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In this study, we perform RNA-seq on 106 NPH samples that were banked at our institution under IRB-AAAA4666, which allows for the
distribution of de-identified tissue samples and clinical data to researchers as “Not Human Subject Research.” We sequenced all available
NPH samples that were banked under this protocol at the time the study was done that had a RIN of 6 or higher.

As stated in our manuscript, we sequenced all samples with a RIN score of 6 and higher; no other exclusion criteria was used; this led to
sequencing of 106 samples.

In our manuscript, we show that our findings translate to established autopsy-based AD RNA-seq datasets. As we show in our manuscript,
three of our WGCNA modules that correlate with AD pathology in our NPH data (saddlebrown, orange, and darkgrey) also correlate with AD
pathology in bulk RNA-seq date from AD autopsy tissue, while our mediumpurple3 module does not. This prompts an extensive comparison
with other autopsy datasets that support the notion that a decline in homeostatic genes in AD that is seen in our NPH data is generally not
seen in other autopsy datasets, with the exception of entorhinal cortex data.

This is a retrospective study, and so there is no randomization of subjects because we did not experiment on our subjects. As stated in our
Methods, we regressed out variability in gene expression not attributable to our primary variables of interest (beta-amyloid and tau) using
surrogate variable analysis, which is a commonly used method to identify known and unknown confounders and covariates in data.

All biopsy samples were processed and sequenced with researchers blinded to any associated metadata. Analysis of immunofluorescent
images (Figure 8) was performed blinded to patient’s cognitive status.

As stated in the manuscript, immunohistochemical data from the clinical biopsies from these patients was used in this manuscript;
this data was generated using the Columbia University Department of Pathology clinical service. The antibodies this service uses for
these biopsies are tau (AT8 at 1:200 dilution; Thermo Fisher; Catalog # MN1020), beta-amyloid (6E10 at 1:200 dilution; BioLegend;
Catalog # 803003), alpha-synuclein (KM51 at 1:40 dilution; Leica; Catalog # NCL-L-ASYN), and TDP-43 (C-terminal rabbit polyclonal at
1:500 dilution; Proteintech; Catalog # 12892-1-AP). We also conducted our own staining on tissue sections from these patients, and
we used a beta-amyloid antibody to visualize amyloid plaques (Cell signaling at 1:200 dilution; Catalog # 15126, lot 1) and an IBA-1
antibody to visualize microglia (Wako Catalog # 019-19741 at 1:500 dilution, lot ptr2404), along with Alexa Fluor 555 conjugated
Donkey Anti-Mouse (Invitrogen A-31570 at 1:1000 dilution, lot 1850121) and Alexa Fluor 488 conjugated Donkey Anti-Rabbit
(Invitrogen A-21206 at 1:1000 dilution, lot 1981155).

The antibodies that the hospital uses in pathologic diagnosis (the first four mentioned above) have their quality continuously
monitored on positive and negative control tissue by the clinical service, as these antibodies are used by the Pathology Department
in the diagnosis of clinical samples. The antibodies that we used ourselves (the last two mentioned above) have been previously
validated for IF and IHC by the manufacturers, as shown on their websites. More importantly, the beta-amyloid antibody stains
plaques in NPH biopsy tissue that reportedly had beta-amyloid plaques on clinical examination. The IBA-1 antibody also stains




