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Abstract

Background: Gangliosides are highly enriched in the brain and are critical for its normal development and function.
However, in some rare neurometabolic diseases, a deficiency in lysosomal ganglioside hydrolysis is pathogenic and
leads to early-onset neurodegeneration, neuroinflammation, demyelination, and dementia. Increasing evidence also
suggests that more subtle ganglioside accumulation contributes to the pathogenesis of more common neurological
disorders including Alzheimer’s disease (AD). Notably, ganglioside GM3 levels are elevated in the brains of AD patients
and in several mouse models of AD, and plasma GM3 levels positively correlate with disease severity in AD patients.

Methods: Tg2576 AD model mice were fed chow formulated with a small molecule inhibitor of glucosylceramide
synthase (GCSi) to determine whether reducing glycosphingolipid synthesis affected aberrant GM3 accumulation,
amyloid burden, and disease manifestations in cognitive impairment. GM3 was measured with LC-MS, amyloid bur-
den with ELISA and amyloid red staining, and memory was assessed using the contextual fear chamber test.

Results: GCSi mitigated soluble AB42 accumulation in the brains of AD model mice when treatment was started pro-
phylactically. Remarkably, GCSi treatment also reduced soluble AB42 levels and amyloid plaque burden in aged (i.e,,
70 weeks old) AD mice with preexisting neuropathology. Our analysis of contextual memory in Tg2576 mice showed
that impairments in remote (cortical-dependent) memory consolidation preceded deficits in short-term (hippocam-
pal-dependent) contextual memory, which was consistent with soluble AB42 accumulation occurring more rapidly

in the cortex of AD mice compared to the hippocampus. Notably, GCSi treatment significantly stabilized remote
memory consolidation in AD mice—especially in mice with enhanced cognitive training. This finding was consistent
with GCSi treatment lowering aberrant GM3 accumulation in the cortex of AD mice.

Conclusions: Collectively, our results indicate that glycosphingolipids regulated by GCS are important modulators
of AR neuropathology and that glycosphingolipid homeostasis plays a critical role in the consolidation of remote
memories.
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Background

Gangliosides are a subgroup of glycosphingolipids that
have important roles in regulating several aspects of cel-
lular function including membrane curvature, recep-
tor localization and signaling, calcium homeostasis,
autophagy, and apoptosis [47]. The synthesis of the gan-
gliosides (e.g., GM3, GM2, and GM1) occurs with the
successive addition of galactose and sialic acid moieties
to glucosylceramide (GlcCer). Gangliosides are highly
abundant in the CNS and are essential for its normal
development and maturation; however, in some rare
inherited lysosomal storage disorders (e.g., Sandhoff dis-
ease), aberrant ganglioside accumulation is pathogenic.
Neuropathological and clinical phenotypes associated
with ganglioside storage include neurodegeneration, neu-
roinflammation, demyelination, seizures, hearing loss,
motor impairment, and dementia [3, 41, 43].

Several lines of evidence suggest that more subtle gan-
glioside accumulation also contributes to the pathogen-
esis of Alzheimer disease (AD), the most common form
of dementia. For example, GM3 and GM1 levels are
elevated in the brains of AD patients [9, 24, 36, 42] and
in AD rodent models [7, 8, 27, 54]. GM1 bound amy-
loid beta (AP) is found in the brains of AD and Down
syndrome patients, but not in normal individuals [52,
53]. Moreover, two large clinical studies examining the
peripheral lipidome of AD patients concordantly showed
that GM3 levels were strongly associated with disease
[22]. Gangliosides are reported to promote the amyloido-
genic processing of amyloid precursor protein (APP), AP
aggregation, and subsequently the development of amy-
loid plaques [10, 23, 32, 34, 51-53]. Ganglioside bound
AP undergoes a conformational transition from a ran-
dom coil to a toxic B-sheet structure that acts as a seed
(i.e., a polymerizer) to accelerate amyloid fibril forma-
tion [10, 23, 32]. In addition, reducing ganglioside levels
alleviates AP toxicity in preclinical AD models. Notably,
inhibiting the synthesis of glucosylceramide (GlcCer), a
ganglioside precursor, reduces AP generation and neuro-
toxicity in vitro [18, 38, 49]. Furthermore, cross-breeding
mice deficient in either GlcCer synthase or GM3 syn-
thase with AD model mice mitigates the manifestation
of AP-associated neuropathology and cognitive deficits
[4, 17, 21]. It remains unknown, however, whether reduc-
ing ganglioside levels in symptomatic AD mice with pre-
existing AP accumulation will slow disease pathogenesis.

