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SUMMARY

The hippocampus is important for memory formation and is severely affected in the brain with Alzheimer disease (AD). Our understand-
ing of early pathogenic processes occurring in hippocampi in AD is limited due to tissue unavailability. Here, we report a chemical
approach to rapidly generate free-floating hippocampal spheroids (HSs), from human induced pluripotent stem cells. When used to
model AD, both APP and atypical PS1 variant HSs displayed increased AB42/Ap40 peptide ratios and decreased synaptic protein levels,
which are common features of AD. However, the two variants differed in tau hyperphosphorylation, protein aggregation, and protein
network alterations. NeuroD1-mediated gene therapy in HSs-derived progenitors resulted in modulation of expression of numerous
genes, including those involved in synaptic transmission. Thus, HSs can be harnessed to unravel the mechanisms underlying early path-
ogenic changes in the hippocampi of AD patients, and provide a robust platform for the development of therapeutic strategies targeting
early stage AD.

INTRODUCTION difficult to identify the mechanisms underlying cognitive

impairment in AD. Transgenic rodents are commonly

Alzheimer disease (AD) is the most common cause of de-
mentia in the elderly, resulting in memory impairments
and cognitive decline, and eventually leading to significant
disability. Despite decades of intensive research, AD still
remains incurable and represents a major clinical, social
and economic problem (https://www.alzheimers.net/
resources/alzheimers-statistics/).

The hippocampus is involved in the formation of new
memories, learning, and emotions, and is one of the first re-
gions of the brain that atrophies in AD (Mueller et al.,
2010). However, since human brain tissue is generally
available only postmortem, our understanding of early
pathogenic events occurring in the hippocampus, specif-
ically at the cellular level, is limited to brain imaging tech-
niques (Boutet et al., 2014; Schuff et al., 2009). Hence, it is
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used as an experimental model of AD for preclinical inves-
tigation (Richetin et al., 2015; Tampellini et al., 2010).
However, all therapies that were successful in rodent
models have failed in human clinical trials, questioning
whether rodent AD models are appropriate for modeling
human AD (Morris et al., 2014).

Therefore, to develop efficient therapies for AD, we need
to develop advanced models for preclinical investigations.
These models should closely recapitulate human AD pa-
thology, and allow investigation of early cellular changes,
to identify druggable targets that could delay disease onset,
and eventually overcome memory impairment. Even if
minimalist, the models should mimic the human brain pa-
renchyma and allow 3D interaction between mature cell
types (Clevers, 2016; Sloan et al., 2017). Such models
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should be inexhaustible and scalable to provide enough
material for different assays, including omics analyses.
They should also be useful to develop therapeutic strate-
gies. Induced pluripotent stem cells (iPSCs) harboring the
genetic background of the patient they are derived from,
are an attractive source of human material that can be
used to generate physiologically relevant models for study-
ing neurological diseases, including AD (Arber et al., 2017).
Given the crucial role played by the hippocampus in AD,
the development of human iPSC-based hippocampal
cellular models would be an important step forward for
AD research.

Here, we describe an innovative strategy allowing to
differentiate human iPSCs into hippocampal spheroids
(HSs), enriched in hippocampal neurons expressing the
zinc finger and BTB domain-containing protein 20
(ZBTB20) and the prospero homeobox protein 1 (PROX1)
(Lavado and Oliver, 2007; Nielsen et al., 2014). The HSs
generated from two AD patients carrying variations in am-
yloid precursor protein (APP) or presenilin 1 (PS1) genes ex-
hibited cardinal cellular pathological features of AD,
including loss of synaptic proteins and increased ratio of
intracellular and extracellular AB42/AB40 peptides. Howev-
er, they also exhibited differences in protein aggregation
measured by the non-destructive label-free Fourier trans-
form infrared (FTIR) microspectroscopy (Baker et al.,
2014), tau phosphorylation, miRNA pattern, and protein
network alterations. Hippocampal neurons derived from
APP variant HSs demonstrated profound transcriptomic

alterations, which could be modulated by overexpression
of NeuroD1 (ND1), resulting in the upregulation of genes,
gene products of which are associated with synaptic trans-
mission and are altered in AD (de Wilde et al., 2016).

RESULTS

Generation and Characterization of HSs from iPSCs of
AD Patients and Healthy Individuals

To investigate the effect of PS1 and APP variation in human
hippocampal cells, we generated iPSC lines from the skin
fibroblasts of two patients, one female and one male, diag-
nosed with genetic AD (Figure S1), using well-established
methodology (Djelloul et al., 2015; Holmgvist et al.,
2016). The female patient carried a homozygous variation
in the APP gene (APP p.V717I) (Sorbi et al., 1993). This vari-
ation, known as the AD London mutation, is the most com-
mon missense variation of the APP gene. The male patient
with atypical AD carried a rare variation in the PS1 gene
(PS1 p.R278K) (Assini et al., 2003). In addition, we gener-
ated multiple iPSC lines from age- and gender-matched
non-demented healthy individuals.

Next, we developed an original protocol (Figure 1A)
based on the embryoid (EB) culture methodology described
by Pasca et al. (2015). To generate dorsomedial telence-
phalic neural precursors, the EBs were simultaneously
treated with dual smad signaling chemical inhibitors
LDN-193189 and SB-431542 (Chambers et al., 2009;

Figure 1. Generation and Characterization of HSs from AD Patient and Control Human iPSCs

(A) Schematic model of the differentiation paradigm to generate HSs from iPSCs. LDN, LDN-193189, SB, SB-431542, XAV, XAV-939, CHIR,
and CHIR-99021.

(B) Immunostaining for medial pallium marker LEF1 in APP variant, PS1 variant, and gender-matched control EBs aged 30 DIV. Scale bar,
150 pm.

(C) Immunostaining for brain cell subtype markers GFAP, 04 and MAP2, hippocampal markers ZBTB20 and PROX1, and neuronal markers
TBR1, calretinin, and calbindin in APP variant, PS1 variant, and gender-matched control cultures at DIV 56. Scale bar, 200 um.

(D-F) Quantification of GFAP-positive, 04-positive, and MAP2-positive cells (D), ZBTB20-positive and PROX1-positive cells (E), and PAX6-
positive, TBR1-positive, calretinin-positive, and calbindin-positive cells (F) expressed relative to the total number of DAPI-labeled cells in
APP variant, PS1 variant, and gender-matched control cultures at DIV 56. Results are presented as mean + SEM. n = 1-4 independent
differentiations per clone for N = 3 iPSC clones per genotype. *p < 0.05; N/D means not detected. Statistical analysis by two-tailed t test.
(G) Immunostaining for human nuclei marker and hippocampal markers ZBTB20 and PROX1 in control cells 5 weeks after transplantation
into mouse hippocampus. Host mouse ZBTB20 and PROX1-positive cells are not colocalized with human nuclei marker. Scale bars, 100 um.
(H) Immunostaining for human nuclei marker, human cell surface marker NCAM, and neuronal markers doublecortin and calretinin in
control cells 5 weeks after transplantation into mouse hippocampus. Host mouse doublecortin and calretinin-positive cells are not co-
localized with human markers. Scale bar, 100 pum.

(I) Bright-field images showing representative examples of APP variant, PS1 variant, and gender-matched control HSs at DIV 100. Scale
bar, 200 um.

(J) Confocal images showing representative examples of immunostaining for brain cell subtype markers GFAP, 04 and MAP2, hippocampal
markers ZBTB20, PROX1, and neuronal markers TBR1, calretinin, and calbindin in APP variant, PS1 variant, and gender-matched control
HSs at DIV 100. Scale bar, 50 um.

(K) Immunostaining for neuronal marker MAP2, hippocampal granule neuron marker PROX1 and pre-synaptic marker synaptophysin in
control HSs at DIV 100 and 3D surface reconstruction of confocal z stacks showing PROX1*/synaptophysin®/MAP2* granule neuron in
control HSs. Scale bars, 100 um (HS confocal images) and 10 um (3D reconstruction).
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Figure 2. APP and PS1 Variant HSs Exhibit AD-Related Pathology
(A and B) Characterization of amyloid-p (AB) accumulation (intracellular AB, a) and secretion (extracellular AB, b) in APP variant, PS1
variant, and gender-matched control HSs at DIV 100. The ratio of AB42/AB40 in HS lysates (A) and the ratio of AB42/AB40 secreted from
HSs into the medium (B) were measured at day 4 after the last medium change. For quantitation, data were normalized to the total protein.
Results are presented as mean + SEM. n = 3 independent differentiations per genotype. *p < 0.05, **p < 0.01, ***p < 0.001. Statistical

analysis by two-tailed t test. See also Figure S2.
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(C and D) Characterization of phosphorylation of tau protein in APP variant, PS1 variant, and gender-matched control HSs. Western
blotting analysis of phosphorylation of tau protein in HSs at DIV 100 with actin blot included as a loading control (C). The blots were
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Roybon et al., 2013). Dickkopf-specific chemical agonist
XAV-939 (Nicoleau et al., 2013) and smoothen-binding
chemical inhibitor of hedgehog signaling cyclopamine
(Chen et al., 2002) were used to antagonize the formation
of caudal and ventral tissue, specifying the cells toward a
dorsal telencephalic fate (Watanabe et al., 2005). To specify
the hippocampal identity, EBs were exposed to CHIR-
99021, a chemical activator of WNT signaling (Lee et al.,
2000), and brain-derived neurotrophic factor to allow
expansion of hippocampal neural progenitors (Bull and
Bartlett, 2005).

EBs aged 30 days in vitro (DIV) were almost exclusively
composed of LEF1-positive cells (Figure 1B), suggesting
that our protocol led to the formation of neural progenitors
regionalized toward medial pallium tissue (Abellan et al.,
2014). Quantitative analysis reveals that the EBs contained
mainly neurons (Figure S2A) that were positive for microtu-
bule-associated protein 2 (MAP2). Glial fibrillary acidic pro-
tein (GFAP)-positive astrocytes represented less than 2% of
the population, and O4-positive oligodendrocytes were ab-
sent (Figures 1C and 1D). Importantly, 90% of the cells
were positive for ZBTB20 and 45%-60% were positive for
PROX1 (Figures 1C and 1E). The cultures also contained
PAX6-, TBR1-, calretinin-, and calbindin-positive cells (Fig-
ures 1C and 1F), indicating that the hippocampal cells were
at different stages of maturation (Roybon et al., 2009Db).
Few GABA-positive cells were identified (Figure S2B).

