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CRISPRI screening reveals regulators of tau pathology
shared between exosomal and vesicle-free tau

Juan Carlos Polanco'®, Yevhen Akimov?, Avinash Fernandes', Adam Briner', Gabriel Rhys Hand', Marloes van Roijen®,

Giuseppe Balistreri*@®, Jirgen Gotz'®

The aggregation of the microtubule-associated protein tau is a
defining feature of Alzheimer's disease and other tauopathies.
Tau pathology is believed to be driven by free tau aggregates and
tau carried within exosome-like extracellular vesicles, both of
which propagate trans-synaptically and induce tau pathology in
recipient neurons by a corrupting process of seeding. Here, we
performed a genome-wide CRISPRi screen in tau biosensor cells
and identified cellular regulators shared by both mechanisms of
tau seeding. We identified ANKLE2, BANF1, NUSAP1, EIF1AD, and
VPS18 as the top validated regulators that restrict tau aggre-
gation initiated by both exosomal and vesicle-free tau seeds.
None of our validated hits affected the uptake of either form of
tau seeds, supporting the notion that they operate through a cell-
autonomous mechanism downstream of the seed uptake. Lastly,
validation studies with human brain tissue also revealed that
several of the identified protein hits are down-regulated in the
brains of Alzheimer’s patients, suggesting that their decreased
activity may be required for the emergence or progression of tau
pathology in the human brain.
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Introduction

Tauopathies are neurodegenerative diseases in which the
microtubule-associated protein tau undergoes a process of ag-
gregation and fibrillization that gives rise to the pathological
hallmark known as neurofibrillary tangles (Polanco et al, 2018b;
Chung et al, 2021). Alzheimer’s disease (AD) is a secondary tau-
opathy, in which amyloid plaques feature as an additional histo-
pathological feature, a characteristic that is lacking in primary
tauopathies such as frontotemporal lobar degeneration with tau
(FTLD-tau), argyrophilic grain disease, progressive supranuclear
palsy, or corticobasal degeneration (Polanco et al, 2018b; Chung et
al, 2021). AD accounts for up to 80% of all dementia cases worldwide

and currently affects more than 50 million people (Polanco et al,
2018b). The pathological aggregation of tau impairs neuronal
physiology at diverse levels, including axonal transport, action
potential firing, synaptic plasticity, nuclear transport, chromatin
structure, and mitochondrial function, which together lead to
neurodegeneration and the ensuing cognitive and behavioral
impairment (Eckert et al, 2014; Polanco et al, 2018b; Hill et al, 2020). A
characteristic of tau aggregates, which are composed of misfolded
tau modified by hyperphosphorylation and other post-translational
modifications, is that they form proteopathic seeds that template the
misfolding of physiological tau, and induce it to also misfold and
form oligomers and fibrils (Polanco & Gotz, 2015; Jucker & Walker,
2018). This process is not restricted to the neurons in which the seeds
form, but these can propagate trans-synaptically and then be taken
up by recipient neurons where they cause pathology by corrupting
the native conformation of soluble tau (Polanco & Gotz, 2021). This
propagation requires release by donor cells and subsequent in-
ternalization by recipient cells, which is brought about primarily via
endocytosis. Importantly, to corrupt the conformation of physio-
logical endogenous tau, the endocytosed tau seeds need to escape
from the endolysosomes into the cytosol (Flavin et al, 2017; Chen et al,
2019; Polanco et al, 2021).

Several studies have revealed that the propagation of tau seeds
can be potentially controlled by interfering at multiple steps such
as the production of the different tau seeds, and their neuron-to-
neuron transmission, internalization, endosomal escape into the
cytosol, and cytoplasmic autophagy of newly forming tau aggre-
gates (Polanco & Gotz, 2021). Fundamentally, two forms of tau seeds
have been demonstrated to induce tau aggregation: (i) naked, that
is, vesicle-free tau in the form of oligomers or fibrils (Holmes et al,
2014; Calafate et al, 2015); and (ii) tau encapsulated by the mem-
branes of exosome-like extracellular vesicles (Polanco et al, 2016,
2018a; Miyoshi et al, 2021; Ruan et al, 2027; Leroux et al, 2022; Saroja
et al, 2022), hereafter referred to as exosome-like EVs or exosomal
tau seeds. There is an ongoing debate about which type of tau seed
is critical in the progress of tau pathology. One recent report, which
used preparations from the same human AD brain tissue, claimed
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that exosome-like EVs have higher transmissibility and cause a
more potentinduction of tau pathology than vesicle-free tau seeds,
whether oligomeric or fibrillar (Ruan et al, 2021). However, any
potential therapeutic approach that only targets either exosome-
like EVs or free aggregates would confer incomplete protection
from the tau pathology induced by the non-targeted seeds
(Polanco & Gotz, 2021). Therefore, it is crucial to identify the reg-
ulators of tau pathology that control both forms of tau seeding.
Here, we report novel regulators of seeded tau aggregation,
which we discovered using a genome-wide CRISPR interference
(CRISPRI) genetic screen (Sanson et al, 2018) coupled to a human
cellular model of tau aggregation known as tau biosensor cells
(Holmes et al, 2014) engineered to report tau aggregation by
generating a FRET signal. Downstream bioinformatic analyses
subsequently identified multiple hits, several of which we func-
tionally validated, revealing that their individual knockdown pre-
disposed the cells to tau aggregation. Interestingly, we found that
several targets were also down-regulated in the brains of AD pa-
tients, suggesting that their decreased activity may be required for
the emergence or progression of tau pathology in the human brain.

Results

Novel cellular regulators of tau pathology revealed by genome-
wide CRISPRi screening

Tau biosensor cells (Holmes et al, 2014), designed to fluorescently
display the extent of induced tau aggregation, have been widely
used to study tau propagation and aggregation (Sanders et al, 2014;
Mirbaha et al, 2015; Briner et al, 2020; Polanco et al, 2021). Moreover,
we have previously shown that tau biosensor cells internalize both
exosome-like EVs and vesicle-free tau isolated from the brains of
rTg4510 tau transgenic mice, resulting in the formation of intra-
cellular tau inclusions (Polanco et al, 2016). To screen for novel
regulators of tau pathology, we coupled tau biosensor cells to an
optimized genome-wide CRISPRI library (Sanson et al, 2018) (Fig 1).
First, we transduced these cells with a lentiviral KRAB-dCas9
construct, which expresses a nuclease-dead Cas9 (dCas9) fused
to the transcription-repressing KRAB domain to efficiently elicit
gene silencing (Qi et al, 2013; Sanson et al, 2018). These modified tau
biosensor cells (hereafter named BSKRAB cells) were then trans-
duced with lentiviruses comprising the pooled whole-genome
Dolcetto sgRNA CRISPRI library (Sanson et al, 2018), and subse-
quently treated with sarkosyl-insoluble tau isolated from rTg4510
tau transgenic mouse brains (Santacruz et al, 2005). We chose this
form of vesicle-free tau seeds, which contain post-translational
modifications such as phosphorylation (Fig 1A), as previous studies
have shown that sarkosyl-insoluble brain-derived aggregates are
more potent seeders than aggregates generated in vitro with
recombinant tau (Falcon et al, 2015). Indeed, 48 h after treatment of
BSKRAB cells with sarkosyl-insoluble tau, we could detect robust
seeded tau aggregation (Fig 1C), whereas the sarkosyl-soluble
fraction did not induce tau aggregates (Fig 1B). Importantly, all
seeding assays were performed without Lipofectamine, an agent
that strongly increases seeded tau aggregation (Polanco et al, 2016)
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but bypasses physiological vesicular trafficking by inducing and
enhancing endolysosomal permeabilization (Polanco et al, 2021),
which could create false-positive results in a genetic screen that
uses tau aggregation as a readout.

Using FACS, we obtained two cell populations: FRET-positive
cells harboring induced tau aggregates and FRET-negative cells
without aggregates. Genomic DNA was isolated, followed by next-
generation sequencing (NGS) to quantify which sgRNAs were
enriched in the FRET-positive cells using the MAGeCK bioinformatic
pipeline (Li et al, 2014) (Fig 1D). Analysis of the library coverage
showed that a large majority of sgRNAs were detected (Fig 1E). Our
analysis revealed 23 genes (false discovery rate, FDR, < 5%; Table S1)
that were positively enriched in FRET-positive cells with tau ag-
gregation (Fig 1F). Two of our 23 top hits, CHMP6 and VPS13A (FDR <
5%; Table S1), had been previously reported as regulators of
endosomal integrity during tau aggregation (Chen et al, 2019),
whereas BANF1 (FDR < 5%; Table S1) was recently identified in a
CRISPR knockout screen with tau biosensor cells from an inde-
pendent group (Prissette et al, 2022). Furthermore, when the first
200 top gene hits, selected based on robust ranking aggregation
from MAGeCK (Li et al, 2014), were analyzed for pathway and protein
complex enrichment using GO-BP (gene ontology-biological pro-
cess) and GO-CC (gene ontology-cellular component) annotations,
they were found to be primarily enriched in pathways of the late
endosome, autophagosome, and tethering complexes coordinating
endosome and lysosome fusion, suggesting an increase in tau
aggregation due to a loss of function of genes with a role in
autophagy and late endosomes (Fig 1G).

Validation of CRISPRi hits reveals genes that predispose cells to
both vesicle-free and exosomal seeded tau aggregation

Bioinformatic analysis and calculations of FDR values allow for
determining the probability that a gene is a false positive (Table S1).
The arbitrary threshold of FDR < 5% is generally well accepted, but
even under this threshold, some genes could be false positives, and
itis also known that additional true hits can be identified with FDR >
5%, highlighting the importance of functional validation. Therefore,
we next established a pipeline for functional validation and, as a
proof of principle, functionally validated 10 of our top hits (Fig 1F),
which were selected considering that they have been shown to be
expressed in neurons of the human brain and that these genes
covered top (BANF1, EIF1AD, NUSAP1, and ANKLE2), middle (VSP18,
PIK3R4, CHMP6, and KANSLIL), and lower (SIK3 and VPS37A) FDR
values. Each gene was individually targeted with three sgRNAs from
the Dolcetto library to achieve CRISPRi-mediated gene silencing in
tau biosensor cells (hereafter named BSKRAB-KD), using a lentiviral
vector in which both KRAB-dCas9 and the individual sgRNA were
contained within a single construct. BSKRAB-KD cells in which
individual genes had been silenced were then compared with a
control that was obtained using the mean of three non-targeting
sgRNAs (Fig 2A).

For validation, the cells were treated with either vesicle-free tau
seeds (sarkosyl-insoluble tau) or exosome-like EVs isolated from
rTg4510 mouse brains, followed by detection and quantification of
tau aggregation using FRET flow cytometry (Fig 2A). We used one of
the 10 hits, CHMP6, for benchmarking purposes (Fig 2B), given that
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Unbiased discovery of regulators of tau aggregation using pooled CRISPRi screens and sarkosyl-insoluble tau.

