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Alzheimer’s disease (AD) is the most common form of dementia and is distinguished
from other dementias by observation of extracellular Amyloid-g (AB) plaques and
intracellular neurofibrillary tangles, comprised of fibrils of AR and tau protein, respectively.
At early stages, AD is characterized by minimal neurodegeneration, oxidative stress,
nucleolar stress, and altered protein synthesis machinery. It is generally believed that
AB oligomers are the neurotoxic species and their levels in the AD brain correlate with
the severity of dementia suggesting that they play a critical role in the pathogenesis of
the disease. Here, we show that the incubation of differentiated human neuroblastoma
cells (SHSY5Y) with freshly prepared Ap42 oligomers initially resulted in oxidative
stress and subtle nucleolar stress in the absence of DNA damage or cell death. The
presence of exogenous AP oligomers resulted in altered nuclear tau levels as well as
phosphorylation state, leading to altered distribution of nucleolar tau associated with
nucleolar stress. These markers of cellular dysfunction worsen over time alongside a
reduction in ribosomal RNA synthesis and processing, a decrease in global level of
newly synthesized RNA and reduced protein synthesis. The interplay between Ap and
tau in AD remains intriguing and AB toxicity has been linked to tau phosphorylation and
changes in localization. These findings provide evidence for the involvement of Ag42
effects on nucleolar tau and protein synthesis machinery dysfunction in cultured cells.
Protein synthesis dysfunction is observed in mild cognitive impairment and early AD in
the absence of significant neuronal death.

Keywords: AB42, oxidative stress, rDNA transcription, rRNA processing, RNA synthesis, protein synthesis,
Alzheimer’s disease, Tau

INTRODUCTION

Alzheimer’s disease (AD) is associated with memory impairment and is characterized by the
deposition of extracellular amyloid plaques and intracellular neurofibrillary tangles. Amyloid-f
(AP42), the main constituent of the plaques, is believed to be the most toxic species that drives
the pathogenesis of AD according to the original amyloid cascade hypothesis (Hardy and Higgins,
1992). This is supported by biomarker studies, which show that changes in AP appear decades
before the onset of dementia (Jack et al., 2013). The reformulated amyloid cascade hypothesis
focuses on soluble, oligomeric AP species as the mediators of neuronal toxicity that may be

Frontiers in Cellular Neuroscience | www.frontiersin.org 1

August 2018 | Volume 12 | Article 220


https://www.frontiersin.org/journals/cellular-neuroscience/
https://www.frontiersin.org/journals/cellular-neuroscience#editorial-board
https://www.frontiersin.org/journals/cellular-neuroscience#editorial-board
https://doi.org/10.3389/fncel.2018.00220
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.3389/fncel.2018.00220
http://crossmark.crossref.org/dialog/?doi=10.3389/fncel.2018.00220&domain=pdf&date_stamp=2018-08-03
https://www.frontiersin.org/articles/10.3389/fncel.2018.00220/full
http://loop.frontiersin.org/people/586177/overview
http://loop.frontiersin.org/people/589434/overview
http://loop.frontiersin.org/people/133660/overview
https://www.frontiersin.org/journals/cellular-neuroscience/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-neuroscience#articles

Maina et al.

The Effect of AB Oligomers on Nuclear Tau

associated with downstream effects on tau (Selkoe and Hardy,
2016). Levels of AP oligomers have been shown to correlate
with the disease severity (DaRocha-Souto et al., 2011), while
distribution of tau neurofibrillary tangles correlates with disease
progression (Braak and Braak, 1991). AB42 oligomers have been
found to cause synaptic aberration (Lacor et al., 2007), disrupt
long-term potentiation (LTP) (Lambert et al., 1998), and cause
memory dysfunction (Zhang et al., 2014), indicating that the
AB42 oligomers cause a gradual disturbance in cell function
before neuronal loss. Whether AP changes impact on tau remains
unclear.

Protein synthesis is known to be necessary for formation and
stability of long-term memory. The synthesis of new proteins
is a regulated process that is coordinated from the nucleolus
to the ribosomes. This begins with the formation of functional
ribosomes, which consist of 18S and 28S ribosomal RNA (rRNA),
derived from 45S-pre-ribosomal RNA (45S-pre-rRNA). Several
studies have identified nucleolar stress, ribosome dysfunction,
and alteration of protein synthesis machinery as neurochemical
changes that accompany early AD (Ding et al., 2005; Hernandez-
Ortega et al., 2015). Ribosomal dysfunction, decreased levels
of rRNA and tRNA, and reduced protein synthesis, have been
observed in the brains of patients with mild cognitive impairment
(MCI), indicating that these changes precede neuronal loss that
occurs during AD (Ding et al, 2005). A decrease in many
nucleolar proteins and their mRNA have also been reported in
early AD (Hernandez-Ortega et al., 2015), a period associated
with less neuronal loss (Braak and Braak, 1991). This seems to
suggest that the protein synthesis machinery becomes altered
before the onset of AD and this progresses with the disease
process. Interestingly, tau has been shown to play a role in the
nucleus and nucleolus as well as being a microtubule binding
protein in the cytosol (Maina et al., 2018).

We have previously shown that AP42 oligomers enter
undifferentiated neuroblastoma (SHSY5Y) cells leading to
lysosomal damage (Soura et al., 2012). In primary hippocampal
neurons, we showed that AP42, but not a non-toxic variant,
becomes internalized and alters synaptic vesicle recycling
properties (Marshall et al., 2016), establishing a critical role
for AB42 in driving the neurochemical changes in AD. Here,
we investigated the hypothesis that AP42 could impact on
localization and function of tau and may be important in the
impairment of the protein synthesis machinery observed in early
AD. We reveal that incubation of differentiated SHSY5Y cells
with AB42 oligomers leads to increased oxidative stress and a
gradual accumulation of nucleolar stress. These changes result
in altered production and processing of 45S-pre-ribosomal rRNA
(45S-pre-rRNA), heterochromatin compaction and a decrease in
RNA and protein synthesis, without DNA damage or loss of
cell viability. Furthermore, AB42 oligomer administration results
in changes in localization and altered phosphorylation state
of nuclear human tau protein in differentiated SHSY5Y cells.
Changes in levels of nuclear phosphor-tau have been observed
with AD progression (Hernandez-Ortega et al., 2015). This is the
first observation of a central involvement of AB42 in nucleolar
dysfunction and altered protein synthesis machinery in a cellular
model, which recapitulates the scenario that occurs from MCI

to AD (Ding et al,, 2005; Hernandez-Ortega et al., 2015). This
demonstrates that the early changes in AB42 levels that occur
decades before full-blown AD (Jack et al., 2013) may influence
nuclear tau, and contribute to the altered protein synthesis
machinery, from the nucleolus to the ribosome, which occurs at
the early stage of the disease.

MATERIALS AND METHODS

Cell Culture

Undifferentiated SHSY5Y neuroblastoma cells (Sigma-
Aldrich and originally supplied by Public Health England
culture collections) were maintained in Dulbecco’s Modified
Eagle Medium: Nutrient Mixture F-12 (DMEM/F-12)
(Life  Technologies, United Kingdom), supplemented
with 1% (v/v) L-glutamate (L-Gln) (Invitrogen), 1% (v/v)
penicillin/streptomycin (Pen/Strep) (Invitrogen) and 10% (v/v)
Fetal Calf Serum (FCS) at 37°C and 5% CO,. SHSY5Y cells were
differentiated in a medium containing 1% FCS supplemented
with 10 WM trans-Retinoic acid (Abcam) for 5 days. On day five,
the medium was replaced with a serum-free media supplemented
with 2 nM brain-derived neurotrophic factor (BDNF) (Merck
Millipore). Cells were used 2 days post-BDNF incubation.

