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A B S T R A C T

Hyper-active GSK-3β favors Tau phosphorylation during the progression of Alzheimer's disease (AD). Akt is one
of the main kinases inhibiting GSK-3β and its activation occurs in response to neurotoxic stimuli including, i.e.,
oxidative stress. Biliverdin reductase-A (BVR-A) is a scaffold protein favoring the Akt-mediated inhibition of
GSK-3β. Reduced BVR-A levels along with increased oxidative stress were observed early in the hippocampus of
3xTg-AD mice (at 6months), thus suggesting that loss of BVR-A could be a limiting factor in the oxidative stress-
induced Akt-mediated inhibition of GSK-3β in AD.

We evaluated changes of BVR-A, Akt, GSK-3β, oxidative stress and Tau phosphorylation levels: (a) in brain
from young (6-months) and old (12-months) 3xTg-AD mice; and (b) in post-mortem inferior parietal lobule (IPL)
samples from amnestic mild cognitive impairment (MCI), from AD and from age-matched controls. Furthermore,
similar analyses were performed in vitro in cells lacking BVR-A and treated with H2O2.

Reduced BVR-A levels along with: (a) increased oxidative stress; (b) reduced GSK-3β inhibition; and (c)
increased Tau Ser404 phosphorylation (target of GSK-3β activity) without changes of Akt activation in young
mice, were observed. Similar findings were obtained in MCI, consistent with the notion that this is a molecular
mechanism disrupted in humans. Interestingly, cells lacking BVR-A and treated with H2O2 showed reduced GSK-
3β inhibition and increased Tau Ser404 phosphorylation, which resulted from a defect of Akt and GSK-3β
physical interaction. Reduced levels of Akt/GSK-3β complex were confirmed in both young 3xTg-AD and MCI
brain.

We demonstrated that loss of BVR-A impairs the neuroprotective Akt-mediated inhibition of GSK-3β in re-
sponse to oxidative stress, thus contributing to Tau hyper-phosphorylation in early stage AD. Such changes
potential provide promising therapeutic targets for this devastating disorder.

1. Introduction

Tau, a microtubule-associated protein, has an important role in
microtubule assembly and stabilization (Lee et al., 2001; Wang and
Mandelkow, 2016) as well as in the regulation of neuronal intracellular
trafficking (Dixit et al., 2008; Vershinin et al., 2007). Unfolded Tau
shows little tendency for aggregation, but aggregation of hyper-phos-
phorylated Tau into paired helical filaments (PHFs) and neurofibrillary
tangles (NFTs) characterizes a wide range of neurodegenerative dis-
eases known as tauopathies, including Alzheimer's disease (AD) (Griffin
et al., 2005; Lebouvier et al., 2017; Lee et al., 2001).

Although the neurotoxic role of Tau aggregates has been confirmed
in several studies, both in vitro and in vivo [reviewed in (Congdon and
Sigurdsson, 2018; Wang and Mandelkow, 2016)], the mechanisms by
which Tau forms aggregates in AD brain, and the pathways underlying
Tau-induced neurodegeneration are not completely understood. Protein
post-translational modifications including hyper-phosphorylation,
acetylation, N-glycosylation and truncation among others, may affect
Tau aggregation in several ways (Congdon and Sigurdsson, 2018; Wang
and Mandelkow, 2016). Notably, since aggregated Tau in patients with
a tauopathy or in transgenic mice invariably show hyper-phosphor-
ylation, and Tau hyper-phosphorylation precedes aggregation,
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phosphorylation has been assumed to drive Tau aggregation (Wang and
Mandelkow, 2016).

Among the kinases identified to be responsible for Tau hyper-
phosphorylation, glycogen synthase kinase (GSK)-3β plays an im-
portant role in the pathological changes of Tau protein in AD(Medina
et al., 2011; Pei et al., 1999). GSK-3β is a ubiquitously expressed serine/
threonine kinase active under basal conditions and inactivated upon
phosphorylation by different upstream kinases(Krishnankutty et al.,
2017; Zhang et al., 2018). In particular, autophosphorylation at Tyr216
promotes GSK-3β activation (Cole et al., 2004; Hughes et al., 1993;
Krishnankutty et al., 2017; Lochhead et al., 2006), while phosphor-
ylation at the N-terminal Ser9 is responsible for GSK-3β inhibition
(Doble, 2003; Frame and Cohen, 2001; Jensen et al., 2007; Jope and
Johnson, 2004; Krishnankutty et al., 2017; Sutherland et al., 1993).

GSK-3β is target of several kinases, i.e., protein kinase A (PKA),
members of the mitogen-activated protein kinases (MAPK) family and
the ribosomal protein S6 kinase (S6K) (Doble, 2003; Frame and Cohen,
2001; Jensen et al., 2007; Jope and Johnson, 2004; Krishnankutty et al.,
2017; Sutherland et al., 1993). However, Akt is the main kinase, which
inhibits GSK-3β in response to growth factors and especially insulin
(Hermida et al., 2017). Furthermore, Akt-mediated inhibition of GSK-
3β represents a neuro-protective and pro-survival mechanism rapidly
activated in response to oxidative stress (Chong et al., 2005).

Both oxidative stress and reduced insulin signalling activation in the
brain (known as brain insulin resistance), were proposed to favor Tau
hyper-phosphorylation in AD (Bomfim et al., 2012; Butterfield et al.,
2014; Morales-Corraliza et al., 2016; Rivera et al., 2005; Sajan et al.,
2016; Steen et al., 2005; Talbot et al., 2012; van der Harg et al., 2017;
Yarchoan et al., 2014; Zhang et al., 2016), although the molecular
mechanisms are still unclear.

Data collected in humans show increased activation of GSK-3β in
early stage AD (Nicolia et al., 2017), while a consistent inhibition was
observed in late stage AD (Griffin et al., 2005; Pei et al., 2003;
Tramutola et al., 2015; Yarchoan et al., 2014), thus suggesting that
GSK-3β-mediated Tau phosphorylation is among the earliest events
during the progression of the pathology. While increased Akt activation
was associated with GSK-3β inhibition in late AD (Griffin et al., 2005;
Pei et al., 2003; Tramutola et al., 2015; Yarchoan et al., 2014), to our
knowledge no data are available for early stage AD (Nicolia et al.,
2017).

In searching for the mechanisms responsible for the onset and
progression of brain insulin resistance in AD, we focused on the role of
biliverdin reductase-A (BVR-A) (Barone et al., 2016; Barone et al.,
2011a; Barone et al., 2011b; Barone et al., 2014; Barone et al., 2012;
Barone et al., 2018; Di Domenico et al., 2013; Triani et al., 2018). BVR-
A – mainly known for its canonical activity in the degradation pathway
of heme – is also a unique serine/threonine/tyrosine (Ser/Thr/Tyr)
kinase involved in the regulation of insulin signalling (Gibbs et al.,
2014; Lerner-Marmarosh et al., 2005). BVR-A is a direct target of the
insulin receptor (IR) kinase activity, similar to the insulin receptor
substrate-1 (IRS1). IR phosphorylates BVR-A on specific Tyr residues
resulting in the activation of BVR-A kinase activity (Lerner-Marmarosh
et al., 2005). In turn, once IR-activated, BVR-A phosphorylates IRS1 on
inhibitory Ser residues, that represents a mechanism to maintain the
correct activation of IRS1 (Lerner-Marmarosh et al., 2005).

Intriguingly, BVR-A – independently of the kinase activity – can
function as a scaffold protein, since it contains several sequence motifs
identified as protein–protein interaction sites (Kapitulnik and Maines,
2009). In particular, BVR-A markedly increases the activation of Akt,
which results in GSK-3β inhibition in vitro (Miralem et al., 2016).

In a previous study from our group we demonstrated age-associated
changes of BVR-A in the hippocampus of 3xTg-AD mice (Barone et al.,
2016). In particular, we found that decreased BVR-A protein levels and
activation occur early in 3xTg-AD mice brain before consistent eleva-
tion of AD pathological features (Barone et al., 2016). Reduced BVR-A
activation was associated with alterations of the insulin signalling

cascade characterized by an initial hyper-activation of IRS1 (at
6months) followed by IRS1 inhibition later (at 12 and 18months)
(Barone et al., 2016). These changes were also associated with in-
creased oxidative stress.

