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Abstract

Introduction: The neuronal mechanism driving Alzheimer’s disease (AD) is incom-

pletely understood.

Methods: Immunohistochemistry, pharmacology, biochemistry, and behavioral testing

are employed in two pathological contexts—AD and a transgenic mouse model—to

investigate T14, a 14mer peptide, as a key signalingmolecule in the neuropathology.

Results: T14 increases in AD brains as the disease progresses and is conspicuous in

5XFAD mice, where its immunoreactivity corresponds to that seen in AD: neurons

immunoreactive for T14 in proximity to T14-immunoreactive plaques. NBP14 is a

cyclized version of T14, which dose-dependently displaces binding of its linear coun-

terpart to alpha-7 nicotinic receptors in AD brains. In 5XFAD mice, intranasal NBP14

for 14 weeks decreases brain amyloid and restores novel object recognition to that in

wild-types.

Discussion: These findings indicate that the T14 system, for which the signaling path-

way is described here, contributes to the neuropathological process and that NBP14

warrants consideration for its therapeutic potential.
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1 BACKGROUND

The basic mechanism driving Alzheimer’s disease (AD), as well as

Parkinson disease and motor neuron disease, may be the deleterious

activation in thematurity of a signaling system that had been beneficial
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in development.1–4 Toxic effectsmay occur if this system is activated in

the mature brain in response to a blow to the head,5 ischemia,6 or a

decline in scavenging mechanisms.7 Such a phenomenon would exem-

plify antagonistic pleiotropy, as proposed in George Williams’ evolu-

tionary explanation of senescence.8,9 His theory concerns tradeoffs
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between early life benefits and late-life detriments and is consistent

with adecline in thepotencyof natural selectionwith age. The signaling

molecule driving this particular trophic-toxic process is posited to be

T14,1,2 a 14mer peptide that binds to an allosteric site on alpha-7 nico-

tinic receptors.10,11 This peptidederives fromtheC-terminusof acetyl-

cholinesterase (AChE),12 a protein that has long been implicated in

AD.13 Inhibiting the hydrolyzing action ofAChEonacetylcholine (ACh),

with drugs such as galantamine, increases the availability of synaptic

ACh; such treatments are clinically useful inAD, a finding that validates

the cholinergic hypothesis for this disease.13 Enhancing ACh availabil-

ity may also favor the cholinergic alleviation of inflammation,14 a hall-

mark of AD.15 Conversely, transgenic mice overexpressing AChE show

AD-like cognitive impairment16; the authors of that study speculated

that the excess AChE “may have effects that relate to the potential

noncatalytic function(s) of this intriguing protein.” We now hypothe-

size that T14, a peptide cleaved fromAChE,12 drives such effects.1 This

peptide, which shares a partial sequence homology with amyloid,1,2

has been shown to promote amyloid beta production and tau phospho-

rylation, thereby replicating the principal features of AD pathology.17

It also enhances calcium influx,10 modulates plasticity (ie, long-term

potentiation [LTP]),8 acts as a developmental signaling molecule,2 and

is bioactive in a range of tissues including rat hippocampal organotypic

cultures2 and ex vivo brain slices from hippocampus10 or the rat pre-

frontal cortex.18

In the normal adult brain, there is a prevalence of G4, the tetramer

that constitutesmembrane-boundAChE, overG1, themonomeric form

of AChE.19 The latter is the parent molecule for T14.12 In contrast, in

the early embryonic human brain, G1 exceeds G4.19 the prevalence

of G1 is consistent with an involvement of its cleavage product in

development.1 Notably, it also exceeds G4 in various brain regions in

AD.19 Thus, the initially beneficial developmental effects of T1410 may

turn excitotoxic with aging, when tolerance to calcium influx is lower,20

via an allosteric site on alpha-7 nicotinic receptors.10 The capacity

of the peptide to upregulate that receptor’s messenger RNA (mRNA)

and protein expression and to enhance its trafficking to the plasma

membrane11 may promote a vicious cycle. Hence, the process that

drives the pathology may be an aberrant recapitulation of T14’s devel-

opmental actions.1

The present study was designed to characterize the T14 system

in two pathological contexts—AD and the 5XFAD (Five Times Famil-

ial AD Mutations) mouse model of AD—and to explore whether a

T14 antagonist has therapeutic potential. For the immunohistochem-

ical studies on human and mouse brains, a polyclonal antibody was

used; it was raised against the T14 C-terminus and does not cross-

react with AChE or amyloid.17 T14 immunoreactivity in the hippocam-

pus, a region severely afflicted by the disease, was assessed in early

versus late-stage AD and in 5XFAD mice compared with their FAD-

negative counterparts, F1 offspring of the same background strain

lacking the transgene.21 5XFAD mice provide a valid, rapid-onset,

aggressive amyloid model displaying neuropathological and neuropsy-

chological AD-like hallmarks.21 The age-dependent development of

cognitive deficits in these animals is comparable to that in AD; the ear-

liest observable impairment is in spatial working memory followed by

HIGHLIGHTS

∙ The T14 peptide system is characterized in Alzheimer’s

disease (AD) and the 5XFAD transgenic model

∙ AD and 5XFAD mice show T14 immunoreactivity in neu-

rons and adjacent plaques

∙ NBP14, a cyclized version of T14, dose-dependently dis-

places T14 in AD

∙ Intranasal NBP14 treatment for 14 days reduces amyloid

in 5XFADmice

∙ The NBP14 treatment protects the 5XFAD mice from

impaired novel object recognition

RESEARCH INCONTEXT

1. Systematic Review: Over the past 50 years, evidence

has accumulated within the literature, and from our own

research, that acetylcholinesterase has additional, non-

catalytic roles. Diverse findings demonstrate its role as

a signaling molecule, irrespective of cholinergic transmis-

sion. The beneficial, trophic actions of this system during

development may turn excitotoxic in maturity and conse-

quently driveAlzheimer’s disease (AD). Twenty years ago,

a 14mer peptide cleaved from the C-terminus, T14, was

identified as the salient agent.

2. Interpretation: Our findings on T14 localization and lev-

els are comparable in AD brains and in the 5XFAD trans-

genic mouse model. NBP14, a cyclized antagonist of T14,

displaces T14 from alpha-7 nicotinic receptors in the AD

hippocampus. In 5XFADmice, it lowers brain amyloid and

protects memory.