Preparation of Af

AB42 (rPEPTIDE) was prepared following an established
procedure (Soura et al., 2012). Briefly, the peptide was solubilized
in 1,1,1,3,3,3-hexafluoro-2-propanol (99% purity) (Fluka, Sigma-
Aldrich) and sonicated. The HFIP was removed and dried
AB was dissolved in Dimethyl sulfoxide (DMSO) >99.9%
(ACROS Organics) at 0.2 mg/ml. Solvents were removed using
a 5 ml HiTrap desalting column (GE Healthcare) in 30 pL
of Hepes buffer [10 mM Hepes, 50 mM NaCl, 1.6 mM
KCl, 2 mM MgCl,-6H,0, 3.5 mM CaCl,-2H,O (pH 7.4)].
AP peptide concentration was determined using a Nanodrop
spectrophotometer (Thermo Fisher Scientific) at a wavelength of
280 nm (extinction coefficient of 1490). An equivalent of 10 uM
from the AB42 stock was administered to the medium of the
differentiated SH-SY5Y cells.

Western Blotting

SHSY5Y cells were fractionated for 15 min on ice using RIPA
(Abcam), supplemented with protease (Sigma) and phosphatase
(Sigma) inhibitors and spun at 16000 x g for 15 at 4°C. Protein
concentration was quantified using Pierce BCA Protein Assay
Kit (Thermo Fisher Scientific) and absorbance (562 nm) was
read using GloMax Multi-Detection plate reader (Promega).
A total of 10 pg of protein from each sample was diluted in
4x Laemmli sample buffer, supplemented with 1:10 dilution
of B-mercaptoethanol, then loaded to 7.5% Mini-PROTEAN
TGX Stain-Free Protein Gels (BIO-RAD) and SDS-PAGE was
run at 100V using 1x running buffer (25 mM Tris, 192 mM
glycine, 0.1% SDS). The proteins were transferred to PVDF
membrane (Merck Millipore) using 1x transfer buffer [25 mM
Tris-HCl, 192 mM glycine, and 10% (v/v) methanol] at 100 V.
The membrane was blocked in 5% (w/v) milk dissolved in
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washing buffer (TBS-Tween) (Merck Millipore), incubated at 4°C
overnight with primary antibodies diluted in the blocking buffer
(see Supplementary Table 1 for antibodies). The membranes were
washed 5x for 10 min and probed for 1 h with corresponding
secondary antibodies diluted in blocking buffer. The membranes
were washed 5x for 10 min each and subsequently developed
in the dark room after incubation in Clarity Western ECL
substrate for 1 min (BIO-RAD). To ensure the specificity of
the secondary antibodies, control experiments were run using
secondary antibodies, without primary antibodies, and this did
not show any specific chemiluminescent signal. For loading
control antibodies or sequential analyses of other proteins on
the same membrane using other antibodies, the membranes were
stripped using Restore™ PLUS Western Blot Stripping Buffer
(Thermo Fisher Scientific), then blocked, and probed as described
above. The blots were scanned at high resolution, and then bands
were quantified using Image] software.

Immunofluorescence Labeling

SHSY5Y cells were resuspended in PBS and spun onto a glass
slide at 800 RPM for 3 min using Cytospin Centrifuge (CellSpin
I, Tharmac). Cells were fixed with 4% paraformaldehyde/PBS
for 15 min, PBS-washed, permeabilized using 0.5% Triton X-
100/PBS for 15 min and PBS-washed. The slides were blocked
in blocking buffer [4% BSA/PBS/Tween-20 (0.02%)] for 45 min,
incubated with primary antibody diluted in the blocking buffer
for 45 min, PBS-washed, incubated in Alexa fluorophore-
conjugated corresponding secondary antibody diluted in the
blocking buffer for 45 min. The slides were PBS-washed,
incubated in 1/1000 DRAQ5 (Abcam) diluted in PBS/Tween-20
(0.02%) for 10 min and mounted with coverslips using ProLong®
Gold Antifade mountant (Life Technologies). 5-Methylcytosine
(5-mC), cells on the glass slides were fixed with 2.5% PFA/PBS
for 30 min at RT, PBS-washed, permeabilized for 1 h at RT with
0.5% Triton X-100/PBS. The cells were then washed in wash
buffer [PBS/0.1% Triton X-100 (PBST)] and incubated with 2N
HCI for 30 min at 37°C to depurinate the DNA, followed by
2x 5 min wash with 0.1 M borate buffer (pH 8.5). They were
then rinsed twice with PBS-T, blocked in blocking buffer (1%
BSA/PBS-T) for 1 h at RT, incubated with the primary antibody
diluted in the blocking buffer for 2 h at RT and washed three times
with PBS-T. Then they were incubated with the corresponding
secondary antibody diluted in the blocking buffer for 45 min at
RT in the dark and washed three times in PBS-T, then stained
with DRAQS.

Confocal Microscopy Imaging and
Analysis

Images were taken using a 100x oil objective of LSM510 Meta
confocal microscope mounted on Axiovert200M using pinhole
size of 1 Airy unit. All images were collected as Z-stacks for
all channels using a step size of 1 wm to allow the analysis
of the entire signal in the cells. Subsequently, images were
Z-projected to sum all signals and then analyzed using Image].
Five randomly collected images from each experiment and an
average of 50-70 cells per experiment were subjected to the

Image] analysis. For the quantification of nuclear foci/cluster,
Image] Procedure presented by the light microscopy core facility
of Duke University was used. For the quantification of total
nuclear fluorescence intensities, the nuclei were first segmented
by thresholding using the DRAQ5 channel, excluding fused
nuclei or those at the edges. Subsequently, the multi-measure
option on the Image] ROI manager was used to measure nuclear
fluorescence from all channels in only segmented nuclei. The
total corrected nuclear fluorescence (TCNF) was then calculated
as TCNF = Integrated Density — (Area of selected cell x Mean
fluorescence of background readings) (McCloy et al., 2014). For
the quantification of nucleolar nP-Tau, a similar approach was
used, in which the nucleolus was first segmented by thresholding
using the fibrillarin channel. For the quantification of nucleolar
nP-Tau and FBL redistribution, Z-stack images were Z-projected
to maximum intensity before cells positive for the redistribution
were counted.

CellROX Green Assay

SHSY5Y cells were incubated with 5 pM CellROX Green
Reagent for 1 h at 37°C and 5% CO, (Life Technologies,
United Kingdom). The cells were resuspended in PBS and
analyzed on a FACS using the 488 nm excitation laser (BD Accuri
C6, BD Biosciences). A total of 10,000 events were collected per
sample and resulting FL1 data were plotted on a histogram.

Nascent RNA and Protein Synthesis

Nascent RNA and protein synthesis were visualized, respectively,
using Click-iT RNA Alexa Fluor 488 Imaging Kit (Life
Technologies) and Click-iT HPG Alexa Fluor 488 Protein
Synthesis Assay Kit (Life Technologies) following the
manufacturer’s instructions and images were taken using a
100x oil objective of LSM510 Meta confocal microscope
mounted on Axiovert200M using pinhole size of 1 AU.

RNA Extraction and Complementary

DNA (cDNA) Synthesis

Total RNA was extracted using TRIzol Plus RNA Purification
Kit (Life Technologies, United Kingdom). SHSY5Y were lysed
directly with 1 mL TRIzol reagent for 5 min at RT. The lysates
were resuspended and transferred to separate 1.5 mL tubes,
mixed with 200 pL chloroform, agitated by hand vigorously
for 15 s, and incubated for 2-3 min at RT. The samples were
spun at 12000 x g for 15 min at 4°C and the upper aqueous
phase which contains the RNA was collected. About 450 L
of the top aqueous phase from each sample was transferred
to new RNase-free tubes and mixed vigorously with an equal
volume of 70% ethanol to obtain 35% ethanol in the mixture
and these were transferred to separate spin cartridges (with a
collection tube), spun at 12,000 x g for 15 s at RT and the
flow through was discarded. The cartridges were washed with
buffer I, spun at 12,000 x g for 15 s at RT and further washed
twice with buffer IT at 12,000 x g for 15 s at RT. The cartridges
containing the RNA were dried by additional spin at 12,000 x g
for 1 min at RT. Using recovery tubes, the RNA from the different
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cartridges was eluted after a 5 min incubation in 30 pL RNase-
free water and spun for 2 min at 16000 x g. The RNA extracts
were stored on ice and used for cDNA synthesis. The total
RNA extracted was used for cDNA synthesis using the High
Capacity cDNA Reverse Transcription Kit (Life Technologies,
United Kingdom). A 20 pL c¢cDNA reaction was prepared for
each sample on ice, in PCR tubes, containing 10 wL total RNA
and 10 pL 2x Reverse Transcription master mix supplemented
with RiboLock RNase Inhibitor at a concentration of 1 U/pLL of a
reaction mixture (Life Technologies). All tubes were briefly spun
to eliminate bubbles and loaded to the thermal cycler (Biometra),
programmed to run at 25°C for 10 min, 37°C for 120 min
and 85°C for 5 min. The ¢cDNA was collected and used for
qPCR.