To validate our finding, we transplanted single-cell sus-
pension from 50-day-old EBs of one of the iPSC control
lines (CSC-37N) into the hippocampi of adult RAG-1-defi-
cient mice and examined the graft composition 5 weeks
later. The grafted cells (human nuclei-positive) co-ex-
pressed ZBTB20 and PROX1 (Figure 1G), as well as double-
cortin and calretinin (Figure 1H).

When aged 100 DIV, the EBs were large in size, with no
obvious alterations (Figure 1I). Although they contained
some GFAP-positive astrocytes, they were primarily
composed by MAP2-positive neurons (Figure 1]) co-ex-
pressing ZBTB20 and PROX1. They also contained TBR1
and an almost equal ratio of calretinin/calbindin-positive
cells (Figure 1]). Detailed analysis of EBs revealed the pres-
ence of pre-synaptic synaptophysin-positive puncta at

the surface of MAP2/PROX1-positive neurons (Figure 1K).
We named these HSs, and further examined their relevance
for modeling AD.

APP and PS1 Variant HSs Exhibit AD-Related
Pathology

At first, we measured the amount of extra- and intracellular
AB40 and AB42 peptides present in 100 DIV HSs. Both APP
and PS1 variant HSs and their culture supernatants con-
tained AP peptides with a higher ratio of AB42/AB40 than
control HSs (approximately 1.5-fold higher for PS1 variant
and approximately 2-fold higher for APP variant; Figures
2A and 2B), which concurs with previous studies (Duering
et al., 2005; Murphy and LeVine, 2010). The change in
AB42/AB40 ratio was mainly due to increased levels of
AB42 peptides (Figure S3), suggesting that the cells carrying
both variations had altered metabolism. The levels of
released and intracellular AB40 peptide were either not
altered (as in PS1 variant HSs) or showed a trend toward
decreased production (APP variant HSs) (Figure S2). We
also examined changes in levels of AB38 peptide but found
none (Figure S2).

We next examined the state of phosphorylation of tau,
previously reported to be enhanced by oligomeric AB pep-
tides (Jin et al., 2011), and which is the major protein of the
neurofibrillary tangles in AD when in its hyperphosphory-
lated form (Mandelkow and Mandelkow, 2012). We per-
formed western blotting, using the monoclonal antibody
AT8, which recognizes phosphorylation of tau at both
serine 202 and threonine 205 (Goedert et al., 1995), and de-
tected two monomeric tau bands (at 50 and 37 kDa molec-
ular weight) in both AD and control samples (Figures 2C
and 2D). We found significantly higher levels of the 37-
kDa phosphorylated tau protein isoform in APP variant
HSs, as compared with gender-matched control HSs.

Since synaptic pathology is an early morphological
change in the human AD postmortem brain (Forner
etal., 2017; Scheff et al., 2014), we assessed several key syn-
aptic proteins in the HSs. Immunohistochemistry showed
the presence of the pre-synaptic protein synaptophysin
and the post-synaptic protein drebrin (Figure 2E), suggest-
ing that synaptic contacts are forming in HSs (Figure 2E).

quantified densitometrically and for quantitation of tau phosphorylation level, data were normalized by the level of actin (D). n =3
independent differentiations per genotype. *p < 0.05. Statistical analysis by two-tailed t test.

(E-G) Characterization of synaptic proteins in APP variant, PS1 variant, and gender-matched control HSs. Confocal images showing
representative examples of immunostaining for synaptic markers synaptophysin and drebrin in APP variant, PS1 variant, and gender-
matched control HSs at DIV 100 and 3D surface reconstruction of dendritic segment with putative dendritic spines as delineated by drebrin
labeling in close proximity to synaptophysin puncta in control HSs (E). Western blotting analysis of synaptic markers synaptophysin,
drebrin, and PSD-95 in HSs at DIV 100 with MAP2d blot included as a loading control (F). The blots were quantified densitometrically and
for quantitation of synaptic protein levels, data were normalized by the level of MAP2d (G). Results are presented as mean + SEM. n =3
independent differentiations per genotype. *p < 0.05; **p <0.01. Statistical analysis by two-tailed t test. Scale bars, 100 um (HS confocal

images) and 5 um (3D reconstruction images).
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However, western blot analysis revealed that their abun-
dance differed between AD and control samples, and levels
of the two synaptic proteins were significantly decreased in
both APP and PS1 variant HSs compared with their respec-
tive controls (Figures 2F and 2G). We also examined if there
was a change in levels of the post-synaptic protein PSD-95
but found none (Figures 2F and 2G).

APP Variant Hippocampal Neurons Exhibit Several
Significant Alterations

To gain insights into possible alterations of young AD hip-
pocampal neurons, we examined phosphorylation of tau,
the morphometric characteristics and electrophysiological
properties of neurons, and miRNA levels of expression in
cultures at 56 DIV. We found a higher proportion of AT8/
MAP2-positive neurons in APP, but not in PS1 variant cul-
tures as compared with controls (Figures 3A and 3B). Inter-
estingly, the size of the soma, and the length and
complexity of the neurites were altered only in APP variant
neurons (Figures 3C-3F). Since morphometric characteris-
tics can affect functional properties of neurons (Deshpande
et al., 2017), we examined the functional differences be-
tween AD and healthy neurons using whole-cell patch-
clamp recording (Figure 3G). Following somatic current in-
jection, both AD and healthy hippocampal neurons were
able to fire action potentials (APs) (Figure 3H). However,
APP but not PS1 variant hippocampal neurons generated

significantly fewer APs, when compared with control hip-
pocampal neurons (Figures 3H and 3I). In addition, APs
of APP variant neurons had a more depolarized threshold
and lower amplitude (Figure 3G; Table S1). In line with
these data, we observed that the amplitude of the TTX-sen-
sitive inward sodium current was significantly reduced for
APP but not PS1 variant hippocampal neurons when
compared with controls (Figure 3K); whereas the outward,
TEA-sensitive K current was unaltered for both APP and PS1
variant hippocampal neurons (Figure 3L).

Because miRNAs play an important role in AD pathogen-
esis (Miya Shaik et al., 2018), we next examined the levels
of expression of several selected miRNAs previously identi-
fied to be dysregulated in AD models and patients. miRNA
(miR)-125b was shown to be increased in the cerebrospinal
fluid of AD patients (Dangla-Valls et al., 2017), and its over-
expression causes tau hyperphosphorylation and impairs
associative learning when injected into the hippocampus
of mice (Banzhaf-Strathmann et al., 2014). We found
miR-125b to be significantly upregulated in both APP and
PS1 variant neural cultures (Figure 3M). Other microRNAs,
such as miR-124, miR-21, and miR-29a/b were reported to
be decreased in AD (An et al., 2017; Hebert et al., 2009; Lei-
dinger et al., 2013; Lukiw, 2007; Shioya et al., 2010).
Accordingly, we observed miR-124 and miR-21 downregu-
lated in both APP and PS1 variant neuronal cultures (Fig-
ures 3N and 30). Interestingly, miR29a, which is known

Figure 3. APP Variant Hippocampal Neurons Exhibit Significant Alterations

(A and B) Characterization of phosphorylation of tau protein in APP variant, PS1 variant, and gender-matched control hippocampal
neurons. Immunostaining for phosphorylated tau protein in hippocampal neurons at DIV 56 (A). Quantification of phosphorylated (AT8-
positive) neurons expressed relative to the total number of MAP2-positive neurons in hippocampal neurons at DIV 56 (B). Results are
presented as mean + SEM. n = 1-3 independent differentiations per clone for N = 3 iPSC clones per genotype. *p < 0.05. Statistical analysis
by two-tailed t test. Scale bar, 200 um.

(C-F) Representative original fluorescence and converted binary images of APP variant, PS1 variant, and gender-matched control MAP2-positive
hippocampal neurons at DIV 56 (C). Soma area (D), neurite length (E), and dendritic arborization (F) were quantified. Results are presented as
mean + SEM. n = 16-23 cells per line measured from 3 independent differentiations per genotype. *p < 0.05, ***p < 0.001, ****p < 0.0001.
Statistical analysis by two-tailed t test (D and E) and repeated measures ANOVA (F). Scale bar, 20 um.

(G-L) Whole-cell patch-clamp recordings from APP variant, PS1 variant, and gender-matched control hippocampal neurons at DIV 56-58.
Representative bright-field image of a patched control cell (arrow) along with the patch-clamp pipette (*) (G, upper panel) and fluo-
rescence image of a patched PROX1-positive neuron filled with biocytin (G, lower panel). Voltage traces show the ability of hippocampal
neurons to fire action potentials (APs) upon current injections (H). Bar diagrams show the maximal number of APs generated upon current
injections (I). Expanded voltage traces of the first AP induced by a current ramp of 300 pA and used for determining the AP characteristics
(J). Expanded current traces illustrating the inward sodium current (denoted by 0) activated during voltage steps ranging from —70
to +40 mVin 10-mV steps (K, right panel). The sodium current was blocked by the presence of 1 uM TTX. The current-voltage plots illustrate
the sodium current peak plotted against the voltage steps (K, left panel). Current traces illustrating the outward potassium current
(denoted by 0) activated during voltage steps ranging from —70 to +40 mV in 10-mV steps (L, right panel). The potassium current was
inhibited by the addition of 10 mM TEA. The current-voltage plots illustrate the potassium current plotted against the voltage steps (L, left
panel). Results are presented as mean + SEM. n = 23-26 cells recorded from 3 independent differentiations per genotype. *p < 0.05.
Statistical analysis by Mann-Whitney test (I) and multiple t tests (K and L). Scale bars, 100 um.

(M-P) Characterization of microRNA expression in APP variant, PS1 variant, and control hippocampal neurons. Bar diagrams showing the
relative expression of miR-125b (M), miR-124 (N), miR-21 (0), and miR-29a (P) measured with RT-PCR in hippocampal neurons at DIV 56.
Results are presented as mean + SEM. n = 3 independent differentiations per genotype. *p < 0.05; **p < 0.01. Statistical analysis by two-
tailed t test.
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to be involved in the regulation of APP and B site APP
cleaving enzyme 1 (BACE1) expression (Hebert et al.,
2009), was downregulated in APP variant but upregulated
in PS1 variant neural cultures (Figure 3P). This is in line
with the reports showing that miR-29a could be differently
expressed in AD brain (Cogswell et al., 2008; Hebert et al.,
2008; Shioya et al., 2010).