3. FutureDirections: Further researchwill pursue the novel

idea that T14 is the key signalingmolecule driving AD and

assess the potential of NBP14 as a therapeutic.

deficits in recognition memory.22,23 Female 5XFAD mice were used in

the present study because they display more severe amyloid pathol-

ogy than 5XFAD males21,24–26; within the hippocampal formation, the

females show a consistently higher density of amyloid plaques than

age-matchedmalemice.24

NBP14 is a cyclic form of the linear T14 peptide, acting as an

antagonist.17 It binds at alpha-7 receptors some 50 times more effec-

tively than galantamine,17 which recognizes not only the allosteric

alpha-7 site27 but also, unlike NBP14, modulates the closely related

α4β2 nAChR,27 a receptor not activated by T14.17 Irrespective of the

functional efficacy of NBP14 in vitro ,3,17,28 including its capacity to

displace T14-binding in post-mortem AD brains as assessed here, its

therapeutic potential requires access to the brain in vivo. Intranasal
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administrationhasbeen found tobemoreeffective than intravenousor

oral routes for peptides to cross the blood-brain barrier.29 To evaluate

the effectiveness of such treatment, 5XFADmicewere given intranasal

vehicle or NBP14 (10 mg/kg, 10 μL/mouse) twice weekly for up to

14 weeks. Its penetration into the brain and its effects on memory and

brain amyloid were assessed. The treatment started at 7- to 10 weeks

of age, sufficiently early to allow the drug to interact with its targets

before the neuropathological processes commenced.21

Cognitive performancewas evaluatedwith theNovelObject Recog-

nition Test (NORT), a non-spatial, non-aversive memory test widely

used in assessing drug effects on recognition memory.30 The NORT is

based on the innate preference of animals to explore a novel over a

familiar object, requiring memory of the object presented in the previ-

ous trial. The 5XFADmiceweremonitored in theNORTprior to the ini-

tial intranasal vehicle orNBP14, followed by further testing after 6 and

14 weeks. Naive wild-type mice not subjected to the treatment were

included in the study and tested in the NORT in parallel with 5XFAD

mice.

Brain amyloid immunoreactivitywas investigated in satellite 5XFAD

mice after vehicle or NBP14 treatment for 6 weeks and at the termi-

nal time point of 14 weeks in the 5XFAD mice studied in the NORT.

The cortex, hippocampus, and basal forebrainwere analyzed, being key

sites affected with extensive amyloid deposits in AD.31

2 MATERIALS AND METHODS

2.1 Human and mouse brains

Human hippocampal blocks were provided by Dr Wayne Poon (UCI

MIND Tissue Repository Gillespie Neuroscience Research Facility at

University of California, Irvine) and the National Brain Bank (https:

//neurobiobank.nih.gov/about/) fromall Braak stages,male and female,

with post-mortem interval (PMI), apolipoprotein E (APOE) gene, plaque

stage, and clinical syndrome described. The human hippocampus sam-

ples analyzed in western blots for T14 were provided by the Oxford

Brain Bank, and classified as Braak stages 0, I, II, V, or VI. Themice used

for amyloid immunohistochemistry and the parallel behavioral study

were wild-type (WT) B6SJL female (n = 15) and transgenic 5XFAD

female (n = 95), supplied by Jackson Laboratories (Bar-Harbor, ME,

USA). The mice were 4- to 8-weeks-old at the time of arrival (main-

tained n = 5/cage, 12-hour light/dark cycle, lights from 6:00 hours,

20◦C–22◦C). Femalemicewere studiedbecause theamyloidpathology

in 5XFAD transgenics is more severe in female than male mice.21,24–26

The 5XFADmice used for T14 immunohistochemistry were purchased

from JAX Genomic Medicine (Farmington, CT, USA); they were 34- to

40-weeks-oldwhen studied. Experimental procedureswere conducted

between 9:00 and 16:00 hours and undertaken under authorization

from the ItalianMinistry ofHealth (Project Internal Code n. 820/2019-

PR), in accordancewith Italian LegislativeDecreeNo. 26/2014, or from

the InstitutionalAnimalCareUseCommitteeUSA (VA IACUC#08032-

09); ARRIVE Guidelines were followed for reporting in vivo experi-

ments (see SupplementaryMaterials).

2.2 Western blot detection of T14

Western blots were carried out as described previously.17 Briefly,

≈0.2 g of frozen human brain tissue was thawed and homogenized

in ice-cold Neuronal Protein Extraction Reagent supplemented

with phosphatase and protease inhibitors. Buffer , 1 mL, was added

per 0.2 g of brain tissue. Homogenate was centrifuged (16,000 ×

g, 30 minutes, 4◦C) and supernatant quantified for protein. One

hundred micrograms of protein was mixed with 4× Laemmli sample

buffer (62.5 mM Tris-HCl pH 6.8, 10% glycerol, 1% LDS, 0.005%

Bromophenol Blue, 50 mM dithiothreitol [DTT]), heated to 50◦C

(10 minutes), and loaded onto 4%–20% Mini-PROTEAN TGX Precast

Protein Gels, 10-well, 50 μL. Proteins were separated by elec-

trophoresis, transferred to PVDF (0.45 μm) membrane, and blocked

(1 hour; RT) with 5% Blotting Grade Blocker Non-Fat Milk in Tris-

buffered saline plus 0.05% Tween 20 (TBS-T 0.05%). The membrane

was incubated overnight with T14 antibody (stock 1 mg/mL, dilu-

tion 1:1000) as described previously.17 Membranes were washed,

incubatedwith secondary antibody (1:10000), washed, and immunore-

activity visualized as described previously. Bands were quantified

using ImageJ, and unpaired t tests were performed using GraphPad

Prism9.0.

2.3 AlphaLISA detection of T14-alpha-7 complex

Samples were extracted from homogenized human brain tissue using

PerkinElmer lysis buffer and the protein concentration determined

using the BCA method. For 100 mg tissue homogenization, 1 mL of

lysis buffer was used. Five cycles of 40 second pulse, and 10 second

breaks, on a shielded homogenizerwere used for each sample. Samples

were centrifuged at 40◦C, 15000 rpm (15 minutes) for supernatants;

these were diluted in PerkinElmer Assay buffer and used to measure

T14-alpha-7 nicotinic receptor complexes in the presence of NBP14

(concentrations 0.065μM -900μM) with AlphaLISA following the

manufacturer’s protocol.32 The antibodies were biotinylated BTX on

SA-donor beads and anti-rabbit T14 on acceptor beads; results read in

an AlphaLISA Reader.

2.4 Immunohistochemistry

Details for the immunohistochemical processing of human and mouse

brain tissue and image analysis are provided under Supplementary

Materials.

2.5 NBP14 synthesis and stability

NBP14 was synthesized by Genosphere Biotechnologies (Paris,

France) as described previously.17 Confirmation of its stability at RT is

described under SupplementaryMaterials.

https://neurobiobank.nih.gov/about/
https://neurobiobank.nih.gov/about/
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2.6 Intranasal (IN) dosing with NBP14

The NBP14 dose was freshly dissolved in vehicle (0.9%NaCl) to obtain

the required concentrations at a final volume of 10 μL for the corre-

sponding dose of 10mg/kg for each animal. Animals were sedatedwith

isoflurane. The IN dose was administered at 5 μL per nares using a

pipette allowing the animals to sniff the drops into the nasal cavity over

the following 10minutes.

