SUPPLEMENTARY B


Immunohistochemistry technique 
Staining procedure: Sections were air-dried and washed three times in phosphate buffer saline (PBS) containing Tween 20 (PBS/T) (Sigma-Aldrich, Israel). They were then incubated for 60 min in a blocking solution (normal goat serum, in PBS) and then overnight at 4 °C with the primary antibodies against Per1 and Per2 (1:250, Alpha Diagnostic Int., San Antonio, TX, USA) and BDNF (rabbit polyclonal anti-BDNF antiserum (1:500), Alomone Labs, Jerusalem, IL). After three washes in PBS/T, sections were incubated for 2 hours in DyLight-488 labeled goat-anti-rabbit IgG or in Dylight-594 goat anti-mouse IgG (1:250; KPL, MD, USA) in PBS containing 2% normal goat or horse serum. The sections were then washed and mounted with mounting medium (Vectastain; Vector Laboratories, CA, USA). Sections from the brains of different groups of rats were processed at the same time and under identical conditions to ensure reliable comparisons and to maintain stringency in tissue preparation and staining conditions. Control staining was performed in the absence of the primary antibodies. Additionally, secondary fluorescent labels were swapped to test for cross-reactivity, and sections were incubated without primary antibodies to test for non-specific binding of the secondary antibodies.
Relative quantitative analysis of Per1, Per2 and BDNF immunoreactivity: Brain sections showing Per1-, Per2- and BDNF-ir in the CA1, CA3, DG (–3.6 mm to –4.0 mm), cortex III (2.2 to 3.2 mm anterior to Bregma), SCN (1.3 to 1.4 mm posterior to Bregma) or BLA (–1.8 mm to –3.8 mm) (all coordinates relative to Bregma), were subjected to image analysis. Each brain region was defined under the microscope according to cytoarchitectural landmarks (Paxinos and Watson, 1988).  Six sections were chosen from these brain areas for each animal of all groups. The sections were processed in batches (which included all groups or treatment conditions) and analyzed by two observers blinded to the treatment protocol, and the results were averaged. 

Quantification: A computer-assisted image analysis system (Leica Application Suite V3.6, Leica, Germany) was used for quantitative analysis of the immunostaining. ImageJ 1.42o (http://rsb.info.nih.gov/ij) was obtained from the National Institutes of Health. For each experiment, images were processed and analyzed using the same procedure. The regions of interest were outlined and computer-aided estimation was used to calculate the number of BDNF-, Per1- and Per2-positive cells. All acquisitions were performed with the same acquisition setup. The sections were analyzed by two observers who were blinded to the treatment protocol. A standard technique was used to estimate the number of NPY, NPY-Y1R, and BDNF cell profiles per unit area for each investigated hippocampal structure.
[bookmark: _GoBack]All immunohistochemistry procedures included negative controls (the primary antibody was not added).  