Quantitative Polymerase Chain Reaction
(aPCR)

The synthesized ¢cDNA from all samples were subjected to
qPCR using Maxima Probe/ROX qPCR Master Mix (2x) Kit
(Life Technologies) and Taqman gene expression assays (Life
Technologies, United Kingdom, Supplementary Table 2). A 1x
master mix sufficient for a 25 pL-reaction for all samples in
duplicates was prepared from the Maxima Probe/ROX qPCR
Master Mix (2x), 20x TaqMan gene expression assay and
Nuclease-free water, and 20 L of the mixture were transferred
to required wells of a white 96-well semi-skirted PCR plate
for Roche Lightcycler (StarLab, United Kingdom). A cDNA
serial dilution of 1:1, 1:10, 1:100, and 1:1000 was prepared for
standard curve measurement and 5 pL of cDNA samples were
transferred to corresponding wells of the 96-well PCR plate.
A fresh master mix and standard curve were prepared for each
assay and template negative controls containing only nuclease
free H,O were included in every amplification. Absolute gPCR
was carried out on all samples using Roche LightCycler 480 II
(Roche Diagnostics, Basel, Switzerland). The cycling conditions
used were an initial run at 50°C for 2 min, initial denaturation at
95°C for 10 min, and 50 cycles of denaturation at 95°C for 15 s
and annealing and extension at 60°C for 1 min and finally cooling
at 4°C. After the qPCR, transcript levels were automatically
determined using the standard curve method by the Roche

LightCycler 480 service software. Samples were normalized to
TBP and ACTB.

Statistical Analysis

All data were subsequently subjected to Kolmogorov-Smirnov
(K-S) normality test and then unpaired student’s ¢-test using
GraphPad InStat.

RESULTS

AB42 Induces Oxidative Stress and Alters
Tau Phosphorylation and Localization
Without Cell Viability Loss or DNA

Damage

To investigate the effect of oligomeric AR on human tau
distribution, a human neuroblastoma cell line, SHSY5Y, was
selected as it produces normal endogenous levels of human
tau. This contrasts with mouse or rat tau produced in primary
neurons from laboratory animals, or with over-expression of
human tau from transgenic animal cells and provides a model
cellular system with which to explore human tau at normal
levels. The cells were differentiated to increase their neuronal
characteristics (henceforth called D.SHSY5Y) and treated with
freshly prepared AP42 oligomers (10 wM). Viability of the
differentiated cells was unaffected after 24 h incubation with
oligomeric AB42 oligomers (Figure 1A). This is in contrast to
previous studies that show that undifferentiated SHSY5Y cell
viability is reduced by AP42 oligomers (Soura et al., 2012).
To investigate whether more subtle dysfunctional effects were
induced in differentiated cells, we examined whether the AR
causes DNA damage using a well-known DNA damage marker,
yH2Ax foci (Podhorecka et al., 2010). The Ap-treated D.SHSY5Y
showed no significant increase in numbers of yYH2Ax foci
(Figure 1B). AP has been suggested to lead to oxidative stress
(Butterfield et al., 2013) so we explored this in our cellular system
using the CellROX Green flow cytometry assay. This revealed
a significant increase in oxidative stress (13% increase) in the
D.SHS5Y5 cells (Figure 1C), suggesting that AB42 can cause
oxidative stress, without exerting significant cell viability loss or

A CELL VIABILITY B DNA DAMAGE (o OXIDATIVE STRESS
%k
g 120 0 50 § 0.25
CE ol 100 % 40 § 0.20
o s o S0 %
= o 80 s O O
ES < 30 g 015 -
T o 60 < Qo
O o N 020 [ O 3 0.10
.= 40 :'>:_ B l 1 S5
gL < 10 83 005
[0} 20 s}
= o =L
0 | — 0.00 —
Buffer AB42 Buffer AB42 Buffer AB42
FIGURE 1 | AB42 oligomers induce oxidative stress, without DNA damage or loss of cell viability 24 h post-incubation. (A) CellTiter Blue experiment showed that the
AB incubation had no effect on cell viability. (B) Quantification of y-H2Ax-positive cells showed the absence of DNA damage following the A8 incubation. (C) Flow
Cytometry Experiment with CellROX Green showed that the AB induces a significant level of oxidative stress. N = 5. *P < 0.05.
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DNA damage on these differentiated cells over the incubation
period of 24 h.

AP toxicity is widely believed to have an impact on tau
protein, and several studies suggest that tau modifications, such
as phosphorylation/dephosphorylation, may be a signature of
general cellular stress (Egafia et al, 2003; Galas et al., 2006;
Katai et al, 2016). It has previously been shown that the
differentiation protocol used increases tau phosphorylation in
SHSY5Y cells, making the model ideal for the investigation
of AD-like changes (Jamsa et al., 2004). Western blotting was
used to investigate whether the AP treatment impacts on tau
phosphorylation in D.SHSY5Y cells (whole cells). The levels
of two major tau species were measured and these were
compared to levels of total tau (henceforth referred to as
T-Tau): (1) Tau phosphorylated on Thr231 is one of the key
sites phosphorylated in AD, occurring before structural changes
to the tau molecule (Luna-Munoz et al., 2005) (henceforth
referred to as P-Tau) and; (2) Tau dephosphorylated on Ser 195,
198, 199, and 202 using Tau-1 antibody (henceforth referred
to as nP-tau). Cells incubated with oligomeric AB42 show
a significant decrease in P-Tau and nP-Tau (Figure 2A and
Supplementary Figure S2). However, changes to whole cell T-tau
levels compared to cells treated with buffer alone were not
significant (Figure 2A). A decrease in nP-Tau indicates an
increase in phosphorylation at positions Ser 195, 198, 199, and
202. Considering the several epitopes on the tau molecule that
can be post-translationally modified, these changes suggest a
dynamic phosphorylation of different epitopes of tau following
AP induced stress.

Incubation of D.SHSY5Y with AB42 for 8 h (Noel et al,
2016) or N2a cells with formaldehyde for 2-4 h (Lu et al,
2013b), have been shown to result in the accumulation of
phosphorylated tau in the nucleus. Therefore, we focussed on
the effect of AP oligomer incubation for 24 h on the nuclear
tau species. For this, we employed immunofluorescence imaging
by the collection of Z Stacks to enable direct visualization
of the nuclear localized tau with DRAQ5 co-fluorescence and
allow unbiased quantification of the signals through the entire
nuclear volume (Figure 2B). Immunofluorescence suggested
no change in T-Tau following AP42 incubation compared to
buffer treated control cells (Figure 2B) and comparison of
nuclear levels of T-Tau were not statistically significantly different
(Figure 2B). Buffer-treated D.SHSY5Y showed immunolabeling
of P-Tau in the nucleus (Figure 2B) and the level of P-tau
decreased significantly following AP42 incubation (Figure 2B),
consistent with the Western blotting results showing reduction of
P-Tau in the whole cell following AP42 incubation (Figure 2A).
Importantly, merged images labeled for T-Tau and P-Tau
reveal an amount of T-Tau that is not detected by the P-tau
antibody, so we explored whether this represented nP-Tau.
Depending on the immunofluorescence detection protocol used
(Lu et al.,, 2014), nP-Tau appears as small, discrete, punctate
fluorescence within the nucleus in contrast to T-Tau and P-Tau
which show more diffuse staining (Figure 2C). Nuclear levels
of nP-Tau in AP42 and buffer treated cells were quantified
and compared and revealed no significant change following
AB42 incubation (Figure 2C), though there was a small but