In young mice, despite increased oxidative stress and hyper-active
IRS1, we did not observe a parallel increase of Akt activation (Barone
et al., 2016; Barone et al., 2018); however, increased Tau phosphor-
ylation was evident (Barone et al., 2016; Barone et al., 2018).

Therefore, in light of the proposed role for BVR-A in promoting Akt-
mediated inhibition of GSK-3β, we hypothesized that a reduction of
BVR-A impedes the activation of Akt and the consequent inhibition of
GSK-3β under oxidative stress conditions, possibly resulting in Tau
hyper-phosphorylation. The results of this study are reported in the
present manuscript.

2. Materials and methods

2.1. Animals

Six- and 12-month-old 3×Tg-AD male mice (n=6 per group) and
their male littermates Non-Tg (n= 6 per group) were used in this study.
As previously reported by our group, other than the alterations cited
above regarding BVR-A and Akt activation in the hippocampus, 3xTg-
AD mice are characterized by cognitive dysfunctions evaluated through
the Morris water maze and novel object recognition tasks both at 6 and
12months of age (Barone et al., 2018). Therefore, 6 and 12months of
age are suitable time points to evaluate molecular alterations, which
can be associated with functional alterations. The 3×Tg-AD mice
harbour 3 mutant human genes (APPSwe, PS1M146V, and TauP301L) and
have been genetically engineered by LaFerla and colleagues (Cassano
et al., 2011; Cassano et al., 2012; Oddo et al., 2003). Colonies of
3×Tg-AD and WT mice were established at the vivarium of Puglia and
Basilicata Experimental Zooprophylactic Institute (Foggia, Italy). The
housing conditions were controlled (temperature 22 °C, light from
07:00–19:00, humidity 50%–60%), and fresh food and water were
freely available. All the experiments were performed in strict com-
pliance with the Italian National Laws (DL 116/92), the European
Communities Council Directives (86/609/EEC). All efforts were made
to minimize the number of animals used in the study and their suf-
fering. Animals were sacrificed at the selected age and the hippocampi
were extracted, flash-frozen, and stored at −80 °C until total protein
extraction and further analyses were performed.

2.2. Human samples

Brain tissues from well characterized subjects were provided by
Sanders-Brown Center on Aging of the University of Kentucky. All the
studies were performed on the inferior parietal lobule (IPL) of non-
disease control, MCI or AD cases. Clinical diagnosis of disease stage was
made as described previously (Aluise et al., 2010; Aluise et al., 2011).
Age and gender are listed in the Table 1. The short post-mortem interval
range was between 2 and 4 h and was comparable between the three
groups. The degree of cognitive impairment was assessed using the Mini
Mental State Examination (MMSE) (and listed in Table 1).

2.3. Cell culture and treatments

The HEK cells were grown in Dulbecco's modified Eagle's medium
(DMEM) high glucose (25mM) supplemented with 10% fetal bovine
serum (FBS), 2 mM L-glutamine, penicillin (20 units/mL) and strepto-
mycin (20mg/mL), (GIBCO, Gaithersburg, MD, U.S.A.). Cells were
maintained at 37 °C in a saturated humidity atmosphere containing
95% air and 5% CO2. Cells were seeded at density of 40×103/cm2 in 6
wells culture dishes for the subsequent treatments. In a first set of ex-
periments HEK cells were treated with H2O2 (Sigma–Aldrich, St Louis,
MO, USA) 1–500 μM for 24 h to select the best dose of H2O2 to be used
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in the other experiments. In a second set of experiments, aimed to de-
monstrate that the effects of H2O2 on GSK-3β were really due to the
increase of intracellular oxidative stress, HEK cells were pre-treated
with bilirubin (BR) 0.1–5 μM for 2 h, then the medium was discarded
and cells were treated with 100 μM H2O2 μM for a further 24 h.
Bilirubin (Sigma–Aldrich, St Louis, MO, USA) was dissolved in sodium
hydroxide (0.1M) at a concentration of 10mM and further diluted in
double-distilled water as previously described (Barone et al., 2009).
Bilirubin solutions were freshly prepared before each experiment and
protected from light. In a third set of experiments to test the effects
produced by silencing BVR-A, HEK cells were seeded at density of
40×103/cm2 in 6 wells culture dishes. After 24 h medium has been
replaced with DMEM with 10% FBS, without antibiotics. Following,
cells have been transfected with 10 pmol of a small-interfering RNA
(siRNA) for BVR-A (Ambion, Life Technologies, LuBioScience GmbH,
Lucerne, Switzerland, #4392420; sense sequence GACCUGGUCUAAA
ACGAAAtt; antisense sequence UUUCGUUUUAGACCAGGUCct) using
Lipofectamine® RNAiMAX reagent (Invitrogen, Life Technologies, Lu-
BioScience GmbH, Lucerne, Switzerland, #13778-030) according to the
manufacturer's protocol, and then treated with 100 μM H2O2 μM for
24 h. At the end of each treatment, cells were washed twice with PBS,
collected and proteins were extracted as described below.

2.4. MTT assay

Cell viability was measured by the MTT reduction assay (Gerlier and
Thomasset, 1986) as previously described (Perluigi et al., 2003).
Briefly, HEK cells were plated in 96-well microplates at 1.5× 104/well,
eight replicas per condition. After overnight incubation, the medium
was replaced with fresh medium containing H2O2 at concentrations
ranging from 0 to 500 μM and further incubated for 24 h. Then, MTT
was added at a final concentration of 1.25mg/mL. After 2 h of in-
cubation at 37 °C, medium was discarded and the reduced insoluble dye
was extracted with 0.04 N HCl/isopropanol. Cell viability was eval-
uated by the absorbance (A540–750) measured in a microplate reader
(Labsystem Multiscan MS).

2.5. Samples preparation

Total protein extracts were prepared in RIPA buffer (pH 7.4) con-
taining Tris-HCl (50mM, pH 7.4), NaCl (150mM), 1% NP-40, 0.25%

sodium deoxycholate, EDTA (1mM), 0.1% SDS, supplemented with
protease inhibitors [phenylmethylsulfonyl fluoride (PMSF, 1mM), so-
dium fluoride (NaF, 1mM) and sodium orthovanadate (Na3VO4,
1mM)]. Before clarification, brain tissues were homogenized by 20
passes with a Wheaton tissue homogenizer. Both brain tissues homo-
genates and collected cells were clarified by centrifugation for 1 h at
16,000×g, 4 °C. The supernatant was then extracted to determine the
total protein concentration by the Bradford assay (Pierce, Rockford, IL).

2.6. Slot blot analysis

For the analysis of total Protein Carbonyls (PC) levels hippocampal
total protein extract samples (5 μl), were derivatized with 5 μl of 10mM
2,4-dinitrophenylhydrazine (DNPH) (OxyBlot™ Protein Oxidation
Detection Kit, Merck-Millipore, Darmstadt, Germany) in the presence of
5 μl of 10% sodium dodecyl sulfate (SDS) for 20min at room tem-
perature (25 °C). The samples were then neutralized with 7.5 μl of
neutralization solution (2M Tris in 30% glycerol) and loaded onto ni-
trocellulose membrane as described below.

For total (i) protein-bound 4-hydroxy-2-nonenals (HNE) and (ii) 3-
nitrotyrosine (3-NT) levels: hippocampal total protein extract samples
(5 μl), 12% SDS (5 μl), and 5 μl modified Laemmli buffer containing
0.125M Tris base, pH 6.8, 4% (v/v) SDS, and 20% (v/v) glycerol were
incubated for 20min at room temperature and then loaded onto ni-
trocellulose membrane as described below.