In contrast to the reported benefits found with gan-
glioside lowering in AD model systems, a limited num-
ber of studies also suggest that ganglioside augmentation

may be neuroprotective in AD. For example, ganglioside
treatment mitigated toxicity triggered by fibrillar AP in
organotypic hippocampal slice cultures [29], reduced AP
plaque deposition, tau phosphorylation, and cognitive
dysfunction in AD model mice [14, 45], and appeared
to slow further deterioration in a small number of AD
patients with early-onset disease [48].

Here, we determined whether lowering glycosphin-
golipid levels in transgenic mice carrying the human
APP695 Swedish mutation (Tg2576 mouse model) with
a CNS penetrant inhibitor of GlcCer synthase (GCSi)
affected disease progression. We found that GCSi treat-
ment in Tg2575 mice reduced brain GM3 levels to WT
levels, lowered soluble AB42, which is particularly toxic
to neurons [13] and a determinant of disease severity in
AD patients [33], and improved remote memory consoli-
dation. Notably, reductions in AB42 neuropathology and
amyloid burden occurred even when GCSi treatment was
initiated in aged Tg2576 mice. Collectively, our findings
suggest that glycosphingolipids are significant modula-
tors of AD relevant neuropathology and cognition.

Methods

Experimental design and statistics

The experimental design for each assay is described in its
subsection below. Normality was determined using the
Shapiro-Wilk normality test. Data sets that failed the nor-
mality test were analyzed with a Mann-Whitney test. A
two-tailed unpaired ¢ test was used to compare data sets
that passed the normality test and that had equal vari-
ances. If data set variances were significantly different,
then an unpaired ¢ test with Welch’s correction was used
to compare groups that passed the normality test. Sta-
tistical tests comparing multiple groups were performed
using a one-way analysis of variance (ANOVA) followed
by a Dunnett’s multiple comparison post hoc test to find
differences between group means. A value of p<0.05 was
considered statistically significant. All statistical tests
were performed using GraphPad Prism Software 8.0.

Animals and glucosylceramide synthase inhibitor (GCSi)
treatment

Cohorts of Tg2576 mice that express mutant APP (APP-
695SWE) and WT controls were purchased from Taconic
Bioscience (Rensselaer, NY) for each experiment (supple-
mentary Table I). Animals were housed under light: dark
(12:12 h) cycles and provided with food and water ad libi-
tum. In all GCSi treatment studies, compound (GENZ-
667161) was administered at 60 mg/kg/day in formulated
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diet as previously described [5, 16, 31, 44]. All procedures
were performed using protocols approved by Sanofi Gen-
zyme’s Institutional Animal Care and Use Committees.

Fear conditioning

Mice were trained in four of the Med Associates (Fairfax,
VT) Near Infrared Fear Conditioning System chambers.
In characterization studies, mice were trained either at
12, 20, or 36 weeks of age (N=12/sex/genotype/training
age). Mice used in the testing of GCSi were trained at 12
weeks of age (N=10/sex/treatment). During the training
session, mice were placed in the contextual fear cham-
ber in “Context A;” which consisted of lighting, a neutral
background, and a stainless-steel grid floor, and were
then exposed to a two-trial delay-cued protocol. Briefly,
mice were given 2 min to explore the chamber in Con-
text A before a conditioned stimulus (CS) of a 2000-Hz
cue was given. Thirty seconds later, a 1-s unconditioned
stimulus (US) of 1.2-mA foot shock was applied. With
an intertrial interval (ITI) of 60 s, the US-CS pairing was
then repeated. After a 24-h retention period, mice were
brought back to the testing room. After a 1-h habituation
period, mice were placed back in Context A for 5 min to
measure freezing behavior. Freezing (defined as the lack
of movement, except for respiration) was recorded using
a near-infrared camera system. Mice were then removed
from the chamber and placed back into their respective
cages. After 1 h, mice were placed back into the chamber
in a novel context, Context B to test cued memory. Dur-
ing the test mice were allowed to explore the cage for 2
min in the novel environment, followed by 3 min of the
two-tone auditory cue with the same ITI as the training
protocol. Again, freezing to the novel environment and
the cue were assessed with the near infrared camera sys-
tem. Approximately 8 and 16 weeks after the initial train-
ing session, remote contextual memory consolidation
was tested. Mice were habituated to the testing room for
1 h and were then placed in Context A for 5 min to meas-
ure freezing behavior. Retrained (RT) mice were initially
exposed to the protocol described at 12 weeks of age
and then again at 36 weeks of age. Mice that underwent
the more intense training (MIT) protocol were exposed
to four US-CS pairings at 36 weeks of age (N=12/sex/
genotype), each with an ITI of 60s. Contextual mem-
ory is defined as the freezing from the training context
minus the freezing in the novel context. Cued memory is
defined as the freezing to the CS in the novel context.