2.7 Blood-brain exposure to NBP14

A preliminary pharmacokinetic (PK) study of acute intranasal (IN)

administration of NBP14 at 30 mg/kg was carried out with brains col-

lected at 0.25, 0.5, 2, and 8 hours post NBP14 administration. The PK

profile of NBP14 (10mg/kg; IN) following repeated administrationwas

assessed in 5XFAD mice at four time points (as described in Figure 2).

Thirty minutes after treatment administration, following an overdose

of isoflurane, blood samples from the descending vena cava and the

brain were collected. The group of mice sampled 2 days after the final

treatment in week 14 were not treated with NBP14 on the day of

blood and brain tissue collection to test for any accumulation of the

drug.

Blood and brain samples were processed immediately after ani-

mal sacrifice by dilution or homogenization followed by protein pre-

cipitation with three volumes of acetonitrile containing 0.1 ng/mL of

leucine encephalin. After centrifugation, supernatant was diluted with

1.5 volumes of H2O. The samples were assayed by LC-MS/MS anal-

ysis with an optimized analytical method on an Acquity HSS T3 col-

umn 1.7 μm 50 × 2.1 mm (Waters, Milford MA, USA). A binary chro-

matographic gradient of Phase A (water +0.1% formic acid) and Phase

B (acetonitril +0.1% formic acid) was used for separation at a flow

rate of 0.65 mL/minute. Quantitation was performed in multiple reac-

tion monitoring on an API 6500+ Instrument (Sciex, Framingham,

MA USA) NBP14 (m/z 462.3 → 110.1) and leucine enkephalin (m/z

556.0→ 397.0).

2.8 NORT

The cognitive performance of mice was tested using the NORT. Object

exploration was defined as active interaction with the object, that is,

sniffing or touching the object with the nose and/or forepaws. In con-

trast, circling, sitting on, or leaning close to the object were not consid-

ered active exploration. The results were expressed as total time (sec-

onds) spent by animals exploring the object. A recognition index calcu-

lated for each animal was the percentage of time spent exploring the

familiar versus the novel object. A criterion of minimal object explo-

ration was used to exclude animals with naturally low levels of sponta-

neous exploration: the two animals that explored for<10 seconds dur-

ing both the acquisition and choice sessions were not included in the

study.General activitywas also recordedas the total time spent in loco-

motor activity, rearing, and self-grooming behaviors. 5XFADmicewere

tested in theNORTat three time points, and brainswere then removed

and processed as described above.

2.9 Statistical analysis

Statistical analyses were conducted using either GraphPad Prism7.0

(GraphPadSoftware) or SAS9.4.NORTdatawere analyzedbyone-way

analysis of variance (ANOVA) for each treatment group at each time

point, and in other cases such as general activity and recognition index,

a two-way ANOVA followed by Bonferroni‘s post hoc test was used.

A repeated-measures (treatment × time) approach was used for body

weight, with baseline values at week 0 included as a covariate in the

analysis (analysis of covariance [ANCOVA]), followed by Fisher‘s Least

SignificanceDifference (LSD) post hoc test. Histological datawere ana-

lyzed using the unpaired Student’s t-test.

3 RESULTS

3.1 T14 in the post-mortem Ad brain and
transgenic mouse model

Western blots of the AD hippocampus showed a single T14-reactive

band that increased≈2-fold fromearly (Braak0-II) to late stages (Braak

V-VI; Figure 1A, C). This signal could be eliminated by immunoneutral-

ization or omission of the primary antibody. The binding of T14 to the

alpha-7 receptor was investigated with AlphaLISA.32 This approach

revealed a greater level of T14-binding in late-stage AD (Braak V-VI)

compared with Braak I-II (Figure 1B). Immunohistochemistry of hip-

pocampal sections from late-stage AD showed T14-immunoreactive

neurons in the immediate vicinity of T14-immunoreactive plaques

(Figure 1D); the advanced state of the disease is confirmed by immuno-

histochemistry for phosphorylatedTau in adjacent sections (Figure1E).

In the hippocampus of 5XFAD mice, T14 immunoreactivity was at

a particularly high incidence in the subiculum (Figure 1F). Neurons

immunoreactive for T14 were seen in the immediate vicinity of T14-

immunoreactive plaques (Figure 1H, J). The immunoreactive signal for

T14 was lost following neutralization of the primary antibody with the

peptide (Figure 1G, I, K). In FAD-negative mice, the hippocampus con-

tained only a light degree of T14 immunoreactivity; therewere noT14-

immunoreactive plaques (Figure 1L).

3.2 Antagonizing T14 with a cyclized variant:
NBP14

The capacity of NBP14 to displace T14-binding to the alpha-7 recep-

tor in the human hippocampus in late-stageADbrainswas investigated

with AlphaLISA; this revealed a clear dose-response (Figure 1M), with

an IC50 of 61.4 μM.

To assess the penetration of NBP14, blood and brain tissue

were collected at four time points: following the initial treatment,

after 6 and 14 weeks of twice-weekly dosing, and, to test for any
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F IGURE 1 (A) Quantification of hippocampal T14 (mean± SEM) normalized to the data for Braak 0-II (n= 14), showing a significant increase
at Braak VI (n= 6,Mann-Whitney test). (B) T14-alpha-7 receptor binding using AlphaLISA in early stage (Braak I-II, n= 6) and late stage (Braak
V-VI, n= 12,Mann-Whitney test) hippocampal tissue. (C) Examples of western blots for hippocampal T14 at Braak I, II, and VI, showing an increase
at the later stage. (D, E) T14- and p-tau-immunoreactivity in Alzheimer’s disease; representative photomicrographs of the CA1 region of the
hippocampus in an 85-year-old man, Braak VI. (D) T14-immunoreactive neurons in proximity to T14-immunoreactive plaques. (E) T14- and
p-tau-immunoreactivity in adjacent sections. (F, H, J) Representative photomicrographs of hippocampal T14-immunoreactivity in the 5XFAD
mouse; (G, I, K) adjacent coronal sections showing loss of T14-immunoreactivity following immunoneutralization of the primary antibody. (L) The
Cornu ammonis 1 (CA1) region of the hippocampus in an FAD-negativemouse, showing light T14-immunoreactivity in pyramidal neurons and no
T14-immunoreactive plaques. (M) Dose-dependent effects of NBP14 in displacing T14-alpha-7 binding in advanced AD (Braak III-VI, n= 3-4,
two-way ANOVA) hippocampal tissue (NBP-14 IC50= 61.4 μM); data aremean± SEM. *P< .05, ** P< .01. Scale bars: 70 μm (D), 210 μm (E),
140 μm (F, G, L), 40 μm (H-K), sub, subiculum (F). Arrows (H, J), examples of a T14-immunoreactive neuron adjacent to a T14-immunoreactive
plaque

accumulation of the drug, 2 days after the final treatment in Week 14.

The concentrations of NBP14 in blood and brain and their ratios are

shown (Figure 2A-C). An absence of compound accumulation was indi-

cated by the satellite group assessed 2 days after the final treatment in

Week 14 (data not shown).

Body weight was measured in the transgenic mice treated twice

weekly with vehicle (5XFAD-VEH) or NBP14 (5XFAD-NBP14) over

14weeks (Figure 2D).