Proteins (250 ng) were loaded in each well on a nitrocellulose
membrane under vacuum using a slot blot apparatus. The membrane
was blocked in blocking buffer (3% bovine serum albumin) in PBS
0.01% (w/v) sodium azide and 0.2% (v/v) Tween 20 for 1 h and in-
cubated with an anti-2,4-dinitrophenylhydrazone (DNP) adducts poly-
clonal antibody (1:100, EMD Millipore, Billerica, MA, USA,
#MAB2223) or HNE polyclonal antibody (1:2000, Novus Biologicals,
Abingdon, United Kingdom, #NB100-63093) or an anti 3-NT poly-
clonal antibody (1:1000, Santa Cruz, Santa Cruz, CA, USA, #sc-32757)
in PBS containing 0.01% (w/v) sodium azide and 0.2% (v/v) Tween 20
for 90min. The membrane was washed in PBS following primary an-
tibody incubation three times at intervals of 5min each. The membrane
was incubated after washing with an anti-rabbit IgG alkaline phos-
phatase secondary antibody (1:5000, Sigma–Aldrich, St Louis, MO,
USA) for 1 h. The membrane was washed three times in PBS for 5min
each and developed with Sigma fast tablets (5-bromo-4-chloro-3-in-
dolyl phosphate/nitroblue tetrazolium substrate [BCIP/NBT sub-
strate]). Blots were dried, acquired with Chemi-Doc MP (Bio-Rad,
Hercules, CA, USA) and analyzed using Image Lab software (Bio-Rad,
Hercules, CA, USA). No non-specific binding of primary or secondary
antibodies to the membrane was observed.

2.7. Western blot

For western blots, 20 μg of proteins were resolved on Criterion TGX
Stain-Free 4–15% 18-well gel (Bio-Rad Laboratories, #5678084) in a
Criterion large format electrophoresis cell (Bio-Rad Laboratories,
#1656001) in TGS Running Buffer (Bio-Rad Laboratories, #1610772).
Immediately after electrophoresis, the gel was then placed on a Chemi/
UV/Stain-Free tray and then placed into a ChemiDoc MP imaging
System (Bio-Rad Laboratories, #17001402) and UV-activated based on
the appropriate settings with Image Lab Software (Bio-Rad
Laboratories) to collect total protein load image. Following electro-
phoresis and gel imaging, the proteins were transferred via the
TransBlot Turbo semi-dry blotting apparatus (Bio-Rad Laboratories,
#1704150) onto nitrocellulose membranes (Bio-Rad, Hercules, CA,
USA, #162-0115) and membranes were blocked with 3% bovine serum
albumin in 0.5% Tween-20/Tris-buffered saline (TTBS) and incubated
overnight at 4 °C with the following antibodies: anti-BVR-A (1:5000,
abcam, Cambridge, United Kingdom, #ab90491), anti-BVR-A (1:1000,
Sigma-Aldrich, St Louis, MO, USA, #B8437), anti-Akt (1:1000, 1:1000,

Table 1
Autopsy case demographics.

Ref. N° Groups Age Sex Race APOE MMSE PMI

1 AD 86 M White 3/4 9 3.25
2 AD 87 F White 3/3 0 2.67
3 AD 95 F White 3/3 17 2.1
4 AD 90 M White 3/4 12 3.25
5 AD 93 F White 3/3 0 2.75
6 AD 83 M White NA 15 2.77

Average 89 8.8 2.8
SE 1.2 3.4 0.4

7 MCI 88 F White 3/3 28 3
8 MCI 87 M White 3/3 27 2,75
9 MCI 96 F White 3/3 27 2,42
10 MCI 91 M White 3/2 28 2,33
11 MCI 84 M White 3/4 24 3,5
12 MCI 84 F White 3/3 26 2,5

Average 88.3 26.7 2.8
SE 1.9 0.6 0.2

13 Control 85 F White 3/3 30 2.12
14 Control 87 M White 3/3 29 2.42
15 Control 92 M White 3/3 30 3.75
16 Control 88 M White 3/3 30 2.08
17 Control 84 F White 3/3 30 2.42

Average 87.2 29.8 2.5
SE 1.3 0.2 0.3
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Bio-Rad Laboratories, #vma00253k), anti-phospho(Ser473)-Akt
(1:1000, Cell Signalling, Bioconcept, Allschwill, Switzerland,
#193H12), anti-GSK-3β (1:500 Santa Cruz, Santa Cruz, CA, USA,#sc-
9166), anti-phospho(Ser9)-GSK-3β (1:500 Santa Cruz, Santa Cruz, CA,
USA,#sc-11,757), anti-phospho(Tyr216)- GSK-3β (1:500 Santa Cruz,
Santa Cruz, CA, USA,#sc-135653), anti-Tau (1:1000, Santa Cruz, Santa
Cruz, CA, USA, #sc-5587), anti 3-NT polyclonal antibody (1:1000,
Santa Cruz, Santa Cruz, CA, USA, #sc-32757). The evaluation of Tau
phosphorylation has been performed by using two different antibodies
recognizing two different phosphorylated epitopes: anti-phospho
(Ser404)-Tau (1:500, Santa Cruz, Santa Cruz, CA, USA, #sc-12952)
which recognize Tau phosphorylated at Ser404 (target of GSK-3β), and
anti-phospho(Ser416)-Tau (1:1000,Cell Signalling, Bioconcept,
Allschwill, Switzerland, #15013), which recognize Tau phosphorylated
at Ser416 (not listed among the residues target of GSK-3β activity).
After 3 washes with TTBS the membranes were incubated for 60min at
room temperature with anti-rabbit/mouse/goat IgG secondary anti-
body conjugated with horseradish peroxidase (1:5000; Sigma–Aldrich,
St Louis, MO, USA). Membranes were developed with Clarity ECL
substrate (Bio-Rad Laboratories, #1705061) and then acquired with
Chemi-Doc MP (Bio-Rad, Hercules, CA, USA) and analyzed using Image
Lab software (Bio-Rad, Hercules, CA, USA) that permits the normal-
ization of a specific protein signal with the β-actin signal in the same
lane or total proteins load.

2.8. Immunoprecipitation

The immunoprecipitation procedure was performed as previously
described (Cenini et al., 2008), with minor modifications. Im-
munoprecipitation experiment was performed using SureBeads™ Pro-
tein A Magnetic Beads (BioRad SureBeads™ Protein G #161-4023).
Briefly,100 μl (100 μg) Surebeads were magnetized and washed with a
solution of PBS/Tween20 0.1% v/v. as per manufacturer instructions,
and then incubated for 30min with 1 μg anti- GSK-3β polyclonal anti-
body (1:200, Santa Cruz, Santa Cruz, CA, USA,#sc-9166) at room
temperature. After incubation, beads were washed 3 times with PBS/
Tween20 0.1% v/v. After that, the beads/antibody complexes were
recovered and incubated with 100 μg of protein extracts for 1 h at room
temperature. Immunoprecipitated complexes were then pulled down
and washed 3 times with PBS/Tween20 0.1% v/v. Immunoprecipitated
GSK-3β was recovered by re-suspending the pellets in 2× Laemeli
sample buffer and electrophoresing them on 12% gels, followed by
western blot analysis. Total GSK-3β was used as a loading control as
previously described (Barone et al., 2011a; Barone et al., 2011b; Lerner-
Marmarosh et al., 2008; Salim et al., 2001).

2.9. Immunofluorescence

For immunocytofluorescent staining, cells were plated on coated
glass coverslips for 24 h. Cells were washed three times with PBS and
fixed in 4% paraformaldehyde for 30min. After fixation, cells were
washed twice with PBS and permeabilized for 30min with permeabi-
lization buffer composed by 0.2% Triton-X100 and PBS. Cells were
blocked for 1 h with a solution containing 3% normal goat serum and
0.2% Triton X-100 in PBS and then were incubated overnight at 4 °C
with following antibodies: anti-phospho(Ser404)-Tau (1:100, abcam,
Cambridge, United Kingdom #ab92676), anti-phospho(Ser9)-GSK-3β
(1:500 Santa Cruz, Santa Cruz, CA, USA,#sc-11757).Cells were washed
with PBS and then incubated with Alexa Fluor -488 nm and -594 nm
secondary antibodies (Invitrogen Corporation, Carlsbad, CA, USA) at
1:1000 for 1 h at room temperature. Cells were then washed again and
incubated with DAPI solution. For each group of treatment staining was
performed by omitting primary antibodies to establish nonspecific
background signal. Cover slips were placed using a drop of Fluorimount
(Sigma-Aldrich, St Louis, MO, USA).