Glycosphingolipid analysis

Glycosphingolipids were measured in brain tissue sam-
ples by liquid chromatography coupled with tandem
mass spectrometry (LC/MS/MS) as described in our
previous studies [5, 16, 31, 37, 44]. Tg2576 mice were
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fed either a standard diet or diet formulated with GCSi
from 12 to 68 weeks. At sacrifice brains from PBS per-
fused Tg2576 and age-matched WT mice (N = 4/sex/
group) were rapidly removed, flash-frozen, and stored
at —80C until lipid extraction. Tissue pieces (~ 50 mg)
were homogenized using a Qiagen bead beater for 10
min at 30 Hz in an 80/15/5 (v/v/v) mix of methanol,
acetonitrile, and HPLC grade water yielding a 25-mg/
ml tissue homogenate. The samples were sonicated for
10 min and then clarified by centrifugation for 5 min
at 1500 g. The samples were then diluted 1:10 with the
homogenization solvent yielding a final concentra-
tion of 2.5 mg tissue/ml. The resulting solution was
sonicated for 10 min and centrifuged at 3000g to pel-
let debris. Previously, we reported that this extraction
process (in contrast to chloroform/methanol-based
methods) minimizes lipid loss (< 5% of total gly-
cosphingolipids) and improves lipid recovery repro-
ducibility with a relative standard deviation typically
below 15%. Furthermore, we also found the amount
of extracted glycosphingolipid correlated linearly (R?
> 0.98) with the amounts of brain tissue sample [37].
GM3, GM2, and GM1 were measured by transferring
an aliquot of the supernatant to a vial containing dried
internal standards (Matreya, Inc., Pleasant Gap, PA,
USA) and injecting into an Agilent 1100 HPLC system
(Agilent, Palo Alto, CA) interfaced with a Qtrap 4000
mass spectrometer (AB Sciex, Toronto, Canada) sys-
tem (LC/MS/MS). Chromatographic separation was
achieved with a normal-phase silica column run in iso-
cratic mode with a mixture of methanol/acetonitrile/
water as the mobile phase, and MS/MS was performed
in MRM mode [11]. For separation and analysis of glu-
cosyl- and galactosylceramide, a second aliquot of the
supernatant was added to a vial containing internal
deuterated standards (Matreya, Inc., Pleasant Gap, PA,
USA) and dried before being reconstituted in a 95/5
(v/v) mix of acetonitrile and methanol. Reconstituted
extract was then injected into an LC-MS/MS system
consisting of a Waters Acquity UPLC and an AB Sciex
4000Qtrap mass spectrometer. Separation of glucosyl-
ceramide and galactosylceramide was achieved through
the series coupling of 2 Waters Acquity UPLC Beh Hilic
Columns (2.1 x 150 mm, 1.7 pm each) under the fol-
lowing conditions: Mobile Phase A consisting of ace-
tonitrile with 5 mmol/l of ammonium acetate and 0.5%
acetic acid, while Mobile Phase B was composed of
methanol containing those same additives. The system
was run in isocratic mode for 25 min, at a composi-
tion of 99%A/1%B. The columns were held at a constant
temperature of 40 °C, while the autosampler was set to
18 °C [6]. Reported glycosphingolipid levels are nor-
malized to milligrams of the brain tissue.
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Amyloid beta (AB) analysis