(A) Western blot analysis of sarkosyl-soluble and sarkosyl-insoluble fractions obtained from brains of P301L tau transgenic rTg4510 mice. The insoluble fraction exhibits
phosphorylated tau (pS422) and high molecular weight total tau (Taus). (B, C) Epifluorescence microscopy detecting tau RD-YFP in tau biosensor cells 48 h after treatment
with sarkosyl-soluble (B) and sarkosyl-insoluble tau (C). Brighter spots (arrowheads) representing tau aggregates only appear in cells that were treated with sarkosyl-
insoluble tau. Scale bar: 50 pm. (D) Schematic representation of the pooled CRISPRI screen. Tau biosensor cells expressing the FRET pair tau RD-CFP and tau RD-YFP
together with lentiviral KRAB-dCas9 (BSKRAB) were transduced with the Dolcetto CRISPRI library containing pooled lentiviral sgRNAs targeting ~18,000 genes, followed by
incubation with sarkosyl-insoluble tau (vesicle-free tau seeds). 48 h later, the cells were sorted into FRET(+) and FRET(-) populations using FACS. Samples were processed
to generate an NGS sequencing library and sequenced on a NextSeq 500 instrument. (E) Frequency distribution of mean sgRNA read counts across all samples. 39 out of

57,050 sgRNAs (0.068%) were not detected. (F) Volcano plot showing genewise log:
were based on robust ranking aggregation from MAGeCK (Li et al, 2014). Genes that

, fold changes of sgRNA counts versus false discovery rate. False discovery rate values
were followed up are highlighted in red. (G) Gene ontology-term enrichment analysis of

the top 200 positive regulators of tau aggregation identified by CRISPRi screening and enrichment for relevant pathways.

its knockdown has previously been reported to induce tau ag-
gregation and it has been extensively characterized (Chen et al,
2019). We found that apart from the CHMP6 benchmark (Fig 2B), the
individual knockdowns of ANKLE2, BANF1, NUSAP1, EIF1AD, and

Novel regulators of tau pathology Polanco et al.

VPS18 strongly and significantly promoted tau aggregation induced
by both exosome-like EVs and vesicle-free tau seeds (Fig 2C-G).
Remarkably, ANKLE2 and BANF1 showed a substantially stronger effect
on tau aggregation induced by exosome-like EVs (Fig 2C and D).

https://doi.org/10.26508/1sa.202201689 vol 6 | no 1 | €202201689 30f15


https://doi.org/10.26508/lsa.202201689

<4< V< . o .
s2el» Life Science Alliance

A Tau biosensor (BSKRAB-KD)
KRAB;dCasQ

sgRNA 1

Sarkosyl tau Tau aggregation

m

2
4
|

é; =
‘7’

2
oy

Exo EVs

=3
e

O/\

—> L ="
72h
_>.

Western blot

FRET—
10‘ TS
405 nm ex, 485 nm em

405 nm ex, 530 nm el
3

‘
Gene

«

Integrated FRET

0

ngNAs

[ Sarkosyl [l Exosome-like EVs [ Sarkosyl B Exosome-like EVs
B, cHwes 4. CHMWPs Ed_ VPS18
ok k% Kk J—
% kK ‘l‘ AI
NT 1 2 NT 1 2 3
C " ANKLE2 F g EIF1AD - EIF1AD
& Kk K %k %k
34 F KKK 64
| D S —
24 4
14 24
0- 0-
NT 1 2 3 NT 1 2 3
BANF1 BANF1 G NUSAP1 NUSAP1
6+ 25 ok Kok 6 81 F—
* Kk k * %k k¥
| D — ry
4- 4
24 24 )
0- 0-
1 2 3 NT 1 2 3 NT 1 2 3
H | é 1.5 . E 157 sakk ” 15 -
Control sgRNA KD < S o
wc\;\'; Nontarget 1 2 3 o 1.0 {'_ 8"\’3—' 1.0 wie & 19 8
o {:‘ o = ._:E
W o5 ® Y3 o0s T 05
R S > z sl z
S B R | ANKLEZ2 < 2 < 0.0 2 D 0.0 s
S S N
o“\‘ QQ’*- o‘:\S Q‘)’*— (\"So '\*9
S o o & &
= = X
BANF1 15 [ T 1.5 kKK I
i < 1.0
VPste X 1.0- g 3 102 3
|[eFtAD 205 2os o
» = )
o w o
— —|nusaPt > g W0 =z
N9 > ©
37 == == == — == ==|GAPDH & B & oF
& e P
X\ &

Figure 2. Functional validation of bioinformatic hits using individual CRISPRi knockdowns followed by incubation with exosome-like EVs and vesicle-free tau seeds.
(A) Schematic representation of the workflow for functional validation. Individual sgRNAs were used to silence the corresponding genes in combination with KRAB-
dCas9 in tau biosensor cells (BSKRAB-KD), then treated with either sarkosyl-insoluble tau (vesicle-free tau seeds) or exosome-like EVs for 72 h, followed by detection and
quantification of tau aggregation using FRET flow cytometry. A fraction of the same BSKRAB-KD cells was also grown for 72 h to corroborate the knockdown of protein
expression using Western blots. (B, C, D, E, F, G) Integrated FRET intensities represent levels of tau aggregation upon knocking down the different targets. The control
black column (NT) is the average obtained with three independent non-targeting sgRNAs (n = 3) assessed in triplicate. Control cells were compared with knockdown cells
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Of note, silencing of ANKLE2 resulted in a 40-fold induction of
seeding when treated with exosome-like EVs, compared with a
sixfold induction when treated with vesicle-free tau (Fig 20).
Furthermore, when whole-cell lysates from the five types of
knockdown cells were analyzed by quantitative Western blotting
(Fig2H), we found that each of the sgRNAs was able to induce gene
silencing of the targeted genes (Fig 21), demonstrating the re-
producibility and robustness of CRISPRi-mediated gene silencing.
Similarly, the fact that three different silencing sgRNAs strongly
reduced the expected bands on Western blots supports the
specificity of the commercial antibodies used in our study. Of
note, we found that the polyclonal ANKLE2 antibody reacted with
the canonical 104-117 kD isoform (Fig 2H, red box outline) and
other isoforms of lower molecular weight, which were also down-
regulated when the ANKLE2 locus was silenced (Fig 2H). We next
showed that the knockdown of ANKLE2, BANF1, VPS18, EIF1AD, or
NUSAP1 did not induce spontaneous tau aggregation and that
increases in FRET-positive cells were only observed when mutant
cells were treated with exogenous tau seeds (Fig 3). This indicates that
these genes regulate seeded tau aggregation and not the spontaneous
aggregation of tau. We also evaluated PIK3R4, KANSLI1L, and SIK3, but
these hits did not potentiate tau aggregation in the validation assays
(Fig S1) and are likely false positives. VPS37A exhibited a low poten-
tiation and was therefore not followed up (Fig S1).

Increased tau aggregation is not linked to mechanisms that affect
tau uptake

Having demonstrated that the individual gene knockdowns of
ANKLE2, BANF1, NUSAP1, EIF1AD, and VPS18 resulted in enhanced
seeded tau aggregation (Fig 2), we asked whether these increases in
tau aggregation could be merely the result of a higher uptake of the
tau seeds. To assess the level of internalization of tau seeds, we
labeled sarkosyl-insoluble tau with the far-red dye Alexa Fluor 647,
whereas the membranes of exosome-like EVs were labeled with the
far-red fluorescent membrane probe CellVue Claret (CVC). We then
measured the level of uptake in individual gene knockdowns of
BSKRAB-KD cells using flow cytometry (Fig 4A). Our results
revealed that none of the gene knockdowns impacted cellular
uptake as shown for vesicle-free tau (Fig 4B) and exosome-like
EVs (Fig 4C), indicating that the observed increases in tau
aggregation (Fig 2) were not due to the increased internalization
but rather due to a cell-autonomous mechanism downstream of the
seed uptake. In line with widely accepted procedures, uptake inhi-
bition using either a potent inhibitor of dynamin-dependent en-
docytosis or incubation at a low temperature (4°C) was used to
validate these uptake assays and to further demonstrate that the
labeled seeds were internalized and not simply tethered to the
membrane surface (Fig 4B and C).

Decreased levels of VPS18, NUSAP1, and EIF1AD are found in the
brains of Alzheimer's patients

Validation studies in tau biosensor cells revealed that decreasing
the levels of key cellular factors resulted in increased tau aggre-
gation. To validate our hits further, we asked whether tau aggre-
gation in AD patients correlates with the down-regulation of our
functionally validated CRISPRi targets. To address this, we per-
formed a quantitative Western blot analysis of postmortem brain
samples from AD patients (Fig 5 and Table 1). Strengthening the
relevance of our screen for the human condition, our analysis
revealed that VPS18, NUSAP1, and EIF1AD were all down-regulated in
cortical AD brain tissue (Fig 5A and C-E), which is characterized by a
substantial accumulation of phosphorylated and aggregated tau (Fig
5B and G). Surprisingly, no statistically significant differences were
found for ANKLE2 levels between AD and control patients (Fig 5F),
although the data were heterogenous for the patients analyzed. Of
note, only the predominant, canonical ANKLE2 104-117 kD isoform (Fig
5A, red box outline) was quantified (Fig 5F). We did not detect BANF1
via Western blotting in our cortical brain samples, possibly reflecting
low expression levels. Together, our data suggest that the decreased
activity of VPS18, NUSAP1, and EIF1AD in AD may be an upstream
pathogenic event that enhances the aggregation and interneuronal
spreading of pathological tau throughout the human brain.

Discussion

Tau forms pathological aggregates in tauopathy but how these are
generated is only incompletely understood. In the familial forms of
the primary tauopathy FTLD-tau, the disease is caused by auto-
somal dominant mutations in the tau-encoding MAPT gene
(Goedert & Jakes, 2005; Strang et al, 2019), demonstrating that tau
dysfunction by itself can lead to neurodegeneration and dementia.
The vast majority of tauopathies, however, are sporadic (Poorkaj et
al, 2001). Here, we identified and functionally validated ANKLE2,
BANF1, VPS18, NUSAP1, and EIF1AD as cellular regulators whose
knockdown predisposes cells to tau aggregation. The products of
these genes therefore function as host restriction factors that
control tau pathology. Importantly, given that our hits did not affect
the uptake of tau seeds, these genes are presumed to be down-
stream of tau internalization, causing tau aggregation via cell-
autonomous mechanisms. Such cell-autonomous mechanisms
appear to be exclusive of seeded tau aggregation, given that the
knockdowns of the discovered regulators did not induce the
spontaneous aggregation of tau in the reporter cell line, which
highlights the requirement of an exogenous tau seed to trigger the
misfolding of endogenous tau. Furthermore, we showed that VPS18,
NUSAP1, and EIF1AD are all down-regulated in AD brain samples,

targeted individually (1, 2, and 3). Error bars represent the SEM for n = 3, *P < 0.05; **P < 0.01; ***P < 0.001; and ****P < 0.0001. Fach single targeting sgRNA increased tau
aggregation with both exosomal and vesicle-free tau seeds. (C, D) Interestingly, ANKLE2 and BANF1(C, D) appear to induce a stronger effect on tau aggregation induced by
exosome-like EVs. (H) Quantitative Western blot analysis of BSKRAB-KD knockdown cells. Each sgRNA generated a protein knockdown of the targeted gene. Note that the
ANKLE2-specific antibody reacted with several isoforms, including the canonical variant sized 104-117 kD (red box outline); however, all isoforms were down-regulated
when the ANKLE2 locus was silenced. Similarly, the EIF1AD antibody recognized the canonical isoform of 19 kD and one additional variant of lower molecular weight, both
being silenced with the individual sgRNA against EIF1AD. (1) Quantification of the extent of protein knockdown for the different targeted genes. Error bars represent the

SEM for n = 3, *P < 0.05; **P < 0.01; and ****P < 0.0001.
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supporting the notion that these regulators may be important for
the development of tauopathy in the human brain.