significant decrease in nP-Tau levels in the total cell extract
revealed by Western blotting (Figure 2A). Fibrillarin (FBL) is a
marker for nucleoli and nuclear nP-Tau shows distinct punctate
labeling that co-localizes with the nucleolar protein, FBL in
untreated cells (Figure 3A). To investigate the impact of Af
incubation on this nucleolar nP-Tau, we used FBL fluorescence
to segment the nucleolus, then quantified the abundance of
nP-Tau fluorescence following AP incubation. This showed a
significant reduction in the nucleolar-nP-Tau (Figures 3B,C).
Since we found no difference in the total nuclear levels of
nP-Tau (Figure 2Ci), the decrease in the nucleolar-specific
nP-Tau suggests changes in its nuclear/nucleolar ratio, which
has also been reported for other nucleolar proteins like FBL
(Kodiha et al.,, 2011). Overall, these results showed that the
AP incubation leads to a reduction in total cell P-Tau and nP-
Tau levels and specifically decreases the levels of nucleolar nP-
Tau. Close inspection of the distribution of nucleolar marker
FBL in AP42 treated cells reveals the expected puncta but
also very small speckles which may signal some nucleolar
distress.

AB42 Induces Nucleolar Stress and
Reduces RNA and Protein Synthesis

Levels

Cellular stress is known to disrupt the integrity of the nucleolus
(Boulon et al., 2010). Therefore, the decrease in nucleolar
nP-Tau prompted us to investigate whether the nucleolus
was under stress. Stress can cause the nucleolus to undergo
reorganization associated with the degradation and redistribution
of nucleolar proteins. To investigate the presence of nucleolar
stress, we quantified the levels of UBE, TIP5 and FBL using
western blotting of the whole cell extract. UBF is a nucleolar
transcription factor that drives the transcription of rDNA
(Sanij et al., 2008; Bartova et al,, 2010). TIP5 is a member of
the nucleolar remodelling complex (NoRC) that mediates the
silencing of a fraction of rDNA, leading to heterochromatin
formation and transcriptional silencing (Santoro et al., 2002).
AB42 incubation led to a significant decrease in the levels of
UBF and TIP5 but no changes in FBL levels (Figure 4A). To
examine whether these changes occur specifically at the protein
production or transcript level, we quantified their respective
gene expression levels using qPCR. AP42 incubation resulted
in a significant decrease in the gene expression levels of FBL,
UBE and TIP5 (Figure 4B). This may indicate a reduction in
transcription as a likely contributor to the reduction observed
at the protein level. The absence of a difference in the protein
level of FBL (Figure 4A), despite the decrease in its transcript,
may be due to a longer half-life of the protein (Vogel and
Marcotte, 2012). To further confirm the presence of nucleolar
stress, we examined whether the AP42 incubation affects rDNA
transcription and processing. The reduction in transcription
or maturation of 28S and 18S rRNA or increase in their
degradation has been suggested to contribute to nucleolar
dysfunction in AD (da Silva et al, 2000). qPCR analysis
showed that the A led to a significant reduction of 45S pre-
rRNA and levels of 18S and 28S rRNA (Figure 4C). Thus,
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(Bi), which significantly decreases following the AB treatment, without changes in total nuclear tau (Bii) or nuclear nP-Tau (C). N = 5. *P < 0.05.
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these findings reaffirm that A incubation results in nucleolar
stress with an associated reduction of rRNA production and
processing.

Given the changes observed in the levels of 45S-pre-rRNA
and gene expression levels of other nucleolar proteins, global
RNA synthesis levels were examined using the Click-iT RNA
Imaging assay. Incubation of D.SHS5Y5 cells with oligomeric
AB42 showed a significant reduction in nascent RNA synthesis
(Figure 4D). To explore whether these changes may be due
to changes in heterochromatin levels, H3K9me3 was used as
a constitutive heterochromatin marker. H3K9me3 is known

for its role in transcriptional repression, and it accumulates
to form foci at constitutive heterochromatin (Saksouk et al.,
2015). A significant increase was observed in the nuclear
level of H3K9me3 and its foci in D.SHSY5Y cells incubated
with AB42 (Figure 4E). This finding compliments the qPCR
and Click-iT RNA labeling data, which reveal a decline
in RNA levels (Figures 4B,D). Since we observed a global
increase in heterochromatin, a decrease in RNA synthesis and
rDNA transcription, we explored whether this culminates in a
reduction in synthesized proteins. Using Click-iT HPG Protein
Synthesis Assay, we observed that incubation of cells with
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FIGURE 4 | AB42 induces nucleolar stress and inhibit RNA and Protein Synthesis 24 h post-incubation. (A) Western blotting revealed that A treatment led to a
significant decrease in UBF, TIP5, but not FBL. Normalized to B-actin. (B) gPCR analysis showed a significant reduction of UBF, TIP5, and FBL transcripts.
Normalized to g-actin or TBP. (C) gPCR analysis of rDNA transcription and processing showed that the A incubation resulted in a significant decrease in 45S
pre-rRNA synthesis and processing of 18S rRNA and 28S rRNA. Normalized to g-actin or TBP. (D) Quantitative Click-iT RNA immunofluorescence labeling showed
that the Ap causes a global reduction in newly synthesized RNA, (E) which is associated with a nuclear increase in H3K9me3 intensity and foci. (F) Quantitative
Click-IT HPG Alexa Fluor 488 immunofluorescence labeling showed a significant decrease in nascent protein synthesis following the Ag treatment. (G) Quantitative
immunofluorescence labeling for phosphor S51 eukaryotic translation initiation factor 2A (EIF2A-P) showed no changes following the Ap treatment. For A, N = 5,
B-E, N =4 and FG, N = 3, *P < 0.05 (See also Supplementary Figure 1).

AB led to a significant decrease in the global levels of newly
manufactured proteins (Figure 4F). Phosphorylation of elFa
plays an important role in regulation of protein synthesis
during homeostatic control and stress (Holcik and Sonenberg,
2005). An increased level of elF2a phosphorylation has been

associated with the pathogenesis of AD (Hoozemans et al,
2009), as well as other neurodegenerative diseases (Halliday
and Mallucci, 2015). Therefore, we next investigated whether
AP incubation also affects the elF2a pathway. However, using
quantitative elF2a immunofluorescence and western blotting,
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FIGURE 5 | Early responses to AB42 exposure are oxidative stress and subtle nucleolar stress. (A) Flow Cytometry Experiment with CellROX Green showed that A
incubation for 2 h induces a significant level of oxidative stress. (B) Western blotting revealed that at the 2 h time point, A causes a reduction of only UBF, not FBL
or TIP5. Normalized to B-actin. Quantitative Click-iT RNA immunofluorescence labeling showed no change in newly synthesised RNA (C); H3K9me3 (D); or in newly
synthesized proteins (E). N = 5, *P < 0.05 (See also Supplementary Figure 4).

no difference in elF2a phosphorylation between control and
AB-treated cells was observed (Figure 4G and Supplementary
Figure 1B).