Tg2576 mice and WT controls were sacrificed at 20 and
36 weeks of age (N=6/sex/genotype/age) in experiments
characterizing age and sex related changes in AP accu-
mulation in the brain. In GCSi experiments, Tg2576 mice
were fed either a standard or GCSi formulated diet until
sacrifice. Drug diet studies were carried out from 12 to
68 weeks (N = 6-8/group) and from 70 to 90 weeks of
age (N = 6-8/group). At sacrifice brains from PBS per-
fused mice were rapidly removed, flash-frozen in liquid
nitrogen, and then stored at —80C until they were blunt
dissected to prepare sample homogenates containing the
cortex, hippocampus, and amygdala. Brain samples were
sequentially extracted in a two-step extraction: sonica-
tion in (1) 2% SDS and (2) 70% formic acid (FA) as pre-
viously described [26] with the latter designated as the
insoluble fraction. After sonication, the samples were
centrifuged at 100,000xg for 1 h at 4°C, the supernatant
was recovered, and the pellet was sonicated with the next
solution. Brain extracts were measured for Ap40 and A
42 by sandwich ELISA (Covance, SIG-38954, SIG-38956)
according to the manufacturer’s instructions. Softmax
Pro software (Molecular Devices, San Jose, CA) was used
to calculate femtomoles per milliliter by comparing the
sample absorbance to the absorbance of known concen-
trations of synthetic AP1-40 and AP1-42 in identical
solution as the samples, and these values were corrected
with the wet weight of the original homogenate to be
finally expressed as picomoles per gram wet weight.

Amyloid red staining and plaque analysis

Tg2576 mice were fed either a standard diet or diet for-
mulated with GCSi (N = 4/group) from 70 to 90 weeks.
At sacrifice, Tg2576 mice and age-matched WT mice (N
= 4/group) were deeply anesthetized with euthasol (150
mg/kg delivered intraperitoneally) and then transcardi-
ally perfused with 0.1 M of phosphate-buffered saline
(PBS) followed by 4% buffered paraformaldehyde. The
brains were promptly removed, post-fixed in the same
fixative for 48 h at 4°C and were then immersed in 30%
sucrose until equilibration was reached. The brains were
then cryostat-sectioned in the coronal plane at 20 pm.
Amyloid stain solution was prepared by mixing 0.5 g
amyloid red (Anateck LTD, MI, cat# 863), 0.3 g sodium
chloride (Sigma-Aldrich, MO, cat# S7653), 49 ml hot DI
water, 20 ml 0.1M dibasic sodium phosphate (].T. Baker,
NJ, cat#4062-01), 20 ml 100% ethanol, and 11 ml 0.1 N
HCl (Sigma-Aldrich, MO, cat#H9892). Amyloid stain
solution was warmed up in an oven until its tempera-
ture reached 50-55°C. Frozen slide sections were then
hydrated in 70% ethanol for 5 min and 50% ethanol for
5 min and were then stained with amyloid red solution
for 20 min at 50-55°C. Next, slides were then rinsed
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in DI water followed by Harris Hematoxylin (Sigma-
Aldrich, MO, cat#HHS16) for 15 s and were then rinsed
in tap water until blue. Finally, slides were dehydrated
in 100% ethanol for 5 min, xylene (3 X 1 min) and then
mounted with acrytol (Shur Mount Xylene Based, Elec-
tron Microscopy Sciences, PA, cat#17991-01). Slides (6
sections/slide) were imaged at 20X using a Mirax slide
scanner (Carl Zeiss, Jena, Germany). Regions of inter-
est (ROIs) were manually drawn around the hippocam-
pus, dorsal subiculum, cortex, piriform cortex, and the
amygdala. Images were analyzed using an automated
algorithm generated with Axiovsion software (Carl Zeiss,
Jena, Germany) which applied the same color threshold
to identify amyloid-positive plaques in each image to
quantify amyloid staining in each ROI Data was gener-
ated for total amyloid area, amyloid fraction (amyloid
area/region area), and the number of plaques in each
region.

