered 4% paraformaldehyde. The brains were removed and post-fixed for 1 hour. After post-fixing, the brains were soaked in 30% sucrose solutions for 1-2 days. The brains were cut at 40µmon a -20ºC microtome and transferred into 20-ml glass scintillation vials containing 0.15 M NaCl, 0.015 M sodium citrate (2xSSC) buffer. Free-floating sections were prehybridized at 55ºC for 2-3 h in 1 ml per vial of 50% formamide, 2xSSC, 10% dextran sulfate, 0.7% Ficoll, 0.7% polyvinylpyrrolidone, 0.7% bovine serum albumin (BSA), 85 mM dithiothreitol (DTT) and 1.4 mg/ml of yeast transfer RNA. Sections were then hybridized at 55ºC for 18 h with heat-denatured 35S-labeled antisense RNA probes (0.5 or 1.5x107 cpm per 1 ml buffer per vial). Following hybridization with RNA probes, sections were washed sequentially in 2xSSC, 2xSSC, 1xSSC, 0.5xSSC, 0.25xSSC, 0.125xSSC, 0.125xSSC at 55ºC for 15 min each. After the final washing in 0.125xSSC, sections were transferred into 1 ml of 0.1 M phosphate buffer (PB). To decrease nonspecific binding of probes, 50µgof RNase A was added and incubation was performed at 37ºC for 30 min. Sections were washed in 0.1 M PB at RT for 5 min and mounted on gelatin-coated slides. To reduce background, RNase A treatment performed again. Slides were soaked at 37ºC for 30 min in RNase buffer (8 mM Tris-Hcl, 0.4 M NaCl, 0.8 M EDTA) with 30 ug/ml RNase A, and then blocked at 37ºC for 30 min in RNase buffer with 1 mM DTT. Slides were washed sequentially in 2xSSC/50% formamide/0.1% (-mercaptoethanol at 53ºC for 15 min, 0.1xSSC/1% (-mercaptoethanol at 53ºC for 30 min, 50% ethanol/0.3 M NH4OAC at RT for 3 min, 85% ethanol/0.3 M NH4OAC at RT for 3 min, 100% ethanol  at RT for 3 min. The slides were apposed to Biomax MR film (Kodak, Rochester, NY) for 4-12 days (c-fos), 5-10 days (fra-2), 1-2 days (JunD) and 1-2 days (c-jun), and then the film was developed.