First Responses to A42 Exposure Are
Oxidative Stress and Subtle Nucleolar
Stress

AP induces oxidative stress and a reduction in the levels of
protein synthesis without causing significant DNA damage or
affecting cell viability. To identify the earliest event induced
by the AP incubation, we studied the changes that result
from a short exposure to AP42 (Figure 5). D.SHSY5Y cells
treated with AP42 oligomers for 2 h showed no impact on tau
modifications and did not result in loss of cell viability or DNA
damage (data not shown). However, AB42 incubation resulted

in a significant increase in oxidative stress as measured using
CellROX (Figure 5A), slightly lower than after 24 h incubation
(Figure 1C). To examine whether this results in nucleolar stress,
levels of FBL, UBE, and TIP5 were measured using western
blotting of the whole cell fraction. Notably, while FBL and TIP5
remain unchanged, the short exposure to AP led to a modest,
but significant reduction in UBF (Figure 5B and Supplementary
Figure S3). Considering the critical role of UBF in rDNA
transcription, this decrease may lead to a reduction of rDNA
transcription in response to cellular stress (Boulon et al., 2010).
However, the short A exposure did not affect the levels of global
RNA synthesis, H3K9me3 or protein synthesis (Figures 5C-E).
Hence, the findings from the exposure to AP for 2 and
24 h reveal that early consequences of AP incubation in the
D.SHSY5Y are oxidative stress and subtle nucleolar stress. These
become exacerbated over time, into a robust nucleolar stress with
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nucleolar tau redistribution that negatively impacts on the levels
of RNA and protein synthesis within the cells.

DISCUSSION

In AD, changes in AB42 and tau levels appear decades before the
onset of dementia (Jack et al., 2013). Several studies have revealed
that alteration in the protein synthesis machinery, from the
nucleolus to the ribosomes, occurs in the early stage of the disease
(Ding et al., 2005; Hernandez-Ortega et al., 2015). AP is thought
to cause subtle changes in neuronal function that gradually leads
to cell death, whilst tau plays a very significant role in the
process of neuronal dysfunction. Here, we investigated the early
effects of oligomeric AB42 on the protein synthesis machinery
implicated in the disease and examine the influence of AB42
on different species of nuclear tau and their distribution using
differentiated human neuroblastoma cell line which expresses
normal levels of human tau. Consistent with previous findings
from human cortical slices treated with AB oligomers for 24 h
(Sebollela et al., 2012), we found that the incubation of D.SHSY5Y
with freshly prepared 10 wM AB42 oligomers for 24 h did not
affect their viability or result in DNA damage. Previous studies
have shown that AP42 treatment increases the level of reactive
oxygen species (ROS) in primary neurons (De Felice et al.,
2007). Here we revealed that AP42 induced oxidative stress,
without exerting significant cell viability loss or DNA damage
on these differentiated cells. Indeed, several lines of evidence
have indicated that AB42 can induce oxidative stress, which is
thought to play a critical role in AD progression (Butterfield et al.,
2013).

AP toxicity is widely believed to aberrantly impact on tau
protein, and several studies suggest that tau modifications, such
as phosphorylation/dephosphorylation, may be a signature of
general cellular stress (Egafia et al., 2003; Galas et al., 2006; Katai
et al., 2016). Here we reveal that AB42 incubation results in
decreased levels of both nP-Tau and P-Tau, implying a relative
increase in tau phosphorylated on Ser 195, 198, 199, and 202
and a decrease in tau Thr231 phosphorylation. Consistent with
this, it has previously been shown that incubation of primary
neurons with AB42, for up to 8 h, leads to a Pinl-mediated
dephosphorylation of tau on Thr231, Ser199, Ser396, Ser400,
and Ser404, with a progressive increase in its phosphorylation
on Ser262 (Bulbarelli et al, 2009). This has been suggested
to serve as an early response to prevent AP-induced tau
hyperphosphorylation (Bulbarelli et al., 2009), which can be
influenced critically by its phosphorylation at Thr231 (Lin et al.,
2007). Furthermore, a recent study revealed that AP induces the
phosphorylation of tau on Threonine 205 as an early mechanism
for neuroprotection against excitotoxicity (Ittner et al., 2016).
Thus, it seems that different stress signals or kinases could
change the cellular activity and behavior of the tau molecule
(Pooler et al,, 2012; Lu et al., 2013b). Although recent studies
have begun to shed light on how cellular stress impacts on
nuclear tau (Sultan et al., 2011; Lu et al., 2013a,b; Noel et al.,
2016; Maina et al., 2018), how this is affected in AD is not
clear. Interestingly, it was recently shown that nuclear tau

decreases in both the CAl and dentate gyrus regions of the
AD brain with disease progression (Hernandez-Ortega et al.,
2015).

Cellular stress induces the cytoplasmic and nucleoplasmic
distribution of nucleolar proteins (Kodiha et al., 2011). Here
we revealed that AB42 incubation resulted in a reduction in
nucleolar nP-Tau levels colocalizing with the nucleolar marker
FBL. Furthermore, we observed a decrease in the levels of TIP5
and UBF as well as a decrease in rDNA transcription pointing to
an increased level of nucleolar stress following AB42 treatment.
Interestingly, oxidative and nucleolar stress appear to be earliest
changes due to the AP toxicity, indicating the importance of
the maintenance of cellular redox homeostasis and nucleolar
integrity for cellular health. Human postmortem studies on the
AD brain revealed that the nucleolus becomes affected in the
early stage of the disease, which progresses with disease severity.
UBF was shown to specifically reduce in both the CAl and
dentate gyrus from Braak stage 1 to 6 (Hernandez-Ortega et al.,
2015). A similar altered level of nucleolar protein was also found
in the Parkinson’s disease brain (Garcia-Esparcia et al., 2015).
Collectively, our findings point to a potential early mechanism
of AP toxicity, resulting in oxidative and nucleolar stress in the
absence of cell death, and alteration in the phosphorylation level
of tau epitopes, resulting in a change in tau’s localization within
the nucleolus.

To investigate whether these changes affect the rRNA and
protein levels, we explored the effect of AB on the protein
translation machinery since rRNA are required for the assembly
of functional ribosomes. A significant reduction in 45S-pre-
rRNA, 18S, and 28S rRNA, and a subsequent decrease in
global RNA synthesis indicates a global rearrangement of
chromatin configuration, which may indicate a decrease in
transcription. Indeed, this was associated with an increase in the
heterochromatin marker, H3K9me3. AD-associated reduction
in RNA and increase in heterochromatin formation has been
reported in cortical neurons (Crapper et al., 1979; Mann et al,,
1980; McLachlan et al., 1991). Consistent with this, microarray
analysis of human cortical neurons challenged with A oligomers
previously showed that they result in ~70% down-regulation of
gene expression of 345 genes (Sebollela et al., 2012). Synthesized
RNAs are translated into proteins through the recruitment and
assembly of many factors, such as ribosomes. Depending on the
metabolic activity of cells, rDNA transcription in mammalian
cells accounts for ~35 to 65% of total cellular transcription
(Strohner et al., 2004). This reduction in protein synthesis could
be due to a collective low availability of RNA and rRNA.

It has been observed that during stress, protein synthesis can
also be inhibited through Serine 51 phosphorylation of o subunit
of eukaryotic initiation factor 2 (eIF2a) (Holcik and Sonenberg,
2005). This is thought to enable the reduction of cellular energy
expenditure and the production of unwanted proteins that could
interfere with the stress response. In our model of AB-induced
pathogenesis, nucleolar stress associated with a deficit in rDNA
transcription appear to occur earlier than eIF2a phosphorylation.
The deficits in protein synthesis observed in patients with MCI
and early AD could be due to deficiencies in rRNA abundance,
rather than eIF2a phosphorylation, since the reduction in rRNA,
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would translate to a decrease in the abundance of ribosomes
and thus drop in protein translation. In our model, this links
AB to the early changes in protein synthesis machinery in
AD (Ding et al., 2005, 2006; Hernandez-Ortega et al., 2015).
Consistent with early studies on chromatin and RNA changes
in AD (Mann et al., 1980; McLachlan et al., 1991) and recent
findings with AP (Sebollela et al., 2012), our results also indicate
that the increased heterochromatin formation and reduction in
the transcripts could contribute to the decrease in synthesized
proteins due to the presence of AP oligomers. Although recent
evidence on gene expression in AD shows variability between
brain regions and proteins, AD pathology has been associated
with differential changes in gene expression, where some
pathways show decreased gene expression, while others show
an increase (Liang et al, 2008a; Sebollela et al., 2012). Data
from laser-capture micro-dissected neurons previously showed
that some of the regions affected early in AD show under-
expression of genes involved in energy metabolism (Liang et al.,
2008b). Therefore, the decrease in RNA transcripts observed
here reiterates the importance of Af in the early process of the
disease.