3.3 Effects of chronic intranasal NBP14 on
memory in AD mouse model

There were no significant differences across the three groups—

untreated wild-types, 5XFAD-VEH, and 5XFAD-NBP14—at any time

point for general activity, recorded as the time spent in locomotion,

rearing, and self-grooming, indicating no non-specific effects of NBP14

on arousal levels (Figure 2E).
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F IGURE 2 (A-C) Blood and brain concentrations of NBP14 in 5XFADmice following intranasal treatments with NBP14 (10mg/kg) and
brain-to-blood ratio. The samples (n= 3 for each time point) were collected 30minutes after a single initial treatment in T0Wand after twice
weekly treatments for 6 weeks or 14weeks; additional samples were collected 2 days after the final treatment in T14W, to test for any
accumulation of the drug. Friedmanmultiple comparison tests showed differences in NBP14 concentrations in blood between T0Wand T6W
(P= .0286) but not T0Wand T14W, and in the brain between T0Wand T14W (P= .0495) but not T0Wand T6W; the blood-to-brain ratio
increased significantly by T14W (P= .0306) but not by T6W. (D) Bodyweight (mean of biweekly measurements) of 5XFADmice (5XFAD-VEH and
5XFAD-NBP14) over the 14-week treatment period.Weights taken immediately before (Day 0) and following vehicle or NBP14 treatment twice
weekly for 14weeks (n= 14–28). Analysis of covariance revealed no overall effect of treatment per se (F(1, 39)= 2.17, P= .1484), but an effect of
time (F(13, 520)= 90.22, P< .0001) and a difference for themain effect of treatment x time (F(13, 520)= 1.90, P= .0281). Pairwise comparison
showed a significant difference between the 5XFAD-VEH and 5XFAD-NBP14mice at 12 to 14weeks of treatment. (E-H) Novel Object
Recognition Test performance in wild-type (WT) and 5XFADmice. (E) Time (s= seconds) spent in general activity by untreatedWT and 5XFAD
mice prior to and after 6 and 14weeks of vehicle or NBP14 treatment (n= 13-28; one-way ANOVA showed no significant differences> P> .05).
(F-H) Total object exploration time (s= seconds) for familiar and novel objects in 5XFADmice: (F) before treatment (T0W) and (G) after 6 weeks
(T6W) or (H) 14weeks (T14W) of intranasal vehicle or NBP14 (10mg/kg); untreated age-matchedWTwere tested concurrently (n= 13 for
vehicle, 28 for NBP14 one-way ANOVA). (I) Recognition Index showing percentage of recognition above chance (50%) levels, calculated as time
spent exploring the novel object/time exploring novel+ familiar object in untreatedWT and 5XFADmice prior to and at 6 and 14weeks of vehicle
or NBP14 treatment (n= 13–28); data aremean± SEM. * P< .05, ** P< .01 versus 5XFAD-VEH; ## P< .01 versus baseline value (T0W) of the
group in question, two-way ANOVA followed by Bonferroni‘s post hoc). T0W,Week 0; T6W,Week 6; T14W,Week 14.
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At the times of behavioral testing—Week 0,Week 6, andWeek 14—

the estimated age of the 5XFAD and wild-type mice was 7–10 weeks,

13–16 weeks and 21–24 weeks. Assessment before the start of the

treatment showed that the three groups discriminated between the

novel and familiar object after a 1-hour retention interval, spending a

significantly longer time exploring the novel object (Figure 2F).

At Week 6 (13–16 weeks of age), impaired performance was

observed in 5XFAD-VEH and 5XFAD-NBP14 mice (Figure 2H). At

Week 14, there was continued discrimination in wild-types (Figure 2I)

and continued failure to discriminate in 5XFAD-VEHmice (Figure 2H).

However, 5XFAD-NBP14 mice showed a significant increase in time

spent exploring the novel versus the familiar object (Figure 2H), an

effect consistent with a reversal of cognitive impairment. The NBP14

treatment significantly increased theRecognition Index in 5XFADmice

(Figure 2I). Two-way ANOVA showed an effect of time and a consider-

able difference for the main effect of treatment x time. Bonferroni‘s

post hoc test showed that the Recognition Index was significantly

higher in 5XFAD-NBP14 mice than in the 5XFAD-VEH mice (P < .01)

and did not differ significantly different from that of thewild-typemice

(Figure 2I).

3.4 Effects of chronic intranasal NBP14 on brain
amyloid in AD mouse model

In 5XFAD mice after 6 weeks of vehicle treatment, intracellular amy-

loid beta (Aβ) immunoreactivity was observed throughout the frontal

cortex and hippocampal formation, particularly in the subiculum, with

only a low incidence in the basal forebrain (Figure 3A, 3B and 3C). At

this time, the 5XFAD-NBP14 mice showed a significantly lower inci-

dence of intracellular Aβ immunoreactivity than the 5XFAD-VEHmice,

by 53% in the hippocampus (Figure 3A) and 38% in the frontal cortex

(Figure 3B), but there was no appreciable effect of NBP14 on themini-

mal amount of intracellular Aβ in the basal forebrain region (Figure 3C).
Further accumulation had occurred by the time the mice were 21–

24 weeks old, after 14 weeks of vehicle treatment (Figure 3D and 3E),

by which time plaques had become apparent in the basal forebrain

(Figure 3F). The 5XFAD-NBP14 group, in comparisonwith the 5XFAD-

VEH group, showed a significant reduction in extracellular Aβ by 50%
in the hippocampus (Figure 3D), 38% in the frontal cortex (Figure 3E),

and 42% in the basal forebrain (Figure 3F).

4 DISCUSSION

The presence of T14-immunoreactive neurons in proximity to T14-

containing plaques in the hippocampus in humans with late-stage AD

and in 5XFAD mice is consistent with the model presented (Figure 4)

for the role of T14 in the neuropathological process. A comparable

distribution has been reported for Aβ-immunoreactive neurons and

plaques in the 5XFAD hippocampus by Oakley et al.21 Furthermore,

T14 immunoreactivity is at a particularly high incidence in the subicu-

lum, as reported previously for Aβ immunoreactivity in this model.21

These findings, obtained in human and mouse brains, indicate that

T14 is prominent in late-stage AD and in 5XFAD mice. Hence, inter-

cepting the binding of T14 to alpha-7 receptors could be a strategy for

combating AD. Approaches focusing on this receptor as a therapeu-

tic target in AD are not new; however, candidate antagonists to date

havemetwith only limited success,17 perhaps because this site in AD is

already occupied by endogenous T14, acting as a more effective ligand

than the exogenous compounds.