Regarding risk genes, genome-wide association studies have
been instrumental in identifying genes linked to an altered risk of
developing tauopathies such as AD or FTLD-tau (Ferrari et al, 2014;
Cuyvers & Sleegers, 2016; Gan et al, 2018). Paradoxically, when a
total of 22 AD risk modifier genes revealed by genome-wide as-
sociation studies were ablated in the cellular model of tau bio-
sensor cells, the corresponding gene knockouts affected neither
the uptake of tau seeds nor the development of tau aggregates,
indicating that these risk genes may not be directly involved in tau
propagation (Kolay & Diamond, 2020). In our study, we employed a
functional approach using CRISPR-based genomics to identify genes
that regulate seeded tau aggregation induced by both vesicle-free
and exosomal tau seeds, with the goal of identifying disease-relevant
genes and unveiling potential causal determinants in tauopathy.

Novel regulators of tau pathology Polanco et al.

Our analysis of the biological pathways in which the first 200
gene hits of our screen could be operating revealed that these
genes are mostly involved in pathways of the late endosome,
autophagosome, and tethering complexes that coordinate endo-
some and lysosome fusion. These results support the notion that
decreased autophagy or impaired late-endosome activity increases
tau aggregation, perhaps due to an inability to degrade newly
forming tau aggregates. For instance, VPS18 and CHMP6 (FDR < 5%)
were two validated positive hits that are involved in vesicle-
mediated protein trafficking to lysosomal compartments, and
sorting of endosomal cargo proteins into endosomal multivesicular
bodies. Similarly, CHMP6 and VPS13A from our top list (FDR < 5%)
were also identified in a previous report that used a CRISPRI library
restricted to genes in the endosomal pathway (Chen et al, 2019). The
fact that these genes were also found in our genome-wide screen
(which was not limited to endosomal genes as in the study by Chen
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Figure 4. Analysis of the levels of tau seed uptake for the different knockdown cells.

(A) Schematic of the workflow for quantifying the uptake of exosomal and vesicle-free tau seeds. BSKRAB-KD knockdown cells were treated with far-red-labeled tau
seeds, either Alexa Fluor 647-labeled sarkosyl tau or CVC-labeled exosome-like EVs for 1 h, followed by the detection of cells harboring the labeled tau seeds using flow
cytometry. Tau uptake was quantified by measuring the mean fluorescence intensity in far-red-positive cells. (B, C) None of the gene knockdowns generated a significant
increase in tau seed uptake (dashed line), suggesting that these genes are downstream of tau seed internalization and therefore impact tau aggregation through cell-
autonomous mechanisms. Three different non-targeting sgRNAs (n = 3) assayed in triplicate were used as control (black column) and compared with three knockdown
SgRNAs targeting each gene, which were pooled for comparison. As for the control, uptake inhibition controls were completed using three independent non-targeting
sgRNAs (grey columns; Dyn, dynamin inhibitor; and cold, incubation at 4°C). Error bars represent the SEM for n = 9, *P < 0.05 and ****P < 0.0001.

and colleagues) strengthens the confidence in the role of CHMP6
and VPS13A in regulating seeded tau aggregation. Interestingly,
CHMP2B, a functional relative of CHMP6, has been linked to familial
forms of FTLD-tau (Urwin et al, 2010; Clayton et al, 2015). Similarly,
VPS18 was found to be down-regulated in human induced plu-
ripotent cell-derived cerebral organoid models obtained from
familial AD tissue (Zhao et al, 2020). VPS18 is a subunit of the
mammalian homotypic fusion and vacuole protein sorting complex
that regulates the fusion of endosomes and autophagosomes with
lysosomes (Wartosch et al, 2015). Thus, our study supports previous
investigations, which suggest that autophagic dysfunction and
endolysosomal dysfunction are a driving force in the development of
tauopathies and neurodegeneration more generally (Nixon, 2005;
Nixon & Yang, 2011; Whyte et al, 2017, Gan et al, 2018; Malik et al, 2019;
Polanco & Gotz, 2021), highlighting the importance of endolysosomal
dysfunction and autophagic dysfunction as a risk factor in neurode-
generative diseases.

Intriguingly, gene silencing of ANKLE2 and BANF1 resulted in
some of the most potent effects on tau aggregation, yet little is
known about the role of these genes in tauopathies. ANKLE2 has
been found to be down-regulated in the transcriptomes from laser-
captured CA1 neurons and microglia from AD brains, and in AD
hippocampal homogenates (Mastroeni et al, 2017). However, we

Novel regulators of tau pathology Polanco et al.

were unable to corroborate the down-regulation of ANKLE2 by
Western blotting using cortical brain tissue from AD and control
aging patients, possibly due to differences between hippocampal
and cortical tissues. Although ANKLE2 was not down-regulated in
our study, this does not rule out a potential loss of function of
ANKLE2 because of an altered post-translational modification such
as phosphorylation or acetylation (Kaufmann et al, 2016; Link et al,
2019), or a potential inactivation due to protein aggregation. We
speculate that one mechanism by which ANKLE2 may influence tau
aggregation is through its binding to PP2A (Asencio et al, 2012), a
known protein serine/threonine phosphatase that directly regu-
lates tau phosphorylation and physically binds to tau (Kins et al,
2001; Sontag et al, 2012), potentially acting together with PP2A to
dephosphorylate tau and thereby reduce tau aggregation. Another
mechanism by which ANKLE2 could affect tau pathology is through
the regulation of the integrity of the nuclear envelope, which can be
affected by ANKLE2-regulated phosphorylation of BANF1 (Asencio et
al, 2012). It has been reported that reducing ANKLE2 levels disrupts
the nuclear envelope and affects its morphology (Asencio et al,
2012; Link et al, 2019). Interestingly, anomalous invaginations of the
nuclear envelope have been found in AD and FTLD-tau patients
(Paonessa et al, 2019; Kang et al, 2021), and tau accumulates close to
these invaginations (Paonessa et al, 2019), with evidence suggesting
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Figure 5. Quantitative Western blot analysis of novel validated regulators in postmortem brain tissue from Alzheimer’s patients.

(A) Western blot analysis of validated novel regulators using postmortem cortical brain samples (superior frontal cortex) from Alzheimer's patients (AD). For the pathological
data of the patients, see Table 1. Antibodies against human VSP18, NUSAP1, EIF1AD, and ANKLE2 were used. (B) Detection of human tau (Tau-13 antibody) and tau
phosphorylated at Ser422 (pS422 antibody) in the human brain samples. (C, D, E, F) Quantification of the protein levels in control and AD samples revealed that VPS18 (C),
NUSAP1(D), and EIF1AD (E) are significantly down-regulated in AD patients. (F) However, ANKLE2 levels (F) were not statistically different. Of note, the canonical isoform with a
size of 104-117 kD (red box outline) was the predominant isoform detected in human brains, and therefore, only this isoform was quantified. (G) Quantification of the ratio of
pS422/hTau-13 revealed a substantial increase in tau phosphorylation at Ser422 in AD samples. Error bars representthe SEM for n = 6, *P < 0.05; **P < 0.01; and ns, not significant.

that liquid-liquid phase separation of tau at the nuclear envelope
might be a possible initiating event in tauopathies (Kang et al, 2021).
In fact, while our study was under review, an independent group
also reported that the loss of function of either ANKLE2 or BANF1
resulted in increased tau aggregation, an outcome that was pro-
posed to be caused by damage to the nuclear envelope, allowing for
the leakage of nuclear components into the cytoplasm, which
eventually triggers tau aggregation (Prissette et al, 2022). However,
what is not clear is why cells with leaking nuclear components do not
spontaneously develop tau aggregation, but rather require exoge-
nous tau seeds to trigger tau aggregation (Prissette et al, 2022), as we
also reported in this study. Apart from the role of BANF1 in nuclear
envelope integrity, mutations in its gene can cause a human pro-
geroid syndrome (Puente et al, 2011), and itappears that BANF1 is also
crucial for restoring the capacity to repair oxidative lesions
(Bolderson et al, 2019). Therefore, given that several studies have
linked oxidative stress to tau pathology (Bartolome et al, 2022; Du et
al, 2022), BANF1 could also have a role in decreasing the oxidative
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stress linked to tau aggregation. Unfortunately, we did not detect
BANF1in human brain samples by Western blotting, possibly because
it is a very small protein of only 10 kD that could have been easily
degraded during the postmortem interval of human tissue sampling,
or alternatively, the aging brain may exhibit only low levels of BANF1.

Like tau, NUSAP1 is a microtubule-stabilizing protein that is found in
the cytoplasm and nucleolus. It localizes to the mitotic spindle in
dividing cells and causes mitotic arrest when overexpressed (Li et al,
2007). Furthermore, a potential epistatic genetic interaction has been
reported between the SNP rs16971798 of NUSAP1 and the presence of
tau filaments (Wang et al, 2020). The nucleolus is the site of ribosome
biogenesis and rRNA processing (Koren et al, 2020), and nucleolar
dysfunction has been reported in AD patients as a potential link to the
development of tauopathies (Hernandez-Ortega et al, 2016; Maina et al,
2018a, 2018b; Nyhus et al, 2019). Our study is the first to report that a
loss of function of NUSAP1 can facilitate tau aggregation and that the
protein is down-regulated in AD brain samples, potentially leading to
nucleolar dysfunction and thereby enhancing tauopathy.
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Table 1. Human cases used for Western blot analysis of validated novel regulators using brain samples from the superior frontal cortex.

Disease

# Function Age (yr) Gender duration SB::;: zzlsat;na]r)tem
(yr)
1 Control 93 Female 0 0 21
2 Control 85 Female 0 0 23
3 Control 89 Female 0 1 23
4 Control 102 Female 0 4 5
5 Control 97 Female 0 3 16
6 Control 92 Female 0 4 5
7 Alzheimer's disease 83 Female 7 5 3
8 Alzheimer's disease 100 Female 17 5 4
9 Alzheimer's disease 85 Female 5 6 10
10 Alzheimer's disease 100 Female M 5 3
n Alzheimer's disease 84 Female 13 6 6
12 Alzheimer's disease 75 Female 8 6 14

Continuing with the theme of ribosomal dysfunction, we also
identified EIF1AD that is required for the final steps of 40S ribo-
somal subunit assembly as shown in human cells (Ameismeier et al,
2020). To our knowledge, there is no report directly linking EIF1AD
with tauopathies; however, EIF1AD has been linked to other brain
diseases such as bipolar disorder (Stahl et al, 2019), which is as-
sociated with a significantly higher risk of dementia (Diniz et al, 2017;
Mendez et al, 2020). We speculate that because of the role of EIF1AD
in the formation of the ribosome, its down-regulation could cause
ribosomal dysfunction and propitiate anomalous protein aggre-
gation, given that translational impairment has been associated
with tauopathies (Evans et al, 2019; Koren et al, 2020).