All slides were imaged using Zeiss AXiocam (Carl Zeiss,

Oberkochen, Germany). All immunolabeling acquisition intensities,
field sizes, and microscopy settings were kept consistent across all
images. Image montages for Figures were collated in Illustrator and
Photoshop Cs6 (Adobe System, San Josè, CA, USA) software programs
and were based upon cells that most closely approximated the group
means.

2.10. Statistical analyses

All data were normalized against the respective control group and
are expressed as mean ± SEM. Data were first tested for equal variance
and normality (Shapiro–Wilk test) and the appropriate statistical tests
were chosen. Changes in mice were evaluated separately at 6 and
12months of age. For each variable, the 3xTg group was compared with
the age-matched Non-Tg group. Student's and non-parametric t-test
(Mann Whitney) were used to evaluate significant differences between
Non-Tg and 3xTg mice. Human and cellular data were evaluated using
one-way analysis of variance (ANOVA) with Bonferroni's Multiple
Comparisons (and nonparametric ANOVA; Kruskal-Wallis). All statis-
tical tests were two-tailed and the level of significance was set at 0.05.
These analyses were performed using GraphPad Prism 7.0 software.
Furthermore, a principle component analysis (PCA) was used to eval-
uate variance among variables involved in Tau phosphorylation both in
mice and humans; results were generated by utilizing the built-in PCA
function in XL-STAT.

3. Results

3.1. Early reduction of BVR-A protein levels is associated with reduced
GSK-3β inhibition independently of Akt activation in the hippocampus of
3xTg-AD mice

We evaluated changes of BVR-A and oxidative stress levels along
with alterations of (i) Akt protein and activatoring phosphorylation
(Ser473) levels as well as (ii) changes of GSK-3β protein levels and
inhibitory (Ser9) and activatoring (Tyr216) phosphorylations in the
hippocampus of young (6months) and old (12months) 3xTg-AD mice
compared to age-matched Non-Tg mice. Furthermore, downstream of
GSK-3β we examined changes of Tau protein levels along with Tau
phosphorylation at Ser404 [target of GSK-3β (Hanger and Noble, 2011;
Leroy et al., 2010)] and Ser416 [non-target of GSK-3β (Hanger and
Noble, 2011; Leroy et al., 2010)] residues.

We found that BVR-A protein levels were significantly reduced both
at 6months (−57%, p < 0.05, Fig. 1 A and B) and 12months (−45%,
p < 0.05, Fig. 1 A and 1 B) of age, in the hippocampus of 3xTg-AD
mice with respect Non-Tg mice. In parallel, increased oxidative and
nitrosative stress levels were observed both at 6months (3-NT, +15%,
p < 0.05, Fig. 1 C) and 12months (PC, +10%, p < 0.05; 3-NT +47%
p < 0.001; 4-HNE, +28%, p < 0.001, Fig. 1 D) of age in the hippo-
campus of 3xTg-AD with respect to Non-Tg mice.

The analyses of Akt protein revealed no significant changes at
6months of age between 3xTg-AD and Non-Tg mice (Fig. 2 A and B),
while a significant increase of Akt protein levels (+23%, p < 0.05)
along with a significant decrease of Akt activation (Ser 473/Akt,
−34%, p < 0.05) were observed in the hippocampus of 3xTg-AD with
respect to Non-Tg mice at 12months of age (Fig. 2 A and B).

Downstream of Akt, no changes of GSK-3β protein levels were ob-
served either at 6months or 12months of age in 3xTg-AD with respect
to Non-Tg mice (Fig. 2 A and 2C). GSK-3β inhibition (Ser9/GSK-3β) was
significantly reduced both at 6months (−26%, p < 0.05, Figs. 2 A and
2C) and at 12months (−37%, p < 0.05, Figs. 2 A and C), without
consistent changes of GSK-3β activation (Tyr216/GSK-3β) (Fig. 2 A and
C). Taken together the GSK-3β inhibition/activation ratio (Ser9/
Tyr216) was significantly decreased at 12months (−51%, p < 0.001,
Fig. 2 A and 2C) in 3xTg-AD with respect to Non-Tg mice.

With regard to Tau protein, we found that Tau Ser404
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phosphorylation was significantly increased both at 6months (Ser404/
Tau, +85%, p < 0.05, Fig. 2 A and D) and 12months (+116%,
p < 0.01, Fig. 2 A and D) of age, while Tau Ser416 phosphorylation
was significantly increased only at 12months (Ser416/Tau, +184%,
p < 0.05, Fig. 2 A and D) in the hippocampus of 3xTg-AD with respect
to Non-Tg mice.

Overall, these results suggest that reduced BVR-A protein levels are
associated with reduced GSK-3β inhibition in the hippocampus of 3xTg-
AD mice. This phenomenon is of particular interest at 6 months of age,
when reduced GSK-3β inhibition occurs independently from changes of

Akt activation and results in an early increased Tau Ser404 phosphor-
ylation.

3.2. Reduced BVR-A protein levels are associated with reduced GSk-3β
inhibition in post-mortem samples from human MCI inferior parietal lobule

To test whether the above-reported changes might be considered
pathological features of AD, we analyzed inferior parietal lobule (IPL)
post-mortem samples collected from amnestic mild cognitive impair-
ment [MCI, a prodromal stage of AD (Petersen, 2003)], from AD and
from age-matched control subjects. The choice of IPL was based on
previous studies from the Butterfield group, showing that this brain
region was characterized by increased oxidative stress along with in-
creased Akt phosphorylation in both MCI and AD subjects although the
inhibition of GSK-3β was evident only in AD subjects with respect to
age-matched controls (Aluise et al., 2011; Sultana et al., 2010;
Tramutola et al., 2015).

Reduced BVR-A protein levels in MCI with respect to age-matched
controls were found [F(2, 14) = 3.88, p=0.04, MCI vs Control: −30%,
p < 0.01] (Fig. 3 A and B). No significant changes were observed for
Akt protein levels and activation among the 3 groups of subjects (Fig. 3
A and C).

Downstream of Akt, we found a significant reduction of GSK-3β
protein levels [F(2, 14)= 4.41, p=0.03, AD vs Control: −33%,
p < 0.05, Fig. 3 A and D] along with a significant increase of GSK-3β
inhibition [Ser9/GSK-3β: F(2, 14)= 4.85, p=0.02; AD vs Control:
+126%, p < 0.05, Fig. 3 A and D] only in AD subjects with respect to
age-matched controls. No significant changes were observed for GSK-3β
activation (Try216/GSK-3β) in MCI and AD subjects with respect to
controls. Taken together, a significant reduction of the GSK-3β inhibi-
tion/activation ratio in MCI subjects was observed, whereas a sig-
nificant increase was found in AD subjects, with respect to age-matched
controls [Kruskal-Wallis, p < 0.01; MCI vs Control:-76%, p < 0.05;
AD vs Control: +161%, p < 0.05, Fig. 3 A and D].

Total Tau protein levels were significantly reduced only in AD
subjects [F(2, 14) = 5.95, p=0.01; AD vs Control: −66%, p < 0.01,
Fig. 3 A and E] while Tau phosphorylation levels (Ser404/Tau) were
significantly increased both in MCI and in AD with respect to age-
matched controls [F(2, 14) = 7.83, p=0.01; MCI vs Control:+91%,
p < 0.05; AD vs Control:+ 212%, p < 0.01, Fig. 3 A and E].

These results support the concept that reduced BVR-A levels are
associated with an increased activation of GSK-3β, which favors Tau
Ser404 phosphorylation also in humans. This effect seems prominent
during the early stage of the pathology, i.e., MCI, since similar altera-
tions in AD were not observed.

3.3. Loss of BVR-A limits the oxidative stress-induced Akt-mediated
inhibition of GSK-3β in vitro

To clarify the molecular mechanisms responsible for the increase of
GSK-3β activation during the early phase of AD, we used HEK cells to
evaluate whether reduced BVR-A protein levels limit the oxidative
stress-induced Akt-mediated inhibition of GSK-3β.

