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Exposure to environmental chemicals such as lead (Pb)
during vulnerable developmental periods can result in adverse
health outcomes later in life. Human cohort studies have
demonstrated associations between developmental Pb expo-
sure and Alzheimer’s disease (AD) onset in later life which were
further corroborated by findings from animal studies. The
molecular pathway linking developmental Pb exposure and
increased AD risk, however, remains elusive. In this work, we
used human iPSC-derived cortical neurons as a model system
to study the effects of Pb exposure on AD-like pathogenesis in
human cortical neurons. We exposed neural progenitor cells
derived from human iPSC to 0, 15, and 50 ppb Pb for 48 h,
removed Pb-containing medium, and further differentiated
them into cortical neurons. Immunofluorescence, Western
blotting, RNA-sequencing, ELISA, and FRET reporter cell lines
were used to determine changes in AD-like pathogenesis in
differentiated cortical neurons. Exposing neural progenitor
cells to low-dose Pb, mimicking a developmental exposure, can
result in altered neurite morphology. Differentiated neurons
exhibit altered calcium homeostasis, synaptic plasticity, and
epigenetic landscape along with elevated AD-like pathogenesis
markers, including phosphorylated tau, tau aggregates, and
AB42/40. Collectively, our findings provide an evidence base
for Ca dysregulation caused by developmental Pb exposure as a
plausible molecular mechanism accounting for increased AD
risk in populations with developmental Pb exposure.

Lead (Pb) is a heavy metal that persists in the environment and
has been considered a major public health concern due to its
legacy uses in the industry (1). Although Pb is highly regulated by
the US Environmental Protection Agency (EPA), a significant
fraction of the population is still exposed to Pb through the
consumption of contaminated food and/or water (2). In 2016,
the Centers for Disease Control (CDC) reported that the average
blood lead level in the US population is 0.920 pg/dl (3) below the
current blood Pb reference value, which is 5 and 3.5 pg/dl for
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adults and children set by the CDC, respectively (4, 5). Exposure
to high levels of Pb is associated with acute symptoms, such as
headaches, restlessness, and abdominal cramps (6), and is more
frequently observed in children below the age of three. Chronic
exposure to low concentrations of Pb is more common among
the population and has a strong link to several long-term adverse
health effects, including hypertension, renal failure, and most
recently increased risks of late-onset neurological diseases,
notably Alzheimer’s disease (AD) and Parkinson’s disease (7, 8).
The developmental period, including prenatal and perinatal,
is a highly sensitive window toward exposure that contributes
to shaping health status later in life based on the develop-
mental origin of the health and disease paradigm. Clinical
outcomes of low-dose Pb exposure in infants and children
include declines in learning ability and visual-motor coordi-
nation, as well as increases in distractibility, reaction times, and
antisocial behavior (9, 10). Children exposed to Pb also suffer
from neurodevelopmental, psychiatric, and behavioral disor-
ders (11, 12). Longitudinal studies show these cognitive effects
of developmental Pb exposure persist into adulthood (13-15).
Furthermore, increasing literature evidence suggests that
chronic low-level Pb exposure is associated with an increased
risk of neurodegenerative diseases (7, 8). The connection be-
tween developmental Pb exposure and neurodegeneration,
particularly AD, has been observed in various animal models,
including mice (16, 17), rat (18), zebrafish (19), and monkeys
(20). The molecular mechanism that remains latent over years
and contributes to AD onset, however, remains elusive.
Among multiple neurotoxic mechanisms, one of the pre-
vailing hypotheses suggests that the neurotoxicity of Pb arises
from its similarity to Ca which plays significant roles in
neuronal signaling based on valency and molecular size (21).
Specifically, Pb competes with intracellular Ca to bind to
multiple proteins essential for miscellaneous signaling path-
ways, including the binding of calcium to synaptotagmin I (22)
and the activation of calmodulin (23). Specifically, calmodulin
(CaM), a key Ca-activated protein, has a higher binding affinity
for Pb than Ca (24). Furthermore, Pb also disrupts neuro-
transmission by interfering with voltage-gated Ca channels
(25) and acting as a noncompetitive antagonist of postsynaptic
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Pb Exposure increase AD risk via Ca homeostasis

N-Methyl-D-aspartate (NMDA) receptors, a glutamatergic
receptor heavily involved in learning and memory (26). Dis-
rupted signal transduction pathways have been observed to
negatively impact the plasticity and long-term potentiation
(LTP) of neurons in animal models. Studies on the molecular
impact of low-dose, early developmental Pb exposure in rats
and zebrafish reported reduced neural plasticity and impaired
LTP of neurons by increasing oxidative stress, decreasing
neurogenesis, and interfering with neurotransmission (27-30).

Although the mechanisms outlined earlier partially account
for Pb-induced neurotoxicity arising from developmental expo-
sure, the long latent period between exposure events and disease
on-set remains largely unaddressed. The transgenerational Pb-
exposure effects observed in mouse models (31, 32) further
verified the involvement of epigenetic mechanisms as an un-
derlying molecular mechanism transmitting late-onset disease
risks. Epigenetic modifications, including 5 mC and H3K27me3,
have been identified as potential biomarkers indicating the onset
of neurodevelopmental (33, 34) and neurodegenerative diseases
(35). Epigenetic modifications, particularly DNA and histone
methylation, can be maintained for an extended period and have
the potential to be passed down to offspring. We thus expect that
exposure to environmental insults causing significant differences
in DNA and histone methylation during early development can
have a variety of implications for future cell lineages. Literature
reports a decreased amount of DNA methylation following Pb
exposure in human (36), rodent (37), and zebrafish (38) models.
Prior work from our group examined the potential persistence of
epigenetic modifications in human cell lines, namely, HEK293
and SH-SY5Y cells, and found that exposure to Pb led to
persistent change in 5 mC level, which was correlated with cell
development (39, 40). Human-induced pluripotent stem cells
(hiPSCs) have gained increased popularity as an in vitro platform
for studying brain biology. Cortical neurons with a high per-
centage of glutamatergic neurons resembling the critical brain
region involved in AD, namely, cerebral cortex (41) and hippo-
campus (42), can be differentiated from hiPSC following well-
established protocols (43, 44) offering unprecedented opportu-
nities to evaluate the impact of developmental Pb exposure on
neuron formation and functionality.

Here, we evaluated the effect of prior developmental Pb
exposure on neuronal differentiation, synapse formation,
epigenetic markers, the transcriptome, Ca homeostasis, and
AD-related pathological changes. We observed persistent al-
terations in genes regulating Ca homeostasis and elevations in
AD hallmarks, including phosphorylated tau in treated neu-
rons as well as tau aggregates and the B-amyloid peptide
variant APB42 in the cell culture medium. Based on the col-
lective findings, a plausible mechanism was proposed linking
developmental Pb exposure and AD risks later in life.

Results

Pb exposure results in persistent changes in neuron
development and morphology

Following an established protocol (44), we differentiated
hiPSCs into neural progenitor cells (NPCs) identified with PAX6
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and FOXG1, two common markers of NPCs (45, 46) (Fig. S1). To
assess the effects of Pb exposure on nervous system development,
we exposed NPCs to 0, 15, and 50 ppb Pb for 48 h before pro-
ceeding to differentiation as summarized in Figure 1A. The dose
of Pb exposure was selected based on the regulation standards
and prevailing Pb concentrations found in the environment.
Specifically, 15 ppb (1.5 pg/dl) is the maximum concentration
allowed in drinking water according to the US EPA (47). In all,
50 ppb (5 pg/dl) was the blood lead reference level for children set
by the CDC, which was further lowered to 35 ppb (3.5 pg/dl) in
2021 (48). In all, 15 and 50 ppb Pb exposure does not alter cell
viability (Fig. S2A) or density (Fig. S2B) and is thus suitable for
evaluating long-term neurotoxicity. NPCs are abundant in
developing brains, particularly during the second (49) and third
(50) trimesters. We thus exposed NPC to defined doses of Pb
mimicking a developmental exposure.

To start, we assessed how prior Pb exposure may affect the
differentiation process using cell markers for intermediate
progenitor cells (TBR2), immature neurons (TBR1), and mature
neurons (MAP2). Differentiating cells were stained for these
markers at selected time points as summarized in Figure 1B.
Most of the cells were found to be TBR2+, TBR1+, and MAP2+
on Days 10, 18, and 35, respectively, with no significant differ-
ence among cultures exposed to different Pb doses. We further
verified the identity and composition of cortical neuron cultures
on Day 35 using the markers VGLUT1 and GFAP as shown in
Fig. S3. Differentiated neurons were almost all positive with
VGLUT1 regardless of Pb exposure, and a few GFAP astrocytes
were found in any of the cultures.

We then performed neurite outgrowth analysis on imma-
ture (Day 25) and mature (Day 45) neurons as shown in
Figure 1, C and D, respectively. Immature neurons with
developmental exposure to Pb had significantly longer neurite
lengths (an increase of ~40% and 85% compared to the control
for 15 and 50 ppb of Pb, respectively). A similar trend was
observed for the number of branches on immature (Day 25)
neurons. Mature neurons at Day 45 still had increased neurite
lengths after Pb exposure, but the difference among cultures
exposed to varying Pb doses diminished. No difference was
detected in the number of branches among cultures exposed to
different Pb concentrations.

Persistence of the epigenetic landscape alterations after
developmental Pb exposure

We then assessed nuclear morphology and chromatin
compactness. Nuclear area and roundness were measured
using DAPI-stained nuclei from Day 25 and Day 45 following
our established protocol (39, 51-53). The data were summa-
rized in Fig. S4, A and B for Days 25 and 45, respectively.
Developmental exposure to Pb did not affect the nuclear area,
but slightly altered nuclear roundness after exposure to
50 ppb Pb on Day 25 suggesting a more anisotropic nuclear
shape. The trend persists on Day 45. No changes were detected
in nuclear compactness at either Day 25 or 45.

We characterized changes in three epigenetic markers,
namely cytosine methylation (5 mC), H3K4me3, and
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Figure 1. Alterations in neural morphology after developmental exposure to Pb. 4, illustration of the exposure, differentiation, and assessment scheme
for this work. B, representative images of differentiating cortical neurons at Day 10, 18, and 35. TBR2 stains for intermediate progenitor cells, TBR1 stains for
immature neurons, and MAP2 stains for mature neurons. Scale bar = 20 um. Total neurite length (top) and branch number (bottom) were quantified at (C)
Day 25 and (D) Day 45. N = 10 views from three independent differentiations. Data = mean * SE. N.S., not significant; *p < 0.05 and ***p < 0.001.

H3K27me3, all of which are characteristic markers of
repressed chromatin regions (54-57). Typical images of
stained cells in Day 25 and 45 cultures are summarized in
Figure 2, A and C. At Day 25, we observed significant decreases
in all three markers with changes more significant at a higher
dose of Pb. Changes in H3K4me3 and H3K27me3 were
compensated on Day 45. A decrease in 5 mC, however, was
found to persist with significant changes in neurons exposed to
both 15 and 50 ppb Pb at Day 45. Changes in epigenetic
markers were further verified using ELISA for 5 mC, and
Western blot for H3K27me3 and H3K9me3 with results
summarized in Fig. S4, C—H. Similar trends were observed on
both days with compensatory effects over time.

Transcriptomic analysis of neuron culture after developmental
Pb exposure

With persistent Pb-dependent changes in the epigenetic
landscape, particularly 5 mC, we proceeded to evaluate tran-
scriptomic changes in neurons via RNA-sequencing (RNA-seq).

SASBMB

Volcano plots showing the number and fold changes of differ-
entially expressed genes (DEGs) identified for 0 to 15 ppb and 0 to
50 ppb are summarized in Figure 3A. The similarity of DEGs from
15 and 50 ppb Pb-treated cells is summarized via a Venn diagram
in Figure 3B. We performed gene enrichment analysis via Gene
Ontology (GO) using Pb-untreated and treated samples (see
Table S1); and the top enriched biological processes (BP) and
cellular compartments (CC) are shown in Figure 3C. From all
enriched biological processes, the cellular response to calcium
emerged as the top altered process with more than seven-fold
DEG enrichments (p,4; = 0.0148). Mitochondrial ATP synthesis
and cytoskeleton organization were also noticeably altered. The
top affected cellular compartment was found to be respiratory
chain complex I, associated with mitochondrial ATP synthesis.
The synapse, a major compartment for calcium intake, and
cytoplasmic vesicles that participate in multiple neuronal
signaling and cell trafficking events were ranked second and third
among affected cellular compartments.