Results

Impaired remote memory stabilization precedes
short-term memory deficits in Tg2576 mice

Prior to testing the therapeutic efficacy of lowering gan-
glioside levels in the Tg2576 mouse model of AD, we
characterized separate cohorts of mice at 12, 20, and 36
weeks of age for sex and age-related deficits in learning,
cued (amygdala-dependent) memory, contextual (hip-
pocampal-dependent) short-term memory, and remote
(cortical-dependent) memory consolidation using the
contextual fear chamber conditioning test. At 12 weeks
of age learning, cued memory and short-term contex-
tual memory were equivalent between Tg2576 and WT
mice. Remote memory consolidation, however, was sig-
nificantly impaired in male, but not in female Tg2576
(Fig. 1A). At 20 weeks of age, learning and cued memory
were adversely affected in Tg2576 mice regardless of
sex; however, only male Tg2576 mice displayed signifi-
cantly impaired contextual short-term memory. In con-
trast, remote memory consolidation was significantly
impaired in both male and female Tg2576 mice (Fig. 1B).
Interestingly, despite sex-differences in cognitive behav-
ior we did not find any sex-differences in the rate of Af
species accumulation in the cortex, hippocampus, or
amygdala of Tg2576 at either 20 or 36 weeks (Fig. S1).
However, regional variation in the rate of AP species
accumulation was observed with the cortex showing the
most rapid rate of accumulation, which is consistent with
cortical dependent memories being adversely affected
first in this AD mouse model (Fig. S1). At 36 weeks of
age, learning was adversely affected in WT (compared
to 12- and 20-week WT old mice) and in Tg2576 mice.
Female Tg2576 mice also now featured significant short-
term contextual memory impairments that were like
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Fig. 1 Alzheimer disease (AD) model mice display age- and sex-related differences in cognitive phenotypes. Separate cohorts of AD (Tg2576)
model mice were tested at A 12, B 20, and C 36 weeks of age for sex- and age-related deficits in learning, cued (amygdala-dependent) memory,
contextual (hippocampal-dependent) short-term memory, and remote (cortical-dependent) memory consolidation using the contextual fear
chamber conditioning test. Mice in cohorts A-C were exposed to two conditioned stimulus (CS; 2000-Hz cue) and unconditional stimulus (US;
1.0-mA foot shock) pairings during training (Trained -2X). Additional cohorts of mice (D, E) were tested for cognitive impairment after enhanced
cognitive training. Mice in D were exposed to two CS-US pairings at 12 weeks of age and were then retrained at 36 weeks of age with 2 additional
CS-US pairings, where mice in E received four CS-US pairings at 36 weeks of age during training (Trained 4X). Statistical comparisons for AD mice are
compared to sex matched wild type (WT) controls (****p = 0.0001, ***p = 0.001, **p = 0.01, and *p = 0.05). Error bars represent £ SEM

their male diseased counterparts. Like mice trained at
20 weeks of age, cued and remote memory consolidation
were significantly impaired in Tg2576 mice trained at 36
weeks of age (Fig. 1C).

Next, we sought to evaluate cognitive function in
36-week-old mice that were either re-trained (RT) or
exposed to a more intense training (MIT) procedure to
determine if memory deficits still manifested in aged
mice with enhanced cognitive training. Mice in the RT
cohort were trained at 12 weeks of age and then again
at 36 weeks of age (i.e., mice were exposed to 2 CS-US
pairings per training session, see the “Methods” section
for details). Mice in the MIT cohort were exposed to 4

CS-US pairings at 36 weeks of age. Learning and cued
memory were still significantly impaired in RT and MIT
Tg2576 mice regardless of sex when compared to simi-
larly trained WT counterparts (Fig. 1D, E). Notably, how-
ever, male Tg2576 mice that underwent either RT or
MIT now displayed short-term contextual and remote
memory consolidation that was comparable to WT mice
(Fig. 1D, E). Interestingly, in female RT Tg2576 mice
short-term contextual memory was also now like WT
mice, but remote memory consolidation was still sig-
nificantly impaired (Fig. 1D). In contrast, MIT exposure
did not improve either short-term contextual or remote
memory consolidation in female Tg2576 mice (Fig. 1E).
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Collectively, our findings indicate that remote memory
consolidation deficits precede learning and short-term
memory impairments in Tg2576 mice. This observation
is at odds with what is typically found in AD patients,
where deficits in short-term memory typically manifest
prior to impairments in long-term memory [2].