In a preliminary set of experiments, we tested the effects of in-
creased oxidative stress levels on (i) cell viability, (ii) BVR-A protein
levels, (iii) GSK-3β levels and activation, and (iv) Tau Ser404 phos-
phorylation levels by exposing HEK cells to increasing doses of H2O2

(1–500 μM) for 24 h. Among the tested doses we selected 100 μM, found
to promote a significant increase of GSK-3β inhibition [F(6, 28)= 2.34,
p=0.04; Control vs H2O2: +31%, p < 0.05] along with reduced Tau
phosphorylation [F(6, 28)= 3.13, p=0.01; Control vs H2O2: +30%,
p < 0.05] without affecting cell viability (Supplementary Fig. 1).

We confirmed the pro-oxidant effect mediated by 100 μM H2O2 by
showing that H2O2-treated HEK cells were characterized by increased 3-
NT levels [F(5, 18)= 16.63, p < .001; Control vs H2O2: +78%,
p < 0001, Supplementary Fig. 2 A] and increased GSK-3β Ser9

Fig. 1. Reduced BVR-A protein levels along with increased oxidative stress le-
vels in the hippocampus of 3xTg-AD mice. Changes of BVR-A protein levels and
levels of oxidative stress markers were evaluated in the hippocampus of 3xTg-
AD mice and age-matched controls. (A) Representative western blot images and
(B) densitometric evaluation of BVR-A protein levels evaluated in 3xTg-AD
(n=6/group) and age-matched Non-Tg mice (n= 6/group) both a 6 and
12months of age. Protein levels were normalized per total protein load.
Changes of protein carbonyls (PC), 4-hydroxyl-2-nonenals (HNE) and 3-ni-
trotyrosine (3-NT) levels in 3xTg-AD (n= 6/group) and age-matched Non-Tg
mice (n= 6/group) both at (C) 6 and (D) 12months of age. All densitometric
values are given as percentage of Non-Tg mice set as 100%. Data are presented
as means± SEM, *p > 0.05, **p < 0.01, and ***p < 0.001 (Student's t-test;
Mann-Whitney for HNE at 12months of age).
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phosphorylation [F(5, 18) = 2.72, p=0.05; Control vs H2O2: +34%,
p < 0.05, Supplementary Figs. 2 B and 2 D] and that pre-treatment
with increasing doses of bilirubin (BR, 0.1–5 μM for 2 h) – one of the
most potent endogenous antioxidant (Barone et al., 2009; Mancuso
et al., 2012) – abolished the effects of H2O2 (Supplementary Figs. 2 B, D
and F).

Starting from these observations, we evaluated the effect of oxida-
tive stress on GSK-3β and Tau protein in cells lacking BVR-A. This
condition would mimic what we have observed both in mice and hu-
mans. The results show that while 100 μM H2O2 for 24 h promotes in-
creased Akt Ser473 phosphorylation [F(4, 15)= 6.53, p=0.003;
Control vs H2O2: +34%, p < 0.05 Fig. 4 A and C] along with increased
GSK-3β inhibition [F(4, 15)= 20.16, p < 0.001; Control vs
H2O2+ 31%, p < 0.01, Fig. 4 A and D] and a significant reduction of
Tau Ser404 phosphorylation [F(4, 15)= 4.28, p=0.016; Control vs
H2O2: −36%, p < 0.01, Fig. 4 A and G] in control cells, these changes
do not occur in cells lacking BVR-A. Indeed, in siRNA-treated cells,
100 μM H2O2 for 24 h led to a significant reduction of Akt Ser473
phosphorylation (−48%, p < 0.01, Fig. 4 A and C), a concomitant
decreased GSK-3β inhibition (−64%, p < 0.001, Fig. 4 A and D) and a
significant increased Tau Ser404 phosphorylation (+28%, p < 0.05
Fig. 4A and G), with respect to control cells treated with H2O2. No
changes were found for total protein levels (Supplementary Fig. 4).
Reduced GSK-3β inhibition and increased Tau Ser404 phosphorylation
in cells lacking BVR-A and treated with H2O2 for 24 h were also con-
firmed by immunofluorescence analyses (Fig. 5).

Taken together, these results confirm our hypothesis that loss of
BVR-A limits the Akt-mediated inhibition of GSK-3β in response to
oxidative stress, thus resulting in increased Tau Ser404 phosphoryla-
tion.

3.4. Reduced BVR-A protein levels impair the interaction between Akt and
GSK-3β

While the reduction of GSK-3β Ser9 phosphorylation observed in
old 3xTg-AD mice (12months) and in siRNA-treated cells exposed to
H2O2 could be explained, at least in part, through the parallel reduction
of Akt activation, it remained to understand whether BVR-A could play
a role in the uncoupling of the Akt/GSK-3β axis observed in young
3xTg-AD mice and in MCI brain. Moreover, examination of the results
collected in siRNA-treated cells and exposed to H2O2, suggested that an
additional mechanism had to exist, other than the mere reduction of
Akt activation. Indeed, the extent of the reduction of GSK-3β inhibition
was much higher than the reduction of Akt activation in siRNA-treated
cells exposed to H2O2 with respect to similarly exposed control cells.

For that reason, based on the well-known role for BVR-A to function
as a scaffold protein (Gibbs et al., 2012; Kapitulnik and Maines, 2009;
Miralem et al., 2016; Triani et al., 2018), we hypothesized that reduced
BVR-A protein levels would impair the interaction between Akt and
GSK-3β under oxidative stress conditions. Supporting this hypothesis,
H2O2 treatment in HEK cells promotes the formation of the Akt/GSK-3β
complex [F(4, 15)= 12.37, p < 0.001; Control vs H2O2+50%,
p < 0.01, Fig. 6 A and B], while this does not occur in cells lacking
BVR-A (−85%, p < 0.001, Fig. 6 A and B). Immunofluorescence
analyses supported the above results by showing that cells treated with
H2O2 are characterized by increased levels of Akt Ser473 along with
increased levels of GSK-3β Ser9 and that they co-localize. However, this
does not occur in cells lacking BVR-A (Fig. 6 C—K). Moreover, a sig-
nificant reduction of the Akt/GSK-3β complex levels in 3xTg-AD mice
at 6months of age with respect to Non-Tg (−58%, p < 0.05, Fig. 6 L
and M) was found, while increased levels were observed in 12months
old 3xTg-AD mice (+50%, p < 0.05, Figs. 6 L and 6). Likewise, a re-
duction of the complex was observed in MCI samples with respect to
age-matched controls [F(2, 9)= 3.6, p= 0.04; MCI vs Control: −46%,
p < 0.05] (Figures).

Fig. 2. Reduced inhibition of GSK-3β is associated with in-
creased Tau Ser404 phosphorylation in the hippocampus of
3xTg-AD mice. Akt is one of the main kinases responsible for
GSK-3β inhibition in response to increased oxidative stress
levels and this process is favored by BVR-A, which works as
scaffold protein. Changes of Akt protein levels and activation
(pAktSer473) along with with changes of GSK-3β protein levels,
activation (pGSK-3βTyr216) and inhibition (pGSK-3βSer9)
were evaluated in the hippocampus of 3xTg-AD mice and age-
matched controls. Furthermore, changes of Tau phosphor-
ylation at Ser404 (target of GSK-3β) and Ser416 (non-target of
GSK-3β) residues were analyzed. (A) Representative western
blot images and densitometric evaluation of (B) Akt protein
levels and Ser473 phosphorylation; (C) GSK-3β protein levels,
Ser9 and Tyr216 phosphorylation as well as Ser9/Tyr216
ratio; (D) Tau Ser404 and Ser416 phosphorylation evaluated
in the hippocampus of 3xTg-AD (n= 6/group) and age-mat-
ched Non-Tg mice (n= 6/group) both at 6 and 12months of
age. Protein levels were normalized per total protein load.
Akt-, GSK-3β-, and Tau-associated phosphorylations were
normalized by taking into account the respective protein le-
vels and are expressed as the ratio between the phosphory-
lated form and the total protein levels: Ser473/Akt, Ser9/
GSK-3β, Tyr216/GSK-3β, Ser404/Tau and Ser416/Tau. All
densitometric values are given as percentage of Non-Tg mice
set as 100%. Data are presented as means± SEM, *p < 0.05,
**p < 0.01, and ***p < 0.001 (Student's t-test; Mann-
Whitney for Ser473/Akt and Ser9/GSK-3β at 12months of
age).
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These observations show that loss of BVR-A is associated with an
impairment in the formation of the Akt/GSK-3β complex, which con-
ceivably could explain why we observed a reduction of GSK-3β in-
hibition in spite of no changes of Akt activation.