CONCLUSION

The amyloid cascade hypothesis places A as the primary culprit
for the pathogenesis of AD (Hardy and Higgins, 1992). Our
findings here are consistent with the previous investigation
showing a suppressive effect of AB42 on the cholinergic system,
and gene expression (Sebollela et al., 2012), and supports a role
for AP in influencing ribosome and protein synthesis deficits
observed in this disease (Ding et al., 2005, 2006; Hernandez-
Ortega et al., 2015). The changes are observed in the absence
of overt toxicity (e.g., loss of cell viability) and correlate well
with deficits in protein synthesis machinery that have been
observed in MCI, a time-point in the progression of AD
when there is no evidence of significant neuronal loss (Ding
et al., 2005, 2006). Here we directly link Af in altered protein
synthesis machinery to early cellular changes that impact on
the progression of the disease, decades before full-blown AD
(Jack et al., 2013). The results suggest that Ap may play a
role in driving deficits in the component of the translation
machinery, from the nucleolus to the ribosomes, that occurs
with AD progression (Hernandez-Ortega et al., 2015), perhaps
an influence on nuclear tau which is essential for chromatin

REFERENCES

Bértovd, E., Hordkova, A. H., Uhlifovd, R, Raska, L., Galiova, G., Orlova, D, et al.
(2010). Structure and epigenetics of nucleoli in comparison with non-nucleolar
compartments. J. Histochem. Cytochem. 58, 391-403. doi: 10.1369/jhc.2009.
955435

Boulon, S., Westman, B. J., Hutten, S., Boisvert, F.-M., and Lamond, A. I. (2010).
The nucleolus under stress. Mol. Cell. 40, 216-227. doi: 10.1016/j.molcel.2010.
09.024

Braak, H., and Braak, E. (1991). Neuropathological stageing of Alzheimer-related
changes. Acta Neuropathol. 82, 239-259. doi: 10.1007/BF00308809

stability (Mansuroglu et al., 2016). These findings implicate Af
as a culprit for the heterochromatinization and decrease in RNA
levels that are reported to occur during the progression of this
disease (Crapper et al., 1979; Mann et al., 1980; McLachlan et al.,
1991).

AVAILABILITY OF DATA AND MATERIAL

The datasets supporting the conclusions of this article are
included within the article and its supporting information.

AUTHOR CONTRIBUTIONS

MM designed and conducted the experiments and analysis. LB
and AD contributed significantly to experimental design and
edited the paper. MM and LS wrote the paper. LS managed
the research project with help from AD. All authors read and
approved the final manuscript.

FUNDING

This work was supported by funding from Alzheimer’s Research
UK, Medical Research Council (LS MR/K004999/1) and
Alzheimer’s Society (AS-DTC-2014-003 for LS). MM gratefully
acknowledges the funding of the University of Sussex Chancellors
Award, Alzheimer’s Research UK Southcoast Network and
generous support from Mr. John Leonida. AD’s laboratory funded
by Biotechnology and Biological Sciences Research Council
(BBSRC: BB/H019723/1 and BB/M008800/1).

ACKNOWLEDGMENTS

The authors thank Dr. Roger Phillips for his advice on
fluorescence microscopy data acquisition and analysis.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fncel.
2018.00220/full#supplementary-material

Bulbarelli, A., Lonati, E., Cazzaniga, E., Gregori, M., and Masserini, M.
(2009). Pinl affects Tau phosphorylation in response to Abeta
oligomers. Mol. Cell. Neurosci. 42, 75-80. doi: 10.1016/j.mcn.2009.06.
001

Butterfield, D. A., Swomley, A. M., and Sultana, R. (2013). Amyloid B-Peptide
(1-42)-induced oxidative stress in Alzheimer disease: importance in disease
pathogenesis and progression. Antioxid. Redox Signal. 19, 823-835. doi: 10.
1089/ars.2012.5027

Crapper, D. R, Quittkat, S., and de Boni, U. (1979). Altered chromatin
conformation in Alzheimer’s disease. Brain 102, 483-495. doi: 10.1093/brain/
102.3.483

Frontiers in Cellular Neuroscience | www.frontiersin.org

August 2018 | Volume 12 | Article 220


https://www.frontiersin.org/articles/10.3389/fncel.2018.00220/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fncel.2018.00220/full#supplementary-material
https://doi.org/10.1369/jhc.2009.955435
https://doi.org/10.1369/jhc.2009.955435
https://doi.org/10.1016/j.molcel.2010.09.024
https://doi.org/10.1016/j.molcel.2010.09.024
https://doi.org/10.1007/BF00308809
https://doi.org/10.1016/j.mcn.2009.06.001
https://doi.org/10.1016/j.mcn.2009.06.001
https://doi.org/10.1089/ars.2012.5027
https://doi.org/10.1089/ars.2012.5027
https://doi.org/10.1093/brain/102.3.483
https://doi.org/10.1093/brain/102.3.483
https://www.frontiersin.org/journals/cellular-neuroscience/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-neuroscience#articles

Maina et al.

The Effect of AB Oligomers on Nuclear Tau

da Silva, A. M., Payao, S. L., Borsatto, B., Bertolucci, P. H., and Smith, M. A. (2000).
Quantitative evaluation of the rRNA in Alzheimer’s disease. Mech. Ageing Dev.
120, 57-64. doi: 10.1016/S0047-6374(00)00180-9

DaRocha-Souto, B., Scotton, T. C., Coma, M., Serrano-Pozo, A., Hashimoto, T.,
Serend, L., et al. (2011). Brain oligomeric P-amyloid but not total
amyloid plaque burden correlates with neuronal loss and astrocyte
inflammatory response in amyloid precursor protein/tau transgenic mice.
J. Neuropathol. Exp. Neurol. 70, 360-376. doi: 10.1097/NEN.0b013e318217
all8

De Felice, F. G., Velasco, P. T., Lambert, M. P., Viola, K., Fernandez, S. J., Ferreira,
S. T, etal. (2007). Abeta oligomers induce neuronal oxidative stress through an
N-methyl-D-aspartate receptor-dependent mechanism that is blocked by the
Alzheimer drug memantine. J. Biol. Chem. 282, 11590-11601. doi: 10.1074/jbc.
M607483200

Ding, Q., Markesbery, W. R., Cecarini, V., and Keller, J. N. (2006). Decreased RNA,
and increased RNA oxidation, in ribosomes from early Alzheimer’s disease.
Neurochem. Res. 31, 705-710. doi: 10.1007/s11064-006-9071-5

Ding, Q., Markesbery, W. R., Chen, Q., Li, F., and Keller, J. N. (2005). Ribosome
dysfunction is an early event in Alzheimer’s disease. . Neurosci. 25, 9171-9175.
doi: 10.1523/JNEUROSCI.3040-05.2005

Egana, J. T., Zambrano, C., Nuiiez, M. T., Gonzalez-Billault, C., and Maccioni,
R. B. (2003). Iron-induced oxidative stress modify tau phosphorylation
patterns in hippocampal cell cultures. Biometals 16, 215-223. doi: 10.1023/A:
1020727218493

Galas, M. C., Dourlen, P., Begard, S., Ando, K., Blum, D., Hamdane, M., et al.
(2006). The peptidylprolyl cis/trans-isomerase Pinl modulates stress-induced
dephosphorylation of Tau in neurons. Implication in a pathological mechanism
related to Alzheimer disease. J. Biol. Chem. 281, 19296-19304. doi: 10.1074/jbc.
M601849200

Garcia-Esparcia, P., Hernandez-Ortega, K., Koneti, A., Gil, L., Delgado-
Morales, R., Castano, E., et al. (2015). Altered machinery of protein synthesis
is region- and stage-dependent and is associated with a-synuclein oligomers
in Parkinson’s disease. Acta Neuropathol. Commun. 3:76. doi: 10.1186/s40478-
015-0257-4

Halliday, M., and Mallucci, G. R. (2015). Review: modulating the unfolded protein
response to prevent neurodegeneration and enhance memory. Neuropathol.
Appl. Neurobiol. 41, 414-427. doi: 10.1111/nan.12211

Hardy, J., and Higgins, G. (1992). Alzheimer’s disease: the amyloid cascade
hypothesis. Science 256, 184-185. doi: 10.1126/science.1566067

Hernandez-Ortega, K., Garcia-Esparcia, P., Gil, L., Lucas, J. J., and Ferrer, I. (2015).
Altered Machinery of Protein Synthesis in Alzheimer’s: From the Nucleolus to the
Ribosome. Zurich: Brain pathology.