APP Variant HSs Exhibit Increased Protein
Aggregation

Both increased phosphorylation of tau in APP variant HSs
and neurons (Figures 2C, 2D, 3A, and 3B) and increase in
AB42/AB40 peptide ratios in both APP and PS1 variant
HSs (Figure 2A) suggested that protein aggregation may
be occurring in the patient hippocampal cells. To examine
intracellular protein aggregation in the HSs, we used FTIR, a
microspectroscopy-based imaging technique, as described
previously (Klementieva et al.,, 2017). To better resolve
the peak positions, we performed a second derivative anal-
ysis (de Aragao and Messaddeq, 2008). Strikingly, analysis
of FTIR spectra revealed a significant increase in the con-
tent of B sheet structures in APP but not in PS1 variant
HSs compared with controls (Figures 4A and 4B). This sug-
gested that, although the AB42/AB40 ratio was increased in
both APP and PS1 variant HSs, protein aggregation may be
ongoing in the APP variant HSs only.

Since both neurons and astroglia were found in HSs, we
investigated whether these two cell types could contribute
to the increased protein conformational changes and ag-
gregation in the AD variant HSs. We performed FTIR in
neuronal cultures generated by dissociating HSs and
culturing single cells as a monolayer until aged 56 DIV,
and astroglial cultures generated by culturing HSs-derived
progenitors as monolayers in medium containing ciliary
neurotrophic factor until aged 100 DIV. We observed
robust and significant increases in B sheet structures in
APP hippocampal neurons. These data were confirmed
when using a different platform and different iPSC clones
(Figure S4). Interestingly, astrocytes derived from APP
variant, but not from PS1 variant and control HSs (Figures
4A and 4B), displayed increases in B sheet structures. These
data indicated that pathological changes also occur in AD
astrocytes, as recently suggested (Oksanen et al., 2017).
Importantly, we found no increase in B sheet structures in
APP variant parental fibroblasts, demonstrating that pro-
tein aggregation is not present in the patient APP variant fi-
broblasts. This allowed us to rule out the possibility that
pathological aggregation had been transferred from the
APP variant fibroblasts to the iPSCs during reprogramming
(Figures 4A and 4B).

Further assessment of protein aggregation by FTIR re-
vealed elevation in the 1,513-cm™! band, reflecting struc-
tural changes in tyrosine and tryptophan amino acids sen-

sitive for phosphorylation (Barth et al., 1994), in APP, but
not in PS1 variant HSs, neurons, and astrocytes (Figures
4A and 4C). Interestingly, significant elevation of the
1,513-cm ™! band was found in the two AD variants fibro-
blasts, although the level was low in PS1 variant fibroblasts
(Figures 4A and 4C).

Quantitative Proteomic Analysis Reveals Important
Alterations in the Proteome of APP and PS1 Variant
HSs

To gain insights into cellular network alterations in APP
and PS1 variants, we performed a quantitative assessment
of the HS proteome, using label-free liquid chromatog-
raphy-tandem mass spectrometry (LC-MS/MS). We identi-
fied over 6,000 proteins present in all 4 studied genotypes
(Figure 5A) and could accurately quantify 98% of them (Ta-
ble S2). Principal component analysis confirmed the HS
segregation based on the gender (component 1) and the ge-
notype (component 2) of the fibroblast donors (Figure 5B),
hinting that gender-specific comparisons are important
when analyzing disease phenotypes, as suggested previ-
ously in rodent studies (Richetin et al., 2017b). The largest
sets of significantly dysregulated proteins were detected in
APP variant HS (Table S2).

Subsequently, we performed pathway enrichment anal-
ysis of the identified dysregulated proteins, using the on-
line bioinformatics tool DAVID. Notably, we found that
proteins dysregulated in APP and PS1 variant HSs displayed
a diversity of functions and were involved in several
distinct pathways. For example, spliceosome, purine meta-
bolism, and mRNA surveillance pathways were the highest
of the significantly enriched pathways identified in APP
variant HSs, where proteins were upregulated (Figure 5C).
In contrast, in HSs harboring the PS1 variation, we identi-
fied DNA replication and DNA repair pathways as the
most strongly enriched in upregulated proteins (Figure 5C).
Similarly, we identified heterogeneity between the two AD
variants when examining pathways enriched in downregu-
lated proteins. Thus, in APP variant HSs, lysosomes, and
phagosomes, endocytosis, oxidative phosphorylation,
and protein processing in endoplasmic reticulum were
the highly enriched pathways, among others, in downre-
gulated proteins, whereas, in PS1 variant HSs, oxidative
phosphorylation, endocytosis, axon guidance, lysosome
and phagosome were the most strongly enriched pathways
in downregulated proteins (Figure 5C).

Since we found decreased levels of synaptic proteins syn-
aptophysin and drebrin by western blot (Figure 2F), we
further examined synaptoproteomic alterations. Of all syn-
aptic-related proteins analyzed, 26 were commonly down-
regulated in both APP and PS1 variant HSs (Figure 5D).
Among them, we identified LIN7 proteins, which are
important mediators of synaptic vesicle exocytosis (Butz
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Figure 4. APP Variant HSs Exhibit Increased Protein Aggregation

(A) Normalized second derivatives of the infrared light absorbance spectra in Amide I and II regions. Dashed lines and arrows indicate the
increased protein aggregation as elevation of B sheet structures (1,628 cm™*) and structural changes corresponding to protein aggre-
gation, as elevation at the band positioned at 1,513 cm™*in APP in HSs at DIV 100, hippocampal neurons at DIV 56, astrocytes at DIV 120,
and parental fibroblasts.

(B) Bar diagrams reflecting the B sheet structure content as shown by the absorbance ratios 1,628 to 1,656 cm ™" in the same cells
described in (A). Results are presented as mean + SEM. n = 5-10 spectra per genotype for HSs, n = 20-26 spectra per genotype for parental
fibroblasts, n = 3 independent differentiations per genotype for hippocampal neurons and astrocytes. *p < 0.05, **p < 0.01, ****p <
0.0001. Statistical analysis by two-tailed t test.

(C) Bar diagrams reflecting structural changes as shown by the absorbance ratios 1,513 to 1,656 cm™ -~ in same cells described in (A).
Results are presented as mean + SEM. n = 5-10 spectra per one genotype for HSs. n = 20-26 spectra per genotype for parental fibroblasts,
n = 3 independent differentiations per genotype for hippocampal neurons and astrocytes. *p < 0.05, **p < 0.01, ****p < 0.0001. Sta-

1

tistical analysis by two-tailed t test.

et al., 1998). Interestingly, an equal number of 90 different
synaptic proteins were found specifically downregulated in
APP or PS1 variant HSs. Gene ontology enrichment anal-
ysis revealed that these proteins were associated with bio-
logical processes centered around synaptic function, and
included synaptic transmission, neurotransmitter secre-
tion, and vesicle-mediated transport (Figures SE and SF; Ta-
ble S3).

Finally, quantitative LC-MS/MS revealed alterations in
several AD-related pathways (Figure 5G). Notably, specif-
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ically in APP variant HSs, we observed downregulation of
mitochondrial proteins involved in oxidative phosphory-
lation, particularly complex IV and 3-hydroxyacyl-CoA de-
hydrogenase (HSD17B10), supporting the hypothesis of
mitochondrial dysfunction in AD (He et al.,, 2018). We
found a decrease in the levels of APOE, the major genetic
risk factor for developing late-onset AD (Kim et al., 2009),
in the APP variant HSs. Other groups of proteins were
found downregulated in both variant samples, although
this was more profound with the APP variant, e.g., proteins
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Figure 5. Label-free Quantitative Proteomics Reveals Important Alterations in the Proteome of APP and PS1 Variant HSs

(A) Venn diagram representing the number of proteins identified in HSs. The numbers correspond to the set of three different processes of
generating HSs (biological replicates) and two technical replicates of the LC-MS/MS analysis.

(B) Principal component analysis using the normalized intensities of proteins identified/quantified in all samples.

(C) Heatmap of the protein relative abundances that were significantly dysregulated in at least one of the variant samples (left). n =3
independent differentiations per genotype, n = 2 LC-MS/MS analyses. False discovery rate (FDR) < 0.05 was considered significant.
Statistical analysis by two-tailed t test. Biological pathways (Kyoto Encyclopedia of Genes and Genomes) enriched in at least one of the
eight blocks of dysregulated proteins (right). The graph shows the distribution of the proteins involved in each biological pathway by
blocks of dysregulated proteins. Gray lines connect each block of proteins with their most enriched pathways.

(D) Venn diagram representing the number of synaptic proteins significantly downregulated in PS1 and APP variants when compared with
their gender controls. n = 3 independent differentiations per genotype, n =2 LC-MS/MS analyses. p < 0.05 with log2 fold change <—0.2 was
considered significant. Statistical analysis by two-tailed t test.

(E) Representative enriched biological processes (Panther GO-Slim) for the downregulated synaptic proteins in PS1 and APP variants are
shown with the number of corresponding proteins.

(F) Interaction network of the synaptic proteins downregulated in at least one of the samples carrying a mutation (n =206). Each protein is
represented by a rectangle divided into two parts (left-right), where different colors specifying the corresponding fold changes in PS1 and
APP variants compared with their gender controls. Lines between the nodes (rectangles) indicate protein-protein interactions. Nodes with
dark gray border represent synaptic proteins that are significantly downregulated in each variant. Purple label indicates significant

(legend continued on next page)
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responsible for clearance of AP peptide. For example, the
lysosome and the phagosome were the most enriched
pathways among the downregulated ones in the samples
carrying the APP variation. Among the most upregulated
proteins, the components of the spliceosome machinery,
including almost all the complexes in the pathway, were
upregulated in both APP and PS1 variant samples. Interest-
ingly, two proteins belonging to the histone deacetylase
class 1 group (HDAC2 and HDAC3), which are known as
transcriptional repressors (Yamakawa et al., 2017), were
upregulated only in APP variant HSs. Similarly, the proteins
lipoprotein lipase and low-density lipoprotein receptor-
related protein 1, which were previously found to be
overexpressed in AD (Baum et al., 1999), were upregulated
in the APP variant HS sample.

ND1 Ex Vivo Gene Therapy Modulates the
Transcription of Genes Relevant to AD Pathogenesis
We previously demonstrated that viral delivery of single
transcription factor ND1 is sufficient to increase the matu-
ration of rodent neural progenitors into neurons (Roybon
et al., 2009a, 2009b, 2015), and reverse synaptic dysfunc-
tion and restore spatial memory in a rodent model of AD
(Richetin et al., 2015, 2017a). To evaluate the potential of
human HSs to serve as a translational platform for the
development and/or testing of therapies for AD, we exam-
ined whether viral delivery of ND1 was sufficient to modu-
late the expression of genes differentially expressed in AD
patient HS neurons compared with control.