We identified five genes that were consistently altered after
in cultures exposed to 15 and 50 ppb Pb and are known to
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Figure 2. Persistant alterations in epigenetic landscape of differentiated neurons after developemental Pb exposure. Image panel of neurons at (A)
Day 25 and (B) Day 45 stained for 5 mC, H3K4me3, and H3K27me3 markers. Scale bar = 10 um. Relative change in integrated intensity of 5 mC, H3K4me3,
and H3K27me3 markers of neurons at (C) Day 25 and (D) Day 45. Data = Mean + SE. N > 600 cells from six independent differentiations. N.S., not significant;

*p < 0.05 and ***p < 0.001.

contribute to neuronal calcium homeostasis; their mean
transcriptional levels are shown in Figure 3D. Among them,
the voltage-gated calcium channel CACNBI (15 ppb: 13%;
50 ppb: 19%) and ionotropic glutamate receptor GRINI
(15 ppb: 11%; 50 ppb: 23%) were significantly upregulated.
CaMK?2B, a calcium-regulated kinase, was also significantly
upregulated (15 ppb: 23%; 50 ppb: 28%).

We also evaluated changes in epigenetic enzymes regulating
the selected epigenetic modifications, namely, 5 mC,
H3K27me3, and H3K4me3 as shown in Figure 3, E-G. Among
them, TETI and TET?2 were significantly downregulated in the
cultures exposed to 50 ppb Pb (TET1: -22.5%; TET2: —-15.5%).
The expression of DNA methyltransferases including DNMT1,
DNMT3A, and DNMT3B, however, was not significantly
altered. No significant changes were observed for genes
regulating H3K27me3. KMT2B and KMT2C, the methyl-
transferases, involved in converting H3K4 to the H3K4me3
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form, were significantly altered in cultures treated with
50 ppb Pb (KMT2B: +12% and KMT2C: -13.5%) and the
H3K4me3 demethylase, KDM5A, showed significant down-
regulation (-14.7%) under the same exposure conditions.

Furthermore, we identified AD-associated gene sets that
were altered after Pb exposure at both doses summarized in
Figure 3H and Table S2. DEGs were clustered based on
transcriptional levels and changes in the expression levels of
these genes exhibited a clear association with Pb doses.

Developmental Pb exposure alters synapse density and Ca
homeostasis

Synapses are responsible for transmitting signals between
neurons; and synapse loss is one of the key pathological features
of AD (58, 59). We first characterized changes in synapses by
evaluating the synaptic density of differentiated (Day 45)

SASBMB
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Figure 3. Transcriptomic analysis of Pb-treated neuronal culture. A, volcano plots of DEGs identified for mature neurons (Day 45) of (left) 15 ppb vs.
0 ppb and (right) 50 ppb vs. 0 ppb of prior Pb treatment. N = 3 independent differentiations. B, Venn diagram summarized the shared DEGs between 15 ppb
and 50 ppb. C, top biological pathways (BP) and cellular compartments (CC) altered by Pb exposure via Gene Ontology analysis with P,q; next to each
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where z-score = ((gene expression of each group) —
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(mean expression across all groups))/(standard deviation of gene expression across all groups).
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neurons co-stained for Synapsinl (pre-synaptic marker) and
HOMERI1 (post-synaptic marker). Typical confocal images of
co-stained neurites are shown in Figure 44. We used SynQuant
(60) to identify synapses along neurites with results summarized
for the pre-synapses (Fig. 4B, left), post-synapses (Fig. 45,
middle) as well as synaptic pairs (Fig. 4B, right). Significant
decreases were observed in pre-synaptic, post-synaptic, and
synaptic pair density after 50 ppb Pb exposure. In cultures
exposed to 15 ppb Pb, only the post-synaptic density showed a
significant decrease. Conversely, the overall expression of Syn-
apsinl seems to increase over the neurites. Furthermore, pro-
tein expression of Synapsinl, HOMER1 and MAP2 were
examined via Western blot using GAPDH as control (Fig. 4C).
A decrease in HOMERI expression was observed agreeing with
the lower density of post-synapses as summarized in Figure 4D
(left). Synapsinl expression, however, increased with Pb treat-
ments (Fig. 4D, middle) while MAP2 expression remained un-
changed (Fig. 4D right). The discrepancy between Synapsinl
expression level and post-synaptic density suggests potentially
altered protein transportation of Synapsinl from the soma/axon
to synapses. A closer examination of the post synaptic
compartment co-stained for PSD95 and GRIN1 (Fig. 4E) further
verified our findings. Despite reduced synaptic density, GRIN1
expression was significantly elevated in PSD95+ post-synaptic
compartments in cultures exposed to 15 ppb Pb (Fig. 4F).
Western blot further verified the increase in GRIN1 expression
as shown in (Fig. 4, E and F), which is consistent with our
transcriptomic findings (see Fig. 3D).

CaMKII is known to play a role in modulating calcium ho-
meostasis (61) and was thus assayed via immunofluorescence.
Confocal images of neurons stained for CaMKII are shown in
Figure 41, with their relative changes quantified in Figure 4J. The
intensity of CaMKII staining of a single neuron was measured; and
the analysis showed significant increases in CaMKII expression
(>60%) at both 15 and 50 ppb Pb where the finding was further
validated by Western blot summarized in Figure 4, K and L.

We used Fluo-4, a commonly used single-wavelength calcium
indicator (62, 63), to further evaluate changes in intracellular
calcium. Typical images of Fluo-4-stained neurons are shown in
Figure 4, M, and N summarizes the relative changes in Fluo-4
intensity after Pb exposure. Noticeably, mature neurons showed
significantly elevated Fluo-4 intensity with both 15 and 50 ppb Pb
exposure. Intracellular calcium concentration is proportional to
the fluorescent intensity of Fluo-4 assuming that prior Pb expo-
sure does not affect the minimum and saturation maximum in-
tensity of the Fluo-4 dye. Therefore, prior Pb exposure can alter
calcium homeostasis in differentiated neurons.

Developmental Pb exposure increases the risk of AD

To establish a connection between developmental Pb
exposure and AD risk, we characterized changes in well-
established pathological hallmarks of AD, namely, phosphor-
ylated tau, beta-amyloid (AP) peptide, and tau aggregates
formed by hyperphosphorylated tau (64, 65).

Multiple phosphorylation events at different sites on the tau
protein have been associated with AD onset. Among these,
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phosphorylation of threonine 181 (Thr 181) is the most
abundant in the middle stages (stage III/IV) of AD (66). We
thus quantified pThr181-tau levels in our Pb exposed neurons
stained with an antibody specific for this marker. Figure 54
shows typical images of pThr181-tau in mature neurons, and
intensity analysis showed significantly increased pThr181-tau
levels in neurites as summarized in Figure 5B. Western blot
was also performed to quantify changes in pThr181-Tau and
total Tau expression as shown Figure 5, C and D. Tau proteins
are known to oligomerize and migrate as multiple bands on
SDS-PAGE as demonstrated in previous literature (67, 68),
these bands are thus all accounted for in our analysis. A sig-
nificant increase in cellular pThr181-Tau and [pThr181-Tau]/
[total Tau] was observed while total Tau expression remains
unchanged. Although the general trend follows the observa-
tions in immunostaining, the magnitude of changes was much
smaller in Western blot analysis. The discrepancy can be
potentially attributed to the spatial preference of pThr181-Tau
in dystrophic neurites.

As we observed significant increases in the levels of
pThr181-tau, we utilized a biosensor reporter cell line to
quantify changes in tau aggregates in the culture medium. This
reporter cell line was developed by Hitt et al based on the
expression of a truncated tau variant (K18-P301S) fused to two
fluorescent proteins that constitute a FRET pair (69, 70).
Culture medium harvested from mature neurons on Day 45
was added to the reporter cells and the integrated FRET in-
tensity was recorded as a measure of the amount of intracel-
lular tau aggregates formed via a seeding process. Figure 5E
shows representative images of reporter cells visualized at a
ERET setting. The normalized FRET intensity, calculated as
FRET intensity/donor intensity, is summarized in Figure 5F
(see Fig. S5 for negative control (fresh medium) and positive
control (fresh medium with 50 nM of preformed fibrils pre-
pared from recombinant tau (PHF-tau))). The results collec-
tively suggest that developmental Pb exposure increases levels
of tau seeds secreted in the medium by ~ 10% and 6% for 15
and 50 ppb Pb-exposed samples, respectively.

We further quantified the amount of AP isoforms secreted
in the culture medium by ELISA assays. At Day 45, we
observed significant increases in APy, concentrations in the
culture medium harvested from neurons exposed to 15 and
50 ppb Pb, while AP,y concentrations remained almost un-
changed as shown in Figure 5E top and middle. The Ap42/40
ratio was increased significantly by ~2.4 and ~3.4 times at 15
and 50 ppb, respectively (see Fig. 5E bottom). The expression
of amyloid beta precursor protein (APP) was quantified via
Western blot showing no significant changes after Pb treat-
ment (Fig. 5, H and I). Secretases associated with Ap pro-
cessing such as - and y-secretase also showed no significant
alterations in our RNA-seq analysis.

Discussion

Developmental Pb exposure is suggested as a potential
environmental trigger for neurodegenerative diseases based on
findings from human and animal studies. For example, a
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Figure 4. Developmental exposure to Pb leads to changes in synaptic density and calcium homeostasis. A, representative confocal images of mature
neurons stained for DAPI, MAP2, Synapsin1/2, and HOMER1 at Day 45. Scale bar = 10 um. B, relative changes in pre-synapse (left), post-synapse (middle), and
synaptic pair (right) density of mature neurons after Pb exposure. N > 15 neurites from three independent differentiations. C, typical Western blot images
examining Synapsin1, HOMER1, and MAP2 expression with their relative expression level quantified in (D) using protein extracts of cortical neuron cultures
at Day 45. N = 3 independent differentiations. E, confocal images of neurites stained for GRIN1, PSD95 and MAP2. Scale bar = 5 um. F, a summary of relative
changes in GRIN1 intensity in PSD95%/GRIN1" post-synapses after developmental exposure to varying doses of Pb. N > 10 neurites from two independent
differentiations. G and H, Western blot examining GRIN1 expression using protein extracts of cortical neurons harvested at Day 45. N = 3 independent
differentiations. /, confocal images of mature neurons at Day 45 stained for CAMKIl and MAP2. Scale bar = 15 pm. Relative changes in CAMKII intensity of
mature neurons (MAP2+) were quantified in (J) at different exposure doses. N > 100 neurons from two independent differentiations. K and L, Western blot
examining CAMKII expression using protein extracts of cortical neurons harvested at Day 45. N = 3 independent differentiation. M, typical wide-field images
of mature neurons stained with live cell calcium indicator Fluo-4. Scale bar = 25 um. N, relative changes in Fluo-4 intensity. N = 60 neurons from three
independent differentiations. Data = mean + SE. N.S,, not significant; *p < 0.05, **p < 0.01 and ***p < 0.001.

retrospective human study shows an association between adult Pb exposure has been identified as an AD risk factor (72,

prenatal Pb exposure and altered genes/enzymes that are 73), which suggests that cumulative lifetime Pb exposure is
implicated in amyloid plaque formation (71). Higher dose associated with accelerated declines in cognition and dementia
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Figure 5. Elevated AD pathological markers in differentiated neurons with developmental Pb exposure. A, confocal images of mature neurons at Day
45 stained with p-Tau (pThr181-Tau) and DAPI. Scale bar = 50 pm. The relative change of pThr181-tau in neurites was quantified in (B). N > 60 neurites from
two independent differentiations. C and D, p-Tau and total Tau expression were examined via Western blot using protein extracts of cortical neurons
harvested at Day 45. N = 3 independent differentiations. E, representative FRET images of HEK293T tau biosensor cells treated with culture medium
recovered from Pb exposed mature neuron culture at Day 45. F, the FRET intensity of HEK293T tau biosensor cells was quantified and normalized to the
unexposed control. N = 8 medium samples harvested from four independent differentiations. The concentrations of AR, (G-top) and A4 (G-middle) in
culture medium harvested at Day 45 were quantified via ELISA assays. Ratio of AB4./AB4o (G-bottom) was calculated based on each sample. N = 8 medium
samples harvested from four independent differentiations. H and I, APP expression of cortical neurons harvested at Day 45 were detected and quantified via
Western blot. N = 3 independent differentiations. Information of APP and CAMKII was extracted from the same blot, and (H) thus shared the same GAPDH
control as 4K. J, illustration of hypothesized molecular pathway altered by developmental Pb exposure conferring increased AD risk. Data = mean + SE. N.S,,
not significant; *p < 0.05, **p < 0.01, and ***p < 0.001.