A limitation of our study is that tau biosensor cells are a non-
neuronal cell line. However, to address this potential confound, we
focused on genes with reported expression in neurons of the
human brain to perform validations, with the aim of identifying
conserved mechanisms between tau biosensor cells and neurons.
This focus is reflected by our detection of validated targets in
human brain samples from control and AD patients. Future studies
with tau transgenic mice may increase our understanding of the
role of the discovered regulators in the spreading and formation of
tau pathology in brains. A recent report emphasized the inability of
tau biosensor cells to form authentic paired helical filaments after
seeded tau aggregation (Kaniyappan et al, 2020). Given that tau
biosensor cells do not express full-length tau but rather a shorter
version comprising the microtubule-binding domain tagged with
fluorescent proteins, it is not unexpected that the induced tau ag-
gregates are not formed exclusively by paired helical filaments but by
other pathological conformations such as tau oligomers or short
filaments. On the contrary, given that tau exists as six major isoforms in
the human brain, one might even need to establish isoform-specific
biosensor systems to fully capture all seeding-competent tau. It should
also be noted that, in our study, we used tau biosensor cells as a
sensitive assay that responds to exogenous aggregation-competent
tau such as sarkosyl-insoluble tau and tau seeds within exosome-like
EVs, with the goal of finding endogenous cellular regulators that
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control the tau seeding process. We did not aim to study or reproduce
the structural conformation of the exogenous tau seeds.

Concluding remarks

We have used CRISPRi-based functional genomics to reveal novel
genetic players that predispose cells to tau aggregation. Intrigu-
ingly, at least three gene products, VPS18, NUSAP1, and EIF1AD, were
found to be down-regulated in the AD brain, supporting their potential
relevance in the emergence or propagation of tauopathy. Our data
therefore raise the possibility that, for some of the genes revealed in
our screen, (mutations or) gene variants may be identified that are
associated with human tauopathies. Furthermore, all genes validated
from our screen had an impact on seeded tau aggregation initiated by
both vesicle-free and exosomal tau seeds, implying that therapeuti-
cally targeting our protein hits would not render neurons exposed to
the attack of either free or membrane-bound tau but holistically cover
both entry routes (Polanco & Gotz, 2021), thereby representing a more
efficacious and unifying treatment strategy for tauopathies.

Materials and Methods

Mouse strains and collection of brain tissue

Transgenic rTg4510 mice expressing human tau containing the
P301L mutation that has been linked with familial frontotemporal
dementia (Santacruz et al, 2005) were used at 6-12 mo of age for
isolation of exosome-like EVs and sarkosyl-insoluble tau from
dissected brains.

Culture of tau biosensor cells and HEK293 Lenti-X cells
The “tau biosensor cells” are a monoclonal HEK293T cell line

that stably expresses two fluorescently tagged forms of the

https://doi.org/10.26508/1sa.202201689 vol 6 | no 1 | €202201689 9 of 15


https://doi.org/10.26508/lsa.202201689

<4< o . o
s2el» Life Science Alliance

microtubule-binding domain of tau bearing the P301S mutation,
RD-CFP and RD-YFP, and were kindly provided by Dr. Marc Diamond
(Holmes et al, 2014). BSKRAB cells were generated by transducing
tau biosensor cells with lentiviral pLX_311-KRAB-dCas9 and used for
CRISPRi genome-wide screening. BSKRAB-KD (individual knock-
down) cells used in validation experiments were generated by
transducing tau biosensor cells with lentiviral pLV hU6-sgRNA
hUbC-dCas9-KRAB-T2a-Puro targeting each gene individually (Ta-
ble S2). Lenti-X 293T cells (632180; Takara) were a subclone of the
HEK293T cell line, which supports high levels of viral protein ex-
pression. All cells were grown in DMEM (11965092; Thermo Fisher
Scientific) supplemented with 100 U/ml of penicillin-streptomycin
(15140122; Thermo Fisher Scientific), 2 mM GlutaMAX (350500671;
Thermo Fisher Scientific), and 10% FBS (SFBS-FR; Scientifix).

Plasmids and sgRNA cloning

The human Dolcetto CRISPR inhibition pooled library (#92385;
Addgene), and the plasmids pLX_311-KRAB-dCas9 (#96918; Addg-
ene), pLV hU6-sgRNA hUbC-dCas9-KRAB-T2a-Puro (#71236; Addg-
ene), psPAX2 (#12260; Addgene), and pMD2.G (#12259; Addgene) were
a kind gift from John Doench, David Root, Charles Gersbach, and
Didier Trono to Addgene. For phenotypic validation, each sgRNA hit
(Table S2) was individually cloned as annealed oligonucleotides
into pLV hU6-sgRNA hUbC-dCas9-KRAB-T2a-Puro using Golden Gate
cloning (Engler et al, 2008) with FastDigest Esp3l (FDO454; Thermo
Fisher Scientific) and T4 DNA ligase (K1422; Thermo Fisher Scientific).
All oligonucleotides were purchased from IDT, and the generated
plasmids were corroborated by sequencing.

Isolation of sarkosyl-insoluble tau from brains of tau transgenic
mice

Biochemical isolation of sarkosyl-insoluble tau from brains of
rTg4510 mice was performed as previously described (Julien et al,
2012). Briefly, one brain was homogenized in 3 ml of ice-cold 1x RIPA
buffer (150 mM NaCl, 50 mM Tris—HCl, pH 7.4, 0.5% [wt/vol] sodium
deoxycholate, 1.0% [vol/vol] Nonidet P-40, 5 mM EDTA, 50 mM NaF,
and 200 mM NaV0,) containing 1x complete protease inhibitor
cocktail (Roche) using a drill-driven Teflon Dounce homogenizer.
Homogenate was centrifuged at 20,000g for 20 min, and the su-
pernatant was mixed 1:1 with RIPA buffer with 2% sarkosyl (L9150;
Sigma-Aldrich) and incubated for 1 h at room temperature with
shaking. Insoluble tau was pelleted at 120,000g for 70 min,
resuspended in 500 pl PBS (17-516Q; Lonza) with protease inhibi-
tors, and sonicated with three 10-s pulses at 30% amplitude using a
probe sonicator (Sonics Vibra-Cell). Sonicated sample was diluted
with 3.5 ml PBS and concentrated to 500 pl by diafiltration using an
Amicon Ultra-4 Centrifugal Filter Unit with 30 kD cutoff (UFC803024;
Merck) to remove traces of sarkosyl. Protein content was quantified
with a BCA protein assay kit (23227; Thermo Fisher Scientific).

Isolation and purification of brain exosome-like EVs
Exosome-like EVs were isolated from the interstitial space of the

mouse brain using a previously established protocol (Polanco et al,
2016, 2018a, 2021). In brief, each brain was chopped, and the cells
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were dissociated for 30 min at 37°C with 0.2% collagenase type IlI
(LS004182; Worthington) in Hibernate-A medium (A1247501; Thermo
Fisher Scientific), followed by gentle pipetting with a 10-ml pipette.
Aseries of differential 4°C centrifugations at 300g for 10 min, 2,000g
for 10 min, and 10,000g for 30 min was then performed to discard
the pellets containing cells, membranes, and nanodebris, re-
spectively. The supernatant from the 10,000g centrifugation step
was passed through a 0.22-pm syringe filter (Millex-GP; Millipore)
and ultracentrifuged at 120,000g for 70 min at 4°C to pellet the
exosome-like EVs. Pellets from five mouse brains per genotype were
pooled, washed with PBS, and ultracentrifuged. This pooled prep-
aration of exosome-like EV pellets was resuspended in 2 ml of 0.95 M
sucrose in 20 mM Hepes (15630080; Thermo Fisher Scientific), after
which a sucrose step gradient (six 2 ml steps: 2.0, 1.65,1.3,0.95, 0.6, and
025 M on top) was used to purify the exosome-like EVs by centri-
fugation at 200,000g for 16 h at 4°C. Finally, the sucrose-purified
exosome-like EVs floating in the interphase between 0.95 and 1.3 M
sucrose were recovered, washed with 5 ml PBS, and ultracentrifuged
again, and the exosome-like EV pellet was resuspended in 120 ul PBS
containing 1x complete protease inhibitor cocktail (Roche) and 100
U/ml of penicillin-streptomycin (15140122; Thermo Fisher Scientific).
Protein content was quantified with a BCA protein assay kit using a 15
ulaliquot of exosome-like EVs in PBS, which was mixed with 15 pl of 1x
RIPA buffer (150 mM NaCl, 50 mM Tris—HCl, pH 7.4, 05% [wt/vol]
sodium deoxycholate, 1.0% [vol/vol] Nonidet P-40, 1% [wt/vol] SDS,
5mM EDTA, and 50 mM NaF) supplemented with protease inhibitors,
and then homogenized in a water bath sonicator for 10 min.

Fluorescent labeling of sarkosyl-insoluble tau and exosome-like
EVs

Approximately 1 mg of sarkosyl-insoluble tau as 500 ul PBS solution at
2 mg/ml was fluorescently labeled on the N-terminus of protein ag-
gregates using an Alexa Fluor 647 Protein Labeling Kit (A20173; Thermo
Fisher Scientific) following the manufacturer's instructions. For brain-
derived exosome-like EVs, 600 pg protein equivalents of exosome-like
EVs pelleted by ultracentrifugation were resuspended in 500 pl Diluent-C
for membrane labeling (CGLDIL; Sigma-Aldrich) and then mixed 1:1 with
500 pl Diluent-C containing 2 ul CVC Far-Red Fluorescent Membrane
Linker (MINCLARET; Sigma-Aldrich), labeling mixture that was incubated
for 10 min at room temperature in the dark. Labeled exosome-like EVs
were diluted with 3.5 ml PBS containing 1x complete protease inhibitor
cocktail (Roche) and concentrated to 300 pl by diafiltration using an
Amicon Ultra-4 Centrifugal Filter Unit with 30 kD cutoff (UFC803024;
Merck) to remove the potentially unincorporated dye. The protein
content of fluorescently labeled exosome-like EVs and sarkosyl tau
was determined by a BCA protein assay as described above.

Library production

Human CRISPRi sgRNA library Dolcetto Set A (Sanson et al, 2018)
(#92385; Addgene) was transformed into electrocompetent Lucigen
Endura Escherichia coli (60242-2; Lucigen) using program EC1 on
MicroPulser Electroporator (1652100; Bio-Rad) following the man-
ufacturer’s instructions. The electroporated bacteria were plated
onto 10 x 15 cm LB agar dishes with 100 pg/ml ampicillin. After
incubation for 16 h at 32°C, the bacteria were collected with a
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scraper in 5 ml PBS per dish, and plasmid DNA was extracted with
the NucleoBond Xtra Midi kit (740410.50; Macherey-Nagel). The
transformation efficiency was assessed by plating 1/10,000 of the
reaction onto a 15-cm LB-agar plate with 100 pg/ml ampicillin.

Production of lentiviral particles

Small-scale production of active lentiviral particles was performed
with third-generation lentiviral transfer plasmids (500 ng each)
mixed with 500 ng of a packaging DNA premix using psPAX2 and
pMD2.G in a 2:1 ratio, which were transfected into Lenti-X 293T cells
using TransIT-VirusGEN (MIR6700; MiRus) according to the manu-
facturer's instructions for a 12-well plate. The transfection mixture
was added to Lenti-X 293T cells cultured in DMEM containing 10%
FBS. Lentivirus-containing conditioned medium was collected after
60 h, centrifuged at 1,000g for 5 min, and then filtered at 0.45 pm.
Cells were transduced in DMEM supplemented with 10 mM Hepes
and 8 pg/ml of Polybrene (H9268; Sigma-Aldrich) immediately
before the conditioned medium being added.