Inhibition of glucosylceramide synthase reduces
glycosphingolipid levels in Tg2576 mice

Diseased-related changes in brain ganglioside levels are
observed in several rodent AD preclinical models [7, 8,
27, 54]. Thus, we wanted to determine whether ganglio-
sides also accumulate in the brains of Tg2576 mice and
whether disease associated elevations in gangliosides are
lowered after treatment with a CNS penetrant inhibitor
of glucosylceramide synthase (GCSi) (Fig. 2A). Tg2576
mice were fed either a control diet or a GCSi formulated
diet, which we previously reported lowers glycosphin-
golipid levels and reduces neuropathological features of
disease in mouse models of Gaucher disease [5], Parkin-
son disease [44], and amyotrophic lateral sclerosis [16].
In WT mice, regional variations in total GlcCer and
GM3 levels were observed in the cortex, hippocampus,
and amygdala (Fig. 2B). Total GlcCer and GM1 levels
were similar in the cortex, hippocampus, and amygdala
of untreated Tg2576 and WT mice (Fig. S2). GCSi treat-
ment significantly reduced total GlcCer levels in the cor-
tex and hippocampus of Tg2576 compared to controls
(Fig. S2). Total GM3 levels were significantly increased
in the cortex and amygdala of Tg2576 mice compared to
WT controls. GM3 levels in the cortex and amygdala of
Tg2576 mice were significantly lowered with GCSi treat-
ment (Fig. 2C). GM2 was below the limit of detection
in all samples analyzed. Total GM1 levels in the brains
of Tg2576 were like WT mice regardless of the brain
region analyzed and were not significantly affected by
GSCi treatment (Fig. S2). Collectively, our results show
that Tg2576 mice display disease related changes in brain
GMS3 levels that are reduced with GCSi treatment.

GCSi reduces soluble AB42 levels and amyloid plaque
burden in aged Tg2576 mice

Tg2576 mice feature age-related changes in amyloid
beta (AP) and dense core plaque accumulation in the
brain. Soluble AP is readily detected in young (i.e., 8
weeks old) Tg2576 mice; however, significant insolu-
ble AP40 and AP42 accumulation does not manifest
until 26—30 weeks of age. Notably, despite an exponen-
tial increase in AP accumulation after 34 weeks of age
only a few dense core plaques are typically found in the
brains of 44-week-old Tg2576 mice. However, between
52 and 66 weeks of age the A plaque burden in Tg2576
mice approaches what is typically observed in the
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brains of AD patients [26]. In our first experiment, we
determined whether GCSi treatment reduced Af} accu-
mulation in Tg2576 mice that were treated from 12
to 68 weeks of age. Data shown are collapsed across
sexes because in our initial characterization studies we
found that the rate of AR accumulation was equivalent
between male and female Tg2576 mice. (Fig. S1). As
expected, AP40/42 levels were significantly increased
in the cortex, hippocampus, and amygdala of untreated
Tg2576 mice compared to WT controls (Fig. 3, S3). In
GCSi-treated Tg2576 mice, soluble AP42 was signifi-
cantly reduced to WT levels in all three brain regions
analyzed (Fig. 3A). GCSi treatment did not affect the
levels of insoluble AP 42 or any AP 40 species (Fig. S3).
Next, we evaluated AP neuropathology in Tg2576 mice
that were treated with a GCSi from 70 to 90 weeks of
age. Like our initial results, GCSi treatment lowered
soluble APB42 levels in the brains of Tg2576 mice; how-
ever, the reduction was only significant for the hip-
pocampus (Fig. 3B). Interestingly, amyloid burden (i.e.,
as assessed by the number of plaques, plaque area, and
amyloid fraction) was significantly reduced both in the
cortex and hippocampus, but not the amygdala of aged
Tg2576 mice (Fig. 4, S4). Collectively, our results show
that GCSi treatment significantly lowers the amyloid
burden in the brain of AD model mice by slowing the
accumulation rate of soluble AB42, an AP species that is
particularly toxic to neurons [13] and a determinant of
disease severity in AD patients [33].