(74). Studies using non-human primate, rodent, and zebrafish increased AD risk arising from developmental Pb exposure
models also show that early-life Pb exposure results in tran- remains elusive.

scriptional and histopathological changes related to neuro- We chose to work with cortical neurons derived from hiPSC
degeneration and pathologies related to AD in adult brains since existing animal models do not necessarily capture the
(75-78). However, the molecular mechanism contributing to  complexity of AD pathology or etiology. Currently, 15 ppb is the
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maximum Pb concentration allowed in drinking water set by US
EPA (47). The median blood lead level of children in the United
States between the ages of 1 to 5 years was determined as 0.6 pug/
dl (6 ppb) in 2017 to 2018 which dropped 96% from the previous
value of 15 pg/dl (150 ppb) in 1976 to 1980 (79). We thus chose
to work with 15 and 50 ppb Pb due to its prevalence in the
population. NPCs can serve as precursor cells for differentiation
into various neuron subtypes, including cortical neurons and
supporting cells (80), and they are abundant in both fetal and
infant brains (81, 82). We thus set the exposure window during
the NPC stage to mimic prenatal exposure, as well as, exposure
in infants, via Pb in breastmilk (83).

NPCs with exposure to environmentally relevant levels of
Pb differentiate into cortical neurons with no significant dif-
ferences in neuron composition or nuclear morphology
compared to the untreated control detected. The differenti-
ating neurons, however, have increased neurite lengths and
branch numbers at an immature stage, whereas these differ-
ences diminish at maturation. These data are consistent with
previous studies using human embryonic cells (hESCs)
exposed to Pb at 800 to 3800 ppb (84), and PC12 cells exposed
to 50 ppb Pb (85) both of which showed increases in neurite
length after Pb exposure. Meanwhile, we also observed
changes in synaptic density. Pb exposure reduced the synaptic
density for the pre-synapse, post-synapse as well as synaptic
pairs. Loss of post-synaptic density is commonly observed in
mouse models with AD mutations (86—88).

Epigenetic analysis of immature and mature neurons sug-
gested decreases in repressive markers of immature neurons.
The trend persists with neuron maturation for 5 mC but not
for the selected bivalent markers, namely, H3K4me3 and
H3K27me3. The loss of repressive markers after Pb exposure
has been previously reported in various cell culture models
(e.g., SH-SY5Y and HEK293T cells) (39, 40, 54), animal models
(e.g, mouse and zebrafish) (38, 89) and a human cohort study
(90); and was postulated to originate from altered activities of
epigenetic enzymes (38, 91). The observed changes in Pb-
exposed cortical neurons cannot be fully accounted for by
the alterations in epigenetic enzymes observed in our tran-
scriptomic analysis. Instead, cells seem to make attempts to
normalize the acquired changes by modulating epigenetic
enzyme levels. For example, although 5 mC levels are persis-
tently reduced, we observed significant decreases in TETI and
TET2, both of which are responsible for reducing methylation
levels in cells.

The persistent 5 mC changes observed in Pb-exposed
neurons led us to postulate that molecular pathways are
compromised in mature neurons after developmental Pb
exposure. Our RNA-seq analysis suggested that cellular re-
sponses to Ca were the top altered biological processes. Ca
plays an essential role in neuronal function as a charge carrier
and an intracellular messenger (92). Calcium signaling is
involved in various developmental processes and plays a key
role in apoptosis, neurotransmitter release, and membrane
excitability (93, 94). Pb resembles Ca in both valency and
structure and thus has a similar capacity for binding to Ca-
specific targets. A closer examination of DEGs suggests
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major changes in NMDAR, CaMKII, and calcium channels,
which we further verified in our results via immunostaining
and calcium imaging. Neurons with developmental Pb expo-
sure have increased NMDAR, CaMKII, and intracellular Ca
concentrations. This finding is consistent with population
studies suggesting elevated intracellular Ca concentrations in
long-term Pb-exposed workers (95). Elevated CaMKII
expression and activity were also previously reported in rat
brains after prolonged (10 days) exposure to 1500 ppm Pb (96).
Impaired NMDA receptor complex has been previously re-
ported in a rat model with 1 uM of Pb exposure during syn-
aptogenesis, and the resulting primary neurons showed
significant upregulation in NR1 associated with PSD95 (97).

It Is also noteworthy that perturbations of NMDAR (98, 99)
and CaMKII (100) are implicated in AD onset and progression.
A detailed analysis of AD-related genes shows clear distinc-
tions between unexposed and Pb-treated neuron samples (see
Fig. 3H). We thus proceeded to evaluate changes in AD hall-
marks, namely, p-tau, fibrillar tau, and Ap42/40. We observed
increases in all three markers in mature neurons unambigu-
ously suggesting that a developmental Pb exposure can lead to
an elevated risk of AD. The changes in tau pathology can be
partially accounted for by increases in CaMKII expression and
activity, which can catalyze the phosphorylation of tau proteins
to promote the formation of aggregates (101-104). Elevated
tau phosphorylation was also reported in neurons derived
from iPSCs of sporadic AD patients (105) and an isogenic line
carrying the APP D679H mutation (106). The AP peptide
arises from sequential cleavages of the amyloid precursor
protein (APP) by - and y-secretase (107, 108). The activities
of B-secretase (also known as BACEI) and y-secretase are
modulated by intracellular calcium concentrations (109-111),
and an increase of these APP processing activities could
contribute to the elevation of AB42/40 observed in this work.
Remarkably, neurons derived from familial patients with AD,
particularly with PSEN1 and PSEN2 mutations, have elevated
levels of AP42 (112) and an increased AP42/40 ratio
(113-115), similar to our observations.

Based on our collective findings, we have formulated a
plausible mechanism accounting for increased AD risk after
developmental Pb exposure as illustrated in Figure 5F. Spe-
cifically, developmental Pb exposure results in elevated
expression of calcium channels (e.g, NMDAR) and associated
enzymes (CaMKII) to compensate for the binding and antag-
onism of these Ca-related effectors by Pb—compensatory ef-
fects that persist through neuronal maturation. After Pb is
withdrawn and maturation is complete, the expression of these
proteins is not completely restored, mostly likely due to the
altered epigenetic landscape. As a result, maturing neurons
adopt an altered Ca homeostasis state favoring higher intra-
cellular calcium concentrations, thus impacting the activity of
Ca/calmodulin-dependent kinase, such as CaMKII, and APP-
processing secretase, such as BACE]L, in turn leading to the
accumulation of protein variants with a high potential to form
aggregates, including p-tau and AB42. Over the long term, the
accumulation of such seeds can result in the formation of
pathological inclusions (e.g., tau neurofibrillary tangles and Af
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plaques) that are manifested in patients with AD and
commonly conceived as key neuropathological signs of AD.

Our findings provide the first evidence linking develop-
mental Pb exposure with elevated AD risk using cortical
neuronal cultures derived from hiPSC. Neurons exposed to Pb
at the progenitor stage have increased intracellular calcium
concentrations and neurite lengths along with elevated AD
molecular markers. Persistent DNA methylation changes were
also observed in mature neurons, providing a potential
mechanism for transmitting long-term AD risk. A plausible
mechanism is proposed connecting developmental Pb expo-
sure and AD risk.

Experimental procedures
hiPSC cell culturing and cortical neuron differentiation

We cultured hiPSCs (HPSI0114i-kolf_2) to generate mature
cortical neurons following an established protocol (43). Spe-
cifically, we started by culturing hiPSC on tissue culture plates
coated with Matrigel (Corning, 354277) using a StemFlex
medium (ThermoFisher, A3349401) at 37°C with 5% CO2.
hiPSCs were then replated into an AggreWell 800 Plate
(Stemcell Technologies, 34811) with a density of ~10,000 cells
per microwell to form embryoid bodies (EB). EBs were then
maintained in a SMADI neural induction kit (Stemcell Tech-
nologies, 08581) for 5 days. After that, we replated EB spheres
into a Matrigel-coated plate using wide-bore tips to form
neural rosettes. Rosettes were maintained for another 7 days
and were selected using a neural rosette selection reagent
(Stemcell Technologies, 05832) followed by replating to
generate NPCs in a neural progenitor medium (Stemcell
Technologies, 05833). The identity of NPCs was confirmed
with immunostaining of PAX6 (Invitrogen, 21103049) and
FOXG1 (Abcam, ab18259) as shown in Fig. S1.

After that, we differentiated NPCs into cortical neurons
using a forebrain neuron differentiation kit (Stemcell Tech-
nologies, 08600). The differentiation starting date was counted
as Day 0 as shown in Figure 1A. Pb stock solutions were
prepared as previously described (39) and diluted into selected
concentrations (15 and 50 ppb) in the culture medium. Pb
doses were selected based on the current US EPA regulation
standard (15 ppb) and thus a high likelihood of exposure
during lifetime. Pb solutions were spiked into cell culture
medium on Day -2 for 48 h and rinsed out on Day 0 via three
washes by 1 x DPBS (Gibco, 14190144). After that, we
switched the culture medium to the forebrain neuron differ-
entiation medium (Stemcell Technologies, 08605) for 8 days
then the maturation medium until the time of assessments.

Immunostaining

We used immunocytochemistry to characterize neurons at
different stages. Cells were fixed and stained following protocols
as we described in our previous work (39, 40, 52, 116). Primary
antibodies of TBR2 (Abcam, ab183991), TBR1 (Abcam,
ab183032), VGLUT1 (SySy, 135302), GFAP (Cell Signaling
Technology, 3670S), MAP2 (SySy, 188004), TUJ1 (SySy, 302304),
Synapsin 1 (SySy, 106011), Homer 1 (SySy, 106003), 5-mC
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(Active Motif, 61479), H3K4me3 (Abcam, ab8580), H3K27me3
(Abcam, ab192985), GRIN1 (Invitrogen, PA3102), PSD95 (Invi-
trogen, MA1046), CaMKII (Santa Cruz Biotechnology, sc-5306)
and pThr181-Tau (Invitrogen, MN1050) were used. Anti-
mouse Alexa-488 (Invitrogen, A11001), anti-mouse Alexa-568
(Invitrogen, A11004), anti-rabbit Alexa-488 (Invitrogen,
A11008), anti-rabbit Alexa-568 (Abcam, ab175471), anti-guinea-
pig Alexa-594 (Invitrogen, A11076) and anti-guinea-pig Alexa-
647 (Invitrogen, A21450) were used as secondaries. DAPI (Sigma,
D9542) was used to stain the nucleus.

Western blotting

Cell pellets of hiPSC-derived cortical neurons were lysed in
1 x RIPA buffer (150 mM NaCl, 50 mM Tris, pH 8.0, 0.1%
SDS, 1% NP-40, 0.5% sodium deoxycholate) containing pro-
tease and phosphatase inhibitor mixture (ThermoScientific,
78441) at 4 °C for 30 min. The lysate was then centrifuged at
12,000¢ for 20 min at 4 °C; and the resulting supernatant was
collected. The protein concentration in the supernatant was
quantified via a BCA protein assay kit (ThermoScientific,
23252). ~15 pg of protein was loaded in each well of Bis-Tris
gels (Invitrogen, NW04120BOX) followed by electrophoresis
in 1x Bolt MES buffer (Invitrogen, B0002). Proteins were then
transferred to the nitrocellulose membrane (Invitrogen,
IB23002) via an iBlot2 gel transfer device (ThermoScientific,
1B21001). Membranes were then blocked in 1x TBST buffer
(20 mM Tris, pH 7.5, 150 mM NaCl and 0.05% Tween 20) with
5% milk powder overnight at 4 °C. Hybridization with primary
antibodies was carried over overnight at 4 °C. Membranes
were then rinsed with 1x TBST buffer three times at room
temperature followed by hybridization with horseradish
peroxidase (HRP)-conjugated secondary antibody. After that,
membranes were rinsed again in 1x TBST followed by incu-
bation with enhanced chemiluminescence substrates (Bio-Rad,
1705060) at room temperature for 5 min. Membranes were
immediately visualized using a ChemiDoc Imaging System
(Bio-Rad) followed by quantification using Image ] (NIH).
GAPDH were used as control.

In addition to the primary antibodies mentioned in the
immunostaining section, primary antibodies used here include
GAPDH  (Invitrogen, MA5-15738), Tau (Invitrogen,
PIPA595648), APP (Abcam, ab32136), and Histone H3
(Abcam, AB1791-1001). HRP anti-mouse (Active Motif,
15014), HRP anti-rabbit (Invitrogen, 65—6120), and HRP anti-
chicken (Invitrogen, A16054) were used as secondary.

Fluorescence microscopy

A high-content imaging microscope (Molecular Device,
ImageXpress Micro Confocal) was used to collect fluorescent
and DIC images using Nikon Plan Apo 20 x /0.75 NA or 60 x /
1.2 NA Water objective. Confocal images were collected with a
Z step-size of 1 pum.