The results of the present study demonstrate penetration into the

brain, increasing by ≈6-fold between Week 6 and Week 14 of treat-

ment. In contrast, the circulating level of the antagonist remained

unchanged between these time points, albeit at a far higher level than

after the first treatment in Week 0. The increase in the concentration

ofNBP14 in the brain, relative to blood, byWeek14may reflect a grad-

ual change in the permeability of the bloodbrain barrier as reported for

AD.33,34

The effect of chronic NBP14 treatment on body weight in the

5XFADmice indicates a beneficial action sufficient to offset the slower

weight gain typically seen in these animals.22,35 Previous research

found that their cognitive performance starts to decline between 12

and 24 weeks of age23; this is consistent with the unimpaired discrim-

ination between novel and familiar objects at 7–10 weeks of age prior

to the onset of treatment in the present study.

Although the cognitive performance of the 5XFAD mice was

improved by NBP14 only after 14 weeks of treatment (ie, 21–

24 weeks of age), a decrease in intracellular amyloid was observed

as early as 6 weeks after starting the treatment. This apparent delay

in the behavioral effects may relate to the greater amount of NBP14

reaching the brain byWeek14of treatment and/or the greater amount

of neuronal change required for this functional effect to be realized.

Intraneuronal Aβ accumulates in the 5XFAD brain from 6 weeks of

age, before plaques form.21 By Week 14 of vehicle treatment, the

amyloid immunoreactivity was most readily observed as extracellular

plaques; in the NBP14-treated 5XFAD mice, this plaque-related Aβ
immunoreactivity was reduced markedly in key brain areas linked

to AD: hippocampus, frontal cortex, and basal forebrain. Given the

evidence that intraneuronal aggregates of Aβ play a significant role

in neurodegeneration and amyloid plaque formation,36 the effect

of NBP14 in reducing amyloid could result from its blockade of an

intracellular cascade initiated by T14 at alpha-7 receptors.2 The

proposed mechanisms of action of T14 and NBP14 are presented in

Figure 4.

T14 is a signaling molecule that putatively drives neurodegenera-

tion. The present study shows that hippocampal T14 increaseswith the

progression of AD and is a conspicuous feature of the 5XFAD mouse

model. NBP14, a cyclic version of T14, has the capacity to displace T14-

binding at alpha-7 receptors.3,17,28 NBP14 has been shown previously

to block the various effects of T14 in vitro 17 and ex vivo .3,28 The cur-

rent findings demonstrate the capacity of this drug to displace T14-

binding in post-mortemADbrains and to access themousebrain in vivo

by the intranasal route. In summary,NBP14hasprotective actions in an

established animal model of AD, evidenced by cognitive performance,

neurochemistry, and body-weight gain. The present findings suggest
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F IGURE 3 Immunohistochemistry for Aβ (gold) in sagittal sections from 5XFADmice following intranasal treatment with vehicle (saline) or
NBP14 (10mg/kg) for (A, B, C) 6 weeks or (D, E, F) 14weeks; scale bars: hippocampus 6/14weeks (w)= 200 μm; frontal cortex 6w= 100 μm,
14w= 200 μm; basal forebrain 6/14w= 200 μm. Aβ deposits were detected in the hippocampus and frontal cortex in both groups at both time
points; in contrast, Aβwas detected in the basal forebrain only in the groups that had been treated for 14weeks, at which time the animals were
21- to 24-weeks-old. Levels of intracellular Aβwere calculated in the groups receiving treatment for 6 weeks as themean intensity in the
perinuclear region (AU, arbitrary units), and in the groups receiving treatment for 14weeks extracellular Aβwas calculated as themean area of
immunoreactivity. (G) Higher magnification examples showing intracellular amyloid and extracellular plaques in frontal cortex after, respectively, 6
and 14weeks of vehicle or NBP14. Arrows show examples of intraneuronal Aβ; asterisks show examples of extracellular Aβ plaques; scale
bars= 50 μm. At 6weeks of treatment (A, B, C) n= 10 for vehicle, n= 8 for NBP14; at 14weeks of treatment (D, E, F) (n= 4 for vehicle, n= 8 for
NBP14. Data aremean± SEM. * P< .05; **P< .01, unpaired t-tests)
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F IGURE 4 The T14 system participates in at least four interactive cascades. Cascade 1 (brown): (A) T14 binds at its allosteric site on the
alpha-7 receptor10 unless (B) this is blocked by NBP14.3,17,28 (C) T14 binding increases calcium influx (dotted line),17 causing (D) depolarization
and activation of voltage sensitive calcium channels (L-VOCC).17 (E) Elevated calcium triggers AChE release (G4 tetramer) from intracellular
storage, for example, smooth endoplasmic reticulum (SER)37 into extracellular space.1 Subsequently (F) proteases, for example, Insulin Degrading
Enzyme, cleave T14 from the parent molecule,38 leaving the G1monomer without the T14-containing disulfide bonds and therefore unable to
oligomerize.39 (G) T14 diffuses to act (H) on alpha-7 receptors on neighboring cells, thereby perpetuating the cycle. Cascade 2 (blue): (I) The
T14-induced increase in intracellular calcium activates the enzymeGSK-317 resulting in (J) tau phosphorylation17 and (K) cleavage of amyloid beta
frommembrane bound APP by secretases,40 resulting (L) in enhanced calcium toxicity via alpha-7 receptors.17 (c) Cascade 3 (pink): (M) The
T14-induced increase in intracellular calcium causes upregulation of its target alpha-7 receptors and their trafficking to the plasmamembrane,11

further facilitating T14 effects. (d) Cascade 4 (black): The T14-induced increase in intracellular calcium leads to (N) calcium uptake into
mitochondria, decreasing ATP synthesis accompanied by electron leakage, thereby (O) increasing free radical generation (ROS), (P) triggering
cytochrome C release,41 followed by (Q) caspase-3 activation and (R) cell death.42 (S) Consequent membrane disintegrationmakes previously
membrane-bound AChE (G4) vulnerable to protease degradation, leading (T) to increased T14 for diffusion to neighboring neurons (U)
perpetuating the T14 process

that NBP14 and the T14 system merit further evaluation in elucidat-

ing themechanism that drives AD.

ACKNOWLEDGMENTS

The authors thank the following for their helpful comments on theMS:

Dr Ian Dews (Envestia, UK), Prof Margaret Esiri (University of Oxford,

UK), Prof Paul Herrling (Head of Global Research at Novartis Pharma,

Switzerland), Dr Gary Manchee (Manchee Scientific Consultancy Ltd),

Prof Colin Masters (University of Melbourne, Australia), Dr Richard

Mohs (Global Alzheimer’s Platform Foundation, USA), Dr Tim Sparey

(Managing Director of Grange Bio Consultants), and Prof John Stein

(University of Oxford, UK). The authors also thank contributing brain

donors and their families.