We used Affymetrix GeneChip microarray to examine
early transcriptomic changes in APP variant cells compared
with control, upon viral delivery of ND1. We detected 377
genes whose expression was changed in APP variant cells
compared with control (Figure 6A; Table S4). While the ma-
jority of genes (282), products of which participate in
various biological processes, were downregulated in puri-
fied APP variant GFP-positive cells compared with control
GFP-positive cells, 95 genes were upregulated, including
genes encoding various GABA receptors, expression of
which is altered in the early stages of AD (Sauraetal., 2015).

Following transduction, ND1 expression was robustly
identified (Figure 6B). Importantly, principal component
analysis showed that ND1 overexpression changed the
transcriptomic profile of APP variant GFP-positive cells,
from a diseased state to an almost healthy control one (Fig-
ure 6C). In particular, ND1 positively modulated the
expression of genes involved in synaptic transmission (Fig-
ures 6D-6F; and Table S5).

DISCUSSION

Here, we report an innovative method to chemically
induce HSs from human iPSCs, which we used in a proof-
of-concept study to model two patients carrying typical
and atypical AD-related gene variations. We show that
exposure of human iPSCs from different genders (male or
female) and molecular diagnosis (diseased or healthy) to
chemical agents LDN-193189, SB-431542, XAV-939, cy-
clopamine, and CHIR-99021 is sufficient to generate HSs
containing LEF1-positive medial pallium progenitors,
which when matured further formed hippocampal neural
cells at different stages of maturation. While this original
protocol produces approximately the same percentage of
cells positive for ZBTB20 and PROX1, as recently reported
by Sakaguchi et al. (2015) using human embryonic stem
cells, itis more rapid and does not require long-term attach-
ment culture. It also does not require iPSC-derived hippo-
campal neural progenitors to be plated on a monolayer of
primary hippocampal astrocytes to generate mature neu-
rons (Yu et al., 2014). Although HSs contain functional
neurons, they were almost devoid of astrocytes. This is a
significant drawback as astrocytes recently emerged as a
new important target of AD (Jones et al., 2017; Konttinen
etal., 2019b; Oksanen et al., 2017). Hence, to examine pro-
tein aggregation in astrocytes, we had to modify our proto-
col to generate astrocytic monolayer cultures. Since during
human development astrocytes are generated later than
neurons, we may assume that the number of astrocytes in
the HSs may increase over time. With the constant
improvement of protocols aiming at generating oligoden-
drocytes from human iPSCs (Djelloul et al., 2015; Madha-
van et al., 2018), it would be valuable to also examine AD
pathology in this cell type in future studies, since white
matter myelin loss occurs in the AD patient brain (Mitew
et al.,, 2010; Nasrabady et al., 2018). Cellular pathology
was recently examined in iPSC-derived microglia (Kontti-
nen et al., 2019a), a cell type that plays an important role
in AD pathology (Venegas et al., 2017).

We utilized 3D hippocampal structures generated from
iPSCs, to examine cellular dysfunction in typical and atyp-
ical familial AD. We used several techniques, from routine
(western blotting, immunocytochemistry, qRT-PCR, MSD
multi-array, and Affymetrix GeneChip microarray) to
more sophisticated (whole-cell patch-clamp recording,
synchrotron-based FTIR, and quantitative LC-MS/MS)
and identified a wide variety of disease phenotypes. Some
of them were reported previously when analyzing

downregulation in both variant, while blue and red labels indicate significant downregulation in PS1 or APP variant, respectively. n = 3
independent differentiations per genotype, n = 2 LC-MS/MS analyses. p < 0.05 with log2 fold change <—0.2 was considered significant.

Statistical analysis by two-tailed t test.

(G) Schematic summary of AD-related dysrequlated pathways and proteins in APP and PS1 variant HSs revealed by quantitative proteomics.
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postmortem tissue, e.g., increased ratio of AB42/AB40 pep-
tides, which can be neurotoxic (Kuperstein et al., 2010),
and decreased levels of synaptic proteins levels (de Wilde
et al., 2016), which are well-known cellular hallmarks of
AD. Importantly, we identified cellular alterations that var-
ied between the two AD variants, as also reported by others
(Israeletal., 2012; Kondo et al., 2013). For example, we pro-
vide evidence of a significant increase in the content of
sheet structures and in the level of tau phosphorylation
in APP but not in PS1 variant HSs compared with the con-
trols. The difference of disease phenotypes, which was
more prominent, or speculatively more advanced, in the
APP variant when compared with the PS1 variant, could
potentially be attributed to the fact that this patient carried
a homozygous variation p.V717I in the APP gene (Sorbi
et al., 1993), which could promote a stronger cellular pa-
thology than if it was in a heterozygous form (Kondo
et al.,, 2013; Ovchinnikov et al., 2018; Woodruff et al.,
2016). Alternatively, it is possible that the PS1 variant dis-
played milder cellular phenotypes due to the nature of
the variation. Indeed, patients carrying this PS1 p.R278K
variation show a wide clinical spectrum, even between
family members, from classical AD to pure spastic parapare-
sis (Assini et al., 2003). In this particular case, spastic para-
paresis was the initial feature, which we speculate might
explain the lesser phenotypic changes (e.g., protein aggre-
gation) in HSs from the PS1 compared with APP variants.
The correlation between patients’ symptoms and cellular
pathogenesis was demonstrated by several groups,
including Woodard et al. (2014) who studied iPSC-derived
dopaminergic neurons generated from GBA mutant
Parkinsonian monozygotic twins clinically discordant in
their symptoms: the iPSC-derived dopaminergic neurons
generated from the symptomatic twin exhibited strong
cellular pathogenesis, as opposed to those generated from
the asymptomatic brother. In addition, the wide variety
and heterogeneity of the phenotypes identified could be
influenced by factors that exacerbate or alleviate them.

One limitation of this study is the number of patients
used. This is due to the uniqueness of the variations they
carry: homozygous APP London variation is rare (Sorbi
et al., 1993); and PS1 p.R278K variation was only reported
in one family (Assini et al., 2003). To minimize this limita-
tion, we used several independent iPSC clones per individ-
ual, to examine the efficacy of our protocol and the main
readout assays (tau phosphorylation and protein aggrega-
tion). Nevertheless, HSs allowed us to identify early disease
phenotypes consistent across the different iPSC clones
studied, which is not possible with current imaging
methods, such as positron electron tomography or mag-
netic resonance imaging.

Our work also raises the question whether AD is a neuro-
developmental disorder? AD is considered, such as Parkin-
son disease and several other common neurodegenerative
disorders, as a disease of the aging brain (Wyss-Coray,
2016). Early disease cellular phenotypes can be identified us-
ing pre- and post-natal rodent brain cells (Almeida et al.,
2005; Nagai et al., 2007), while disease onset declares itself
only after several months in the rodent models; and early
changes can be observed when using advanced techniques,
such as FTIR (Klementieva et al., 2017). This raises even
more attention when modeling diseases using iPSCs.
Indeed, even if iPSCs are non-natural cell types generated
by the reprogramming of (often) aged somatic cells (Dimos
et al., 2008), they are embryonic-like in their nature (Ho
etal., 2016; Zhao et al., 2018). Over the last decade, experi-
mental work using iPSCs suggests that early disease pheno-
types can be identified as soon as a few weeks to few months
in vitro for several neurodegenerative disorders (Fujimori
etal., 2018; Guo et al., 2017; Muratore et al., 2014; Woodard
et al.,, 2014). Moreover, recent work suggested that early
therapeutic intervention could alleviate early behavioral,
cellular, and molecular changes seen in Huntington disease
(HD) (Siebzehnrubl et al., 2018), and disease phenotypes
have been reversed in neuronal cells generated from iPSCs
of HD patients (Consortium, 2017). This raises the

Figure 6. ND1 Ex Vivo Gene Therapy Modulates Transcription of Genes Relevant to AD

(A) Genes dysregulated in APP variant hippocampal neurons at DIV 50. The top 50 genes upregulated (in red) and downregulated (in green)
are annotated. n = 3 independent differentiations per genotype. FDR < 0.05 was considered significant. Statistical analysis by two-tailed t
test.

(B) Relative expression levels of ND1 gene. Results are presented as mean + S.D. n = 3 independent differentiations per genotype. ***p <
0.001, ****p < 0.0001. Statistical analysis by one-way ANOVA followed by Tukey’s post hoc test.

(C) Principal component analysis using gene expression profiles of hippocampal neurons.

(D) 2D annotation enrichment analysis for biological pathways based on the differential expression profiles of transcripts between
hippocampal neurons transduced with ND1 and GFP, in both control (x axis) and APP variant (y axis). Pathways significantly enriched after
ND1 overexpression are highlighted, downregulated (blue) and upregulated (red). n = 3 independent differentiations per genotype.
Enriched pathways were selected according to a Benjamini-Hochberg FDR of 0.01 (Table S5).

(E) Heatmap of the relative expression of genes that were significantly dysregulated in APP variant hippocampal neurons and modulated by
ND1 overexpression (Table S5). n = 3 independent differentiations per genotype. Statistical analysis by two-tailed t test.

(F) Schematic representation of synaptic vesicle cycle pathway in hippocampal neurons. Genes whose expression was induced by ND1
overexpression are highlighted.
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possibility that early pharmacological intervention in AD
(and other neurodegenerative disorders) might also be valu-
able. Toward this aim, we evaluated the effect of ND1 on hu-
man HSs-derived neuronal progenitors. This strategy was
previously used with in vitro and in vivo systems, and it
proved to be beneficial in rodent models of AD by reversing
memory impairment (Richetin et al., 2015, 2017a). We
found that ND1 positively modulated the expression of
genes involved in synaptic transmission (Figures 6D-6F).
This is important since synaptic transmission impairment
is a hallmark of AD pathology (de Wilde et al., 2016), and
ND1 overexpression is sufficient to stimulate synaptic con-
nectivity and excitability of new adult hippocampal neu-
rons (Richetin et al., 2015, 2017a). This proof-of-concept
study further showed that HSs could serve as a platform
for developing therapeutic strategies and evaluate their
mechanism of action at the cellular level.

In conclusion, iPSC-derived HSs provide a complemen-
tary technology to 2D human hippocampal monolayers
developed recently (Sarkar et al., 2018; Yu et al., 2014),
and offer the possibility to examine early pathological
changes in a minimalist human AD hippocampal paren-
chyma-like model, although devoid of oligodendrocytes,
microglia, and vasculature. HSs can further be grafted
into immunodeficient mice, either as single cells, as we
did, or as a whole (Mansour et al., 2018), which can further
offer an invaluable tool to examine how cellular pathology
develops, as well as the effects of potential drugs on human
diseased cells, in vivo, over time.