3.5. Principal component analysis to examine the association among Tau
phosphorylation, oxidative stress and GSK-3β

PCA calculates the components that explain the largest amount of
variance whereas a biplot displays how much the variables contribute
to variance for the two most predominant PCA-identified components
(Fig. 7).

PCA in mice, show that that component 1 (F1) accounts for 49,90%

of the variance and it is dominated by GSK-3β activation (Ser9/GSK-3β,
GSK-3β Ser9/Tyr216 ratio), Tau phosphorylation (Ser404/Tau) and
oxidative stress (3-NT), while component 2 (F2) accounts for 21,67% of
the variance and it is dominated by BVR-A and Akt activation (Fig. 7 A-
C).

Similarly, PCA in human samples show that component 1 accounts
for 47,49% of the variance and it is dominated by GSK-3β activation
(Ser9/GSK-3β, GSK-3β Ser9/Tyr216 ratio), while component 2 ac-
counts for 20.73% of the variance and it is dominated by BVR-A.

Fig. 3. Reduced BVR-A protein levels are associated with reduced GSK-3β in-
hibition and increased Tau Ser404 phosphorylation in human MCI subjects.
Changes of BVR-A protein levels along with changes of (i) Akt protein levels and
activation (pAktSer473); (ii) GSK-3β protein levels, activation (pGSK-3βTyr216)
and inhibition (pGSK-3βSer9) and (iii) Tau levels and phosphorylation at
Ser404 residue (target of GSK-3β) were evaluated in the inferior parietal lobule
(IPL) of Control, amnestic mild cognitive impairment (MCI) and Alzheimer's
disease (AD) subjects. (A) Representative western blot images and densito-
metric evaluation of (B) BVR-A protein levels; (C) Akt protein levels and Ser473
phosphorylation; (D) GSK-3β protein levels, Ser9 and Tyr216 phosphorylation
as well as Ser9/Tyr216 ratio; (E) Tau protein levels, Ser404 and Ser416 phos-
phorylation evaluated in IPL samples collected form Controls (n=5) and age-
matched MCI (n=6) and AD (n=6) subjects. Protein levels were normalized
per total protein load. Akt-, GSK-3β-, and Tau-associated phosphorylations were
normalized by taking into account the respective protein levels and are ex-
pressed as the ratio between the phosphorylated form and the total protein
levels: Ser473/Akt, Ser9/GSK-3β, Tyr216/GSK-3β, Ser404/Tau. All densito-
metric values are given as percentage of Controls set as 100%. Data are pre-
sented as means± SEM, *p < 0.05, **p < 0.01 (One-way ANOVA with
Bonferroni post-hoc test; Kruskal-Wallis for GSK-3β Ser9/Tyr216 ratio).

Fig. 4. Loss of BVR-A limits the oxidative stress-induced Akt-mediated inhibi-
tion of GSK-3β in HEK cells. The effect of increased oxidative stress levels on
GSK-3β and Tau proteins in the absence of BVR-A was tested in HEK cells
treated with H2O2. (A) Representative western blot images and densitometric
evaluation of (B) BVR-A protein levels; (C) Akt Ser473 phosphorylation; (D)
GSK-3β Ser9 phosphorylation (E) GSK-3β Tyr216 phosphorylation, (F) GSK-3β
Ser9 /Tyr216 ratio; and (E) Tau Ser404 phosphorylation evaluated in HEK cells
(n=4 independent cultures/group) treated with H2O2 (100 μM, for 24 h) in the
presence or not of BVR-A, whose silencing has been obtained through the use of
a specific si-RNA. BVR-A protein levels were normalized per total protein load.
Akt-, GSK-3β-, and Tau-associated phosphorylations were normalized by taking
into account the respective protein levels and are expressed as the ratio be-
tween the phosphorylated form and the total protein levels: Ser473/Akt, Ser9/
GSK-3β, Tyr216/GSK-3β, Ser404/Tau. All densitometric values are given as
percentage of Controls cells set as 100%. Data are presented as means± SEM,
*p < 0.05, **p < 0.01, and ***p < 0.001 (ANOVA with Bonferroni post-hoc
test).
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4. Discussion

In this paper we show for the first time that a reduction of BVR-A
protein levels would impair the oxidative stress-induced Akt-mediated
inhibition of GSK-3β during the development of AD pathology. Indeed,
activation of the GSK-3β pathway has been shown to affect neuronal
survival and synaptic plasticity by promoting Tau phosphorylation
(Anderton et al., 2001; Mandelkow et al., 1992; Pei et al., 1999). In the
brain from AD subjects and mouse model, altered localization of GSK-
3β is associated with NFTs formation(Baum et al., 1996; Ishizawa et al.,
2003; Lucas et al., 2001; Pei et al., 1997). During the early stage of AD
development, GSK-3β accumulates with Tau in the cytoplasm of pre-
tangle neurons (Pei et al., 1997), whereas in mature NFTs, the colo-
calization with GSK-3β is reduced(Baum et al., 1996; Harr et al., 1996;
Shiurba et al., 1996). In addition, overexpression of active GSK-3β re-
sults in an AD-like phenotype(Brownlees et al., 1997), that can be re-
versed by reducing GSK-3β levels(Engel et al., 2006; Farr et al., 2014;
Lucas et al., 2001). These lines of evidence, therefore, indicate that the
activation of GSK-3β is a key, early event promoting Tau phosphor-
ylation in AD(Rockenstein et al., 2007).

Our findings strengthen the above-cited data and propose a novel
molecular mechanism, which may be responsible for the aberrant ac-
tivation of GSK-3β and the consequent increase of Tau phosphorylation
in early stage AD. In particular, we show that loss of BVR-A is asso-
ciated with the uncoupling of the Akt/GSK-3β proteins in response to
oxidative stress, and therefore loss of BVR-A might contribute to the
pathological activation of GSK-3β. This aspect is significant because the
Akt/GSK-3β complex is a target of multiple signalling cascades acti-
vated in response to different pro-survival stimuli (Hermida et al.,
2017; Manning and Toker, 2017) and found to be altered in AD (Zhang
et al., 2018). In parallel, BVR-A was demonstrated to participate in a
number of intracellular processes regulated by Akt, including energy
metabolism, gene expression, cell proliferation, and survival (Barone
et al., 2014; Kapitulnik and Maines, 2009), thus consistent with the
notion of a mutual interaction.

Previous studies from our group showed that reduced BVR-A acti-
vation triggers the development of brain insulin resistance in 3xTg-AD
mice (Barone et al., 2016). We demonstrated that oxidative stress leads
to reduced BVR-A Tyr phosphorylation, thus making BVR-A less active.
In turn, reduced BVR-A activity is responsible for IRS1 hyper-activation,
which is not associated downstream with a parallel activation of Akt
(Barone et al., 2016; Barone et al., 2018). Of note, intranasal insulin
administration prevents BVR-A impairment and the alterations of IRS1/
Akt axis (Barone et al., 2018).

The above-cited observations together with current findings support
the idea that BVR-A is at the cross-roads between: (1) the activation of
the insulin signalling cascade and (2) the cell stress response in AD,
both having Akt as a molecular target (Manning and Toker, 2017). In
this scenario, we provide novel evidence about the loss of Akt-mediated
inhibition of GSK-3β in the hippocampus of 3xTg-AD mice and in MCI
subjects, which agree with the proposed role for GSK-3β in contributing
significantly to Tau phosphorylation in AD.