Holcik, M., and Sonenberg, N. (2005). Translational control in stress and apoptosis.
Nat. Rev. Mol. Cell Biol. 6, 318-327. doi: 10.1038/nrm1618

Hoozemans, J. J. M., van Haastert, E. S., Nijholt, D. A. T., Rozemuller, A. J. M.,
Eikelenboom, P., and Scheper, W. (2009). The unfolded protein response is
activated in pretangle neurons in Alzheimer’s disease hippocampus. Am. J.
Pathol. 174, 1241-1251. doi: 10.2353/ajpath.2009.080814

Ittner, A., Chua, S. W,, Bertz, J., Volkerling, A., van der Hoven, J., Gladbach, A.,
et al. (2016). Site-specific phosphorylation of tau inhibits amyloid- toxicity in
Alzheimer’s mice. Science 354, 904-908. doi: 10.1126/science.aah6205

Jack, C. R., Knopman, D. S., Jagust, W. J., Petersen, R. C., Weiner, M. W., Aisen,
P.S.,, etal. (2013). Tracking pathophysiological processes in Alzheimer’s disease:
an updated hypothetical model of dynamic biomarkers. Lancet Neurol. 12,
207-216. doi: 10.1016/S1474-4422(12)70291-0

Jamsa, A., Hasslund, K., Cowburn, R. F., Backstrom, A., and Vasange, M. (2004).
The retinoic acid and brain-derived neurotrophic factor differentiated SH-SY5Y
cell line as a model for Alzheimer’s disease-like tau phosphorylation. Biochem.
Biophys. Res. Commun. 319, 993-1000. doi: 10.1016/j.bbrc.2004.05.075

Katai, E., Pdl, J., Podr, V. S., Purewal, R., Miseta, A., and Nagy, T. (2016). Oxidative
stress induces transient O-GlcNAc elevation and tau dephosphorylation in
SH-SY5Y cells. J. Cell. Mol. Med. 20, 2269-2277. doi: 10.1111/jcmm.12910

Kodiha, M., Banski, P., and Stochaj, U. (2011). Computer-based fluorescence
quantification: a novel approach to study nucleolar biology. BMC Cell Biol.
12:25. doi: 10.1186/1471-2121-12-25

Lacor, P. N., Buniel, M. C., Furlow, P. W., Clemente, A. S., Velasco, P. T., Wood, M.,
et al. (2007). Abeta oligomer-induced aberrations in synapse composition,
shape, and density provide a molecular basis for loss of connectivity in

Alzheimer’s disease. J. Neurosci. 27, 796-807. doi: 10.1523/JNEUROSCI.3501-
06.2007

Lambert, M. P., Barlow, A. K., Chromy, B. A., Edwards, C., Freed, R,, Liosatos, M.,
et al. (1998). Diffusible, nonfibrillar ligands derived from AB(1-42) are potent
central nervous system neurotoxins. Proc. Natl. Acad. Sci. U.S.A. 95, 6448-6453.
doi: 10.1073/pnas.95.11.6448

Liang, W. S., Dunckley, T., Beach, T. G., Grover, A., Mastroeni, D., Ramsey, K.,
et al. (2008a). Altered neuronal gene expression in brain regions differentially
affected by Alzheimer’s disease: a reference data set. Physiol. Genomics 33,
240-256. doi: 10.1152/physiolgenomics.00242.2007

Liang, W. S., Reiman, E. M., Valla, J., Dunckley, T., Beach, T. G., Grover, A., et al.
(2008b). Alzheimer’s disease is associated with reduced expression of energy
metabolism genes in posterior cingulate neurons. Proc. Natl. Acad. Sci. U.S.A.
105, 4441-4446. doi: 10.1073/pnas.0709259105

Lin, Y. T, Cheng, J. T, Liang, L. C, Ko, C. Y, Lo, Y. K, and Lu,
P. J. (2007). The binding and phosphorylation of Thr231 is critical for
Tau’s hyperphosphorylation and functional regulation by glycogen synthase
kinase 3beta. J. Neurochem. 103, 802-813. doi: 10.1111/j.1471-4159.2007.04
792.x

Lu,J., Li, T, He, R,, Bartlett, P. F., and Gotz, J. (2014). Visualizing the microtubule-
associated protein tau in the nucleus. Sci. China Life Sci. 57, 422-431.
doi: 10.1007/s11427-014-4635-0

Lu, Y., He, H. J,, Zhou, J., Miao, J. Y, Lu, J., He, Y. G, et al. (2013a).
Hyperphosphorylation results in tau dysfunction in DNA folding and
protection. J. Alzheimers Dis. 37, 551-563. doi: 10.3233/JAD-130602

Lu, J., Miao, J., Su, T, Liu, Y., and He, R. (2013b). Formaldehyde induces
hyperphosphorylation and polymerization of tau protein both in vitro and
in vivo. Biochim. Biophys. Acta 1830, 4102-4116. doi: 10.1016/j.bbagen.2013.
04.028

Luna-Munoz, J., Garcia-Sierra, F., Falcon, V., Menendez, 1., Chavez-Macias, L., and
Mena, R. (2005). Regional conformational change involving phosphorylation
of tau protein at the Thr231, precedes the structural change detected by Alz-50
antibody in Alzheimer’s disease. J. Alzheimers Dis. 8, 29-41. doi: 10.3233/JAD-
2005-8104

Maina, M., Bailey, L., Wagih, S., Biasetti, L., Pollack, S., Quinn, J., et al. (2018).
The involvement of tau in nucleolar transcription and the stress response. Acta
Neuropathol. Commun. (in press).

Mann, D. M,, Lincoln, J., Yates, P. O., Stamp, J. E., and Toper, S. (1980). Changes
in the monoamine containing neurones of the human CNS in senile dementia.
Br. ]. Psychiatry 136, 533-541. doi: 10.1192/bjp.136.6.533

Mansuroglu, Z., Benhelli-Mokrani, H., Marcato, V., Sultan, A., Violet, M.,
Chauderlier, A., et al. (2016). Loss of tau protein affects the structure,
transcription and repair of neuronal pericentromeric heterochromatin. Sci. Rep.
6:33047. doi: 10.1038/srep33047

Marshall, K. E., Vadukul, D. M., Dahal, L., Theisen, A., Fowler, M. W., Al-Hilaly, Y.,
et al. (2016). A critical role for the self-assembly of Amyloid-betal-42 in
neurodegeneration. Sci. Rep. 6:30182. doi: 10.1038/srep30182

McCloy, R. A., Rogers, S., Caldon, C. E., Lorca, T., Castro, A., and Burgess, A.
(2014). Partial inhibition of Cdkl in G(2) phase overrides the SAC and
decouples mitotic events. Cell cycle 13, 1400-1412. doi: 10.4161/cc.28401

McLachlan, D., Lukiw, W., Mizzen, C., Percy, M., Somerville, M., Sutherland, M.,
et al. (1991). Anomalous gene expression in Alzheimer disease: cause
or effect. Can. J. Neurol. Sci. 18, 414-418. doi: 10.1017/S031716710003
2571

Noel, A., Barrier, L., and Ingrand, S. (2016). The Tyr216 phosphorylated form of
GSK3B contributes to tau phosphorylation at PHF-1 epitope in response to A
in the nucleus of SH-SY5Y cells. Life Sci. 158, 14-21. doi: 10.1016/j.1fs.2016.06.
020