EXPERIMENTAL PROCEDURES

All reagents and procedures details can be found in Supplemental
Experimental Procedures.

Generation of iPSCs

Primary human dermal fibroblasts were harvested by punch skin
biopsy from AD patients and healthy donors after written
informed consent. Reprogramming factors (OCT-3/4, KLF-4,
SOX-2, and c-MYC) were delivered using a non-integrating Sendai
virus vectors kit (Thermo Fisher Scientific). A month later, several
colonies were collected and expanded as single clones for 7 days.
Two to three iPSC clones per individuals were selected for further
expansion and characterization (Figure S1). The reprogramming
of patient cells into iPSC was approved by the Swedish work
environment authority. An additional female control line
(TALSCTRL15.12) was received from Target ALS (http://www.
targetals.org/) and NHCDR Repositories hosted by RUCDR. Work
was carried out according to European and Swedish national rules,
with the highest level of ethics.

Differentiation of iPSCs to HSs
Human iPSC colonies were dissociated using dispase and trans-
ferred into ultra-low adherent flasks (Corning) in WiCell medium

supplemented with 20 ng/mL fibroblast growth factor 2 and
20 uM ROCK inhibitor Y-27632 (Selleck Chemicals, Munich, Ger-
many). Next day, WiCell was replaced with neural induction me-
dium composed of advanced DMEM/F12, 2% B27 Supplement
without vitamin A (v/v), 1% N2 Supplement (v/v), 1% NEAA (v/
v), 2 mM L-glutamine and 1% penicillin-streptomycin (v/v). For
dorsomedial telencephalic neural specification, LDN-193189
(Stemgent, 0.1 uM), Cyclopamine (Selleck Chemicals, 1 pM),
SB431542 (Sigma-Aldrich, 10 uM) and XAV-939 (Tocris, 5 uM)
were added to the medium for the first 10 days with medium
change every other day. On the 10th day, the free-floating spheres
were transferred to neuronal differentiation medium (NDM) con-
taining Neurobasal medium, 1% N2 (v/v), 1% NEAA (v/v), L-gluta-
mine, and 1% penicillin-streptomycin (v/v). To promote hippo-
campal differentiation, NDM was supplemented with CHIR-
99021 (Stemgent, 0.5 mM) and brain-derived neurotrophic factor
(PeproTech, 20 ng/mL) for 90 days with medium changes every
second day.

Data and Code Availability

The mass spectrometry proteomics data have been deposited to the
ProteomeXchange Consortium via the PRIDE partner repository
with the dataset identifier PXD012524. Affymetrix GeneChip
microarray data are available in Table S4 and contain main
information on the probes; the full dataset has been deposited to
the Gene Expression Omnibus repository with the dataset
identifier GSE149599. Omics data are also available at the
Roybon laboratory website (https://www.ipsc-cns-disease.lu.se/
ipsc-laboratory-for-cns-disease-modeling/resources), or via simple
email request.
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Supplemental Information can be found online at https://doi.org/
10.1016/j.stemcr.2020.06.001.
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Pomeshchik et al. Supplementary Fig.1: Generation and characterization of iPSCs from AD
patients and healthy individuals - related to Fig. 1

a) Summary of the iPSC lines used in this study.

b) Bright-field images showing representative colonies of APP variant, PS1 variant and gender-
matched control iPSCs. Scale bars: 100 pm.

¢) Immunostaining for Sendai virus, pluripotent markers OCT4, NANOG, TRA1-81, markers
of the three germ layers alpha-fetoprotein (AFP) (endoderm), smooth muscle antibody (SMA)
(mesoderm), and beta III-tubulin (B-III-TUB) (ectoderm) in APP variant, PS1 variant and
gender-matched control iPSC colonies. Nuclei are counterstained with 4’,6-diamidino-2-
2phenylindole (DAPI). iPSC colonies stain positive for alkaline phosphatase activity and form
EBs. Scale bars: 100 pm.

d) Karyogram of APP variant, PS1 variant and gender-matched control iPSC lines stained using
Giemsa (G-banding).

e) Sequencing confirming the heterozygeous p.R278K PS1 and homozygous p.V7171 APP
variation in patient-derived iPSCs.

f) STR allele analysis for PS1 and APP variant iPSC lines showing identity to parental
fibroblasts.

Pomeshchik et al. Supplementary Fig. 2: Bright-field images of iPSC cultures and GABA
expression in neuronal cultures aged 56 DIV — related to Fig. 1

a) Bright-field images showing the morphology of APP variant, PS1 variant and gender-
matched control cultures aged 56 DIV. Scale bars: 100 um.

b) Percentage of GABA-positive neurons in APP variant, PS1 variant and gender-matched
control cultures aged 56 DIV. Results are presented as mean + S.E.M. n = 1-3 independent
differentiations per clone for N = 3 iPSC clones per genotype. Statistical analysis by two-tailed
t-test.

Pomeshchik et al. Supplementary Fig. 3: Accumulation and secretion of amyloid-f (Ap)
peptides in HSs — related to Fig. 2

a) Characterization of AP accumulation (intracellular AB) in APP variant, PS1 variant and
gender-matched control HSs at DIV 100. AB38, AB40 and AB42 in HS lysates were measured
at day 4 after the last medium change. For quantitation, data were normalized to the total
protein. Results are presented as mean + S.EIM. n = 3 independent differentiations per
genotype. Statistical analysis by two-tailed t-test.

b) Characterization of AP secretion (extracellular AB) in APP variant, PS1 variant and gender-
matched control HSs at DIV 100. AB38, AP40 and AP42 secreted from HSs into the medium
were measured at day 4 after the last medium change. For quantitation, data were normalized
to the total protein. Results are presented as mean = S.E.M. n = 3 independent differentiations



per genotype. P values: * = P<0.05; ** = P<0.01; *** = P<0.001. Statistical analysis by two-
tailed t-test.

Pomeshchik et al. Supplementary Fig. 4: APP variant HSs exhibit increased protein
aggregation. — related to Fig. 4

Bar diagrams reflecting the -sheet structure content, as shown by the absorbance ratios 1628
cm! to 1656 cm™! for APP variant, PS1 variant and gender-matched control hippocampal
neurons at DIV56. Results are presented as mean £ S.E.M. n = 2-3 iPSC clones per genotype.
P values: * = P<0.05. Statistical analysis by two-tailed t-test.

Pomeshchik et al. Supplementary table 1. Electrophysiological characteristics of human
iPSC-derived hippocampal neurons

Pomeshchik et al. Supplementary table 2. Summary of the quantitative proteomic data

Pomeshchik et al. Supplementary table 3. Summary of the quantitative proteomic data — a
subset of synaptic related proteins

Pomeshchik et al. Supplementary table 4. Relative expression of genes in control and APP
variant hippocampal neurons after GFP or ND1 gene transfer.

Pomeshchik et al. Supplementary table 5. Relative expression of annotated genes
dysregulated in control and APP variant hippocampal neurons upon ND1 gene delivery.

Pomeshchik et al. Supplementary table 6. Primary and secondary antibodies used for
immunocyto- and immunohistochemistry

Pomeshchik et al. Supplementary table 7. List of primer sequences used in qRT-PCR for
microRNA expression

Pomeshchik et al. Supplementary table 8. Primary and secondary antibodies used for
Western Blotting

SUPPLEMENTAL EXPERIMENTAL PROCEDURES
All materials were purchased from ThermoFisher Scientific, unless specified.

Generation of iPSCs

Primary human dermal fibroblasts were harvested by punch skin biopsy from AD patients and
healthy donors after written informed consent. Fibroblasts harboring PS1 mutation were
obtained from the Galliera Genetic Bank; the fibroblasts harboring APP mutation were provided
by Prof. Sorbi. Fibroblasts were cultured and expanded in Dulbecco's modified eagle's medium
(DMEM) supplemented with 10% fetal bovine serum and 1% Penicillin-Streptomycin (P/S;
v/v). Cells were passaged with 0.05% trypsin, cryopreserved in liquid nitrogen and stored at -
150 °C. For reprogramming, fibroblasts were seeded on 0.1% gelatin-coated 12-well plate
(75.000 cells/well) and two days later transduced using the three vector preparations (MOI=5,
5, 3) included in the CytoTune™-iPS 2.0 Sendai Reprogramming Kit. Reprogramming factors
(OCT-3/4, KLF-4, SOX-2 and c-MYC) were delivered by using non-integrating Sendai virus
vectors from the kit. The medium was replaced daily for 7 days, after which the cells were re-



seeded onto irradiated mouse embryonic fibroblast feeder cells (CF-1 MEF, GlobalStem). From
the day 8 and until day 28, the cells were cultured in WiCell medium composed of advanced
DMEM/F12, 20% Knock-Out Serum Replacement (v/v), 1% nonessential amino acids (NEAA;
v/v), 2 mM L-glutamine, and 0.1mM B-mercaptoethanol (Sigma-Aldrich) supplemented with
20 ng/ml FGF2. At day 28, several colonies were collected and expanded as single clones for 7
days. Two to three iPSC clones per individuals were selected for further expansion and
characterization (Supplementary Fig. 1a). The reprogramming of patient cells into iPSC was
approved by the Swedish work environment authority. All individuals carried the common
neutral isoform ApoE3/E3 of the APOE gene. An additional female control line
(TALSCTRLI15.12) was received from Target ALS (http://www.targetals.org/) and NHCDR
Repositories hosted by RUCDR.

Alkaline phosphatase activity
Alkaline phosphatase activity was detected using Alkaline Phosphatase Staining Kit (Stemgent,
MA) according to the manufacturer’s protocol.

Karyotype analysis
The G-banding analysis was performed at 300-400 band resolution in a clinical diagnostic
setting.

Variation sequencing

Genomic DNA was extracted from fibroblasts and iPSCs with the use of conventional lysis
buffer composed of 100 mM Tris (pH 8.0), 200 mM NaCl, 5 mM EDTA, 1.5 mg/ml Proteinase
K, and 0.2% SDS in distilled autoclaved water. The presence of APP and PS1 variations was
confirmed by direct DNA sequencing (Macrogen Europe, Amsterdam, The Netherlands).

DNA fingerprinting

DNA fingerprinting analysis was performed by the IdentiCell STR profiling service
(Department of Molecular Medicine, Aarhus University Hospital, Skejby, Denmark). In vitro
differentiation by embryoid body (EB) formation iPSCs were transferred onto ultra-low
adherent 24-well plates (Corning) and for 14 days were grown as free-floating embryoid bodies
(EBs) in WiCell medium supplemented with 20ng/ml FGF2. For subsequent spontaneous
differentiation, EBs were seeded on a 0.1% gelatin-coated 96-well plate in DMEM media
containing 10% fetal bovine serum (v/v) and 1% Penicillin-Streptomycin (v/v). Two weeks
later, the cells were fixed and immunostained for germ layer markers.