Calcium imaging

A Fluo-4 Calcium detection kit (Invitrogen, F10471) was
used to detect intracellular Ca concentrations. We followed
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the manufacturer’s protocol to stain the cells. Briefly, the Fluo-
4 ]loading solution was added to the cortical neuron medium at
the time of assessment. We then exchanged the culture me-
dium into Fluo-4-free maturation medium after ~ 45 min
incubation. Cells were imaged immediately using ImageXpress
Micro Confocal (Molecular Device) with Nikon Plan Apo
20 x /0.75 NA objective in an environment-controlled
chamber.

RNA-sequencing

The hiPSC-derived neurons from three independent dif-
ferentiations were pelleted via centrifugation at 500 rcf for
5 min followed by total RNA extraction using a PureLink RNA
Mini Kit (Invitrogen, 12183018A). The concentrations of
extracted total RNA were measured via a Nanodrop UV-Vis
spectrometer (ThermoFisher) and subsequently stored at —80
°C prior to sequencing. The quality of RNA was verified by
Agilent Bioanalyzer 2100 system before sequencing. Only RNA
with RNA integrity number (RIN) scores higher than 6.0
(characterized by an Agilent Bioanalyzer 2100 system) pro-
ceeded to library preparation followed by sequencing using
HiSeq (Illumina) at Novogene Inc. All sequencing was per-
formed with an average sequencing depth of 6G raw data. The
Homo Sapiens genome (GRCh38/hg38) was used as a refer-
ence. EdgeR was used to determine DEGs using a p-value of
0.05. Pathway analysis was performed using GO. Three sam-
ples from each group were sequenced and analyzed.

Tau seeds transfection and FRET imaging of tau-biosensor

Cell culture medium was harvested and stored at —-80 °C
until analysis. An HEK293T tau biosensor line was used to
detect and quantify tau seeds in a culture medium (69, 70).
Briefly, this reporter cell line has stably integrated DNA
encoding tau repeat-domain (RD) variants with the P301S
mutation fused to mClover3 or mCerulean3, which aggregate
in the presence of internalized tau seeds to produce a FRET
signal positively correlated to the concentration of fibrillar
tau. Reporter cells were seeded into a 96-well TC plate at a
confluency of 40% 24 h prior to the addition of seeds or
conditioned media. Lipofectamine 3000 (Invitrogen,
L3000015) was used to stimulate the uptake of pre-existing
tau seeds as described previously (69). The transfection
mixture for each well of 96-well plate (~1.5 x 10* cells)
contained 40 pl of harvested neuronal medium, 1.25 pl of
Lipofectamine 3000, and 10 pl of Opti-MEM (Gibco,
31985070). Cells were incubated with a transfection mixture
for 24 h before imaging.

Human tau 2N4R was purified from BL21(DE3) E. coli
cells transformed with the plasmid pRK172-2N4R (kindly
provided by Dr David Eliezer, Weill Cornell Medicine) (117).
The cells were grown in LB media supplemented with
ampicillin (100 pg/ml), and protein expression was induced
by the addition of isopropyl B-d-1-thiogalactopyranoside
(IPTG, 1 mM) for 4 h at 37 °C. At the end of the induc-
tion period, the cells were pelleted by centrifugation at
6000g for 15 min at 4 °C, resuspended in lysis buffer
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(20 mM MES, 400 mM NacCl, 0.2 mM MgCl,, 1 mM EGTA,
protease inhibitor cocktail (P8340, Sigma Aldrich), 0.25 mg/
ml lysozyme, and 1 pg/ml DNase I, pH 6.8), and lysed with a
French pressure cell disruptor at 4 °C. The lysate was boiled
for 20 min, denatured proteins were pelleted by centrifu-
gation at 30,000g for 30 min at 4 °C, and the supernatant
was dialyzed overnight against a cation exchange buffer
(20 mM MES, 50 mM NaCl, 1 mM MgCl,, 1 mM EGTA,
2 mM DTT, 0.1 mM PMSF, pH 6.8). The dialysate was
loaded onto a HiPrep SP HP column, and proteins were
eluted with a linear gradient ranging from 50 mM to 1 M
NaCl. Fractions containing tau isoform 2N4R (as determined
via SDS-PAGE with Coomassie blue staining) were pooled,
and the resulting protein solution was dialyzed against PBS
(pH 7.4) and stored at —-80 °C.

For FRET imaging, we used a high-content imaging mi-
croscope (Molecular Device, ImageXpress Micro Confocal)
with a Nikon Plan Apo 20 x/0.75 NA objective. The donor was
excited at 395/25 nm. The emission light was filtered through
a460/50 nm emission filter and a 536/40 nm emission filter for
donor and FRET signals, respectively.

ELISA assay for $-amyloid and global DNA methylation
quantification

APy (Invitrogen, KHB3481) and AP4, (Invitrogen,
KHB3441) specific ELISA assay kit was used to quantify the
concentration of two isoforms of f-amyloid secreted by neu-
rons. 25 pl of neuronal culture medium was used for each well
and the assay was performed following the manufacturer’s
protocol. We used a global DNA methylation LINE-1 kit
(Active Motif, 55,017) to quantify global DNA methylation
level. Genomic DNA (gDNA) was extracted using a PureLink
Genomic DNA Mini Kit (Invitrogen, K182001); and concen-
tration was determined via NanoDrop UV-Vis spectrometer
(ThermoFisher). 100 pg gDNA were applied to each well to
determine their methylation level following the manufacturer’s
protocol. All absorbance measurements were performed using
a SpectraMax iD3 plate reader (Molecular Device).

Data analysis and statistics

Fluorescence intensity and morphological features of
epigenetic modifications were analyzed via a custom-built
analysis pipeline in CellProfiler (Broad Institute) as we
described previously (39, 52). Neurite analysis was performed
using the Neurite Outgrowth Module embedded in MetaX-
press software (Molecular Device). Other fluorescent in-
tensities were quantified using Image] (NIH). SynQuant was
used to identify and quantify synapses following a standard
protocol (60). Relative expression of proteins was determined
by quantifying the protein band intensity normalized to
GAPDH intensity using Image] (NIH).

All results were reported as mean + standard error (SE).
Statistical analysis was performed using OriginPro 2021. Sta-
tistical differences in quantities were determined using one-
way ANOVA followed by Fisher’s LSD for means compari-
son with p-value < 0.05.

J. Biol. Chem. (2023) 299(8) 105023 11



Pb Exposure increase AD risk via Ca homeostasis

Data availability

The data that support the findings of this study are available
from the corresponding author upon reasonable request.

Supporting information—This article contains supporting informa-
tion (118-154).

Author contributions—]J. X., S. W., J. F, and C. Y. conceptualization;
J. X. and S. W. investigation; J. X. data curation; J. X. and S. W.
formal analysis; J. X. visualization; J. X., S. E, H. S., S. M., A. B. B, J.-
C.R, J. F, and C. Y. writing—reviewing and editing; S. W., H. S, S.
M., J.-C. R, and C. Y. methodology; C. Y. supervision.

Funding and additional information—This work was supported by
grants from Purdue Institute of Integrative Neuroscience (PIIN),
National Science Foundation (NSF, EF-1935226) and National
Institute of Health (NS130722 and AG080917).

Conflict of interest—The authors declare that they have no conflicts
of interest with the contents of this article.

Abbreviations—The abbreviations used are: AD, Alzheimer’s Dis-
ease; CDC, Centers for Disease Control; CaM, calmodulin; DEGs,
differentially expressed genes; EPA, Environmental Protection
Agency; EB, embryoid bodies; GO, Gene Ontology; hiPSCs, Hu-
man-induced pluripotent stem cells; LTP, long-term potentiation;
NMDA, N-Methyl-D-aspartate; NPCs, neural progenitor cells; Pb,
lead; RNA-seq, RNA-sequencing.

References

1. Froines, J. R., Baron, S., Wegman, D. H., and O'Rourke, S. (1990)
Characterization of the airborne concentrations of lead in U.S. industry.
Am. J. Ind. Med. 18, 1-17

2. Xintaras, C. (1992) Analysis Paper: Impact of Lead-Contaminated Soil
on Public Health, U.S. Department of Health and Human Services,
Public Health Service, Centers for Disease Control, Agency for Toxic
Substances and Disease Registry, Washington DC

3. CDC (2019) Fourth National Report on Human Exposure to Environ-
mental Chemicals CDC, Centers for Disease Control and Prevention,
Atlanta, GA

4. CDC (2021) Adult Blood Lead Epidemiology and Surveillance (ABLES),
Centers for Disease Control and Prevention, Atlanta, GA

5. CDC (2021) Blood Lead Reference Value, Centers for Disease Control
and Prevention, Atlanta, GA

6. Papanikolaou, N. C., Hatzidaki, E. G., Belivanis, S., Tzanakakis, G. N.,
and andTsatsakis, A. M. (2005) Lead toxicity update. A brief review.
Med. Sci. Monitor 11, RA329

7. Coon, S., Stark, A., Peterson, E., Gloi, A., Kortsha, G., Pounds, J., et al.
(2006) Whole-body lifetime occupational lead exposure and risk of
Parkinson’s Disease. Environ. Health Perspect. 114, 1872—1876

8. Horton, C.]., Weng, H.-Y., and Wells, E. M. (2019) Association between
blood lead level and subsequent Alzheimer’s disease mortality. Environ.
Epidemiol. 3, e045

9. Chiodo, L. M., Jacobson, S. W., and Jacobson, J. L. (2004) Neuro-
developmental effects of postnatal lead exposure at very low levels.
Neurotoxicol. Teratol. 26, 359-371

10. Després, C., Beuter, A., Richer, F., Poitras, K., Veilleux, A., Ayotte, P.,
et al. (2005) Neuromotor functions in Inuit preschool children exposed
to Pb, PCBs, and Hg. Neurotoxicol. Teratol. 27, 245-257

11. Delgado, C. E., Ullery, M. A., Jordan, M., Duclos, C., Rajagopalan, S., and
Scott, K. (2018) Lead exposure and developmental disabilities in
preschool-aged children. /. Public Health Management Pract. 24, e10—el7

12 J Biol. Chem. (2023) 299(8) 105023

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Liu, J., Liu, X, Wang, W., McCauley, L., Pinto-Martin, J., Wang, Y., et al.
(2014) Blood lead concentrations and children’s behavioral and
emotional problems: a cohort study. JAMA Pediatr. 168, 737-745
Reuben, A., Schaefer, ]. D., Moffitt, T. E., Broadbent, J., Harrington, H.,
Houts, R. M., et al. (2019) Association of childhood lead exposure with
adult personality traits and lifelong mental health. JAMA Psych. 76,
418-425

Mazumdar, M., Bellinger, D. C., Gregas, M., Abanilla, K., Bacic, J., and
Needleman, H. L. (2011) Low-level environmental lead exposure in
childhood and adult intellectual function: a follow-up study. Environ.
Health 10, 24

Searle, A. K., Baghurst, P. A., van Hooff, M., Sawyer, M. G., Sim, M. R,,
Galletly, C., et al. (2014) Tracing the long-term legacy of childhood lead
exposure: a review of three decades of the Port Pirie Cohort study.
NeuroToxicol. 43, 46-56

Bihaqi, S. W., Bahmani, A., Subaiea, G. M., and Zawia, N. H. (2014)
Infantile exposure to lead and late-age cognitive decline: Relevance AD.
Alzheimer’s Dement. 10, 187-195

Feng, C,, Liu, S., Zhou, F.,, Gao, Y., Li, Y., Du, G, et al. (2019) Oxidative
stress in the neurodegenerative brain following lifetime exposure to lead
in rats: changes lifespan profiles. Toxicology 411, 101-109

Basha, M. R., Wei, W., Bakheet, S. A., Benitez, N., Siddiqi, H. K., Ge, Y.-
W., et al. (2005) The fetal basis of amyloidogenesis: exposure to lead and
latent overexpression of amyloid precursor protein and B-amyloid in the
aging. Brain J. Neurosci. 25, 823-829

Lee, J., and andFreeman, J. L. (2016) Embryonic exposure to 10 ug L(-1)
lead results in female-specific expression changes in genes associated
with nervous system development and function and Alzheimer’s disease
in aged adult zebrafish brain. Metallomics 8, 589-596

Wu, J., Basha, M. R, Brock, B., Cox, D. P., Cardozo-Pelaez, F.,
McPherson, C. A,, et al. (2008) Alzheimer’s disease (AD)-Like pathology
in aged monkeys after infantile exposure to environmental metal lead
(Pb): evidence for a developmental origin and environmental link for
AD. J. Neurosci. 28, 3-9

Richardt, G., Federolf, G., and Habermann, E. (1986) Affinity of heavy
metal ions to intracellular Ca2+-binding proteins. Biochem. Pharmacol.
35, 1331-1335

Bouton, C. M., Frelin, L. P,, Forde, C. E, Arnold Godwin, H., and
Pevsner, J. (2001) Synaptotagmin I is a molecular target for lead. /.
Neurochem. 76, 1724—1735