A larger scale procedure was used for pooled CRISPRI library
production in which Lenti-X 293T cells were seeded in 15-cm tissue
culture dishes at a density of ~10° cells per cm? overnight before
transfection with the CRISPRI library (20 pg/dish), and packaging
plasmids pMD2.G (5 pg/dish) and psPAX2 (25 pg/dish), using the
transfection reagent TransIT-LT1 (152 pl/dish; MIR2300; MiRus). The
DNA mixture was suspended in 6 ml of DMEM (11965092; Thermo
Fisher Scientific). The solution was incubated at room temperature
for 20 min, during which time the growth medium was changed on
the Lenti-X 293T cells. After this incubation, the transfection mixture
was added dropwise to Lenti-X 293T cells, and the plates were in-
cubated at 37°C for 8 h. The transfection medium was then removed
and replaced with DMEM containing 10% FBS supplemented with
0.5% BSA. Lentivirus-containing medium was collected 48 h later and
centrifuged at 3,000g for 10 min at 4°C, and the supernatant was
aliquoted and stored at -80°C. The virus titer was determined by
serial dilution in HEK293T cells followed by puromycin selection
(1 pg/ml) starting 48 h post-infection. The number of puromycin-
resistant cells was used as a measure of the virus infectious units.

Tau aggregation in tau biosensor cells transduced with a CRISPRi
library

CRISPRI library cells were generated by transducing BSKRAB cells in
four biological replicates at a low multiplicity of infection (~0.5 MOI)
with the Dolcetto lentiviral library, achieving an estimated repre-
sentation of 1,000 cells per sgRNA per replicate. Transduced cells
were selected with puromycin (1 ug/ml) starting 48 h post-infection.
For genome-wide screens, 13 x 10° CRISPRI library cells were seeded
in T175 flasks overnight. The next day, the medium was aspirated in
cells at ~70% confluence, followed by treatment with 120 ug
sarkosyl-insoluble tau (vesicle-free tau seeds) resuspended in 35
ml DMEM supplemented with penicillin-streptomycin and GlutaMAX
as above, but using 5% exosome-depleted fetal bovine serum
(edFBS) prepared by centrifugation of FBS at 120,000g for 18 h,
followed by filter sterilization of the supernatant. CRISPRi library
cells strongly developed tau inclusions by 48 h, at which time the
cells were analyzed by FRET flow cytometry as described below.
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FRET flow cytometry

Tau aggregation between RD-CFP and RD-YFP was visualized and
quantified by FRET flow cytometry as previously described (Holmes
et al, 2014; Polanco et al, 2016, 2021). In brief, CRISPRi library cells in
T175 flasks used for the screens were harvested with 3 ml 0.25%
trypsin—EDTA (25200056; Thermo Fisher Scientific) at 37°C for 5 min,
mixed with five volumes of culture medium, and centrifuged at 300g
for 5 min. The supernatant was then aspirated, after which the cell
pellet was washed with PBS, and then resuspended in ice-cold FACS
buffer (PBS containing 30 mM Hepes, 0.5 mM EDTA, and 0.2% BSA). FRET
flow cytometry was subsequently performed using a FACSAria cell
sorter (Becton Dickinson), where cells were excited by a 405-nm laser
(Coherent Inc.), and the emitted fluorescence was captured with filters
for 485/22 nm to detect CFP and 530/30 nm to detect FRET, gating the
cells as outlined previously (Polanco et al, 2016, 2021). For genomic
screens, all the FRET-positive and FRET-negative cells from T175 flasks
were sorted and collected independently. For validation assays in 96-
well plates, cells were washed with PBS before being dissociated with
40 pl 0.25% trypsin—EDTA without phenol red (15400054; Thermo Fisher
Scientific) and then mixed in the well with 160 ul DTl FACS buffer
prepared with Defined Trypsin Inhibitor (R007100; Thermo Fisher
Scientific) supplemented with 30 mM Hepes, 0.5 mM EDTA, and 0.2%
BSA. FRET flow cytometry was performed as above, analyzing 40,000
cells per triplicate in each experiment. FRET data were quantified as
the integrated FRET signal, calculated by multiplying the percentage of
FRET-positive cells in the sample by their respective mean 530-nm
fluorescence intensity generated by FRET.

Validation of hits in individual knockdowns

For validation experiments, tau biosensor cells were transduced in
12-well plates with lentiviruses targeting each hit individually, by
cloning each sgRNA into pLV hU6-sgRNA hUbC-dCas9-KRAB-T2a-
Puro, and using non-targeting sgRNAs as a control (Table S2). Each
well contained an individual knockdown cell line (BSKRAB-KD), and
these cells were split in DMEM culture medium with puromycin (1
pg/ml) plus 10% edFBS after 72-h transduction. Individual BSKRAB-
KD cells from each 12-well plate were plated on 96-well plates in
triplicate at a density of 20,000 cells per well overnight using 100 ul
of puromycin-containing medium. The next day, 50 pl of culture
medium was removed and replaced with either 400 ng sarkosyl-
insoluble tau or 3 pg protein equivalents of exosome-like EVs
prepared in 50 ul fresh culture medium, incubating the treated
BSKRAB-KD cells for a further 72 h before FRET flow cytometry
analysis as described above. Cells were topped up with 100 ul fresh
medium at 48 h to avoid acidification of the culture medium. In
parallel, 600,000 BSKRAB-KD cells per individual knockdown were
seeded in six-well plates and grown for 72 h, to prepare whole-cell
lysates to corroborate knockdowns by Western blots.

Uptake quantification of exosome-like EVs and vesicle-free
tau seeds

To measure levels of tau seed uptake, individual knockdown
BSKRAB-KD cells were plated on 96-well plates at a density of
50,000 cells per well using 100 pl DMEM plus edFBS. 48 h later, 50 ul
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of culture medium was removed and replaced with either 400 ng
sarkosyl-insoluble tau labeled with Alexa Fluor 647 or 2 ug protein
equivalents of exosome-like EVs labeled with far-red CVC prepared
in 50 pl fresh culture medium with edFBS. These cells were incu-
bated at 37°Cfor 60 min; after which the medium was aspirated, the
cells were washed with PBS, dissociated with 40 upl of 0.25%
trypsin-EDTA without phenol red (15400054; Thermo Fisher Sci-
entific) at 37°C for 10 min, and finally mixed with ice-cold 160 pl
Defined Trypsin Inhibitor (R007100; Thermo Fisher Scientific). To
remove potential traces of non-internalized labeled tau seeds,
trypsin-dissociated cells on 96-well plates were centrifuged at
1,000g for 5 min at 4°C using a swinging-bucket rotor for micro-
plates (S6096; Beckman Coulter) in an Allegra X-30R centrifuge
(Beckman Coulter). The supernatant was aspirated after centrifu-
gation, and cell pellets were resuspended in 200 pl ice-cold DTI
FACS buffer (formulation above) before flow cytometry using a BD
LSR Il instrument. Tau uptake was quantified by measuring the
mean fluorescence intensity in far-red-positive cells, analyzing
40,000 cells per triplicate in each experiment. Uptake inhibition
was carried out either in the cold (4°C) or by incubation with the
dynamin inhibitor, Dyngo-4a (ab120689; Abcam). Dyngo-4a stocks
were prepared at 30 mM in DMSO and used at a concentration of
60 uM. Both the inhibitor and vehicle (DMSO) were prepared in
medium, and 50 ul of the culture medium was replaced 30 min
before seeding. At the time of seeding, the culture medium was
removed and replaced with the one prepared with labeled seeds
together with the inhibitor or vehicle. For the cold treatments, the
labeled seeds were prepared and incubated at 4°Can hour before
seeding. 50 pl of culture medium was removed and replaced with
the precooled seeds and subsequently incubated at 4°C.
Downstream processes were as for the treatment conditions.

Genomic DNA preparation and NGS

Genomic DNA from FRET-positive and FRET-negative cells was
isolated using commercial kits (13323 and 13343; QIAGEN). We
amplified sgRNA cassettes from gDNA (2.5 pg) using OneTag DNA
Polymerase (#M0480; New England Biolabs) and LG.Lib.ampl1.F and
LG.Lib.ampl1.R primers in a 50 pl reaction. Illumina sequencing
primer-binding sites were then added by PCR amplification of
sgRNA amplicons with primer mix LG.LibAmplWSstag.mix and
LG.gRNAAmMPLNGS.R. Lastly, Illumina indices and adapters for
sample multiplexing were added by PCR amplification with Illu-
mina_indX_F and Illumina_indX_R primers. The last two PCR rounds
were performed using NEBNext Ultra Il Q5 Master Mix (#M0544; New
England Biolabs). Samples were purified using AMPure XP beads
(#A63880; Beckman Coulter). The library was sequenced with
coverage of 200 reads per sgRNA using the PE100 protocol on
NextSeq 500 Illumina Sequencer (with 10% PhiX spike-in). Samples
were demultiplexed, and spacers were counted using the
count_spacers.py script (Joung et al, 2017). Positively selected genes
were identified using the MAGeCK tool (Li et al, 2014). The over-
representation and gene set enrichment analyses for GO-BP (bi-
ological process) and GO-CC (cellular component) terms were
performed using the clusterProfiler R package (Yu et al, 2012).
Primer sequences and detailed reaction setups are listed in Table
S3.

Novel regulators of tau pathology Polanco et al.

Bioinformatic analysis

Samples were demultiplexed using Illumina bcl2fastq to generate
FASTQ files. Individual sgRNA counts were extracted using the
count_spacers.py script (Joung et al, 2017). Positively selected genes
were identified using the MAGeCK tool (Li et al, 2014) and DESeq2
(wald) (Love et al, 2014) using simplified routines provided by the
DEBRA R package (Akimov et al, 2020). The over-representation and
gene set enrichment analyses for GO-BP (biological process) and
GO-CC (cellular component) terms were performed with the clus-
terProfiler R package (Yu et al, 2012) using the first 200 genes with
the following parameters pAdjustMethod = “BH,” pvalueCutoff =
0.25, and gvalueCutoff = 0.25.

Brain and cell lysates

HEK293T cells grown in six-well plates were used to prepare whole-
cell lysates using a pellet of trypsin-dissociated cells that was
homogenized in 200 pl RIPA buffer (150 mM NaCl, 50 mM Tris—HCl, pH
7.4,0.5% [wt/vol] sodium deoxycholate, 1.0% [vol/vol] Nonidet P-40,
1% [wt/vol] SDS, 5 mM EDTA, and 50 mM NaF) with protease in-
hibitors using a probe sonicator (Sonics Vibra-Cell) for 20 s at 30%
amplitude. Sonicated lysates were left solubilizing on ice for 1 h,
then centrifuged at 20,000g for 20 min, using the supernatant for
protein quantification with a BCA protein assay. Similarly, human
brain lysates from postmortem AD patients were prepared with 25
mg of superior frontal cortex tissue homogenized in 500 pl RIPA
buffer supplemented with protease and phosphatase inhibitors,
disrupting the tissue with 20 strokes of a drill-driven Teflon Dounce
homogenizer, solubilizing the lysates on ice for 30 min, and then
centrifuging at 20,000g for 20 min, taking the supernatant for
protein quantification.