Differentiation of iPSCs to hippocampal spheroids

For differentiation to HSs, one to three clones per individuals were thawed and expanded over
several passages. To form EBs, intact iPSC colonies were dissociated using dispase (1 mg/ml)
for ~20 minutes and transferred into ultra-low adherent flasks (Corning) in WiCell medium
supplemented with 20 ng/ml FGF2 and 20uM ROCK-Inhibitor Y-27632 (Selleck Chemicals,
Munich, Germany). Next day, WiCell was replaced with neural induction medium (NIM)
composed of advanced DMEM/F12, 2% B27 Supplement without vitamin A (v/v), 1% N2
Supplement (v/v), 1% NEAA (v/v), 2 mM L-glutamine and 1% Penicillin-Streptomycin (v/v).
For dorsomedial telencephalic neural specification, LDN-193189 (Stemgent, 0.1 pM),
Cyclopamine (Selleck Chemicals, 1 uM), SB431542 (Sigma-Aldrich, 10 uM) and XAV-939
(Tocris, 5 uM) were added to the medium for the first ten days with medium change every other
day. On the tenth day, the free-floating spheres were transferred to neuronal differentiation
medium (NDM) containing Neurobasal® medium, 1% N2 (v/v), 1% NEAA (v/v), L-glutamine
and 1% Penicillin-Streptomycin (v/v). To promote hippocampal differentiation, NDM was



supplemented with CHIR-99021 (Stemgent, 0.5 mM) and brain derived neurotrophic factor
(BDNF, PeproTech, 20 ng/ml) for 90 days with medium changes every second day. On the day
in vitro 50, spheroids were dissociated into single cells with Trypsin 1X and plated in NDM on
polyornithine/laminin coated surfaces. Adherent cells were grown for 6 days in NDM
supplemented with CHIR-99021 (0.5 mM) and BDNF (20 ng/ml) with media change every
second day.

Differentiation of iPSCs to astrocytes

On the day in vitro 50, spheroids were dissociated and transferred into new ultra-low adherent
flask in neural expansion medium (NEM) containing DMEM/F12, 2% B27 without vitamin A
(v/v), 1% NEAA (v/v), 2 mM L-glutamine, 1% Penicillin-Streptomycin (v/v), and 0.2 pg/ml
heparin (Sigma-Aldrich). NEM was supplemented with 20 ng/ml FGF2 and 20ng/ml EGF
(Peprotech) for 30 days with media change every 2-3 days. On the day in vitro 80, free-floating
spheroids were dissociated into single cells and seeded to polyornithine/laminin coated culture
flasks in NDM. To promote astroglial differentiation, NDM was supplemented with ciliary
neurotrophic factor (CNTF, R&D Systems, 20 ng/ml) for 40 days with media change every 2-
3 days. Cells were passaged at confluency.

In vivo transplantation

For in vivo transplantation, male 10—12 weeks old RAG-1-deficient mice (n=3) generated by
Lund University breeding facility were used. All experimental procedures were conducted in
accordance with the European Union Directive (2010/63/EU) on the subject of animal rights,
and were approved by the committees for the use of laboratory animals at Lund University and
the Swedish Board of Agriculture. On the day in vitro 50, spheroids were dissociated into single
cells and resuspended in PBS to a final concentration of 100 000 cells/ul. The mice were
anesthetized with isoflurane (Baxter, Deerfield, IL) in oxygen (initial dose of 5% which was
reduced to 1-1.5% for maintenance of surgical depth anesthesia) delivered through a nose mask
during the surgery. The body temperature was maintained at 37.0°C during the surgery using a
thermostatically controlled rectal probe connected to a homeothermic blanket. The skull was
exposed by the skin incision after subcutaneous analgesia with Marcaine (50 pl of 2.5 mg/ml
stock solution, Astra Zeneca). Transplantation was stereotaxically performed for each mouse
through drilled hole in the skull using a 5-pl Hamilton syringe with 32-gauge needle and an
injecting minipump ((Nanomite Injector

Syringe Pump; Harvard Apparatus, Holliston, MA, USA). A volume of 2 pl of cell suspension
was injected at a rate of 0.5 pl/min at the following coordinates (from bregma and brain
surface): anterior/posterior (AP): -2.54 mm; medial/lateral (M/L): -1.5 mm; dorsal/ventral
(D/V): -1-75 mm. The needle was left in situ for 7 min after injection before being slowly raised,
and the wound was sutured.

Rodent brain tissue collection and processing

Five weeks after transplantation, the mice were transcardially perfused with PBS followed by
perfusion with 50 ml of 4 % paraformaldehyde (PFA). The dissected brains were post-fixed in
the same fixative overnight at 4°C. After fixation, brains were cryoprotected in 30% sucrose
(Sigma- Aldrich) for 48 hours at 4°C before being cut into 40 pum thick coronal serial sections
on a sliding microtome (Leica Microsystems GmH, Wetzlar Germany). The free-floating brain
sections were then stored in antifreeze solution at -20°C until immunohistochemical staining.

Immunostainings, microscopy and image analyses
For immunocytochemistry, the adherent cells aged 56 days were fixed with 2% PFA for 10 min
followed by fixation with 4% PFA for 10 min at RT, blocked for lhr at RT with 10% normal



donkey (NDS, VWR) or normal goat serum (NGS) in PBS with 0.1% Triton-X (Sigma-Aldrich)
and incubated overnight with target primary antibodies (Supplementary Table 6) prepared in
10% NDS/NGS in PBS at 4°C. On the next day, the cells were incubated with appropriate
Alexa-fluor 488, 555- or 647- conjugated secondary antibodies (Supplementary Table 6) in
PBS for 1hr at RT in the dark. Cell nuclei were counterstained with DAPI (1:10,000). Spheroids
aged 100 days were fixed for 45 minutes with 4% PFA at 4°C followed by incubation in PBS
overnight. Next day, spheroids were cryoprotected with 30% sucrose for 4-6 hours, embedded
in Tissue-Tek O.C.T. Compound (Sakura Finetek, Zouterwoude, the Netherlands), snap frozen
on liquid nitrogen and cryostat (Leica Microsystems GmH, Wetzlar Germany) at 30 um and
then stored at -80°C until immunohistochemical staining. For immunocytochemistry, frozen
sections were air-dried for 1 hour, washed 3 times in PBS with 0.5% Tween (PBST) pH 7.4 and
permeabilized with 0.3% Triton X-100 (for spheroid sections) or 0.4% Triton X-100 (for mouse
brain sections) for 30 min followed by blocking with 10% NDS in PBST and incubation with
target primary antibodies (Supplementary Table 6) in 10% NDS in PBST at RT with slow
agitation overnight. For staining detecting human nuclei (HuNu), M.O.M.t™v Mouse Ig
Blocking Reagent (Vector Laboratories) was used to block endogenous mouse antibody in the
brain sections. On the next day, sections were incubated with appropriate Alexa-fluor 488-,
555- or 647-conjugated secondary antibody (Supplementary Table 6) in 10% NDS in PBST at
RT for 1 hour. Image acquisition was performed using inverted epifluorescence microscope
LRI-Olympus IX- 73 or confocal microscope (Carl Zeiss, Germany). Automated quantitative
image analysis of stained cell cultures was performed with the MetaMorph Software V7.6
(Molecular Devices) using the Multi-Wavelength Cell Scoring application. For a specific
marker, positive cells were identified as having signal intensity above the selected intensity
threshold. Intensity thresholds were set blinded to sample identity. Three-dimensional surface
reconstructions of confocal z-stacks were created using the surface object and filament
functions in Imaris software 8.4.1 (Bitplane).

Morphometric analysis

All morphometric analyses were performed using Imagel software on the adherent cells aged
56 days stained with the MAP2 antibody. For soma area calculation, the Map2-positive cell
bodies were manually outlined and the area within was measured. The lengths of all individual
dendrites were counted and summed to estimate total dendrite length. To assess arborization,
dendrites were subjected to Sholl analysis using the Simple Neurite Tracer plugin (Ferreira et
al., 2014). Briefly, concentric circles were drawn around the cell center with increasing radii
and the algorithm then counts the number of intersections of the binarized neurite skeletons
with the concentric circles.

Electrophysiology

Electrophysiology recordings were performed on the adherent cells aged 56-58 days.
Coverslips were placed in the recording chamber during recordings and constantly perfused
with carbogenated artificial cerebral spinal fluid (ACSF, in mM: 119 NaCl, 2.5 KCIl, 1.3
MgSO0s4, 2.5 CaClz, 26 NaHCO3, 1.25 NaH2PO4, and 11 glucose, pH ~7.4) at 34°C. Whole-cell
patch-clamp recordings were performed using a potassium gluconate-based intracellular
solution (in mM: 122.5 potassium gluconate, 12.5 KCI, 10 HEPES, 2.0 Na2ATP, 0.3 Na2-GTP,
and 8.0 NaCl). Biocytin (1-3mg/ml, Biotium) was dissolved in the pipette solution for post-hoc
identification of recorded cells. Whole-cell patch-clamp recordings were performed with a
HEKA double patch clamp EPC10 amplifier using PatchMaster for data acquisition. Voltage
and current clamp recordings were used for the electrophysiological characterization. Sodium
and potassium currents were evoked by a series of 200ms long voltage steps ranging from -
70mV to +40mV in 10mV steps and their sensitivity to, respectively, 1uM TTx (Latoxan) and



10mM TEA (Abcam) were determined. A series of current steps, going from OpA to 190pA in
10pA steps and lasting 500ms, were performed from a membrane potential of approximately -
70mV to determine the cells ability to generate APs. To study the AP characteristics a current
ramp protocol going from 0-300pA in 1s was used. Current was injected, when needed, to keep
the membrane potential around -70mV. Data were analyzed offline with FitMaster (HEKA
Elektronik, Lambrecht, Germany) and IgorPro (Wavemet— rics, Lake Oswego, OR, USA).