Gill, K. D., Gupta, V., and Sandhir, R. (2003) Ca2+/calmodulin-mediated
neurotransmitter release and neurobehavioural deficits following lead
exposure. Cell Biochem. Funct. 21, 345-353

Habermann, E., Crowell, K., and Janicki, P. (1983) Lead and other metals
can substitute for Ca2+ in calmodulin. Arch. Toxicol. 54, 61-70

Peng, S., Hajela, R. K., and andAtchison, W. D. (2002) Characteristics of
block by Pb** of function of human neuronal L-, N-, and R-type Ca*'
channels transiently expressed in human embryonic kidney 293 cells.
Mol. Pharmacol. 62, 1418-1430

Neal, A. P, Worley, P. F,, and Guilarte, T. R. (2011) Lead exposure
during synaptogenesis alters NMDA receptor targeting via NMDA re-
ceptor inhibition. NeuroToxicology 32, 281-289

Zhang, ]., Peterson, S. M., Weber, G. J., Zhu, X., Zheng, W., and
Freeman, J. L. (2011) Decreased axonal density and altered expression
profiles of axonal guidance genes underlying lead (Pb) neuro-
developmental toxicity at early embryonic stages in the zebrafish.
Neurotoxicol. Teratol. 33, 715-720

Wang, T., Guan, R.-L., Liu, M.-C,, Shen, X.-F.,, Chen, J. Y., Zhao, M.-G,,
et al. (2016) Lead exposure impairs Hippocampus related learning and
memory by altering synaptic plasticity and morphology during juvenile.
Period Mol. Neurobiol. 53, 3740-3752

Xiao, Y., Fu, H., Han, X, Hu, X, Gu, H., Chen, Y., et al. (2014) Role of
synaptic structural plasticity in impairments of spatial learning and
memory induced by developmental lead exposure in Wistar rats. PLoS
One 9, 115556

Alfano, D. P., Petit, T. L., and LeBoutillier, J. C. (1983) Development and
plasticity of the hippocampal-cholinergic system in normal and early
lead exposed rats. Dev. Brain Res. 10, 117-124

SASBMB


http://refhub.elsevier.com/S0021-9258(23)02051-3/sref1
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref1
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref1
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref2
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref2
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref2
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref2
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref3
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref3
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref3
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref4
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref4
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref5
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref5
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref6
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref6
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref6
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref7
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref7
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref7
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref8
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref8
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref8
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref9
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref9
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref9
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref10
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref10
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref10
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref11
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref11
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref11
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref12
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref12
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref12
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref13
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref13
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref13
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref13
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref14
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref14
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref14
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref14
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref15
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref15
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref15
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref15
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref16
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref16
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref16
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref17
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref17
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref17
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref18
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref18
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref18
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref18
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref19
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref19
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref19
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref19
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref20
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref20
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref20
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref20
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref20
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref21
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref21
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref21
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref22
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref22
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref22
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref23
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref23
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref23
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref24
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref24
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref25
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref25
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref25
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref25
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref25
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref26
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref26
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref26
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref27
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref27
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref27
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref27
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref27
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref28
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref28
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref28
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref28
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref29
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref29
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref29
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref29
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref30
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref30
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref30

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

45.

46.

47.

48.

49.

Sobolewski, M., Abston, K., Conrad, K., Marvin, E., Harvey, K., Susiarjo,
M., et al. (2020) Lineage- and sex-dependent behavioral and biochemical
transgenerational consequences of developmental exposure to lead,
prenatal stress, and combined lead and prenatal stress in mice. Environ.
Health Perspect. 128, 027001

Sobolewski, M., Varma, G., Adams, B., Anderson, D. W., Schneider, J. S.,
and Cory-Slechta, D. A. (2018) Developmental lead exposure and pre-
natal stress result in sex-specific reprograming of adult stress physiology
and epigenetic profiles in Brain. Toxicol. Sci. 163, 478—489

James, S. J., Shpyleva, S., Melnyk, S., Pavliv, O., and Pogribny, I. P. (2013)
Complex epigenetic regulation of Engrailed-2 (EN-2) homeobox gene in
the autism cerebellum. Transl. Psych. 3, €232

Zahir, F. R, and Brown, C. J. (2011) Epigenetic impacts on neuro-
development: pathophysiological mechanisms and genetic modes of
action. Pediatr. Res. 69, 92—100

Martinez-Iglesias, O., Carrera, L., Carril, J. C., Ferndndez-Novoa, L.,
Cacabelos, N., and Cacabelos, R. (2020) DNA methylation in
neurodegenerative and cerebrovascular disorders. Int. J. Mol. Sci. 21,
2220

Sen, A., Heredia, N., Senut, M.-C,, Land, S., Hollocher, K., Lu, X., et al.
(2015) Multigenerational epigenetic inheritance in humans: DNA
methylation changes associated with maternal exposure to lead can be
transmitted to the grandchildren. Sci. Rep. 5, 14466

Faulk, C., Liu, K., Barks, A., Goodrich, J. M., and andDolinoy, D. C.
(2014) Longitudinal epigenetic drift in mice perinatally exposed to lead.
Epigenetics 9, 934—941

Sanchez, O. F,, Lee, ., Yu King Hing, N., Kim, S.-E., Freeman, J. L., and
Yuan, C. (2016) Lead (Pb) exposure reduces global DNA methylation
level by non-competitive inhibition and alteration of dnmt expression.
Metallomics 9, 149-160

Lin, L. F,, Xie, J., Sdnchez, O. F., Bryan, C., Freeman, J. L., and Yuan, C.
(2021) Low dose lead exposure induces alterations on heterochromatin
hallmarks persisting through SH-SY5Y cell differentiation. Chemosphere
264, 128486

Sénchez, O. F., Lin, L. F., Xie, J., Freeman, J. L., and Yuan, C. (2022) Lead
exposure induces dysregulation of constitutive heterochromatin hall-
marks in live cells. Curr. Res. Toxicol. 3, 100061

Dickerson, B. C., Bakkour, A., Salat, D. H., Feczko, E., Pacheco, J.,
Greve, D. N,, et al. (2009) The cortical signature of Alzheimer’s
Disease: regionally specific cortical thinning relates to symptom
severity in very mild to mild AD dementia and is detectable in
asymptomatic amyloid-positive individuals. Cerebral Cortex 19,
497-510

van der Flier, W. M., and Scheltens, P. (2009) Hippocampal volume loss
and Alzheimer disease progression. Nat. Rev. Neurol. 5, 361-362

Shi, Y., Kirwan, P., and Livesey, F. J. (2012) Directed differentiation of
human pluripotent stem cells to cerebral cortex neurons and neural
networks. Nat. Protoc. 7, 1836—1846

. Que, Z., Olivero-Acosta, M. L, Zhang, J., Eaton, M., Tukker, A. M.,

Chen, X., et al. (2021) Hyperexcitability and pharmacological respon-
siveness of cortical neurons derived from human iPSCs carrying
epilepsy-associated sodium channel Nav1.2-11342P genetic variant. /.
Neurosci. 41, 10194

Quinn, J. C, Molinek, M., Martynoga, B. S., Zaki, P. A., Faedo, A,
Bulfone, A., et al. (2007) Pax6 controls cerebral cortical cell number by
regulating exit from the cell cycle and specifies cortical cell identity by a
cell autonomous mechanism. Dev. Biol. 302, 50—65

Cargnin, F., Kwon, J. S., Katzman, S., Chen, B, Lee, J. W., and Lee, S. K.
(2018) FOXG1 orchestrates neocortical organization and cortico-
cortical connections. Neuron 100, 1083—-1096.e1085

EPA Policy (2021) Lead and Copper Rule, United States Environmental
Protection Agency, Washington DC

CDC (2021) CDC’s Childhood Lead State Surveillance Data, Centers for
Disease Control and Prevention, Atlanta, GA

Fan, Y., Marcy, G., Lee, E. S. M., Rozen, S., Mattar, C. N. Z., Wad-
dington, S. N., et al. (2014) Regionally-specified second trimester fetal
neural stem cells reveals differential neurogenic programming. PLoS One
9, 105985

SASBMB

Pb Exposure increase AD risk via Ca homeostasis

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

Malik, S., Vinukonda, G., Vose, L. R., Diamond, D., Bhimavarapu, B. B.,
Hu, F., et al. (2013) Neurogenesis continues in the third trimester of
pregnancy and is suppressed by premature birth. J Neurosci. 33,
411-423

Zhao, H., Xie, ., Wu, S., Sanchez, O. F., Zhang, X., Freeman, J. L., et al.
(2022) Pre-differentiation exposure of PFOA induced persistent changes
in DNA methylation and mitochondrial morphology in human
dopaminergic-like neurons. Environ. Pollut. 308, 119684

Xie, J., Lin, L., Sdnchez, O. F.,, Bryan, C., Freeman, J. L., and Yuan, C.
(2021) Pre-differentiation exposure to low-dose of atrazine results in
persistent phenotypic changes in human neuronal cell lines. Environ.
Pollut. 271, 116379

Zhao, H,, Lin, L. F., Hahn, ., Xie, J., Holman, H. F., and Yuan, C. (2022)
Single-cell image-based analysis reveals chromatin changes during the
acquisition of tamoxifen. Drug Resist. Life 12, 438

Yuan, C,, Freeman, J. L., Xie, J., and Zhao, H. (2022) The role of dynamic
epigenetic changes in modulating homeostasis after exposure to low-
dose environmental chemicals. Genomic Epigenomic Biomarkers of
Toxicol. Disease. https://doi.org/10.1002/9781119807704.ch10

Cai, Y., Zhang, Y., Loh, Y. P, Tng, J. Q,, Lim, M. C,, Cao, Z., et al. (2021)
H3K27me3-rich genomic regions can function as silencers to repress
gene expression via chromatin interactions. Nat. Commun. 12, 719
Luo, C., Hajkova, P, and andEcker, J. R. (2018) Dynamic DNA
methylation: in the right place at the right time. Science 361, 1336—1340
Margaritis, T., Oreal, V., Brabers, N., Maestroni, L., Vitaliano-Prunier,
A., Benschop, J. ], et al. (2012) Two distinct repressive mechanisms for
histone 3 lysine 4 methylation through promoting 3’-end antisense
transcription. PLoS Genet. 8, €1002952

Spurrier, J., Nicholson, L., Fang, X. T., Stoner, A. ], Toyonaga, T.,
Holden, D., et al. (2022) Reversal of synapse loss in Alzheimer mouse
models by targeting mGIuR5 to prevent synaptic tagging by C1Q. Sci.
Transl. Med. 14, eabi8593

Kashyap, G., Bapat, D., Das, D., Gowaikar, R., Amritkar, R. E., Rangar-
ajan, G., et al. (2019) Synapse loss progress Alzheimer’s Disease -a
network model. Sci. Rep. 9, 6555

Wang, Y., Wang, C., Ranefall, P., Broussard, G. J., Wang, Y., Shi, G., et al.
(2019) SynQuant: an automatic tool to quantify synapses from micro-
scopy images. Bioinformatics 36, 1599—-1606

Hund, T. J., Decker, K. F., Kanter, E., Mohler, P. ], Boyden, P. A,
Schuessler, R. B., et al. (2008) Role of activated CaMKII in abnormal
calcium homeostasis and I(Na) remodeling after myocardial infarction:
insights from mathematical modeling. J. Mol. Cell Cardiol. 45, 420428
Wu, N., Nishioka, W. K., Derecki, N. C., and Maher, M. P. (2019) High-
throughput-compatible assays using a genetically-encoded calcium in-
dicator. Sci. Rep. 9, 12692

Ilatovskaya, D. V., Levchenko, V., Lowing, A., Shuyskiy, L. S., Palygin, O.,
and Staruschenko, A. (2015) Podocyte injury in diabetic nephropathy:
implications of angiotensin II — dependent activation of TRPC channels.
Sci. Rep. 5, 17637

Murphy, M. P, and LeVine, H., III (2010) Alzheimer’s disease and the
amyloid-B peptide. J. Alzheimer’s Dis. 19, 311-323

Lei, P., Ayton, S., and Bush, A. L. (2021) The essential elements of
Alzheimer’s Disease. /. Biol. Chem. 296, 100105

Neddens, J., Temmel, M., Flunkert, S., Kerschbaumer, B., Hoeller, C.,
Loeffler, T., et al. (2018) Phosphorylation of different tau sites during
progression of Alzheimer’s disease. Acta Neuropathol. Commun. 6, 52
Boyko, S., Qi, X., Chen, T.-H., Surewicz, K., and Surewicz, W. K. (2019)
Liquid-liquid phase separation of tau protein: the crucial role of elec-
trostatic interactions. J. Biol. Chem. 294, 11054—11059