Western blot analysis

Criterion TGX 4-15% (5671084; Bio-Rad) and Mini-Protean TGX
(4561083; Bio-Rad) precast gels were used to separate 20-40 pg of
total protein from lysates, which were then transferred onto
Immuno-Blot low-fluorescence PVDF membranes (1704275; Bio-
Rad) using the Trans-Blot Turbo transfer system (Bio-Rad). Mem-
branes were blocked in Odyssey Blocking Buffer (LI-COR) for 1 h at
room temperature and then incubated overnight at 4°C with pri-
mary antibodies prepared in Odyssey Blocking Buffer with 0.01%
Tween-20. Membranes were washed with Tris-buffered saline/0.1%
Tween-20 (TBST) three times for 10 min at RT. Then, IRDye secondary
antibodies (LI-COR) were added and diluted 1:10,000 in a 1:1 mixture
of Odyssey Blocking Buffer with TBST for 1 h at room temperature.
Finally, membranes were again washed three times in TBST, and the
fluorescence signals were recorded using an Odyssey FC imaging
system (LI-COR). Analysis and protein quantification were per-
formed using the Image Studio software (LI-COR). The following
antibodies were used: anti-human ANKLE2 rabbit polyclonal (1:
1,000; A302-965A; Thermo Fisher Scientific), anti-human EIF1AD
rabbit polyclonal (1:1,000; 20528-1-AP; Thermo Fisher Scientific),
anti-BANF1/BAF rabbit monoclonal (1:1,000; ab129184; Abcam), anti-
human NUSAP1 rabbit polyclonal (1:500; ab137230; Abcam), anti-human
VPS18 rabbit monoclonal (1:1,000; ab178689; Abcam), anti-human
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Tau-13 mouse monoclonal (1:1,000; MMS-520R; Covance), anti-tau
phospho-Ser422 rabbit polyclonal (1:1,000; GTX86147; GeneTex), and the
normalizers anti-GAPDH mouse monoclonal (1:2,000; MAB374; Milli-
pore) and anti-GAPDH rabbit polyclonal (1:2,000; 10494-1-AP;
Proteintech).

Statistical analysis

To determine the statistical significance of differences in quanti-
fication levels in validation experiments, P-values were determined
either from a two-tailed unpaired t test with Welch's correction or
from one-way ANOVA with a 95% confidence interval and Dunnett's
test to correct for multiple comparisons, and calculated with
GraphPad Prism v9.3 for Windows (GraphPad Software Inc.).

Ethics approval and consent to participate

Animal experimentation was approved by the Animal Ethics
Committee of the University of Queensland (approval nos. QBI/505/
17/NHMRC and QBI/554/17/NHMRC). Human brain samples (su-
perior frontal cortex) were received from the New South Wales
Brain Tissue Resource Centre at the University of Sydney and
Sydney Brain Bank at Neuroscience Research Australia, which are
supported by the University of New South Wales, Neuroscience
Research Australia, and the Schizophrenia Research Institute. The
research reported in this publication was supported by the National
Institute of Alcohol Abuse and Alcoholism of the National Institutes
of Health under Award Number R28AA012725. The content is solely
the responsibility of the authors and does not necessarily repre-
sent the official views of the National Institutes of Health.

Supplementary Information

Supplementary Information is available at https://doi.org/10.26508/sa.
202201689

Acknowledgements

We thank Linda Cumner, Keisha Roffey, Tishila Palliyaguru, Trish Hitchcock,
and the animal care team for animal maintenance and Virginia Nink and
Nadia de Jager at QBI FACS facility for flow cytometry assistance. We also
thank Dr Rowan Tweedale for critically reading the manuscript. This study
was supported by the Estate of Dr Clem Jones AO, and by a grant from the
National Health and Medical Research Council of Australia (GNT1176326) to |
Gotz and (GNT1161133) to J Gotz and JC Polanco and from the State Gov-
ernment of Queensland (DSITI, Department of Science, Information Tech-
nology and Innovation). G Balistreri was supported by an Academy of Finland
Research Fellowship (318434).

Author Contributions

JC Polanco: conceptualization, resources, data curation, formal
analysis, supervision, funding acquisition, validation, investigation,
visualization, methodology, and writing—original draft, review, and
editing.

Novel regulators of tau pathology Polanco et al.

Y Akimov: resources, data curation, software, formal analysis, in-
vestigation, methodology, and writing—original draft.

A Fernandes: data curation, formal analysis, validation, investiga-
tion, visualization, methodology, and writing—original draft.

A Briner: data curation, formal analysis, investigation, methodology,
and writing—original draft.

GR Hand: data curation, formal analysis, investigation, methodol-
ogy, and writing—original draft.

M van Roijen: resources, data curation, formal analysis, and
investigation.

G Balistreri: conceptualization, data curation, formal analysis,
funding acquisition, validation, investigation, visualization, meth-
odology, and writing—original draft.

J Gotz: resources, formal analysis, supervision, funding acquisition,
visualization, and writing—original draft, review, and editing.

Conflict of Interest Statement

The authors declare that they have no conflict of interest.

References

Akimov Y, Bulanova D, Timonen S, Wennerberg K, Aittokallio T (2020)
Improved detection of differentially represented DNA barcodes for
high-throughput clonal phenomics. Mol Syst Biol 16: €9195.
doi:10.15252/msh.20199195

Ameismeier M, Zemp |, van den Heuvel J, Thoms M, Berninghausen O, Kutay U,
Beckmann R (2020) Structural basis for the final steps of human 40S
ribosome maturation. Nature 587: 683-687. d0i:10.1038/s41586-020-
2929-x

Asencio C, Davidson IF, Santarella-Mellwig R, Ly-Hartig TB, Mall M, Wallenfang
MR, Mattaj IW, Gorjanacz M (2012) Coordination of kinase and
phosphatase activities by Lem4 enables nuclear envelope
reassembly during mitosis. Cell 150: 122-135. d0i:10.1016/
j.cell.2012.04.043

Bartolome F, Carro E, Alquezar C (2022) Oxidative stress in tauopathies: From
cause to therapy. Antioxidants (Basel) 11: 1421. d0i:10.3390/
antiox11081421

Bolderson E, Burgess JT, Li J, Gandhi NS, Boucher D, Croft LV, Beard S,
Plowman JJ, Suraweera A, Adams MN, et al (2019) Barrier-to-
autointegration factor 1 (Banf1) regulates poly [ADP-ribose]
polymerase 1 (PARP1) activity following oxidative DNA damage. Nat
Commun 10: 5501. d0i:10.1038/s41467-019-13167-5

Briner A, Gotz J, Polanco JC (2020) Fyn kinase controls tau aggregation in vivo.
Cell Rep 32: 108045. doi:10.1016/j.celrep.2020.108045

Calafate S, Buist A, Miskiewicz K, Vijayan V, Daneels G, de Strooper B, de Wit J,
Verstreken P, Moechars D (2015) Synaptic contacts enhance cell-to-
cell tau pathology propagation. Cell Rep 11: 1176-1183. doi:10.1016/
j.celrep.2015.04.043

Chen J), Nathaniel DL, Raghavan P, Nelson M, Tian R, Tse E, Hong Y, See SK,
Mok SA, Hein MY, et al (2019) Compromised function of the ESCRT
pathway promotes endolysosomal escape of tau seeds and
propagation of tau aggregation. J Biol Chem 294: 18952-18966.
doi:10.1074/jbc.RA119.009432

Chung D-EC, Roemer S, Petrucelli L, Dickson DW (2021) Cellular and
pathological heterogeneity of primary tauopathies. Mol
Neurodegener 16: 57. doi:10.1186/513024-021-00476-x

Clayton EL, Mizielinska S, Edgar JR, Nielsen TT, Marshall S, Norona FE, Robbins
M, Damirji H, Holm IE, Johannsen P, et al (2015) Frontotemporal

https://doi.org/10.26508/1sa.202201689 vol 6 | no 1 | 202201689 13 of 15


https://doi.org/10.26508/lsa.202201689
https://doi.org/10.26508/lsa.202201689
https://doi.org/10.15252/msb.20199195
https://doi.org/10.1038/s41586-020-2929-x
https://doi.org/10.1038/s41586-020-2929-x
https://doi.org/10.1016/j.cell.2012.04.043
https://doi.org/10.1016/j.cell.2012.04.043
https://doi.org/10.3390/antiox11081421
https://doi.org/10.3390/antiox11081421
https://doi.org/10.1038/s41467-019-13167-5
https://doi.org/10.1016/j.celrep.2020.108045
https://doi.org/10.1016/j.celrep.2015.04.043
https://doi.org/10.1016/j.celrep.2015.04.043
https://doi.org/10.1074/jbc.RA119.009432
https://doi.org/10.1186/s13024-021-00476-x
https://doi.org/10.26508/lsa.202201689

<4< o . o
s2el» Life Science Alliance

dementia caused by CHMP2B mutation is characterised by neuronal
lysosomal storage pathology. Acta Neuropathol 130: 511-523.
doi:10.1007/500401-015-1475-3

Cuyvers E, Sleegers K (2016) Genetic variations underlying Alzheimer's
disease: Evidence from genome-wide association studies and
beyond. Lancet Neurol 15: 857-868. doi:10.1016/S1474-4422(16)00127-7

Diniz BS, Teixeira AL, Cao F, Gildengers A, Soares JC, Butters MA, Reynolds CF
3rd (2017) History of bipolar disorder and the risk of dementia: A
systematic review and meta-analysis. Am J Geriatr Psychiatry 25:
357-362. d0i:10.1016/}.jagp.2016.11.014

Du F, Yu Q, Kanaan NM, Yan SS (2022) Mitochondrial oxidative stress
contributes to the pathological aggregation and accumulation of tau
oligomers in Alzheimer's disease. Hum Mol Genet 31: 2498-2507.
doi:10.1093/hmg/ddab363

Eckert A, Nisbet R, Grimm A, Gotz J (2014) March separate, strike together-role
of phosphorylated TAU in mitochondrial dysfunction in Alzheimer's
disease. Biochim Biophys Acta 1842: 1258-1266. doi:10.1016/
j.bbadis.2013.08.013

Engler C, Kandzia R, Marillonnet S (2008) A one pot, one step, precision
cloning method with high throughput capability. PLoS One 3: e3647.
doi:10.1371/journal.pone.0003647

Evans HT, Benetatos J, van Roijen M, Bodea LG, Gotz J (2019) Decreased
synthesis of ribosomal proteins in tauopathy revealed by non-
canonical amino acid labelling. EMBO J 38: e101174. d0i:10.15252/
embj.2018101174

Falcon B, Cavallini A, Angers R, Glover S, Murray TK, Barnham L, Jackson S,
O’'Neill M}, Isaacs AM, Hutton ML, et al (2015) Conformation determines
the seeding potencies of native and recombinant Tau aggregates.