CONFLICT OF INTEREST

Susan Greenfield is the founder and CEO of Neuro-Bio Limited and

holds shares in the Company. She is the inventor in all Neuro-Bio

patents. Neuro-Bio has a patent portfolio that currently includes 15



10 of 12 GREENFIELD ET AL.

patent families (granted patents in Australia ( AU), China (CN), Europe

(EP), Japan (JP),Mexico (MX), andUnited States ofAmerica (USA)). The

bulk of this patent protection is in the field of neurodegeneration and,

in particular, Alzheimer’s disease. Of these, there are granted patents

(in AU x2, CN, EP, JP, MX, and USA) and pending patent applications

(in Brazil (BR), Canada (CA), India (IN), Republic of Korea (KR), New

Zeland (NZ), and SouthAfrica (ZA)) all based onWO2015/004430 (use

of cyclic peptides from the C-terminus of AChE for the diagnosis, pre-

vention and treatment of neurodegeneration). In addition, Neuro-Bio

has a published international patent application with 12 correspond-

ing national phases at different stages of prosecution based on each of

WO2016/083809 (Novel linear peptides for treating neurodegenera-

tion);WO2018/033724 (Peptidomimetics for treatingAlzheimer’s dis-

ease); and WO2016/156803 (Antibody that recognizes the T14 pep-

tide of AChE). Neuro-Bio also has published international patent appli-

cation based onWO2018/178665 (Quantitative predictive biomarker

for predicting cognitive decline) with national phases proceeding in

the USA and EP. Neuro-Bio additionally has an unpublished UK patent

application drawn to Braak staging and positron emision tomography

(PET) scanning for diagnosing Alzheimer’s disease, and an unpublished

international patent cooperation treaty (PCT) application protecting

an in vivo animal model of Alzheimer’s disease for testing novel ther-

apies. In addition to Neuro-Bio’s core focus of detection and ther-

apy of neurodegenerative disorders (in particular, Alzheimer’s disease),

it has two patent families concerning cancer and metastasis, that is,

WO2017/130003 (diagnosing cancer) andWO2015/054068 (treating

cancer with cyclic peptides), both of which have 12 national phases

currently pending. All are owned by Neuro-Bio with no encumbrance.

Recent inventions have led to patent applications relating to various

skin conditions. Neuro-Bio has also recently filed a United Kingdom

(UK) patent application for the treatment of Down’s syndrome. Susan

Greenfield is a member of the House of Lords in the United King-

dom’s Parliament; this is a non-stipendiary appointment. Clive Coen

holds shares in the company and sits on the Neuro-Bio Science Advi-

sory Board (non-stipendiary). He is Editor of Neuroendocrinology and

the Chair of the Rationalist Association [UK]; neither of these entities

hasmadepayments to himor his institution.His research has been sup-

ported by the Biotechnology and Biological Sciences Research Coun-

cil. Sara Garcia-Ratés, Paul Morrill, Owen Hollings, Matthew Pass-

more, and Sibah Hasan are employees of Neuro-Bio. Gregory Cole

and his colleagues at University of California, Los Angeles (UCLA)

(Sally Fraustchy, Ram P Singh, and Marisa Mekkittikul), have received

partial support for consumables from Neuro-Bio. Nikisha Carty, Sil-

via Bison, Laura Piccoli, Renzo Carletti, Stephano Tacconi, Anna Chali-

dou, Matthew Pedercini, Tim Kroecher, Hubert Astner, and Philip Ger-

rard are employees of Evotec. Evotec, a provider of scientific exper-

tise to the global health care industry and academia, was contracted

by Neuro-Bio to undertake the behavioral part of the project and

the immunohistochemical studies on amyloid. In the past 36 months,

Gregory Cole has received grants and contracts: Veterans adminis-

tration (VA) Merit BX004332, 2019-2023 (Cole Principal Investiga-

tor (PI)): Tauopathy in mice and humans: surrogate plasma biomark-

ers for brain trauma-initiated neurodegenerative disease. Akros/Japan

Tobacco Contract, 2018-2020 (Cole PI): Enhancing pyruvate dehy-

drogenase activity. NIH NIA R01AG057658, 2017-2022 (Cole Co-PI):

Treating Alzheimer’s disease by reducing brain insulin resistance with

incretin receptor agonists. AstraZeneca NCR-19-14517, 2019-2020

(Ajit Divakaruni PI; Cole Co-I): Determining the role of brain nutrient

preference in cognitive impairment andAD.NationalNeurologicalAids

Bank 3U24MH100929-08S1, 2021-2023 (Elyse Singer PI; Cole Co-

I): Alzheimer’s related biomarker neuropathology in HIV post-mortem

brains. NIH/NIA R21 AG069100-01, 2020 (Qiulan Ma PI; Cole Co-I):

Modulation of TGF-beta signaling by omega-6 polyunsaturated fatty

acids for treating Alzheimer’s disease. NIH NINR R01NR017190-03,

2020-2021 (Sarah Choi & Rajesh Kumar MPI; Cole Co-I): Relation-

ships between brain tissue integrity and self-care abilities in adults

with type2diabetes administrative supplement.Michael J Fox Founda-

tion, 2021 (David Eisenberg PI; Cole Co-I): Completion of pre-clinical

study of a safe and effective image-based biomarker for Parkinson’s

disease. Michael J Fox Foundation, 2021-2022 (Sally Frautschy PI;

ColeCo-I): Ligandednanoparticles to inhibit alpha-synuclein aggregate

deficits in endosomal/lysosomal/autophagy. In the past 36 months,

Gregory Cole has received royalties or licenses from a curcumin

formulation patent and Ram Singh has received consulting fees

fromUCLA.

AUTHOR CONTRIBUTIONS

Conceptualization: Susan A. Greenfield. Methodology: Gregory M.

Cole, Ram P. Singh, Sally Frautschy, Nikisha Carty, Silvia Bison, Laura

Piccoli, Renzo Carletti, Stephano Tacconi, Anna Chalidou, Matthew

Pedercini, Tim Kroecher, Hubert Astner. Investigation: Gregory M.

Cole, Ram P. Singh, Sally Frautschy, Silvia Bison, Laura Piccoli, Renzo

Carletti, Stephano Tacconi, Anna Chalidou, Matthew Pedercini, Tim

Kroecher, Hubert Astner. Project administration: Susan A. Greenfield,

Philip A. Gerrard. Supervision: Susan A. Greenfield, Philip A. Gerrard.

Writing – original draft: Susan A. Greenfield, Clive W. Coen, Sara

Garcia-Ratés, PaulMorrill. Writing – review& editing: Susan A. Green-

field, CliveW. Coen, Sara Garcia-Ratés, PaulMorrill.