Mark, S. F., Devika, L., Bin, Z., Deepa, V. D,, Eric, S., Virginia, M. Y. L.,
et al. (2005) Transgenic mouse model of tau pathology in astrocytes
leading to nervous system degeneration. /. Neurosci. 25, 3539

Hitt, B. D., Vaquer-Alicea, J., Manon, V. A,, Beaver, J. D., Kashmer, O.
M., Garcia, J. N, et al. (2021) Ultrasensitive tau biosensor cells detect no
seeding in Alzheimer’s disease CSF. Acta Neuropathol. Commun. 9, 99
Holmes, B. B., Furman, J. L., Mahan, T. E., Yamasaki, T. R., Mirbaha, H.,
Eades, W. C., et al. (2014) Proteopathic tau seeding predicts tauopathy
in vivo. Proc. Natl. Acad. Sci. U. S. A. 111, E4376-4385

J. Biol. Chem. (2023) 299(8) 105023 13


http://refhub.elsevier.com/S0021-9258(23)02051-3/sref31
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref31
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref31
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref31
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref31
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref32
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref32
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref32
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref32
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref33
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref33
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref33
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref34
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref34
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref34
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref35
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref35
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref35
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref35
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref36
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref36
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref36
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref36
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref37
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref37
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref37
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref38
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref38
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref38
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref38
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref39
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref39
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref39
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref39
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref40
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref40
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref40
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref41
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref41
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref41
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref41
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref41
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref41
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref42
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref42
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref43
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref43
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref43
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref44
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref44
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref44
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref44
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref44
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref45
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref45
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref45
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref45
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref46
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref46
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref46
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref47
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref47
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref48
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref48
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref49
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref49
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref49
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref49
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref50
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref50
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref50
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref50
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref51
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref51
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref51
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref51
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref52
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref52
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref52
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref52
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref53
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref53
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref53
https://doi.org/10.1002/9781119807704.ch10
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref55
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref55
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref55
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref56
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref56
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref57
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref57
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref57
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref57
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref58
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref58
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref58
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref58
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref59
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref59
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref59
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref60
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref60
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref60
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref61
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref61
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref61
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref61
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref62
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref62
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref62
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref63
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref63
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref63
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref63
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref64
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref64
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref65
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref65
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref66
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref66
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref66
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref67
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref67
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref67
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref68
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref68
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref68
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref69
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref69
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref69
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref70
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref70
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref70

Pb Exposure increase AD risk via Ca homeostasis

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.
84.

85.

86.

87.

88.

89.

90.

14

Mazumdar, M., Xia, W., Hofmann, O., Gregas, M., Ho Sui, S., Hide, W.,
et al. (2012) Prenatal lead levels, plasma amyloid beta levels, and gene
expression in young adulthood. Environ. Health Perspect. 120, 702—707
Graves, A. B, van Duijn, C. M., Chandra, V., Fratiglioni, L., Heyman, A.,
Jorm, A. F., et al. (1991) Occupational exposures to solvents and lead as
risk factors for Alzheimer’s disease: a collaborative re-analysis of case-
control studies. EURODEM risk factors research group. Int. J. Epi-
demiol. 20, S58—S61

Haraguchi, T., Ishizu, H., Takehisa, Y., Kawai, K., Yokota, O., Terada, S.,
et al. (2001) Lead content of brain tissue in diffuse neurofibrillary tangles
with calcification (DNTC): the possibility of lead neurotoxicity. Neuro-
report 12, 3887-3890

Bakulski, K. M., Rozek, L. S., Dolinoy, D. C., Paulson, H. L., and Hu, H.
(2012) Alzheimer’s disease and environmental exposure to lead: the
epidemiologic evidence and potential role of epigenetics. Curr. Alz-
heimer Res. 9, 563—573

Basha, M. R.,, Wei, W., Bakheet, S. A., Benitez, N., Siddiqi, H. K., Ge, Y.
W., et al. (2005) The fetal basis of amyloidogenesis: exposure to lead and
latent overexpression of amyloid precursor protein and beta-amyloid in
the aging brain. J. Neurosci. 25, 823-829

Wu, J., Basha, M. R,, Brock, B., Cox, D. P., Cardozo-Pelaez, F.,
McPherson, C. A., et al. (2008) Alzheimer’s disease (AD)-like pathology
in aged monkeys after infantile exposure to environmental metal lead
(pb): evidence for a developmental origin and environmental link for
AD. J. Neurosci. 28, 3-9

Lee, J., and Freeman, J. L. (2014) Zebrafish as a model for investigating
developmental lead (Pb) neurotoxicity as a risk factor in adult neuro-
degenerative disease: a mini-review. Neurotoxicology 43, 57—-64

Lee, J., and Freeman, J. L. (2016) Embryonic exposure to 10 mug L(-1)
lead results in female-specific expression changes in genes associated
with nervous system development and function and Alzheimer’s disease
in aged adult zebrafish brain. Metallomics 8, 589-596

EPA (2022) Biomonitoring - Lead, United States Environmental Pro-
tection Agency, Washington DC

Alvarez-Buylla, A., Seri, B., and Doetsch, F. (2002) Identification of
neural stem cells in the adult vertebrate brain. Brain Res. Bull. 57,
751-758

Yin, X,, Li, L., Zhang, X, Yang, Y., Chai, Y., Han, X,, et al. (2013)
Development of neural stem cells at different sites of fetus brain of
different gestational age. Int. J. Clin. Exp. Pathol. 6, 27572764

Paine, S. M., Willsher, A. R., Nicholson, S. L., Sebire, N. J., and Jacques,
T. S. (2014) Characterization of a population of neural progenitor cells in
the infant hippocampus. Neuropathol. Applied Neurobiol. 40, 544—550
CDC (2022)

Senut, M. C,, Sen, A, Cingolani, P., Shaik, A., Land, S. J., and Ruden, D.
M. (2014) Lead exposure disrupts global DNA methylation in human
embryonic stem cells and alters their neuronal differentiation. Toxicol.
Sci. 139, 142-161

Crumpton, T., Atkins, D. S., Zawia, N. H., and Barone, S. (2001) Lead
exposure in pheochromocytoma (PC12) cells alters neural differentia-
tion and Spl DNA-Binding. NewuroTowxicol. 22, 49-62

Drummond, E., and Wisniewski, T. (2017) Alzheimer’s disease: experi-
mental models and reality. Acta Neuropathol. 133, 155-175

Cohen, R. M., Rezai-Zadeh, K., Weitz, T. M., Rentsendorj, A., Gate, D.,
Spivak, I, et al. (2013) A transgenic alzheimer rat with plaques, tau
pathology, behavioral impairment, oligomeric A, and frank neuronal
loss. J. Neurosci. 33, 6245—-6256

Fryer, J. D., Taylor, J. W., DeMattos, R. B, Bales, K. R,, Paul, S. M,
Parsadanian, M., et al. (2003) Apolipoprotein E markedly facilitates age-
dependent cerebral amyloid angiopathy and spontaneous hemorrhage in
amyloid precursor protein transgenic mice. J. Neurosci. 23, 7889-7896
Dou, J. F., Farooqui, Z., Faulk, C. D., Barks, A. K., Jones, T., Dolinoy, D.
C., et al. (2019) Perinatal lead (Pb) exposure and cortical neuron-specific
DNA methylation in male mice. Genes 10. https://doi.org/10.3390/
genes10040274

Rygiel, C. A., Goodrich, ]. M., Solano-Gonzélez, M., Mercado-Garcia, A.,
Hu, H., Téllez-Rojo, M. M., et al. (2021) Prenatal lead (Pb) exposure and
peripheral blood DNA methylation (5mC) and hydroxymethylation

J. Biol. Chem. (2023) 299(8) 105023

91.

92.

93.
94.
95.

96.

97.

98.

99.

100.

101.

102.

103.

104.

105.

106.

107.

108.

109.

110.

111

(5hmC) in Mexican adolescents from the ELEMENT birth cohort. En-
viron. Health Perspect. 129, 067002

Meyer, D. N,, Crofts, E. ., Akemann, C., Gurdziel, K, Farr, R., Baker, B.
B., et al. (2020) Developmental exposure to Pb(2+) induces trans-
generational changes to zebrafish brain transcriptome. Chemosphere
244, 125527

Brini, M., Cali, T., Ottolini, D., and Carafoli, E. (2014) Neuronal calcium
signaling: function and dysfunction. Cell Mol. Life Sci. 71, 2787-2814
Berridge, M. J. (1998) Neuronal calcium signaling. Neuron 21, 13-26
Clapham, D. E. (2007) Calcium signaling. Cel/ 131, 1047-1058
Quintanar-Escorza, M. A., Gonzélez-Martinez, M. T., Navarro, L.,
Maldonado, M., Arévalo, B., and Calderén-Salinas, J. V. (2007) Intra-
cellular free calcium concentration and calcium transport in human
erythrocytes of lead-exposed workers. Toxicol. Applied Pharmacol. 220,
1-8

Toscano, C. D., O’Callaghan, J. P., and Guilarte, T. R. (2005) Calcium/
calmodulin-dependent protein kinase II activity and expression are
altered in the hippocampus of Pb2+-exposed rats. Brain Res. 1044,
51-58

Neal, A. P, Worley, P. F,, and Guilarte, T. R. (2011) Lead exposure
during synaptogenesis alters NMDA receptor targeting via NMDA re-
ceptor inhibition. Neurotoxicology 32, 281-289

Wang, R., and Reddy, P. H. (2017) Role of glutamate and NMDA re-
ceptors in alzheimer’s disease. J. Alzheimer’s Dis. 57, 1041-1048
Zhang, Y., Li, P, Feng, J., and Wu, M. (2016) Dysfunction of NMDA
receptors. Alzheimer’s Dis. Neurol. Sci. 37, 1039-1047

Ghosh, A., and Giese, K. P. (2015) Calcium/calmodulin-dependent ki-
nase II and Alzheimer’s disease. Mol. Brain 8, 78

Simonian, N., Elvhage, T., Czernik, A., Greengard, P., and Hyman, B.
(1994) Calcium/calmodulin-dependent protein kinase II immunostain-
ing is preserved in Alzheimer’s disease hippocampal neurons. Brain Res.
657, 294-299

McKee, A. C., Kosik, K. S., Kennedy, M. B., and Kowall, N. W. (1990)
Hippocampal neurons predisposed to neurofibrillary tangle formation
are enriched in type II calcium/calmodulin-dependent protein kinase. /.
Neuropathol. Exp. Neurol. 49, 49-63

Wang, J. Z., Grundke-Igbal, I, and Igbal, K. (2007) Kinases and phos-
phatases and tau sites involved in Alzheimer neurofibrillary degenera-
tion. Eur. J. Neurosci. 25, 59-68

Wei, Y., Han, C,, Wang, Y., Wu, B, Su, T, Liu, Y., et al. (2015) Ribo-
sylation triggering A lzheimer’s disease-like T au hyperphosphorylation
via activation of C a MKIIL Aging Cell 14, 754-763

Ochalek, A., Mihalik, B., Avci, H. X., Chandrasekaran, A., Téglasi, A.,
Bock, I, et al. (2017) Neurons derived from sporadic Alzheimer’s disease
iPSCs reveal elevated TAU hyperphosphorylation, increased amyloid
levels, GSK3B activation. Alzheimer’s Res. Ther. 9, 90

Chang, K.-H., Lee-Chen, G.-]., Huang, C.-C,, Lin, J.-L., Chen, Y.-]., Wei,
P.-C,, et al. (2019) Modeling Alzheimer’s disease by induced pluripotent
stem cells carrying APP D678H Mutation. Mol Neurobiol. 56,
3972-3983

O’Brien, R. J., and Wong, P. C. (2011) Amyloid precursor protein pro-
cessing and Alzheimer’s disease. Annu. Rev. Neurosci. 34, 185-204

Shi, X.-P., Tugusheva, K., Bruce, J. E., Lucka, A, Wu, G.-X., Chen-
Dodson, E., et al. (2003) p-Secretase cleavage at amino acid residue 34 in
the amyloid P peptide is dependent upon y-secretase activity. J. Biol.
Chem. 278, 21286—21294

Hayley, M., Perspicace, S., Schulthess, T., and Seelig, J. (2009) Calcium
enhances the proteolytic activity of BACEIL: an in vitro biophysical and
biochemical characterization of the BACEl—calcium interaction. Bio-
chim. Biophys. Acta 1788, 1933-1938