Quantitative RT-PCR

Expression of miRNAs was assessed by qRT-PCR in the adherent cells aged 56 days. Total
RNA was extracted from cells using TRIzol® (LifeTechnologies, Carlsbad, CA, USA),
according to manufacturer’s instructions and as previously described (Gomes et al., 2019).
Total RNA was quantified using Nanodrop ND-100 Spectrophotometer (NanoDrop
Technologies, Wilmington, DE, USA) and conversion of cDNA was achieved with the
miRCURY LNA RT Kit (Qiagen, Hilden, Germany), using 5 ng total RNA. The Power SYBR®
Green PCR Master Mix (Applied Biosystems) were used in combination with predesigned
primers (Qiagen), summarized in Supplementary Table 7, using as reference genes U6,
RNUI1AT and a RNA-spike provided with the kit (all from Qiagen). The reaction conditions
consisted of polymerase activation/denaturation and well-factor determination at 95°C for 10
min, followed by 50 amplification cycles at 95°C for 10 s and 60°C for 1 min (ramprate 1.6%/s).
Each sample was performed in triplicate, and a non-template control was included for miRNA
analysis. The expression fold change vs. respective controls was determined by the 2- AACT
equation.

MSD MULTI-ARRAY Assay

Culture media (CM) were collected from HSs aged 100 days at four days after the last medium
change. The pellets of HSs were lysed with M-PER Mammalian Protein Extraction Reagent
complemented with Halt Protease Inhibitor Cocktail (100X). Total protein was determined
using the Piercetm BCA Protein Assay Kit according to the manufacturer instructions. A levels
were quantified in CM and HS lysates using the multiplex AB Peptide Panel 1 (6E10,
MesoScale Discovery, USA) according to the manufacturer’s protocol. Samples below or above
the sensitivity of the assay were set to zero or the max value, respectively. Concentrations were
normalized to total protein (pg/ug protein) and averaged between three wells per differentiation.

Western blot analysis

Spheroids aged 100 days were lysed with RIPA buffer or M-PER Mammalian Protein
Extraction Reagent complemented with Halt Protease Inhibitor and Halt Phosphatase Inhibitor
Cocktails. Protein concentrations were determined using the Piercerm BCA Protein Assay Kit
according to the manufacturer instructions. Samples were mixed with loading buffer, heated at
70 °C for 10 min and loaded into 10-20% Tricine gels. After electrophoresis the samples were
transferred to polyvinylidine difluoride (PVDF) membranes. Membranes were blocked in PBS
containing 0.1% Tween-20 (PBST) and 5% milk or 5 % BSA, and incubated with target primary
antibodies (Supplementary Table 8) overnight. Next day, membranes were incubated with
HRP-conjugated secondary antibodies (Supplementary Table 8) for 1 h diluted in PBST and
5% milk or 5% BSA. The blots were then visualized using Pierce Enhanced Chemo-
Luminescence solution and imaged in a Biorad Chemi-Doc chemo-luminescence system
(BioRad). Bands were quantified using Image Lab (Bio-Rad Laboratories).

Fourier transform infrared micro-spectroscopy
FTIR is a spectroscopic tool that can be used to detect molecular vibrations of main-chain
carbonyl groups, that occur in the wave number range of 1500 to 1700 cm™! (Amide I and II



regions), allowing the detection of B-sheet structures (Baker et al., 2014; Miller et al., 2013).
FTIR further allows to determine protein aggregation measured as average of B-sheet structures
(1628 cm™) to total protein (1656 cm™) absorption. FTIR micro-spectroscopy analyses were
performed on the parental fibroblasts, neurons aged 56 days, astrocytes aged 120 days, and HSs
aged 100 days, and using two different platforms. Cell pellets were homogenized, spread (1 pl)
on the 1 mm thick CaF2spectrophotometric window and dried under nitrogen flow. For
reproducibility, infrared spectra were taken from different areas of the cell pellet deposited on
CaF2. The HSs spectra were recorded on a Hyperion 3000 IR microscope (BrukerScientific
Instruments, Billerica, MA, USA) coupled to a Tensor 27, which was used as the IR light source
with 15A~ IR objective and MCT (mercury cadmium telluride) detector, located at Lund
University (Sweden). The measuring range was 900-4000 cm™!, the spectra collection was done
in transmission mode at 4 cm™! resolution from 250-500 co-added scans. For the parental
fibroblasts, neurons and astrocytes FTIR spectro-microscopy was performed at the SMIS
beamline of the SOLEIL synchrotron (France) using a Thermo Fisher Scientific Continuum XL
FTIR microscope through a 32x magnification, 0.65 NA Schwarzschild objective. For the
collection parameters were: spectral range 1000—4000 cm™!, in transmission mode at 4
cm! spectral resolution, with 8 pm x 8 pm aperture dimensions, using 256 coadded scans.
Background spectra were collected from a clean area of the same CaF2window. All
measurements were made at room temperature. For analysis of FTIR spectra OPUS software
(Bruker) and Orange (University of Ljubljana) were used and included atmospheric
compensation. Derivation of the spectra to the second order using Savitsky-Golay of 3
polynomial order 3 with 9 smoothing points, was used to unmask the number of discriminative
features and to eliminate the baseline contribution.

Viral vectors, gene transfer and FACS-based purification of GFP-positive cells

Spheroids aged 30 DIV were dissociated into single cells and plated in NDM on poly-
ornithine/laminin coated surfaces. Two hours later the cells were transduced with either the
eGFP or NDI1-expressing Moloney murine leukemia-derived retroviral vectors (pCMMP-
IRES2eGFP-WPRE or pCMMP-NeuroD1-IRES2eGFP-WPRE) at a multiplicity of infection
(MOI) of 5, in proliferation medium supplemented by protamine-sulfate (4 mg/ ml, Sigma-
Aldrich). The viruses were produced and titrated as previously described (Roybon et al., 2009).
Adherent cells were then cultured for 20 days in NDM supplemented with CHIR-99021 and
BDNF. Media was changed every other day. Twenty days later, the cells were detached with
Trypsin 1X, resuspended in Neurobasal medium without red-phenol and transferred to a FACS
tube. After centrifugation, the pellet was resuspended in Neurobasal medium without red-
phenol containing 10% normal serum. For exclusion of dead cells, fluorescent live-cell
impermeant DNA dye (DRAQ?7, BioStatus, 1:1000) was added, and the cells were incubated
on ice for 5 min before sorting. Samples were analyzed using a BD FACSAria III (BD
Biosciences) with FACSDiva v8.0 software (BD Biosciences) at the MultiPark Cellomics and
Flow Cytometry Core technical platform, at Lund University. The GFP-positive cells were
collected in Eppendorf tubes, snap-frozen in liquid nitrogen and stored at -80°C until RNA
extraction.

Affymetrix GeneChip microarray

Total RNA was extracted from the FACS-sorted GFP+ transduced cells using RNeasy Micro
Kit (QIAGEN, Hilden, Germany), according to the manufacturer instructions. After adding
350pul buffer RLT containing 1% beta-mercaptoethanol, the thawed samples were mixed using
a vortex and homogenized with QIAshredder spin columns. Next, 1 volume of 70% ethanol
was added and the samples were applied to RNeasy MinElute spin columns followed by an on-
column DNase digestion and several wash steps. Finally, total RNA was eluted in 14 pl of



nuclease free water. Purity and integrity of the RNA was assessed on the Agilent 2100
Bioanalyzer with the RNA 6000 Nano LabChip reagent set (Agilent, Palo Alto, CA, USA).
Sample preparation for microarray hybridization was carried out as described in the Affymetrix
GeneChip WT PLUS Reagent Kit User Manual (Affymetrix, Inc., Santa Clara, CA, USA). In
brief, 200 ng of total RNA was used to generate double-stranded cDNA. 15 pg of subsequently
synthesized cRNA was purified and reverse transcribed into sense-strand (ss) cDNA, whereat
unnatural dUTP residues were incorporated. Purified ss ¢cDNA was fragmented using a
combination of uracil DNA glycosylase (UDG) and apurinic/apyrimidinic endonuclease 1
(APE 1) followed by a terminal labeling with biotin. 5.5 pg fragmented and labeled ss cDNA
were hybridized to Affymetrix Clariom D human arrays for 16 h at 45° C and 60 rpm in a
GeneChip hybridization oven 640. Hybridized arrays were washed and stained in an Affymetrix
Fluidics Station FS450, and the fluorescent signals were measured with an Affymetrix
GeneChip Scanner 3000 7G. Fluidics and scan functions were controlled by the Affymetrix
GeneChip Command Console v4.3.3 software. RNA extraction and sample processing were
performed at an Affymetrix Service Provider and Core Facility, “KFB - Center of Excellence
for Fluorescent Bioanalytics” (Regensburg, Germany; www.kfbregensburg.de).

Summarized probe set signals in log2 scale were calculated by using the GCCN-SST-RMA
algorithm with the Affymetrix GeneChip Expression Console v1.4 Software. The output matrix
was processed in Perseus framework. To simplify the analysis, we examined transcriptomic
changes for annotated genes having a gene name and a protein accession number (representing
a total of 21,467 genes out of the 135,750 probes examined). The 2D annotation enrichment
analysis was performed using the biological pathways information available in KEGG
repository and the procedure was provided in Perseus software. Briefly, the average intensity
was calculated for each transcript in the four groups (Control:GFP, Control:ND1, APP:GFP,
and APP:ND1). Later, the GFP values were subtracted from their corresponding ND1 values in
both control and APP variant. The resulting values correspond to the difference between ND1
and GFP in both control and APP variant. For the enrichment analysis, pathways significantly
enriched were filtered through a FDR (Benjamini-Hochberg) with a g-value threshold of 0.01.