ORCID

SusanA.Greenfield https://orcid.org/0000-0001-6730-5149

GregoryM.Cole https://orcid.org/0000-0002-6848-7455

CliveW.Coen https://orcid.org/0000-0003-1303-216X

Sally Frautschy https://orcid.org/0000-0003-0194-0363

MarisaMekkittikul https://orcid.org/0000-0003-1739-9452

SaraGarcia-Ratés https://orcid.org/0000-0002-1848-4811

PaulMorrill https://orcid.org/0000-0002-2428-0145

SibahHasan https://orcid.org/0000-0002-5127-084X

NikishaCarty https://orcid.org/0000-0002-0824-3897

SilviaBison https://orcid.org/0000-0002-7727-8532

LauraPiccoli https://orcid.org/0000-0001-7396-4909

RenzoCarletti https://orcid.org/0000-0003-2275-2281

StephanoTacconi https://orcid.org/0000-0003-2705-2989

MatthewPedercini https://orcid.org/0000-0003-3169-5469

TimKroecher https://orcid.org/0000-0003-0060-1407

HubertAstner https://orcid.org/0000-0001-9941-8455

https://orcid.org/0000-0001-6730-5149
https://orcid.org/0000-0001-6730-5149
https://orcid.org/0000-0002-6848-7455
https://orcid.org/0000-0002-6848-7455
https://orcid.org/0000-0003-1303-216X
https://orcid.org/0000-0003-1303-216X
https://orcid.org/0000-0003-0194-0363
https://orcid.org/0000-0003-0194-0363
https://orcid.org/0000-0003-1739-9452
https://orcid.org/0000-0003-1739-9452
https://orcid.org/0000-0002-1848-4811
https://orcid.org/0000-0002-1848-4811
https://orcid.org/0000-0002-2428-0145
https://orcid.org/0000-0002-2428-0145
https://orcid.org/0000-0002-5127-084X
https://orcid.org/0000-0002-5127-084X
https://orcid.org/0000-0002-0824-3897
https://orcid.org/0000-0002-0824-3897
https://orcid.org/0000-0002-7727-8532
https://orcid.org/0000-0002-7727-8532
https://orcid.org/0000-0001-7396-4909
https://orcid.org/0000-0001-7396-4909
https://orcid.org/0000-0003-2275-2281
https://orcid.org/0000-0003-2275-2281
https://orcid.org/0000-0003-2705-2989
https://orcid.org/0000-0003-2705-2989
https://orcid.org/0000-0003-3169-5469
https://orcid.org/0000-0003-3169-5469
https://orcid.org/0000-0003-0060-1407
https://orcid.org/0000-0003-0060-1407
https://orcid.org/0000-0001-9941-8455
https://orcid.org/0000-0001-9941-8455


GREENFIELD ET AL. 11 of 12

REFERENCES

1. Greenfield S, Vaux DJ. Parkinson’s disease, Alzheimer’s disease and

motor neurone disease: identifying a common mechanism. Neuro-
science. 2002;113:485-492.

2. Day T, Greenfield SA. Bioactivity of a peptide derived from acetyl-

cholinesterase in hippocampal organotypic cultures. Exp Brain Res.
2004;155:500-508.

3. Badin AS, Morrill P, Devonshire IM, Greenfield SA. II) Physiological

profiling of an endogenous peptide in the basal forebrain: age-related

bioactivity and blockade with a novel modulator. Neuropharmacology.
2016;105:47-60.

4. Ferrati G, Brai E, Stuart S, Marino C, Greenfield SA. Amultidisciplinary

approach reveals an age-dependent expression of a novel bioactive

peptide, already involved in neurodegeneration, in the postnatal rat

forebrain. Brain Sci. 2018;8:132.
5. Jellinger KA. Head injury and dementia. Curr Opin Neurol.

2004;17:719-723.

6. Mattson MP, Duan W, Pedersen WA, Culmsee C. Neurodegenerative

disorders and ischemic brain diseases. Apoptosis. 2001;6:69-81.
7. SmithMA, PerryG. Free radical damage, iron, andAlzheimer’s disease.

J Neurol Sci. 1995134:92-94.
8. Austad SN, Hoffman JM. Is antagonistic pleiotropy ubiquitous in aging

biology? Evol Med Public Health. 2018;2018:287-294.
9. Williams GC. Pleiotropy, natural selection, and the evolution of senes-

cence. Evolution. 1957;11(4):398. https://doi.org/10.2307/2406060
10. Greenfield SA, Day T, Mann EO, Bermudez I. A novel peptide modu-

lates alpha7 nicotinic receptor responses: implications for a possible

trophic-toxic mechanism within the brain. J Neurochem. 2004;90:325-
331.

11. BondCE, ZimmermannM,Greenfield SA.Upregulation of alpha7 nico-

tinic receptors by acetylcholinesterase C-terminal peptides. PLoS One.
2009;4:e4846.

12. CottinghamMG,HollinsheadMS, VauxDJ. Amyloid fibril formation by

a synthetic peptide from a region of human acetylcholinesterase that

is homologous to the Alzheimer’s amyloid-beta peptide. Biochemistry.
2002;41:13539-13547.

13. Hampel H, Mesulam MM, Cuello AC, Farlow MR, Giacobini E,

GrossbergGT, et al. The cholinergic system in thepathophysiology and

treatment of Alzheimer’s disease. Brain. 2018;141:1917-1933.
14. Lehner KR, Silverman HA, Addorisio ME, Roy A, Al-Onaizi MA, Levine

Y, et al. Forebrain cholinergic signaling regulates innate immune

responses and inflammation. Front Immunol. 2019;10:585.
15. Kinney JW, Bemiller SM, Murtishaw AS, Leisgang AM, Salazar AM,

LambBT. Inflammation as a central mechanism in Alzheimer’s disease.

Alzheimers Dement (N Y). 2018;4:575-590.
16. Beeri R, Andres C, Lev-Lehman E, Timberg R, Huberman T, Shani M,

et al. Transgenic expression of human acetylcholinesterase induces

progressive cognitive deterioration in mice. Curr Biol. 1995;5:1063-
1071.

17. Garcia-Rates S, Morrill P, Tu H, Pottiez G, Badin AS, Tormo-Garcia

C, et al. I) Pharmacological profiling of a novel modulator of the

alpha7 nicotinic receptor: blockade of a toxic acetylcholinesterase-

derived peptide increased in Alzheimer brains. Neuropharmacology.
2016;105:487-499.

18. Badin AS, Eraifej J, Greenfield S. High-resolution spatio-temporal

bioactivity of a novel peptide revealed by optical imaging in rat

orbitofrontal cortex in vitro: possible implications for neurodegener-

ative diseases.Neuropharmacology. 2013;73:10-18.
19. Arendt T, Bruckner MK, Lange M. Bigl V. Changes in acetyl-

cholinesterase and butyrylcholinesterase in Alzheimer’s disease

resemble embryonic development—a study of molecular forms.

Neurochem Int. 1992;21:381-396.
20. Eimerl S, SchrammM. The quantity of calcium that appears to induce

neuronal death. J Neurochem. 1994;62:1223-1226.

21. Oakley H, Cole SL, Logan S, Maus E, Shao P, Craft J, et al. Intra-

neuronal beta-amyloid aggregates, neurodegeneration, and neuron

loss in transgenic mice with five familial Alzheimer’s disease muta-

tions: potential factors in amyloid plaque formation. J Neurosci.
2006;26:10129-10140.

22. Jawhar S, Trawicka A, Jenneckens C, Bayer TA, Wirths O. Motor

deficits, neuron loss, and reduced anxiety coinciding with axonal

degeneration and intraneuronal Abeta aggregation in the 5XFAD

mouse model of Alzheimer’s disease. Neurobiol Aging. 2012;33:196
e29-40.

