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Tissue Collection:  Brain tissue was processed as previously described (1). Briefly, mice were anesthetized with isoflurane and perfused with PBS. Brains were collected. Half of the brain was fixed for 24 hours with 4% paraformaldehyde and hereafter stored in PBS/0.02% sodium azide at 4°C until use.  The remaining half was dissected into hippocampus and cortex and immediately frozen on dry ice and stored at -80°C until needed. 
Immunohistochemistry:   Immunostaining procedures were performed as described (2) .  Briefly, 40 um coronal sections of brain, were incubated overnight at 4°C with primary antibody anti mouse C1q (rabbit monoclonal, clone 27.1) tissue culture supernatant (3).  C1q was detected with Alexa-555 (Invitrogen, Carlsbad, CA) followed by counterstaining with Thioflavin-S (Sigma-Aldrich, #T1892). Briefly, sections were incubated in 0.1% ThioS diluted in MilliQH2O for 10 minutes and washed 2X with 50% ethanol followed by PBS. The images were acquired with a ZEISS Axio ScanZ1 Digital Slide Scanner at 10x magnification (Zeiss, Thornwood, NY).  Images were acquired with the same exposure times and camera settings when comparing the same brain area in the different genotypes.  For quantitative analysis of C1q in the molecular layer of hippocampus, images were analyzed using ImageJ software. Five regions of interest (ROI) (squares) were defined randomly within the molecular layer area and the mean pixel intensity per ROI was determined. The mean intensity of each animal was obtained by averaging all ROI mean intensities in the sections studied. ThioS field area percent was assessed using IMARIS as previously described (4). One way ANOVA statistical analysis was used to assess the differences in ThioS percent field area(Prism 9.0, GraphPad). 
Western Blot:   Each half brain or hippocampus was pulverized, aliquoted and stored at -80C.  Brain powder was solubilized by homogenization in 10 volumes of Tris-buffered saline (TBS, pH 7.4) containing protease inhibitor cocktail solution (Complete mini, Roche), 1mM EDTA and 1% SDS using a motor pestle for 5 seconds twice on ice.   After centrifugation at 18,400xg for 30 minutes at 4C, protein concentration in the supernatants was determined with a BCA protein assay (Pierce, Rockford, IL). Thirty µg of brain protein or 1ul of plasma were subjected to SDS-polyacrylamide gel electrophoresis (1%) under reducing conditions.  Gels were transferred at 4C in Tris-glycine, 0.02% SDS, and 10% methanol transfer buffer onto polyvinylidene difluoride (PVDF, Immobilon-P, Millipore) membrane at 300 mA for 2 hours.  The PVDF membrane was blocked one hour at RT in 5% nonfat dry milk in TBS- 0.1% Tween.  Rabbit anti-mouse C1q (1151) (5) or anti-ß-actin (Sigma) in either 5 or 3% milk, respectively, was applied overnight at 4˚C.  After washing, HRP-conjugated secondary antibodies, diluted 1:5000 (Jackson Labs), were added and incubated for 1 hour at RT. The blots were developed using ECL 2 (Pierce) for C1q and ECL (Pierce) for ß-actin, and analyzed using a BioRad ChemiDoc image system and the Image J software as described (6). 
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