J Biol Chem 290: 1049-1065. d0i:10.1074/jbc.M114.589309

Ferrari R, Hernandez DG, Nalls MA, Rohrer JD, Ramasamy A, Kwok JBJ, Dobson-
Stone C, Brooks WS, Schofield PR, Halliday GM, et al (2014)
Frontotemporal dementia and its subtypes: A genome-wide
association study. Lancet Neurol 13: 686-699. d0i:10.1016/S1474-
4422(14)70065-1

Flavin WP, Bousset L, Green ZC, Chu Y, Skarpathiotis S, Chaney MJ, Kordower
JH, Melki R, Campbell EM (2017) Endocytic vesicle rupture is a
conserved mechanism of cellular invasion by amyloid proteins. Acta
Neuropathol 134: 629-653. doi:10.1007/s00401-017-1722-x

Gan L, Cookson MR, Petrucelli L, La Spada AR (2018) Converging pathways in
neurodegeneration, from genetics to mechanisms. Nat Neurosci 21:
1300-1309. doi:10.1038/541593-018-0237-7

Goedert M, Jakes R (2005) Mutations causing neurodegenerative tauopathies.
Biochim Biophys Acta 1739: 240-250. doi:10.1016/j.bbadis.2004.08.007

Hernandez-Ortega K, Garcia-Esparcia P, Gil L, Lucas JJ, Ferrer | (2016) Altered
machinery of protein synthesis in Alzheimer’s: From the nucleolus to
the ribosome. Brain Pathol 26: 593-605. doi:10.1111/bpa.12335

Hill E, Wall MJ, Moffat KG, Karikari TK (2020) Understanding the
pathophysiological actions of tau oligomers: A critical review of
current electrophysiological approaches. Front Mol Neurosci 13: 155.
doi:10.3389/fnmol.2020.00155

Holmes BB, Furman JL, Mahan TE, Yamasaki TR, Mirbaha H, Eades WC,
Belaygorod L, Cairns NJ, Holtzman DM, Diamond M| (2014)
Proteopathic tau seeding predicts tauopathy in vivo. Proc Natl Acad
Sci U S A 111: E4376-E4385. doi:10.1073/ pnas.1411649111

Joung J, Konermann S, Gootenberg JS, Abudayyeh OO, Platt RJ, Brigham MD,
Sanjana NE, Zhang F (2017) Genome-scale CRISPR-Cas9 knockout and
transcriptional activation screening. Nat Protoc 12: 828-863.
doi:10.1038/nprot.2017.016

Jucker M, Walker LC (2018) Propagation and spread of pathogenic protein
assemblies in neurodegenerative diseases. Nat Neurosci 21:
1341-1349. d0i:10.1038/541593-018-0238-6

Novel regulators of tau pathology Polanco et al.

Julien C, Bretteville A, Planel E (2012) Biochemical isolation of insoluble tau in
transgenic mouse models of tauopathies. Methods Mol Biol 849:
473-491. doi:10.1007/978-1-61779-551-0_32

Kang SG, Han ZZ, Daude N, McNamara E, Wohlgemuth S, Molina-Porcel L,
Safar JG, Mok SA, Westaway D (2021) Pathologic tau conformer
ensembles induce dynamic, liquid-liquid phase separation events at
the nuclear envelope. BMC Biol 19:199. doi:10.1186/512915-021-01132-y

Kaniyappan S, Tepper K, Biernat J, Chandupatla RR, Hubschmann S, Irsen S,
Bicher S, Klatt C, Mandelkow EM, Mandelkow E (2020) FRET-based Tau
seeding assay does not represent prion-like templated assembly of
Tau filaments. Mol Neurodegener 15: 39. doi:10.1186/513024-020-
00389-1

Kaufmann T, Kukolj E, Brachner A, Beltzung E, Bruno M, Kostrhon S, Opravil S,
Hudecz O, Mechtler K, Warren G, et al (2016) SIRT2 regulates nuclear
envelope reassembly through ANKLE2 deacetylation. J Cell Sci 129:
4607-4621. d0i:10.1242/jcs.192633

Kins S, Crameri A, Evans DR, Hemmings BA, Nitsch RM, Gotz ) (2001) Reduced
protein phosphatase 2A activity induces hyperphosphorylation and
altered compartmentalization of tau in transgenic mice. ) Biol Chem
276: 38193-38200. d0i:10.1074/jbc.M102621200

Kolay S, Diamond MI (2020) Alzheimer’s disease risk modifier genes do not
affect tau aggregate uptake, seeding or maintenance in cell models.
FEBS Open Bio 10: 1912-1920. doi:10.1002/2211-5463.12928

Koren SA, Galvis-Escobar S, Abisambra JF (2020) Tau-mediated dysregulation
of RNA: Evidence for a common molecular mechanism of toxicity in
frontotemporal dementia and other tauopathies. Neurobiol Dis 141:
104939. doi:10.1016/j.nbd.2020.104939

Leroux E, Perbet R, Caillierez R, Richetin K, Lieger S, Espourteille J, Bouillet T,
Begard S, Danis C, Loyens A, et al (2022) Extracellular vesicles: Major
actors of heterogeneity in tau spreading among human tauopathies.
Mol Ther 30: 782-797. doi:10.1016/j.ymthe.2021.09.020

LiL, Zhou Y, Sun L, Xing G, Tian C, Sun J, Zhang L, He F (2007) NuSAP is degraded
by APC/C-Cdh1 and its overexpression results in mitotic arrest
dependent of its microtubules” affinity. Cell Signal 19: 2046-2055.
doi:10.1016/j.cellsig.2007.05.017

Li W, Xu H, Xiao T, Cong L, Love MI, Zhang F, Irizarry RA, Liu JS, Brown M, Liu XS
(2014) MAGeCK enables robust identification of essential genes from
genome-scale CRISPR/Cas9 knockout screens. Genome Biol 15: 554.
d0i:10.1186/513059-014-0554-4

Link N, Chung H, Jolly A, Withers M, Tepe B, Arenkiel BR, Shah PS, Krogan NJ,
Aydin H, Geckinli BB, et al (2019) Mutations in ANKLE2, a ZIKA virus
target, disrupt an asymmetric cell division pathway in Drosophila
neuroblasts to cause microcephaly. Dev Cell 51: 713-729.e6.
doi:10.1016/j.devcel.2019.10.009

Love MI, Huber W, Anders S (2014) Moderated estimation of fold change and
dispersion for RNA-seq data with DESeq2. Genome Biol 15: 550.
doi:10.1186/513059-014-0550-8

Maina MB, Bailey LJ, Wagih S, Biasetti L, Pollack SJ, Quinn JP, Thorpe JR,
Doherty AJ, Serpell LC (2018a) The involvement of tau in nucleolar
transcription and the stress response. Acta Neuropathol Commun 6:
70. doi:10.1186/540478-018-0565-6

Maina MB, Bailey L), Doherty AJ, Serpell LC (2018b) The involvement of AB42
and tau in nucleolar and protein synthesis machinery dysfunction.
Front Cell Neurosci 12: 220. doi:10.3389/fncel.2018.00220

Malik BR, Maddison DC, Smith GA, Peters OM (2019) Autophagic and endo-
lysosomal dysfunction in neurodegenerative disease. Mol Brain 12:
100. doi:10.1186/513041-019-0504-x

Mastroeni D, Sekar S, Nolz J, Delvaux E, Lunnon K, Mill J, Liang WS, Coleman PD
(2017) ANK1 is up-regulated in laser captured microglia in Alzheimer’s
brain; the importance of addressing cellular heterogeneity. PLoS One
12: €0177814. doi:10.1371/journal.pone.0177814

https://doi.org/10.26508/1sa.202201689 vol 6 | no 1 | 202201689 14 of 15


https://doi.org/10.1007/s00401-015-1475-3
https://doi.org/10.1016/S1474-4422(16)00127-7
https://doi.org/10.1016/j.jagp.2016.11.014
https://doi.org/10.1093/hmg/ddab363
https://doi.org/10.1016/j.bbadis.2013.08.013
https://doi.org/10.1016/j.bbadis.2013.08.013
https://doi.org/10.1371/journal.pone.0003647
https://doi.org/10.15252/embj.2018101174
https://doi.org/10.15252/embj.2018101174
https://doi.org/10.1074/jbc.M114.589309
https://doi.org/10.1016/S1474-4422(14)70065-1
https://doi.org/10.1016/S1474-4422(14)70065-1
https://doi.org/10.1007/s00401-017-1722-x
https://doi.org/10.1038/s41593-018-0237-7
https://doi.org/10.1016/j.bbadis.2004.08.007
https://doi.org/10.1111/bpa.12335
https://doi.org/10.3389/fnmol.2020.00155
https://doi.org/10.1073/pnas.1411649111
https://doi.org/10.1038/nprot.2017.016
https://doi.org/10.1038/s41593-018-0238-6
https://doi.org/10.1007/978-1-61779-551-0_32
https://doi.org/10.1186/s12915-021-01132-y
https://doi.org/10.1186/s13024-020-00389-1
https://doi.org/10.1186/s13024-020-00389-1
https://doi.org/10.1242/jcs.192633
https://doi.org/10.1074/jbc.M102621200
https://doi.org/10.1002/2211-5463.12928
https://doi.org/10.1016/j.nbd.2020.104939
https://doi.org/10.1016/j.ymthe.2021.09.020
https://doi.org/10.1016/j.cellsig.2007.05.017
https://doi.org/10.1186/s13059-014-0554-4
https://doi.org/10.1016/j.devcel.2019.10.009
https://doi.org/10.1186/s13059-014-0550-8
https://doi.org/10.1186/s40478-018-0565-6
https://doi.org/10.3389/fncel.2018.00220
https://doi.org/10.1186/s13041-019-0504-x
https://doi.org/10.1371/journal.pone.0177814
https://doi.org/10.26508/lsa.202201689

<4< o . o
s2el» Life Science Alliance

Mendez MF, Parand L, Akhlaghipour G (2020) Bipolar disorder among patients
diagnosed with frontotemporal dementia. ] Neuropsychiatry Clin
Neurosci 32: 376-384. doi:10.1176/appi.neuropsych.20010003

Mirbaha H, Holmes BB, Sanders DW, Bieschke J, Diamond MI (2015) Tau
trimers are the minimal propagation unit spontaneously internalized
to seed intracellular aggregation. J Biol Chem 290: 14893-14903.
doi:10.1074/jbc.M115.652693

Miyoshi E, Bilousova T, Melnik M, Fakhrutdinov D, Poon WW, Vinters HV, Miller
CA, Corrada M, Kawas C, Bohannan R, et al (2021) Exosomal tau with
seeding activity is released from Alzheimer's disease synapses, and
seeding potential is associated with amyloid beta. Lab Invest 107:
1605-1617. d0i:10.1038/s41374-021-00644-7

Nixon RA (2005) Endosome function and dysfunction in Alzheimer's disease
and other neurodegenerative diseases. Neurobiol Aging 26: 373-382.
doi:10.1016/j.neurobiolaging.2004.09.018

Nixon RA, Yang DS (2011) Autophagy failure in Alzheimer’s disease-locating
the primary defect. Neurobiol Dis 43: 38-45. d0i:10.1016/
j.nbd.2011.01.021

Nyhus C, Pihl M, Hyttel P, Hall V) (2019) Evidence for nucleolar dysfunction in
Alzheimer's disease. Rev Neurosci 30: 685-700. doi:10.1515/revneuro-
2018-0104

Paonessa F, Evans LD, Solanki R, Larrieu D, Wray S, Hardy J, Jackson SP, Livesey
FJ (2019) Microtubules deform the nuclear membrane and disrupt
nucleocytoplasmic transport in tau-mediated frontotemporal
dementia. Cell Rep 26: 582-593.e5. d0i:10.1016/].celrep.2018.12.085