Cho, H. J,, Jin, S. M., Youn, H. D., Huh, K., and Mook-Jung, L. (2008)
Disrupted intracellular calcium regulates BACE1 gene expression via
nuclear factor of activated T cells 1 (NFAT 1) signaling. Aging Cell 7,
137-147

Ho, M., Hoke, D. E., Chua, Y. J., Li, Q. X., Culvenor, J. G., Masters, C.,
et al. (2010) Effect of metal chelators on y-secretase indicates that cal-
cium and magnesium ions facilitate cleavage of alzheimer amyloid
precursor substrate. Int. J. Alzheimer’s Dis. 2011, 950932

SASBMB


http://refhub.elsevier.com/S0021-9258(23)02051-3/sref71
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref71
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref71
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref72
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref72
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref72
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref72
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref72
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref73
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref73
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref73
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref73
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref74
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref74
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref74
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref74
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref75
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref75
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref75
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref75
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref76
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref76
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref76
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref76
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref76
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref77
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref77
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref77
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref78
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref78
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref78
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref78
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref79
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref79
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref80
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref80
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref80
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref81
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref81
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref81
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref82
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref82
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref82
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref84
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref84
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref84
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref84
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref85
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref85
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref85
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref86
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref86
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref87
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref87
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref87
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref87
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref88
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref88
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref88
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref88
https://doi.org/10.3390/genes10040274
https://doi.org/10.3390/genes10040274
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref90
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref90
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref90
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref90
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref90
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref91
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref91
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref91
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref91
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref92
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref92
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref93
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref94
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref95
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref95
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref95
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref95
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref95
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref96
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref96
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref96
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref96
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref97
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref97
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref97
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref98
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref98
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref99
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref99
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref100
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref100
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref101
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref101
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref101
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref101
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref102
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref102
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref102
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref102
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref103
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref103
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref103
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref104
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref104
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref104
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref105
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref105
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref105
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref105
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref106
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref106
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref106
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref106
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref107
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref107
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref108
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref108
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref108
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref108
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref109
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref109
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref109
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref109
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref110
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref110
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref110
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref110
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref111
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref111
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref111
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref111

112.

113.

114.

115.

116.

117.

118.

119.

120.

121.

122.

123.

124.

125.

126.

127.

128.

129.

130.

Yagi, T., Ito, D., Okada, Y., Akamatsu, W., Nihei, Y., Yoshizaki, T., et al.
(2011) Modeling familial Alzheimer’s disease with induced pluripotent
stem cells. Hum. Mol. Genet. 20, 4530—4539

Mahairaki, V., Ryu, J., Peters, A., Chang, Q., Li, T., Park, T. S., et al.
(2014) Induced pluripotent stem cells from familial Alzheimer’s disease
patients differentiate into mature neurons with amyloidogenic proper-
ties. Stem Cells Dev. 23, 2996—3010

Woodruff, G., Young, J. E., Martinez, F. ], Buen, F., Gore, A., Kinaga, J.,
et al. (2013) The presenilin-1 AE9 mutation results in reduced y-sec-
retase activity, but not total loss of PS1 function, in isogenic human stem
cells. Cell Rep. 5, 974-985

Arber, C., Toombs, J., Lovejoy, C., Ryan, N. S., Paterson, R. W., Will-
umsen, N., et al. (2020) Familial Alzheimer’s disease patient-derived
neurons reveal distinct mutation-specific effects on amyloid beta. Mol.
Psych. 25, 2919-2931

Zhao, H., Ma, D., Xie, J., Sanchez, O., Huang, F., and Yuan, C. (2021)
Live-cell probe for in situ single-cell monitoring of mitochondrial DNA
methylation. ACS Sensors 6, 3575—3586

Barghorn, S., Biernat, J., and Mandelkow, E. (2005) Purification of re-
combinant tau protein and preparation of Alzheimer-paired helical fil-
aments in vitro in Amyloid proteins. Springer 299, 35-51

Webber, K. M., Stocco, D. M., Casadesus, G., Bowen, R. L., Atwood, C.
S., Previll, L. A, et al. (2006) Steroidogenic acute regulatory protein
(StAR): evidence of gonadotropin-induced steroidogenesis in Alzheimer
disease. Mol Neurodegener 1, 14

Stokin, G. B., Lillo, C., Falzone, T. L., Brusch, R. G., Rockenstein, E.,
Mount, S. L., et al. (2005) Axonopathy and transport deficits early in the
pathogenesis of Alzheimer’s disease. Science 307, 12821288

Palop, J. J., Jones, B., Kekonius, L., Chin, J., Yu, G. Q., Raber, ], et al.
(2003) Neuronal depletion of calcium-dependent proteins in the dentate
gyrus is tightly linked to Alzheimer’s disease-related cognitive deficits.
Proc Natl Acad Sci U S A 100, 9572-9577

Akterin, S., Cowburn, R. F., Miranda-Vizuete, A., Jiménez, A., Bogda-
novic, N., Winblad, B., et al. (2005) Involvement of glutaredoxin-1 and
thioredoxin-1 in beta-amyloid toxicity and Alzheimer’s disease Cell
Death. Differ 13, 1454—1465

Alford, M. F., Masliah, E., Hansen, L. A, and Terry, R. D. (1994) A
simple dot-immunobinding assay for quantification of synaptophysin-
like immunoreactivity in human brain. J Histochem Cytochem 42,
283-287

Williams, C., Mehrian, Shai, R., Wu, Y., Hsu, Y. H., Sitzer, T., Spann, B,,
et al. (2009) Transcriptome analysis of synaptoneurosomes identifies
neuroplasticity genes overexpressed in incipient Alzheimer’s disease.
PLoS One 4, 4936

Connor, B., and Dragunow, M. (1998) The role of neuronal growth
factors in neurodegenerative disorders of the human brain. Brain Res
Brain Res Rev 27, 1-39

Berson, A. Knobloch, M., Hanan, M., Diamant, S., Sharoni, M.,
Schuppli, D., et al. (2007) Changes in readthrough acetylcholinesterase
expression modulate amyloid-beta pathology. Brain 131, 109-119
Miller, J. A., Oldham, M. C., and Geschwind, D. H. (2008) A systems
level analysis of transcriptional changes in Alzheimer’s disease and
normal aging. ] Neurosci 28, 1410-1420

Masliah, E., Cole, G., Shimohama, S., Hansen, L., DeTeresa, R., Terry, R.
D., et al. (1990) Differential involvement of protein kinase C isozymes in
Alzheimer’s disease. J Neurosci 10, 2113-2124

Bai, B., Hales, C. M., Chen, P. C,, Gozal, Y., Dammer, E. B, Fritz, J. J.,
et al. (2013) Ul small nuclear ribonucleoprotein complex and RNA
splicing alterations in Alzheimer’s disease. Proc Natl Acad Sci U S A 110,
16562-16567

Dracheva, S., Marras, S. A., Elhakem, S. L., Kramer, F. R, Davis, K. L.,
and Haroutunian, V. (2001) N-methyl-D-aspartic acid receptor
expression in the dorsolateral prefrontal cortex of elderly patients with
schizophrenia. Am J Psychiatry 158, 1400-1410

Hynd, M. R, Scott, H. L., and Dodd, P. R. (2001) Glutamate(NMDA)
receptor NR1 subunit mRNA expression in Alzheimer’s disease. ]
Neurochem 78, 175-182

SASBMB

Pb Exposure increase AD risk via Ca homeostasis

131.

132.

133.

134.

135.

136.

137.

138.

139.

140.

141.

142.

143.

144.

145.

146.

147.

148.

149.

150.

Paleologou, K. E., Oueslati, A., Shakked, G., Rospigliosi, C. C., Kim, H.
Y., Lamberto, G. R,, et al. (2010) Phosphorylation at S87 is enhanced in
synucleinopathies, inhibits alpha-synuclein oligomerization, and in-
fluences synuclein-membrane interactions. / Neurosci 30, 3184—3198
Beyer, K., Domingo-Sébat, M., Lao, J. I, Carrato, C., Ferrer, I, and
Ariza, A. (2007) Identification and characterization of a new alpha-
synuclein isoform and its role in Lewy body diseases. Neurogenetics 9,
15-23

Lay, S. F,, Cao, H, Fu, A. K. Y,, and Ip, N. Y. (2020) Single-nucleus
transcriptome analysis reveals dysregulation of angiogenic endothelial
cells and neuroprotective glia in Alzheimer’s disease. Proc Natl Acad Sci
us A 117, 25800-25809

Maccarrone, M., Battista, N., and Centonze. (2007) The endocannabi-
noid pathway in Huntington’s disease: a comparison with other
neurodegenerative diseases. Prog Neurobiol 81, 349-379

Benito, C., Nunez, E., Tol6n, R. M., Carrier, E. J., Rdbano, A., Hillard, C.
J., et al. (2003) Cannabinoid CB2 receptors and fatty acid amide hy-
drolase are selectively overexpressed in neuritic plaque-associated glia in
Alzheimer’s disease brains. / Neurosci 23, 11136—11141

Karch, C. M., Jeng, A. T., Nowotny, P., Cady, J., Cruchaga, C., and
Goate, A. M. (2012) Expression of novel Alzheimer’s disease risk genes
in control and Alzheimer’s disease brains. PLoS One 7, €50976

de la Monte, S. M., Ng, S. C,, and Hsu, D. W. (1995) Aberrant GAP-43
gene expression in Alzheimer’s disease. Am ] Pathol 147, 934—946
Anderson, A. ], Su, J. H., and Cotman, C. W. (1996) DNA damage and
apoptosis in Alzheimer’s disease: colocalization with c-Jun immunore-
activity, relationship to brain area, and effect of postmortem delay. /
Neurosci 16, 1710-1719

Elliott, E., Laufer, O., and Ginzburg, I. (2009) BAG-1M is up-regulated
in hippocampus of Alzheimer’s disease patients and associates with tau
and APP proteins. J Neurochem 109, 1168-1178

Elliott, E., Tsvetkov, P., and Ginzburg, I. (2007) BAG-1 associates with
Hsc70.Tau complex and regulates the proteasomal degradation of Tau
protein. J Biol Chem 282, 37276—37284

Bader Lange, M. L., Cenini, G., Piroddi, M., Abdul, H. M., Sultana, R.,
Galli, F., et al. (2007) Loss of phospholipid asymmetry and elevated brain
apoptotic protein levels in subjects with amnestic mild cognitive
impairment and Alzheimer disease. Neurobiol Dis 29, 456—464
Kajiwara, Y., Akram, A., Katsel, P., Haroutunian, V., Schmeidler, J.,
Beecham, G., et al. (2009) FE65 binds Teashirt, inhibiting expression of
the primate-specific caspase-4. PLoS One 4, e5071

Lucin, K. M., O'Brien, C. E,, Bieri, G., Czirr, E., Mosher, K. L, Abbey, R.
J., et al. (2013) Microglial beclin 1 regulates retromer trafficking and
phagocytosis and is impaired in Alzheimer’s disease. Neuron 79,
873-886

Eftekharzadeh, B., Daigle, J. G., Kapinos, L. E., Coyne, A., Schiantarelli, J.,
Carlomagno, Y., et al. (2018) Tau protein disrupts nucleocytoplasmic
transport in Alzheimer’s disease. Neuron 99, 925-940.€927

Scott, H. L., Pow, D. V., Tannenberg, A. E.,, and Dodd, P. R. (2002)
Aberrant expression of the glutamate transporter excitatory amino acid
transporter 1 (EAATI1) in Alzheimer’s disease. J Neurosci 22, RC206
Wang, X., Su, B,, Lee, H. G,, Li, X, Perry, G., Smith, M. A,, et al. (2009)
Impaired balance of mitochondrial fission and fusion in Alzheimer’s
disease. ] Neurosci 29, 9090-9103

Busser, J., Geldmacher, D. S., and Herrup, K. (1998) Ectopic cell cycle
proteins predict the sites of neuronal cell death in Alzheimer’s disease
brain. J Neurosci 18, 2801-2807

Yang, Y., Mufson, E. J., and Herrup, K. (2003) Neuronal cell death is
preceded by cell cycle events at all stages of Alzheimer’s disease. J
Neurosci 23, 2557—-2563