Podhorecka, M., Skladanowski, A., and Bozko, P. (2010). H2AX phosphorylation:
its role in DNA damage response and cancer therapy. J. Nucleic Acids 2010:9.
doi: 10.4061/2010/920161

Pooler, A. M., Usardi, A., Evans, C. J., Philpott, K. L., Noble, W., and Hanger,
D. P. (2012). Dynamic association of tau with neuronal membranes is regulated
by phosphorylation. Neurobiol. Aging 33, 431.e27-431.e38. doi: 10.1016/j.
neurobiolaging.2011.01.005

Saksouk, N., Simboeck, E., and Déjardin, J. (2015). Constitutive heterochromatin
formation and transcription in mammals. Epigenetics Chromatin 8:3. doi: 10.
1186/1756-8935-8-3

Frontiers in Cellular Neuroscience | www.frontiersin.org

August 2018 | Volume 12 | Article 220


https://doi.org/10.1016/S0047-6374(00)00180-9
https://doi.org/10.1097/NEN.0b013e318217a118
https://doi.org/10.1097/NEN.0b013e318217a118
https://doi.org/10.1074/jbc.M607483200
https://doi.org/10.1074/jbc.M607483200
https://doi.org/10.1007/s11064-006-9071-5
https://doi.org/10.1523/JNEUROSCI.3040-05.2005
https://doi.org/10.1023/A:1020727218493
https://doi.org/10.1023/A:1020727218493
https://doi.org/10.1074/jbc.M601849200
https://doi.org/10.1074/jbc.M601849200
https://doi.org/10.1186/s40478-015-0257-4
https://doi.org/10.1186/s40478-015-0257-4
https://doi.org/10.1111/nan.12211
https://doi.org/10.1126/science.1566067
https://doi.org/10.1038/nrm1618
https://doi.org/10.2353/ajpath.2009.080814
https://doi.org/10.1126/science.aah6205
https://doi.org/10.1016/S1474-4422(12)70291-0
https://doi.org/10.1016/j.bbrc.2004.05.075
https://doi.org/10.1111/jcmm.12910
https://doi.org/10.1186/1471-2121-12-25
https://doi.org/10.1523/JNEUROSCI.3501-06.2007
https://doi.org/10.1523/JNEUROSCI.3501-06.2007
https://doi.org/10.1073/pnas.95.11.6448
https://doi.org/10.1152/physiolgenomics.00242.2007
https://doi.org/10.1073/pnas.0709259105
https://doi.org/10.1111/j.1471-4159.2007.04792.x
https://doi.org/10.1111/j.1471-4159.2007.04792.x
https://doi.org/10.1007/s11427-014-4635-0
https://doi.org/10.3233/JAD-130602
https://doi.org/10.1016/j.bbagen.2013.04.028
https://doi.org/10.1016/j.bbagen.2013.04.028
https://doi.org/10.3233/JAD-2005-8104
https://doi.org/10.3233/JAD-2005-8104
https://doi.org/10.1192/bjp.136.6.533
https://doi.org/10.1038/srep33047
https://doi.org/10.1038/srep30182
https://doi.org/10.4161/cc.28401
https://doi.org/10.1017/S0317167100032571
https://doi.org/10.1017/S0317167100032571
https://doi.org/10.1016/j.lfs.2016.06.020
https://doi.org/10.1016/j.lfs.2016.06.020
https://doi.org/10.4061/2010/920161
https://doi.org/10.1016/j.neurobiolaging.2011.01.005
https://doi.org/10.1016/j.neurobiolaging.2011.01.005
https://doi.org/10.1186/1756-8935-8-3
https://doi.org/10.1186/1756-8935-8-3
https://www.frontiersin.org/journals/cellular-neuroscience/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-neuroscience#articles

Maina et al.

The Effect of AB Oligomers on Nuclear Tau

Sanij, E., Poortinga, G., Sharkey, K., Hung, S., Holloway, T. P., Quin, J., et al. (2008).
UBE levels determine the number of active ribosomal RNA genes in mammals.
J. Cell Biol. 183, 1259-1274. doi: 10.1083/jcb.200805146

Santoro, R., Li, J., and Grummt, I. (2002). The nucleolar remodeling complex
NoRC mediates heterochromatin formation and silencing of ribosomal gene
transcription. Nat. Genet. 32, 393-396. doi: 10.1038/ng1010

Sebollela, A., Freitas-Correa, L., Oliveira, F. F.,, Paula-Lima, A. C,, Saraiva, L. M.,
Martins, S. M., et al. (2012). Amyloid-beta oligomers induce differential
gene expression in adult human brain slices. . Biol. Chem. 287, 7436-7445.
doi: 10.1074/jbc.M111.298471

Selkoe, D. J., and Hardy, J. (2016). The amyloid hypothesis of Alzheimer’s disease
at 25 years. EMBO Mol. Med. 8, 595-608. doi: 10.15252/emmm.201606210

Soura, V., Stewart-Parker, M., Williams, T. L., Ratnayaka, A., Atherton, J.,
Gorringe, K., et al. (2012). Visualization of co-localization in Abeta42-
administered lysosome  damage
autophagosome accumulation related to cell death. Biochem. J. 441, 579-590.
doi: 10.1042/BJ20110749

Strohner, R., Németh, A., Nightingale, K. P., Grummt, I, Becker, P. B., and
Langst, G. (2004). Recruitment of the nucleolar remodeling complex NoRC
establishes ribosomal DNA silencing in chromatin. Mol. Cell. Biol. 24, 1791-
1798. doi: 10.1128/MCB.24.4.1791-1798.2004

neuroblastoma  cells reveals and

Sultan, A., Nesslany, F., Violet, M., Begard, S., Loyens, A., Talahari, S., et al. (2011).
Nuclear tau, a key player in neuronal DNA protection. J. Biol. Chem. 286,
4566-4575. doi: 10.1074/jbc.M110.199976

Vogel, C., and Marcotte, E. M. (2012). Insights into the regulation of protein
abundance from proteomic and transcriptomic analyses. Nat. Rev. Genet. 13,
227-232. doi: 10.1038/nrg3185

Zhang, Y., Lu, L., Jia, J., Jia, L., Geula, C., Pei, J., et al. (2014). A lifespan observation
of a novel mouse model: in vivo evidence supports abeta oligomer hypothesis.
PloS one 9:¢85885. doi: 10.1371/journal.pone.0085885

Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

Copyright © 2018 Maina, Bailey, Doherty and Serpell. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice.
No use, distribution or reproduction is permitted which does not comply with these
terms.

Frontiers in Cellular Neuroscience | www.frontiersin.org

13

August 2018 | Volume 12 | Article 220


https://doi.org/10.1083/jcb.200805146
https://doi.org/10.1038/ng1010
https://doi.org/10.1074/jbc.M111.298471
https://doi.org/10.15252/emmm.201606210
https://doi.org/10.1042/BJ20110749
https://doi.org/10.1128/MCB.24.4.1791-1798.2004
https://doi.org/10.1074/jbc.M110.199976
https://doi.org/10.1038/nrg3185
https://doi.org/10.1371/journal.pone.0085885
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cellular-neuroscience/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-neuroscience#articles

	The Involvement of Aβ42 and Tau in Nucleolar and Protein Synthesis Machinery Dysfunction
	Introduction
	Materials and Methods
	Cell Culture
	Preparation of Aβ
	Western Blotting
	Immunofluorescence Labeling
	Confocal Microscopy Imaging and Analysis
	CellROX Green Assay
	Nascent RNA and Protein Synthesis
	RNA Extraction and Complementary DNA (cDNA) Synthesis
	Quantitative Polymerase Chain Reaction (qPCR)
	Statistical Analysis

	Results
	Aβ42 Induces Oxidative Stress and Alters Tau Phosphorylation and Localization Without Cell Viability Loss or DNA Damage
	Aβ42 Induces Nucleolar Stress and Reduces RNA and Protein Synthesis Levels
	First Responses to Aβ42 Exposure Are Oxidative Stress and Subtle Nucleolar Stress

	Discussion
	Conclusion
	Availability of Data and Material
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References