Polanco JC, Gotz J (2015) No full admission for tau to the exclusive prion club
yet. EMBO J 34: 2990-2992. d0i:10.15252/embj.201593311

Polanco JC, Gotz ) (2021) Exosomal and vesicle-free tau seeds-propagation
and convergence in endolysosomal permeabilization. FEBS J
doi:10.1111/febs.16055

Polanco JC, Hand GR, Briner A, Li C, Gotz J (2021) Exosomes induce
endolysosomal permeabilization as a gateway by which exosomal tau
seeds escape into the cytosol. Acta Neuropathol 141: 235-256.
doi:10.1007/500401-020-02254-3

Polanco JC, Li C, Durisic N, Sullivan R, Gotz J (2018a) Exosomes taken up by
neurons hijack the endosomal pathway to spread to interconnected
neurons. Acta Neuropathol Commun 6: 10. doi:10.1186/s40478-018-
0514-4

Polanco JC, Li C, Bodea LG, Martinez-Marmol R, Meunier FA, Gotz J (2018b)
Amyloid-B and tau complexity - towards improved biomarkers and
targeted therapies. Nat Rev Neurol 14: 22-39. doi:10.1038/
nrneurol.2017.162

Polanco JC, Scicluna BJ, Hill AF, Gotz J (2016) Extracellular vesicles isolated
from the brains of rTg4510 mice seed tau protein aggregation in a
threshold-dependent manner. J Biol Chem 291: 12445-12466.
doi:10.1074/jbc.M115.709485

Poorkaj P, Grossman M, Steinbart E, Payami H, Sadovnick A, Nochlin D, Tabira
T, Trojanowski JQ, Borson S, Galasko D, et al (2001) Frequency of tau
gene mutations in familial and sporadic cases of non-Alzheimer
dementia. Arch Neurol 58: 383-387. doi:10.1001/archneur.58.3.383

Prissette M, Fury W, Koss M, Racioppi C, Fedorova D, Dragileva E, Clarke G, Pohl
T, Dugan J, Ahrens D, et al (2022) Disruption of nuclear envelope
integrity as a possible initiating event in tauopathies. Cell Rep 40:
111249. doi:10.1016/j.celrep.2022.111249

Puente XS, Quesada V, Osorio FG, Cabanillas R, Cadinanos J, Fraile JM,
Ordonez GR, Puente DA, Gutierrez-Fernandez A, Fanjul-Fernandez M,
et al (2011) Exome sequencing and functional analysis identifies
BANF1 mutation as the cause of a hereditary progeroid syndrome. Am
J Hum Genet 88: 650-656. doi:10.1016/j.ajhg.2011.04.010

Qi LS, Larson MH, Gilbert LA, Doudna JA, Weissman JS, Arkin AP, Lim WA (2013)
Repurposing CRISPR as an RNA-guided platform for sequence-

Novel regulators of tau pathology Polanco et al.

specific control of gene expression. Cell 152: 1173-1183. d0i:10.1016/
j.cell.2013.02.022

Ruan Z, Pathak D, Venkatesan Kalavai S, Yoshii-Kitahara A, Muraoka S, Bhatt
N, Takamatsu-Yukawa K, Hu J, Wang Y, Hersh S, et al (2021) Alzheimer's
disease brain-derived extracellular vesicles spread tau pathology in
interneurons. Brain 144: 288-309. doi:10.1093/brain/awaa376

Sanders DW, Kaufman SK, DeVos SL, Sharma AM, Mirbaha H, Li A, Barker SJ,
Foley AC, Thorpe JR, Serpell LC, et al (2014) Distinct tau prion strains
propagate in cells and mice and define different tauopathies. Neuron
82: 1271-1288. d0i:10.1016/j.neuron.2014.04.047

Sanson KR, Hanna RE, Hegde M, Donovan KF, Strand C, Sullender ME,
Vaimberg EW, Goodale A, Root DE, Piccioni F, et al (2018) Optimized
libraries for CRISPR-Cas9 genetic screens with multiple modalities.
Nat Commun 9: 5416. d0i:10.1038/s41467-018-07901-8

Santacruz K, Lewis J, Spires T, Paulson J, Kotilinek L, Ingelsson M, Guimaraes A,
DeTure M, Ramsden M, McGowan E, et al (2005) Tau suppression in a
neurodegenerative mouse model improves memory function. Science
309: 476-481. doi:10.1126/science. 1113694

Saroja SR, Sharma A, Hof PR, Pereira AC (2022) Differential expression of tau
species and the association with cognitive decline and synaptic loss
in Alzheimer's disease. Alzheimers Dement 18: 1602-1615. doi:10.1002/
alz.12518

Sontag JM, Nunbhakdi-Craig V, White CL 3rd, Halpain S, Sontag E (2012) The
protein phosphatase PP2A/Ba binds to the microtubule-associated
proteins Tau and MAP2 at a motif also recognized by the kinase Fyn:
Implications for tauopathies. J Biol Chem 287: 14984-14993.
doi:10.1074/jbc.M111.338681

Stahl EA, Breen G, Forstner AJ, McQuillin A, Ripke S, Trubetskoy V, Mattheisen
M, Wang Y, Coleman JRI, Gaspar HA, et al (2019) Genome-wide
association study identifies 30 loci associated with bipolar disorder.
Nat Genet 51: 793-803. doi:10.1038/s41588-019-0397-8

Strang KH, Golde TE, Giasson Bl (2019) MAPT mutations, tauopathy, and
mechanisms of neurodegeneration. Lab Invest 99: 912-928.
doi:10.1038/s41374-019-0197-x

Urwin H, Authier A, Nielsen JE, Metcalf D, Powell C, Froud K, Malcolm DS, Holm
I, Johannsen P, Brown J, et al (2010) Disruption of endocytic trafficking
in frontotemporal dementia with CHMP2B mutations. Hum Mol Genet
19: 2228-2238. doi:10.1093/hmg/ddq100

Wang H, Yang J, Schneider JA, De Jager PL, Bennett DA, Zhang HY (2020)
Genome-wide interaction analysis of pathological hallmarks in
Alzheimer's disease. Neurobiol Aging 93: 61-68. doi:10.1016/
j.neurobiolaging.2020.04.025

Wartosch L, Gunesdogan U, Graham SC, Luzio JP (2015) Recruitment of VPS33A
to HOPS by VPS16 is required for lysosome fusion with endosomes
and autophagosomes. Traffic 16: 727-742. doi:10.1111/tra.12283

Whyte LS, Lau AA, Hemsley KM, Hopwood ]}, Sargeant TJ (2017) Endo-
lysosomal and autophagic dysfunction: A driving factor in Alzheimer’s
disease? J Neurochem 140: 703-717. doi:10.1111/jnc.13935

Yu G, Wang LG, Han Y, He QY (2012) clusterProfiler: An R package for
comparing biological themes among gene clusters. OMICS 16: 284-287.
doi:10.1089/0mi.2011.0118

Zhao J, Fu Y, Yamazaki Y, Ren Y, Davis MD, Liu CC, Lu W, Wang X, Chen K,
Cherukuri Y, et al (2020) APOE4 exacerbates synapse loss and
neurodegeneration in Alzheimer's disease patient iPSC-derived
cerebral organoids. Nat Commun 11: 5540. doi:10.1038/s41467-020-
19264-0

License: This article is available under a Creative
Commons License (Attribution 4.0 International, as
described at https://creativecommons.org/
licenses/by/4.0/).

https://doi.org/10.26508/1sa.202201689 vol 6 | no 1 | 202201689 15 of 15


https://doi.org/10.1176/appi.neuropsych.20010003
https://doi.org/10.1074/jbc.M115.652693
https://doi.org/10.1038/s41374-021-00644-z
https://doi.org/10.1016/j.neurobiolaging.2004.09.018
https://doi.org/10.1016/j.nbd.2011.01.021
https://doi.org/10.1016/j.nbd.2011.01.021
https://doi.org/10.1515/revneuro-2018-0104
https://doi.org/10.1515/revneuro-2018-0104
https://doi.org/10.1016/j.celrep.2018.12.085
https://doi.org/10.15252/embj.201593311
https://doi.org/10.1111/febs.16055
https://doi.org/10.1007/s00401-020-02254-3
https://doi.org/10.1186/s40478-018-0514-4
https://doi.org/10.1186/s40478-018-0514-4
https://doi.org/10.1038/nrneurol.2017.162
https://doi.org/10.1038/nrneurol.2017.162
https://doi.org/10.1074/jbc.M115.709485
https://doi.org/10.1001/archneur.58.3.383
https://doi.org/10.1016/j.celrep.2022.111249
https://doi.org/10.1016/j.ajhg.2011.04.010
https://doi.org/10.1016/j.cell.2013.02.022
https://doi.org/10.1016/j.cell.2013.02.022
https://doi.org/10.1093/brain/awaa376
https://doi.org/10.1016/j.neuron.2014.04.047
https://doi.org/10.1038/s41467-018-07901-8
https://doi.org/10.1126/science.1113694
https://doi.org/10.1002/alz.12518
https://doi.org/10.1002/alz.12518
https://doi.org/10.1074/jbc.M111.338681
https://doi.org/10.1038/s41588-019-0397-8
https://doi.org/10.1038/s41374-019-0197-x
https://doi.org/10.1093/hmg/ddq100
https://doi.org/10.1016/j.neurobiolaging.2020.04.025
https://doi.org/10.1016/j.neurobiolaging.2020.04.025
https://doi.org/10.1111/tra.12283
https://doi.org/10.1111/jnc.13935
https://doi.org/10.1089/omi.2011.0118
https://doi.org/10.1038/s41467-020-19264-0
https://doi.org/10.1038/s41467-020-19264-0
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://doi.org/10.26508/lsa.202201689

	CRISPRi screening reveals regulators of tau pathology shared between exosomal and vesicle-free tau
	Introduction
	Results
	Novel cellular regulators of tau pathology revealed by genome-wide CRISPRi screening
	Validation of CRISPRi hits reveals genes that predispose cells to both vesicle-free and exosomal seeded tau aggregation
	Increased tau aggregation is not linked to mechanisms that affect tau uptake
	Decreased levels of VPS18, NUSAP1, and EIF1AD are found in the brains of Alzheimer’s patients

	Discussion
	Concluding remarks

	Materials and Methods
	Mouse strains and collection of brain tissue
	Culture of tau biosensor cells and HEK293 Lenti-X cells
	Plasmids and sgRNA cloning
	Isolation of sarkosyl-insoluble tau from brains of tau transgenic mice
	Isolation and purification of brain exosome-like EVs
	Fluorescent labeling of sarkosyl-insoluble tau and exosome-like EVs
	Library production
	Production of lentiviral particles
	Tau aggregation in tau biosensor cells transduced with a CRISPRi library
	FRET flow cytometry
	Validation of hits in individual knockdowns
	Uptake quantification of exosome-like EVs and vesicle-free tau seeds
	Genomic DNA preparation and NGS
	Bioinformatic analysis
	Brain and cell lysates
	Western blot analysis
	Statistical analysis
	Ethics approval and consent to participate

	Supplementary Information
	Acknowledgements
	Author Contributions
	Conflict of Interest Statement
	Akimov Y, Bulanova D, Timonen S, Wennerberg K, Aittokallio T (2020) Improved detection of differentially represented DNA ba ...