The increased activation of GSK-3β observed in the hippocampus of
3xTg-AD mice both at 6 and 12months of age, seems to be due to a
reduction of Ser9 phosphorylation rather than an increase of Tyr216
phosphorylation (Fig. 2), thus strengthening the hypothesis about the

Fig. 5. Reduced GSK-3β inhibition along with increased Tau Ser404 phos-
phorylation in response to increased oxidative stress in HEK cells.
Representative immunofluorescence images (40× objective) from fixed (4%
PAF) HEK cells stained with anti-pGSK-3βSer9 (green) and pTauSer404 (red) in
the following conditions: control (A-B and I-J); BVR-A siRNA (C-D and K-L);
H2O2 (100 μM, for 24 h) (E-F and M-N); and BVR-A siRNA +100 μM H2O2 (G-H
and O—P). DAPI (blue) was used to identify cell nuclei. Scale bar represents
10 μm. (For interpretation of the references to colour in this figure legend, the
reader is referred to the web version of this article.)
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loss of Akt-mediated inhibition (Manning and Toker, 2017). This latter
aspect is further supported by the increase of Tau Ser404 phosphor-
ylation, which is significantly elevated at 6months and persists in old
3xTg-AD mice at 12months of age (Fig. 2). Indeed, GSK-3β is able to
phosphorylate Tau at multiple sites (Godemann et al., 1999; Liu et al.,
2004; Llorens-Martin et al., 2014) although the most prominent phos-
phorylation sites are Ser396 and Ser404 (PHF-1 epitope)(Agarwal-
Mawal et al., 2003; Godemann et al., 1999; Lovestone et al., 1996; Sun
et al., 2002). Phosphorylation at Ser396 and Ser404 seems to precede
phosphorylation at the other sites on Tau (Godemann et al., 1999).
Although GSK-3β preferentially phosphorylates many of its substrates
after they have been pre-phosphorylated by other kinases, the stretch of

amino acids in Tau that includes the residues Ser396, Ser400, and
Ser404, can be directly phosphorylated by GSK-3β without the prior
activity of other kinases(Hanger and Noble, 2011; Leroy et al., 2010).
However, phosphorylation at Ser404 is critical to this process, and
substitution of this residue by alanine ablates phosphorylation of both
Ser396 and Ser400. It appears, therefore, that the primary phosphor-
ylation of Ser404 by GSK-3β can itself serve as a primed residue for the
subsequent sequential phosphorylation of Tau at Ser400 and Ser396 by
GSK-3β (Hanger and Noble, 2011; Leroy et al., 2010).

Data collected in MCI (Fig. 3), showing reduced GSK-3β inhibition
without significant changes of Akt activation (Fig. 3) despite increased
oxidative stress (Aluise et al., 2011), reinforce the hypothesis that

Fig. 6. Loss of BVR-A impairs the physical interaction between Akt and GSK-3β in response to oxidative stress. Based on the role for BVR-A to work as a scaffold
protein, we tested whether reduced BVR-A protein levels would impair the physical interaction between Akt and GSK-3β proteins under oxidative stress conditions.
(A) Representative western blot images and (B) densitometric evaluation of the Akt/GSK-3β complex isolated from HEK cells (n= 4 independent cultures/group)
treated with H2O2 (100 μM, for 24 h) in the presence or not of BVR-A, whose silencing has been obtained through the use of a specific si-RNA; (C–K) Representative
immunofluorescence images (40× objective) from fixed (4% PAF) HEK cells stained with anti-pGSK-3βSer9 (green) and pAktSer473 (red) in the following conditions:
(C-E) control; (F–H) H2O2 (100 μM, for 24 h); and (I–K) BVR-A siRNA +100 μM H2O2. DAPI (blue) was used to identify cell nuclei. Scale bar represents 10 μm. (L-O)
Representative western blot images and densitometric evaluation of the Akt/GSK-3β complex isolated from (L-M) hippocampal samples collected from 3xTg-AD and
Non-Tg mice at 6 (n=6/group) and 12 (n= 6/group) months of age; and (N–O) IPL samples collected from Control (n=4), MCI(n= 4) and AD (n= 4) subjects. In
(A-B, L-M and N–O) Akt levels bound GSK-3β were normalized by using total GSK-3β as loading control. All densitometric values are given as percentage of (B)
Controls cells, (M) Non-Tg mice and (O) Control subjects set as 100%. Data are presented as means± SEM, *p < 0.05, **p < 0.01, and ***p < 0.001 (Student's t-
test or ANOVA with Bonferroni post-hoc test). (For interpretation of the references to colour in this figure legend, the reader is referred to the web version of this
article.)
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Fig. 7. Principal component analysis results collected in mice and human samples. Principal component analysis (PCA) was performed on the results collected in
mice (A-C) and human samples (D-F) to determine variance contribution of the key components associated with Tau phosphorylation. Through this analysis we
aimed to strength our hypothesis that changes of GSK-3β activation and Tau phosphorylation in response to oxidative stress were associated with changes of BVR-A.
Variables mostly representative of the molecular mechanisms underlying Tau phosphorylation, were included in the analyses: 1. BVR-A protein levels (since BVR-A
works as scaffold protein favoring the interaction between Akt and GSK-3β); 2. Akt activation (Ser473/Akt, since active Akt is responsible for GSK-3β inhibition); 3.
GSK-3β Ser9 phosphorylation (Ser9/GSK-3β, since Ser9 is target of Akt activity and is responsible for GSK-3β inhibition); 4. GSK-3β Ser9/Tyr216 ratio (as additional
measure of GSK-3β activation state); 5. Tau Ser404 phosphorylation (Ser404/Tau, since Ser404 is target of GSK-3β activity); and 6. 3-NT levels (as marker of
oxidative stress elevated both at 6 and 12months of age in 3xTg-AD mice). Same variables were used to perform PCA in human samples except 3-NT, since oxidative
stress markers were not evaluated in the current study. In (A,B) and (D,E) scores plots and biplots graphs for mice and humans, respectively. Scores plot displays the
observations coordinates on the PCA dimensions, while the biplot graphs represent the observations and variables simultaneously in the new space. Component 1
(F1) accounted for 49,9% and component 2 (F2) accounted for 21,67% of the variance in mice (A, B). F1 accounted for 47,49% and F2 accounted for 20,73% of the
variance in humans (D,E). Contribution of each variable to component 1 (black bars) and component 2 (red bars) expressed as factor loadings is shown in (C) for mice
samples and in (F) for human samples. These values represent the extent to which each variable contributed to building the corresponding PCA axis. Both in mice and
humans F1 was dominated by GSK-3β activation and Tau phosphorylation, while F2 by BVR-A, thus suggesting that these 3 proteins influence each other. (For
interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article.)
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increased GSK-3β activation may represent an early event during the
progression of AD pathology (Nicolia et al., 2017; Steen et al., 2005).

Noteworthy, under oxidative stress conditions loss of BVR-A would
seem to impair the Akt-mediated inhibition of GSK-3β via two me-
chanisms: (1) by precluding the activation of Akt; and (2) by avoiding
the physical interaction between Akt and GSK-3β. The first mechanism
is consistent with previous data from Maines' group (Miralem et al.,
2016) and helps to explain the results collected in old 3xTg-AD mice in
which reduced Akt activation is associated with reduced GSK-3β in-
hibition. The second mechanism is completely novel and conceivably
can explain the uncoupling of Akt and GSK-3β in young 3xTg-AD mice
(Fig. 2) as well as in MCI (Fig. 3).

Our data demonstrate that oxidative stress promotes the phos-
phorylation of Akt and the inhibition of GSK-3β in control cells but not
in cells lacking BVR-A (Fig. 4). Increased Akt phosphorylation following
H2O2 is a physiological mechanism through which cells counteract toxic
effects of oxidative stress (Chong et al., 2005), also by inhibiting GSK-
3β (Chong et al., 2005). Accordingly, treatment with a GSK-3β inhibitor
protected against H2O2-induced mitochondrial dysfunction and apop-
totic DNA fragmentation in HEK cells (Shin et al., 2004). Conversely,
the effect of H2O2 becomes detrimental if it is associated with a re-
duction of BVR-A (Fig. 4). Indeed, loss of BVR-A blocks H2O2-induced
activation of Akt and precludes the association between Akt and GSK-
3β, thus impeding the physiological inhibition of GSK-3β. This results
in a dysregulated phosphorylation of Tau Ser404 (Fig. 4), which would
become more prone to aggregate as NFTs (Wang and Mandelkow,
2016).