Label-free liquid chromatography-tandem mass spectrometry

100 pl of lysis buffer (50 mM dithiothreitol (DTT) and 2 w/v% sodium dodecyl sulfate (SDS)
in 100 mM Tris-Cl buffer, pH 8.6) was added to the spheroid sample. The sample was boiled
at 95 °C for 5 minutes, then proteins were extracted by sonication executing 30 cycles of 15s
on and 15 s off at 4 °C using a Bioruptor plus (model UCD-300) (Diagenode). Iodoacetamide
(IAA) was added to the lysate at the final concentration of 20 mM and was incubated at RT for
30 minutes in dark. The proteins were precipitated using 9 volumes of cold ethanol O/N at -20
°C and the protein pellet was dissolved in 50 mM ammonium-bicarbonate (AmBic) with 0.5%
SDC (sodium deoxycholate). The protein concentration was measured using the Micro BCA
Protein Assay Kit (Thermo Scientific) prior the digestion. Sequencing Grade Modified Trypsin
(Promega, Madison, WI) was added to the sample in 1:25 enzyme-substrate ratio and was
incubated for 18 hours at 37 °C. SDC was removed by EtOAc (ethyl acetate) extraction under
acidic conditions (Gil et al., 2017). Peptide concentration of the sample was measured using the
Pierce Quantitative Colorimetric Peptide Assay. The peptide samples were analyzed on a Q
Exactive HF-X mass spectrometer coupled to an Ultimate 3000 RSCLnano pump (Thermo
Scientific). Acclaim PepMap100 C18 (5 um, 100 A, 75 pm i.d. x 2 ¢cm, nanoViper) was used
as trap column and EASY-spray RSLC C18 (2 pm, 100 A, 75 um i.d. x 25 c¢m) as analytical
column. Solvent A was 0.1% formic acid (FA), solvent B was 80% acetonitrile (ACN) with
0.08% FA. The flow-rate was set to 0.3 pl/min and the column temperature was 45 °C. The
peptides were separated using a 120 min non-linear gradient and analyzed with a top 20 DDA
(data dependent acquisition) method. MS1 scans were acquired using a mass range of 375-1500



m/z, with a resolution of 120,000 (@ 200 m/z), a target AGC value of 3e06 and a maximum
injection time (IT) of 100 ms. The 20 most intense peaks were fragmented with a normalized
collision energy (NCE) of 28. MS2 scans were acquired with a resolution of 15,000, a target
AGC value of 1e05 and a maximum IT of 50 ms. The ion selection threshold was set to 8.00e03
and the dynamic exclusion to 40 s while single charged ions were excluded from the analysis.
The precursor isolation window was set to 1.2 Th. The raw files were analyzed using Proteome
Discoverer (PD) v2.2 (Thermo Scientific). Peptide and protein identification were performed
against UniProt human database (released 20180207, 42213 sequences including isoforms)
with SEQUEST HT as search engine. The following parameters were set during the search:
max. 2 missed cleavages, cysteine carbamidomethylation as static modification, methionine
oxidation, phosphorylation at serine, threonine and tyrosine as dynamic modifications,
acetylation as a dynamic N-terminal protein modification, 10 ppm precursor mass tolerance and
0.02 Da fragment mass tolerance. 1% false discovery rate (FDR) at both peptide and protein
levels was applied. For label-free quantitative analysis, protein abundance data was processed
with the aid of Perseus v1.6.1.2. In order to normalize and standardize the data, raw intensities
were log2 transformed and subtracted from the median of all proteins in each sample. To
determine proteins with significant differences in abundance between samples under study, t-
tests followed by FDR adjustment were performed. In all cases the g-value was set at 5%. The
quantitative data was also used for principal component analysis and hierarchical clustering by
means of Perseus. Groups of interesting proteins were submitted to biological processes and
pathways enrichment analysis, performed through the online tool DAVID Bioinformatics
Resources v6.8 (Huang da et al., 2009a, b).

Statistical analyses

All data were analyzed using GraphPad Prism 7 software and presented as mean + S.E.M. with
2-5 independent differentiations per cell line (indicated in the figure legend). Unpaired two-
tailed t-test or Mann-Whitney U test were used to compare two groups, repeated measures
ANOVA was employed for Scholl analysis. A P-value of < 0.05 was considered significant.
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Supplementary Table 1. Electrophysiological characteristics of human iPSC-derived

hippocampal neurons

Control 1 PS1 Control 2 APP

n 23 23 26 23

Viest (mV) -38.28 £ 2,201 -36.76 £ 2.20 -39.94 +1.93 -38.41 £2.00
Rinput (M€2) 3116 + 802 2229 +312 2981 + 485 3365 + 504
C (pp) 1.060 + 0.139 1.488 + 0.206 1.666 + 0.349 1.215+0.250
AP threshold (mV) -2042 +£1.12 -18.54 £0.95 -24.24 +0.73 -20.83 +1.24*
AP amplitude (mV) 37.19+1.93 35.96 +£2.15 46.81 +£3.25 34.67 £2.96*
AP rise time (ms) 1.71 £0.14 1.70 £0.12 2.03+0.34 2.254+0.30
Y, AP amp. width (ms) 2.04 £0.17 1.99+0.17 2.47+0.30 2.75+0.37
AHP peak (mV) 19.47 + 4.62 22.63 £1.73 20.89 +£1.56 20.71 £2.21

Abbreviations: Vi, resting membrane potential, Rinpui, input resistance, C, membrane capacitance.
n=23-26. P values: * = P<0.05.

Statistical analysis of Viest (p=07251), Rigpus (p=0.4481) and C (p=0.4763) by Kruskal-Wallis test show
no significant differences between any of the four lines.

Control 1 vs PS1:

AP threshold, Unpaired t-test: p=0.2076

AP amplitude, Mann-Whitney test: p=0.5276

AP rise time, Mann-Whitney test: p=0.8448

¥ AP amp. width, Mann-Whitney test: p=0.7482

AHP peak, Mann-Whitney test: p=0.9826.

Control 2 vs APP:

AP threshold, Unpaired t-test: p=0.0186
AP amplitude, unpaired t-test: p=0.0088
AP rise time, Mann-Whitney test: p=0.4440

%2 AP amp. width, Mann-Whitney test: p=0.8504

AHP peak, unpaired t-test: p=0.9461

Supplementary Table 6. Primary and secondary antibodies used for immunocyto- and
immunohistochemistry.

Antibody | Species | Type | Dilution | Manufacturer Reference
Primary antibodies

AFP Mouse Monoclonal | 1:500 Sigma-Aldrich A8452
AT8 Mouse Monoclonal | 1:500 Thermo Fisher MN1020
Beta-III-tubulin Mouse Monoclonal | 1:500 Sigma-Aldrich T8660
Calbindin Mouse Monoclonal | 1:500 Sigma Aldrich C9848
Calretinin Rabbit Polyclonal 1:500 Swant CR7697
Doublecortin Rabbit Monoclonal | 1:400 Cell Signalling 4604
Drebrin Rabbit Polyclonal 1:1000 Abcam ab11068
GABA Rabbit Polyclonal 1:500 Thermo Fisher PAS5-32241
GFAP Rabbit Polyclonal 1:2000 DAKO 70334
NCAM Mouse Monoclonal | 1:400 Santa Cruz SC-106
Human nuclear antigen Mouse Monoclonal | 1:250 Merck Millipore MABI1281
(hNuclei)

LEF1 Rabbit Monoclonal | 1:200 Cell Signalling 2230
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MAP2 Chicken | Polyclonal 1:1000 Abcam AB92434
NANOG, PE-conjugated Mouse Monoclonal | 1:200 BD Biosciences 560483
04 Mouse Monoclonal | 1:200 Gift from J. Goldman,
Columbia University, NY

OCT4 Mouse Monoclonal | 1:200 Merck Millipore MAB4401
PAX6 Mouse Monoclonal | 1:400 Thermo Fisher MAI1-109
PROX1 Rabbit Monoclonal | 1:400 Abcam ab199359
Sendai virus Chicken | Polyclonal 1:1000 Abcam ab33988
SMA Mouse Monoclonal | 1:200 Sigma Aldrich A2547
Synaptophysin Mouse Monoclonal | 1:1000 Merck Millipore MAB5258
TBRI1 Rabbit Polyclonal 1:500 Merck Millipore AB10554
TRA-1-81 Mouse Monoclonal | 1:200 Thermo Fisher 41-1100
ZBTB20 Rabbit Polyclonal 1:200 Sigma Aldrich HPAO016815
Secondary antibodies
Anti-chicken Alexa Donkey | Polyclonal 1:400 Jackson Immuno Research | 703-545-155
Fluor® 488
Anti-mouse Alexa Fluor® | Donkey | Polyclonal 1:400 Thermo Fisher A21202
488
Anti-rabbit Alexa Fluor® | Donkey | Polyclonal 1:400 Thermo Fisher A21206
488
Anti-mouse Alexa Fluor® | Donkey | Polyclonal 1:400 Thermo Fisher A31570
555
Anti-rabbit Alexa Fluor® | Donkey | Polyclonal 1:400 Thermo Fisher A31572
555
Anti-chicken Alexa Donkey | Polyclonal 1:400 Merck Millipore AP194SA6
Fluor® 647
Anti-mouse Alexa Fluor® | Donkey | Polyclonal 1:400 Thermo Fisher A31571
647
Anti-chicken Alexa Goat Polyclonal 1:500 Jackson Immuno Research | 103-605-155
Fluor® 647
Anti-mouse Alexa Fluor® | Goat Polyclonal 1:500 Jackson Immuno Research | 115-605-146
647
Anti-mouse Alexa Fluor® | Goat Polyclonal 1:500 Jackson Immuno Research | 115-545-146
488
Anti-rabbit Alexa Fluor® | Goat Polyclonal 1:500 Jackson Immuno Research | 111-165-144
Cy3
Streptavidin, Alexa 1:400 Thermo Fisher S32357
Fluor™ 647 conjugate

Supplementary Table 7. List of primer sequences used in qRT-PCR for microRNA

expression
microRNA Target Sequence

hsa-miR-21-5p

5’- UAGCUUAUCAGACUGAUGUUGA-3’

hsa-miR-29a-5p

S'ACUGAUUUCUUUUGGUGUUCAG-3’

hsa-miR-124-3p

S'UAAGGCACGCGGUGAAUGCC-3’

hsa-miR-125b-5p

5’-UCCCUGAGACCCUAACUUGUGA-3’

U6 snRNA

Reference gene

RNUI1A1

Reference gene
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Supplementary Table 8. Primary and secondary antibodies used for Western Blotting

Antibody | Species | Type | Dilution | Manufacturer Reference
Primary antibodies

Actin Mouse Monoclonal | 1:1000 Sigma A5316
ATS Mouse Monoclonal | 1:1000 Thermo Fisher MN1020
Drebrin Rabbit Polyclonal 1:1000 Abcam ab11068
MAP2 Mouse Monoclonal | 1:1000 Sigma M4403
PSD-95 Mouse Monoclonal | 1:1000 Merck Millipore MABI1596
Synaptophysin Mouse Monoclonal | 1:1000 Merck Millipore MAB5258
Secondary antibodies

Anti-mouse IGG HRP- Goat Polyclonal 1:1000 R&D Systems HAF007
conjugated

Anti-rabbit IGG HRP- Goat Polyclonal 1:1000 R&D Systems HAFO008
conjugated
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Diagnosis Molecular analysis  Age at biopsy Gender iPSC line ID
Ctrl [Non demented healthy individual (NDHI)] | NA 65 Male CSC-36C,Dand E
Ctrl (NDHI) NA 56 Female CSC-37N and 37R
Ctrl (NDHI; Target ALS, cat# ND50004) NA 49 Female TALSCTRL15.12
See Assini et al., Neurology, 2003; 60;150 PS1, p.R278K 53 Male CSC-12D,Eand F
See Sorbi et al., Nature Genetics, 1993, v4 APP, p.V7171 50 Female CSC-17F,F.1and F.2
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