Ramsey, C. P., Glass, C. A., Montgomery, M. B,, Lindl, K. A, Ritson, G.
P., Chia, L. A, et al. (2007) Expression of Nrf2 in neurodegenerative
diseases. / Neuropathol Exp Neurol 66, 75—85

Park, J. H., Gimbel, D. A., GrandPre, T., Lee, ]. K, Kim, J. E., Li, W, et al.
(2006) Alzheimer precursor protein interaction with the Nogo-66 re-
ceptor reduces amyloid-beta plaque deposition. ] Neurosci 26,
1386-1395

J. Biol. Chem. (2023) 299(8) 105023 15


http://refhub.elsevier.com/S0021-9258(23)02051-3/sref112
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref112
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref112
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref113
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref113
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref113
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref113
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref114
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref114
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref114
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref114
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref115
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref115
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref115
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref115
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref116
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref116
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref116
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref117
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref117
http://refhub.elsevier.com/S0021-9258(23)02051-3/sref117
http://refhub.elsevier.com/S0021-9258(23)02051-3/optRnbgTcNGfV
http://refhub.elsevier.com/S0021-9258(23)02051-3/optRnbgTcNGfV
http://refhub.elsevier.com/S0021-9258(23)02051-3/optRnbgTcNGfV
http://refhub.elsevier.com/S0021-9258(23)02051-3/optRnbgTcNGfV
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt6PKNNFu3pF
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt6PKNNFu3pF
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt6PKNNFu3pF
http://refhub.elsevier.com/S0021-9258(23)02051-3/optuXA4FMuZaq
http://refhub.elsevier.com/S0021-9258(23)02051-3/optuXA4FMuZaq
http://refhub.elsevier.com/S0021-9258(23)02051-3/optuXA4FMuZaq
http://refhub.elsevier.com/S0021-9258(23)02051-3/optuXA4FMuZaq
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt2z3bHAKleS
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt2z3bHAKleS
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt2z3bHAKleS
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt2z3bHAKleS
http://refhub.elsevier.com/S0021-9258(23)02051-3/optKnX0Xu52rm
http://refhub.elsevier.com/S0021-9258(23)02051-3/optKnX0Xu52rm
http://refhub.elsevier.com/S0021-9258(23)02051-3/optKnX0Xu52rm
http://refhub.elsevier.com/S0021-9258(23)02051-3/optKnX0Xu52rm
http://refhub.elsevier.com/S0021-9258(23)02051-3/optGmTWNSsSsP
http://refhub.elsevier.com/S0021-9258(23)02051-3/optGmTWNSsSsP
http://refhub.elsevier.com/S0021-9258(23)02051-3/optGmTWNSsSsP
http://refhub.elsevier.com/S0021-9258(23)02051-3/optGmTWNSsSsP
http://refhub.elsevier.com/S0021-9258(23)02051-3/optPP8azAuuns
http://refhub.elsevier.com/S0021-9258(23)02051-3/optPP8azAuuns
http://refhub.elsevier.com/S0021-9258(23)02051-3/optPP8azAuuns
http://refhub.elsevier.com/S0021-9258(23)02051-3/optm7zzyUTM7U
http://refhub.elsevier.com/S0021-9258(23)02051-3/optm7zzyUTM7U
http://refhub.elsevier.com/S0021-9258(23)02051-3/optm7zzyUTM7U
http://refhub.elsevier.com/S0021-9258(23)02051-3/optfbQWId0DxW
http://refhub.elsevier.com/S0021-9258(23)02051-3/optfbQWId0DxW
http://refhub.elsevier.com/S0021-9258(23)02051-3/optfbQWId0DxW
http://refhub.elsevier.com/S0021-9258(23)02051-3/optaWEhOpjfHU
http://refhub.elsevier.com/S0021-9258(23)02051-3/optaWEhOpjfHU
http://refhub.elsevier.com/S0021-9258(23)02051-3/optaWEhOpjfHU
http://refhub.elsevier.com/S0021-9258(23)02051-3/optYcfGbEXGaj
http://refhub.elsevier.com/S0021-9258(23)02051-3/optYcfGbEXGaj
http://refhub.elsevier.com/S0021-9258(23)02051-3/optYcfGbEXGaj
http://refhub.elsevier.com/S0021-9258(23)02051-3/optYcfGbEXGaj
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkKP9uDRcLf
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkKP9uDRcLf
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkKP9uDRcLf
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkKP9uDRcLf
http://refhub.elsevier.com/S0021-9258(23)02051-3/optqzOF1yST4b
http://refhub.elsevier.com/S0021-9258(23)02051-3/optqzOF1yST4b
http://refhub.elsevier.com/S0021-9258(23)02051-3/optqzOF1yST4b
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDo6M3CxGGz
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDo6M3CxGGz
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDo6M3CxGGz
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDo6M3CxGGz
http://refhub.elsevier.com/S0021-9258(23)02051-3/optwyG9G7q7my
http://refhub.elsevier.com/S0021-9258(23)02051-3/optwyG9G7q7my
http://refhub.elsevier.com/S0021-9258(23)02051-3/optwyG9G7q7my
http://refhub.elsevier.com/S0021-9258(23)02051-3/optwyG9G7q7my
http://refhub.elsevier.com/S0021-9258(23)02051-3/optAnAb0kWiG6
http://refhub.elsevier.com/S0021-9258(23)02051-3/optAnAb0kWiG6
http://refhub.elsevier.com/S0021-9258(23)02051-3/optAnAb0kWiG6
http://refhub.elsevier.com/S0021-9258(23)02051-3/optAnAb0kWiG6
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt7vp5LDHYkW
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt7vp5LDHYkW
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt7vp5LDHYkW
http://refhub.elsevier.com/S0021-9258(23)02051-3/optYvTcGP6i7Q
http://refhub.elsevier.com/S0021-9258(23)02051-3/optYvTcGP6i7Q
http://refhub.elsevier.com/S0021-9258(23)02051-3/optYvTcGP6i7Q
http://refhub.elsevier.com/S0021-9258(23)02051-3/optYvTcGP6i7Q
http://refhub.elsevier.com/S0021-9258(23)02051-3/optS690rMCPWI
http://refhub.elsevier.com/S0021-9258(23)02051-3/optS690rMCPWI
http://refhub.elsevier.com/S0021-9258(23)02051-3/optS690rMCPWI
http://refhub.elsevier.com/S0021-9258(23)02051-3/optMmJH8H4lEb
http://refhub.elsevier.com/S0021-9258(23)02051-3/optMmJH8H4lEb
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkcHQh3hROR
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkcHQh3hROR
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkcHQh3hROR
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkcHQh3hROR
http://refhub.elsevier.com/S0021-9258(23)02051-3/optEcmTnrf4qf
http://refhub.elsevier.com/S0021-9258(23)02051-3/optEcmTnrf4qf
http://refhub.elsevier.com/S0021-9258(23)02051-3/optEcmTnrf4qf
http://refhub.elsevier.com/S0021-9258(23)02051-3/optaHk4aLApfy
http://refhub.elsevier.com/S0021-9258(23)02051-3/optaHk4aLApfy
http://refhub.elsevier.com/S0021-9258(23)02051-3/optaHk4aLApfy
http://refhub.elsevier.com/S0021-9258(23)02051-3/optGa2K8GD6H3
http://refhub.elsevier.com/S0021-9258(23)02051-3/optGa2K8GD6H3
http://refhub.elsevier.com/S0021-9258(23)02051-3/optGa2K8GD6H3
http://refhub.elsevier.com/S0021-9258(23)02051-3/optGa2K8GD6H3
http://refhub.elsevier.com/S0021-9258(23)02051-3/optZvvYRIPHdq
http://refhub.elsevier.com/S0021-9258(23)02051-3/optZvvYRIPHdq
http://refhub.elsevier.com/S0021-9258(23)02051-3/optZvvYRIPHdq
http://refhub.elsevier.com/S0021-9258(23)02051-3/optwmRWIglS9C
http://refhub.elsevier.com/S0021-9258(23)02051-3/optwmRWIglS9C
http://refhub.elsevier.com/S0021-9258(23)02051-3/optwmRWIglS9C
http://refhub.elsevier.com/S0021-9258(23)02051-3/optwmRWIglS9C
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt2nOVcpgRdh
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt2nOVcpgRdh
http://refhub.elsevier.com/S0021-9258(23)02051-3/opt2nOVcpgRdh
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkvx7Yo1rkF
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkvx7Yo1rkF
http://refhub.elsevier.com/S0021-9258(23)02051-3/optkvx7Yo1rkF
http://refhub.elsevier.com/S0021-9258(23)02051-3/optWJ7RWOFmB3
http://refhub.elsevier.com/S0021-9258(23)02051-3/optWJ7RWOFmB3
http://refhub.elsevier.com/S0021-9258(23)02051-3/optWJ7RWOFmB3
http://refhub.elsevier.com/S0021-9258(23)02051-3/optABTF8Zxpl9
http://refhub.elsevier.com/S0021-9258(23)02051-3/optABTF8Zxpl9
http://refhub.elsevier.com/S0021-9258(23)02051-3/optABTF8Zxpl9
http://refhub.elsevier.com/S0021-9258(23)02051-3/optie1UfF4PUP
http://refhub.elsevier.com/S0021-9258(23)02051-3/optie1UfF4PUP
http://refhub.elsevier.com/S0021-9258(23)02051-3/optie1UfF4PUP
http://refhub.elsevier.com/S0021-9258(23)02051-3/optD5c3ABFIdY
http://refhub.elsevier.com/S0021-9258(23)02051-3/optD5c3ABFIdY
http://refhub.elsevier.com/S0021-9258(23)02051-3/optD5c3ABFIdY
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDT43w0SqjK
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDT43w0SqjK
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDT43w0SqjK
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDT43w0SqjK

Pb Exposure increase AD risk via Ca homeostasis

151. Kao, P. F,, Davis, D. A., Banigan, M. G., Vanderburg, C. R, Seshadri, S.,
and Delalle, I. (2010) Modulators of cytoskeletal reorganization in CA1
hippocampal neurons show increased expression in patients at mid-
stage Alzheimer’s disease. PLoS One 5, 13337

152. Allen, S. J., and Dawbarn, D. (2006) Clinical relevance of the neuro-
trophins and their receptors. Clin Sci (Lond) 110, 175-191

16 J. Biol. Chem. (2023) 299(8) 105023

153.

154.

Vincent, I, Jicha, G., Rosado, M., and Dickson, D. W. (1997) Aberrant
expression of mitotic cdc2/cyclin Bl kinase in degenerating neurons of
Alzheimer’s disease brain. / Neurosci 17, 3588—3598

Koliatsos, V. E., Kecojevic, A., Troncoso, J. C., Gastard, M. C., Bennett, D. A.,
and Schneider, J. A. (2006) Early involvement of small inhibitory cortical
interneurons in Alzheimer’s disease. Acta Neuropathol 112, 147-162

SASBMB


http://refhub.elsevier.com/S0021-9258(23)02051-3/optotD7VvgmpK
http://refhub.elsevier.com/S0021-9258(23)02051-3/optotD7VvgmpK
http://refhub.elsevier.com/S0021-9258(23)02051-3/optotD7VvgmpK
http://refhub.elsevier.com/S0021-9258(23)02051-3/optotD7VvgmpK
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDge1TfKsxF
http://refhub.elsevier.com/S0021-9258(23)02051-3/optDge1TfKsxF
http://refhub.elsevier.com/S0021-9258(23)02051-3/optaFJPJrd0io
http://refhub.elsevier.com/S0021-9258(23)02051-3/optaFJPJrd0io
http://refhub.elsevier.com/S0021-9258(23)02051-3/optaFJPJrd0io
http://refhub.elsevier.com/S0021-9258(23)02051-3/optavZ8zdWTIG
http://refhub.elsevier.com/S0021-9258(23)02051-3/optavZ8zdWTIG
http://refhub.elsevier.com/S0021-9258(23)02051-3/optavZ8zdWTIG

	Developmental Pb exposure increases AD risk via altered intracellular Ca2+ homeostasis in hiPSC-derived cortical neurons
	Results
	Pb exposure results in persistent changes in neuron development and morphology
	Persistence of the epigenetic landscape alterations after developmental Pb exposure
	Transcriptomic analysis of neuron culture after developmental Pb exposure
	Developmental Pb exposure alters synapse density and Ca homeostasis
	Developmental Pb exposure increases the risk of AD

	Discussion
	Experimental procedures
	hiPSC cell culturing and cortical neuron differentiation
	Immunostaining
	Western blotting
	Fluorescence microscopy
	Calcium imaging
	RNA-sequencing
	Tau seeds transfection and FRET imaging of tau-biosensor
	ELISA assay for β-amyloid and global DNA methylation quantification
	Data analysis and statistics

	Data availability
	Supporting information
	Author contributions
	Funding and additional information
	References