The proposed mechanism is thought to occur in the early phases of
AD pathology, in both humans (MCI, Fig. 3) and mice (Fig. 2 and
Fig. 1), where elevated oxidative stress parallel (i) reduced BVR-A levels
and (ii) reduced GSK-3β inhibition. In contrast, increased Akt phos-
phorylation along with increased GSK-3β inhibition without changes in

their interaction in late stage AD (Fig. 6) agree with others and our
previous studies (Griffin et al., 2005; Pei et al., 2003; Tramutola et al.,
2015; Yarchoan et al., 2014). Surprisingly, we observed increased Akt/
GSK-3β complex levels in the brain of old 3xTg-AD mice (Fig. 6). De-
spite of that, the interaction appears not successful since reduced Akt
activation along with reduced GSK-3β inhibition were observed
(Fig. 2), in agreement with our hypothesis.

PCA further highlights that Tau phosphorylation is closely asso-
ciated with changes of oxidative stress, GSK-3β and BVR-A (Fig. 7).
Indeed, Tau phosphorylation and GSK-3β activation contribute sub-
stantially to the variance both in mice and human samples, thus
strengthening the role of GSK-3β in Tau phosphorylation in AD. Fur-
thermore, PCA in mice samples show that Tau phosphorylation and
oxidative stress levels closely align in PCA component 1, suggesting that
increased oxidative stress levels influence Tau phosphorylation. In ad-
dition, in both PCA analyses BVR-A is the predominant variable asso-
ciated with component 2, thus underlying the role played by this pro-
tein in the molecular mechanisms responsible for Tau phosphorylation.
These results are in line with those provided by Huber et al. proposing
GSK-3β as primary contributor to Tau phosphorylation and the con-
sequent cognitive decline observed in 3xTg-AD mice (Huber et al.,
2018)

In particular, the meta-analysis performed in the above-cited study
suggests that Tau phosphorylation has the strongest correlation to
cognitive decline observed in 3xTg-AD mice, than any of the other as-
sessed clinical outcomes measures, including Aβ (Huber et al., 2018). In
this frame, we acknowledge that our study was designed to evaluate the
role of BVR-A in the Akt-mediated inhibition of GSK-3β inhibition in
response to oxidative stress in AD and therefore we looked at Tau
protein (as target of GSK-3β activity along the progression of AD) but
not at Aβ levels. Notwithstanding, our previous findings in 3xTg-AD
mice show that improvement of BVR-A activation following intranasal

Fig. 8. Schematic representation of the proposed
mechanism through which loss of BVR-A impairs the
Akt-mediated inhibition of GSK-3β in Alzheimer's
disease. Left panel: binding of insulin to insulin re-
ceptor (IR) promotes IR auto-phosphorylation on Tyr
(Y) residues, which is responsible for the activation
of IR kinase activity. Then, IR phosphorylates both
biliverdin reductase-A (BVR-A) and the insulin re-
ceptor substrate (IRS) on specific Y residues re-
sponsible for their respective activation. Activated
BVR-A regulates IRS, by phosphorylating IRS on in-
hibitory serine (S) residues, thus avoiding IRS ab-
normal activation. In turn, activated IRS recruits
downstream proteins [e.g. phosphatidil-insoitol 3
kinase (PI3K)], responsible for Akt phosphorylation
and activation. Once activated, Akt mediates the
phosphorylation of GSK-3β on Ser9 promoting GSK-
3β inhibition. In parallel, the Akt-mediated GSK-3β
inhibition occur in response to an eventual increase
of pro-oxidant species [e.g., reactive oxygen species
(ROS), reactive nitrogen species (RNS)], with the
aim to promote the cellular antioxidant defenses to
counteract the rise of oxidative stress. Both the cor-
rect activation of Akt and the Akt-mediated GSK-3β
inhibition are favored by BVR-A, which functions as
a scaffold protein. All together these molecular
events characterize the physiological activation of

the insulin signalling cascade and those of the cell stress response, which confer neuroprotection to the brain. Right panel: during the progression of Alzheimer's
disease (AD) pathology reduced BVR-A levels represent a harmful event, which impairs insulin signalling: (a) upstream, at the level of IRS, at which loss of BVR-A is
responsible for IRS hyper-activation; and (b) downstream of IRS, where loss of BVR-A causes either the reduced activation of Akt or the impairment of the Akt/GSK-
3β complex, which results in reduced GSK-3β inhibition. All together these molecular alterations would favor the anomalous activation of insulin signalling causing
metabolic defects finally responsible for increased oxidative stress levels. As in a vicious cycle, increased oxidative stress further impairs BVR-A contributing to
maintain hyper-active IRS. In parallel, loss of BVR-A precludes the activation of Akt (in response to either hyper-active IRS or oxidative stress), and the consequent
inhibition of GSK-3β, thus resulting in hyper-active GSK-3β. This latter event leads to Tau hyper-phosphorylation responsible for neurodegeneration in AD. Black
arrows: activation; black dotted lines: inhibition; red arrows and red dotted lines: disrupted in AD. (For interpretation of the references to colour in this figure legend, the
reader is referred to the web version of this article.)
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insulin administration is associated with reduced Tau phosphorylation
and improved cognitive functions in 3xTg-AD mice both at 6 and
12months of age (Barone et al., 2018), conversely, a reduction of Aβ56
oligomers is evident only later, at 12months of age (Di Domenico et al.,
2013). Although we cannot exclude the contribution of other Aβ forms,
which in any case were shown to increase early in 3xTg-AD mice
(Belfiore et al., 2018), our results are in line with the proposed role for
Tau phosphorylation as a major contributor to cognitive decline in
3xTg-AD mice.

We propose a regulatory network in which BVR-A dysfunction may
alter the physiological response to oxidative stress and insulin, thus
resulting in increased Tau phosphorylation. Indeed, we found that the
reduction of brain resident BVR-A is evident at 3months of age, even
before significant increased oxidative stress (Barone et al., 2016), in
3xTg-AD mice. Conceivably, reduced BVR-A levels could lead to al-
terations of the insulin signalling cascade, which would trigger meta-
bolic defects favoring increased oxidative stress (de la Monte, 2009; de
la Monte and Tong, 2014; Neumann et al., 2008). In turn, oxidative
stress would impair BVR-A kinase activity, favoring the pathological
activation of IRS1 (Barone et al., 2016). At this point, despite increased
oxidative stress and IRS1 activation, reduced BVR-A protein levels
would impede the correct activation of Akt and the following inhibition
of GSK-3β. As result, an increased Tau phosphorylation occurs (Fig. 8).

The proposed paradigm is consistent with previous studies showing
an association among oxidative stress, brain insulin resistance and in-
creased Tau phosphorylation in AD (Butterfield et al., 2014; Chatterjee
and Mudher, 2018; Cheng et al., 2005; Schubert et al., 2003; Schubert
et al., 2004).

5. Conclusions

Overall, our results shed new light on the early mechanisms con-
tributing to the development of AD pathology. In particular, we provide
support for a novel link among increased oxidative stress, alterations of
the insulin-signalling cascade, and the development of Tau pathology,
having BVR-A as the central player. This mechanism is of interest be-
cause elucidating the early mechanisms promoting the aberrant acti-
vation of GSK-3β is critical for the identification of new therapeutic
strategies to slow/prevent AD neuropathology. We are aware of the vast
complexity of AD pathology and that it likely will require a combina-
tion treatment to achieve significant clinical effects. However, we also
believe that the role of GSK-3β needs to be revisited in light of our and
other findings showing GSK-3β hyper-activation in early but not late
AD. Therefore, any treatment aimed to restore GSK-3β activity should
be administered when the protein is hyper-activated. This event is likely
to occur early in MCI or moderate AD, and future clinical studies in AD
should take this aspect into considerations.
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