GCSi treatment affects remote memory consolidation

in Tg2576 mice

Next, we determined if GCSi treatment affected the
manifestation of cognitive disease phenotypes in Tg2576
mice. Tg2576 mice fed either a GCSi formulated or a
control base diet from 12 to 52 weeks of age were tested
for deficits in learning, short-term memory, and remote
memory consolidation using the contextual fear cham-
ber conditioning test. Mice were initially trained and
tested for short-term memory at 20 weeks of age. Remote
memory consolidation was subsequently tested 8 (i.e., 28
weeks of age) and 16 (36 weeks of age) weeks later. Mice
then underwent retraining (RT) and short-term memory
re-testing at 36 weeks of age, and remote memory con-
solidation retesting 8 and 16 weeks later (i.e., at 44 and
52 weeks of age). GCSi treatment did not significantly
improve learning or short-term memory performance
in Tg2576 mice (Fig. 5A). In contrast, remote memory
consolidation performance was similar between GCSi-
treated mice and sex-matched WT controls 16 weeks
post training (Fig. 5A). RT led to WT like short-term
memory in both male and female Tg2576 mice regardless



(2022) 14:19 Page 7 of 12

Dodge et al. Alzheimer’s Research & Therapy

A B WT - GlcCer WT - GM3 WT - GM1
0.6 b 300 1000
Ceramide+ Glc 3 - b F—
17} 3 >3
UGCG| | GCsi S 044 4 2 200+ ab &
= a b= & 600
B4galt6 E E a E
[} = =
GlcCer —» LacCer g 2 2 400-
¢B4Ga/nt1 & 4 g 197 s
ST3Gal5  B3Galntt o] o 3 200
GM1<«GM2 <« GM3 00 0 o
®+ R N 0+ R N ®+ R N
006 o’b@q *qbo 00(\ 'D&Q ﬂq&b 00(\ o’b@q *ng
& s & § &
« < ¢
C GM3 - Amygdala GM3 - Hippocampus GMa3 - Cortex
250 - b 300 200 -
ab b
° - ’“ " ab
3 200 3 3 150 a
@2 2 200 2
5 150- = 5
£ E E 100-
2 100- 2 2
® o 100 ®
= = > 50+
O 501 [} o
0- 0-
& R & © P & e &
© © ©
Fig. 2 Brain ganglioside GM3 levels in AD mice are reduced after glucosylceramide (GlcCer) synthase inhibitor (GCSi) treatment. A Overview of the
glycosphingolipid pathway (Glc, glucose; LacCer, lactosylceramide; GM3, GM2 and GM1, ganglioside GM3, GM2 and GM1; UGCG, GlcCer synthase;
B4galT6, LacCer synthase; B4galnt1, GM3 synthase; B3galnt1, GM2 synthase; St3gal5, GM1 synthase). BWT mice feature regional variation in GlcCer
and GM3 levels in the cortex, hippocampus, and amygdala. C AD (Tg2576) mice treated with GCSi show significant reductions in GM3 levels in the
amygdala and cortex. Columns not connected by the same letter are significantly (p = 0.01) different from each other. Error bars represent = SEM

of treatment (Fig. 5B). Similarly, RT also led to WT like
remote memory consolidation in male Tg2576 mice
regardless of treatment (Fig. 5B). Notably, however,
remote memory consolidation, which was still adversely
affected in female Tg2576 mice, was now partially cor-
rected in female GCSi treated mice 8 weeks post-RT
(i.e., 44 weeks of age) and equivalent to similarly trained
WT female mice 16-weeks post-RT (i.e., 52 weeks of age)
(Fig. 5B). Collectively, our results suggest that ganglio-
side homeostasis is important for the establishment and
maintenance of long-term memories.

Discussion

Ganglioside homeostasis is essential for the normal
development, maturation, health, and function of the
CNS. For example, severe neurological disease mani-
fests in individuals with extreme changes in ganglioside
levels that are either due to a deficiency in ganglioside
synthesis (e.g., epilepsy and hereditary spastic paraple-
gia) or hydrolysis (e.g., GM1 gangliosidosis, Tay-Sachs,

and Sandhoff disease) [3, 20, 41, 43, 46]. Increasing evi-
dence also suggests, however, that more subtle changes
in ganglioside levels may contribute to the pathogenesis
of more common neurological disorders including Par-
kinson disease, Huntington disease, amyotrophic lateral
sclerosis, stroke, multiple sclerosis, and Alzheimer dis-
ease (AD) [15, 16, 47, 50]. Here, we show that pharma-
cological inhibition of glucosylceramide synthase (GCSi)
in AD Tg2576 mice reduced aberrant GM3 ganglioside
accumulation in the CNS, alleviated AP neuropathology,
and improved some aspects of cognition.

