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Validation

Our group has extensive experience in performing BONLAC analysis, which was developed in house. We have employed this method in a
variety of systems, including in vitro and ex vivo approaches. Thus, we based our calculations on previous analyses published in this lab, in
which a minimum of 3 mass spectrometry runs/condition were used. In this current analysis, we performed 5-7 mass spectrometry runs/
condition. Please see the following references:

Bowling, H., Bhattacharya, A., Zhang, G., Lebowitz, J. Z., Alam, D., Smith, P. T., Kirshenbaum, K., Neubert, T. A., Vogel, C., Chao, M. V., & Klann,
E. (2016). BONLAC: A combinatorial proteomic technique to measure stimulus-induced translational profiles in brain slices.
Neuropharmacology, 100, 76–89. https://doi.org/10.1016/j.neuropharm.2015.07.017

Bowling, H., Bhattacharya, A., Zhang, G. et al. Altered steady state and activity-dependent de novo protein expression in fragile X syndrome.
Nat Commun 10, 1710 (2019). https://doi.org/10.1038/s41467-019-09553-8

2 samples were excluded from the mass spectrometry analysis of young (4 month-old) mice. The first sample was composed of hippocampal
slices from one WT and one APP/PS1 mouse, where the APP/PS1 slices had visibly degraded during the labeling process. The second sample
was excluded as the medium-heavy SILAC labeling ratio generated via mass spectrometry as the average incorporation relative to all other
samples was 10-fold higher, indicating an abnormality occurred during sample processing.

BONLAC was carried out with a minimum of five runs per condition, with each run examining hippocampal slices from one WT and one age-
matched APP/PS1 animal (n = 5-7 biological replicates made up of 1 APP/PS1 and 1 WT; 5-7 animals of each age per genotype were used in
total.

A minimum of 5 samples/condition were run for western blot analysis

Assignment of SILAC labels to experimental conditions (wild-type or APP/PS1) was randomly alternated between biological replicates to
ensure that results were not biased by labelling.

Investigators were blinded to animal genotype during data collection and analysis.

The following antibodies were used in this study: For western blot: rabbit anti-APP monoclonal antibody (Abcam, ab32136, clone
Y188, lot # GR3248334-7), rabbit anti-EAAT1 polyclonal antibody (Abcam, Ab416, lot # GR3328985-3), rabbit anti-GAP-43 polyclonal
antibody (Sigma, ab5220, lot # 3245135), rabbit anti-Hsp1a1 polyclonal antibody (Sigma Aldrich, AV33096, lot # QC2724), anti-Rpl13
polyclonal antibody (Thermofisher, PA5-41715, lot # UD2757834A), and anti-Rpl18 polyclonal antibody (Abcam, ab241988, lot #
GR3304969-2). Secondary antibodies were either goat anti-mouse IgG HRP (Promega, W4021, lot # 0000262777) or goat anti-rabbit
IgG HRP (Promega, W4011, lot # 0000355714) respectively. For immunohistochemistry: rabbit anti-amyloid beta antibody (Enzo Life
Sciences, ENZ-ABS612-0200, clone 6E10, lot # 01172006).

The anti-APP antibody ab32136 is a knock-out validated antibody as described in the publication Del Turco D, Paul M, Schlaudraff J,
Hick M, Endres K, Müller U, et al. Region-Specific Differences in Amyloid Precursor Protein Expression in the Mouse Hippocampus.