23. Creighton SD, Mendell AL, Palmer D, Kalisch BE, MacLusky NJ, Prado

VF, et al.Dissociable cognitive impairments in twostrainsof transgenic

Alzheimer’s disease mice revealed by a battery of object-based tests.

Sci Rep. 2019;9:57.
24. Bhattacharya S, Haertel C, Maelicke A, Montag D. Galantamine slows

down plaque formation and behavioral decline in the 5XFAD mouse

model of Alzheimer’s Disease. PLoS ONE. 2014;9(2):e89454. https://
doi.org/10.1371/journal.pone.0089454

25. Sadleir KR, Eimer WA, Cole SL, Vassar R. Abeta reduction in BACE1

heterozygous null 5XFADmice is associatedwith transgenicAPP level.

Mol Neurodegener. 2015;10:1.
26. Bundy JL, Vied C, Badger C, Nowakowski RS. Sex-biased hippocampal

pathology in the 5XFADmouse model of Alzheimer’s disease: a multi-

omic analysis. J Comp Neurol. 2019;527:462-475.
27. Texido L, Ros E, Martin-Satue M, Lopez S, Aleu J, Marsal J, et al. Effect

of galantamine on the human alpha7 neuronal nicotinic acetylcholine

receptor, the Torpedo nicotinic acetylcholine receptor and sponta-

neous cholinergic synaptic activity.Br J Pharmacol. 2005;145:672-678.
28. Brai E, Simon F, Cogoni A, Greenfield SA. Modulatory effects of a

novel cyclized peptide in reducing the expression of markers linked to

Alzheimer’s disease. Front Neurosci. 2018;12:362.
29. Pietrowsky R, Strüben C, Mölle M, Fehm HL, Born J. Brain poten-

tial changes after intranasal vs. intravenous administration of vaso-

pressin: evidence for a direct nose-brain pathway for peptide effects

in humans. Biol Psychiatry. 1996;39(5):332–340. https://doi.org/10.
1016/0006-3223(95)00180-8

30. Antunes M, Biala G. The novel object recognition memory: neurobiol-

ogy, test procedure, and its modifications. Cogn Process. 2012;13:93-
110.

31. Braak H, Braak E. Neuropathological stageing of Alzheimer-related

changes. Acta Neuropathol. 1991;82:239-259.
32. Bielefeld-Sevigny M. AlphaLISA immunoassay platform— the “no-

wash” high-throughput alternative to ELISA. ASSAY Drug Dev Technol.
2009;7(1):90–92. https://doi.org/10.1089/adt.2009.9996

33. Zenaro E, Piacentino G, Constantin G. The blood-brain barrier in

Alzheimer’s disease.Neurobiol Dis. 2017;107:41-56.
34. Montagne A, Zhao Z, Zlokovic BV. Alzheimer’s disease: a matter of

blood-brain barrier dysfunction? J ExpMed. 2017;214:3151-3169.
35. O’Leary TP, Mantolino HM, Stover KR, Brown RE. Age-related deteri-

oration ofmotor function inmale and female 5xFADmice from3 to 16

months of age.Genes Brain Behav. 2020;19:e12538.
36. Webster SJ, BachstetterAD,NelsonPT, Schmitt FA,VanEldik LJ.Using

mice to model Alzheimer’s dementia: an overview of the clinical dis-

ease and the preclinical behavioral changes in 10 mouse models. Front
Genet. 2014;5:88.

37. Henderson Z, Greenfield SA. Ultrastructural localization of acetyl-

cholinesterase in substantia nigra: a comparison between rat and

guinea pig. J Comp Neurol. 1984;230:278-286.
38. Jean L, Thomas B, Tahiri-Alaoui A, Shaw M, Vaux DJ. Heterolo-

gous amyloid seeding: revisiting the role of acetylcholinesterase in

Alzheimer’s disease. PLoS One. 2007;2:e652.
39. Garcia-Ayllon MS, Small DH, Avila J, Saez-Valero J. Revisiting the role

of acetylcholinesterase in Alzheimer’s disease: cross-Talk with P-tau

and beta-Amyloid. Front Mol Neurosci. 2011;4:22.

https://doi.org/10.2307/2406060
https://doi.org/10.1371/journal.pone.0089454
https://doi.org/10.1371/journal.pone.0089454
https://doi.org/10.1016/0006-3223(95)00180-8
https://doi.org/10.1016/0006-3223(95)00180-8
https://doi.org/10.1089/adt.2009.9996


12 of 12 GREENFIELD ET AL.

40. Lauretti E, Dincer O, Praticò D. Glycogen synthase kinase-3 sig-

naling in Alzheimer’s disease. Biochimica et Biophys Acta Mol Cell
Res. 2020;1867(5):118664. https://doi.org/10.1016/j.bbamcr.2020.

118664

41. Garrido C, Galluzzi L, BrunetM, Puig PE, Didelot C, Kroemer G.Mech-

anisms of cytochrome c release from mitochondria. Cell Death Differ.
2006;13:1423-1433.

42. Day T, Greenfield SA. A peptide derived from acetylcholinesterase

induces neuronal cell death: characterisation of possible mechanisms.

Exp Brain Res. 2003;153:334-342.

SUPPORTING INFORMATION

Additional supporting information may be found in the online version

of the article at the publisher’s website.

How to cite this article: Greenfield SA, Cole GM, Coen CW,

et al.. A novel process driving Alzheimer’s disease validated in a

mousemodel:therapeutic potential. Alzheimer’s Dement.

2022;8:e12274. https://doi.org/10.1002/trc2.12274

https://doi.org/10.1016/j.bbamcr.2020.118664
https://doi.org/10.1016/j.bbamcr.2020.118664
https://doi.org/10.1002/trc2.12274

	A novel process driving Alzheimer’s disease validated in a mouse model: Therapeutic potential
	Abstract
	1 | BACKGROUND
	2 | MATERIALS AND METHODS
	2.1 | Human and mouse brains
	2.2 | Western blot detection of T14
	2.3 | AlphaLISA detection of T14-alpha-7 complex
	2.4 | Immunohistochemistry
	2.5 | NBP14 synthesis and stability
	2.6 | Intranasal (IN) dosing with NBP14
	2.7 | Blood-brain exposure to NBP14
	2.8 | NORT
	2.9 | Statistical analysis

	3 | RESULTS
	3.1 | T14 in the post-mortem Ad brain and transgenic mouse model
	3.2 | Antagonizing T14 with a cyclized variant: NBP14
	3.3 | Effects of chronic intranasal NBP14 on memory in AD mouse model
	3.4 | Effects of chronic intranasal NBP14 on brain amyloid in AD mouse model

	4 | DISCUSSION
	ACKNOWLEDGMENTS
	CONFLICT OF INTEREST
	AUTHOR CONTRIBUTIONS
	ORCID
	REFERENCES
	SUPPORTING INFORMATION