Several studies indicate that ganglioside homeostasis is
altered in post-mortem brain samples of AD patients [12,
36, 42], including a significant increase in GM3 levels in
the cortex [8, 24, 28]. Elevated GM3 levels are particu-
larly intriguing given that two large clinical studies (800+
patients/study) examining the peripheral lipidome of AD
patients showed that increased GM3 levels were strongly
associated with disease severity [22]. Like AD patients
GM3 accumulation is also found in the brains of sev-
eral AD rodent models including PS1, APP-PS1, 5xFAD,
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APP21, and TgCRNDS [7, 8, 27, 54]. Consistent with
these results, in our current study, we found that GM3
levels were also significantly elevated both in the cortex
and the amygdala of Tg2576 mice.

Genetic manipulation of ganglioside synthesis signifi-
cantly affects AP neuropathology and cognitive pheno-
types in multiple AD mouse models of disease [4, 17, 40].
For example, knockout of GD3 synthase reduced amy-
loid plaque levels and partially improved spatial learn-
ing in AD APP/PSEN1 mice [4]. As expected, removal of
GD3 synthase in APP/PSEN1 mice eliminated b-series
gangliosides (i.e., GD3 and its derivatives); however, it
also led to an increase in the a-series gangliosides GM1
and GDla. Interestingly, GM3, also an a-series ganglio-
side, was not affected in these mice, which suggests that
it may also be regulated by an alternative pathway. Pre-
sumably, the reduced amyloid burden in GD3 deficient
APP/PSEN1 mice was due to the lowering of b-series
gangliosides, which are relatively enriched in sialic acid
residues and fatty acids that favor the binding of AP [32,
39]. Reducing GD3 levels may have also slowed disease
progression by promoting neuronal survival and reduc-
ing glial activation. GD3 is increased in many neuro-
degenerative conditions [47], accumulates in reactive
astrocytes [25] and microglia [1], and induces apoptosis.

Alternatively, the increase in GM1 and GDla may have
provided some neuroprotection [30, 35, 47] to improve
cognition; however, this seems unlikely given that knock-
out of GM3 synthase in 5xFAD mice, which reduced
both a and b-series gangliosides, also mitigated disease
[17]. Interestingly, elimination of GM2 synthase, which
promoted GM3 accumulation by blocking its metabo-
lism to GM2, had the opposite effect on disease patho-
genesis, and increased amyloid plaque burden in 1XFAD
mice [40]. Although collectively these findings implicate
ganglioside homeostasis as an important modulator of
AP accumulation in vivo, they should be interpreted with
caution; however, because ganglioside lowering in AD
model mice was initiated during the embryonic devel-
opment of the CNS. Here, in our current studies, we
confirmed that glycosphingolipid homeostasis plays a
central role in modulating AP neuropathology and cog-
nitive function in AD mouse models. Importantly, we
showed that GCSi lowered aberrant GM3 accumulation
and mitigated AP neuropathology—even when treatment
was initiated in aged Tg2576 mice. Notably, GCSi treat-
ment reduced soluble AB42 levels, an AP species that is
particularly toxic to neurons [13] and a determinant of
disease severity in AD patients [33]. Furthermore, we
also showed that GCSi treatment in aged Tg2576 mice
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led to a significant reduction in amyloid plaque burden
in the hippocampus and cortex, but not in the amygdala.
We also determined if early intervention with GCSi treat-
ment prevented cognitive impairment in Tg2576 mice
using the contextual fear chamber test. Although learn-
ing, cued (amygdala dependent) and short-term (hip-
pocampal dependent) contextual cognition were not
improved in GCSi treated Tg2576 mice, we did find that
remote (cortical dependent) memory consolidation was
significantly stabilized by treatment. Collectively, these
findings indicate that glycosphingolipids are significant
modulators of A neuropathology and highlight a novel
role for glycosphingolipids in being important for the
consolidation of long-term memories.

Limitations

Although our study was well planned, its interpretation
has some limitations. For instance, cognitive function
was only assessed using the contextual fear chamber
test. Confirming the beneficial effects (or lack thereof)
of GCSi on memory function in Tg2576 mice using addi-
tional cognitive tests would strengthen our conclusions.
We planned to do this, however, in our initial behavio-
ral characterization studies, we failed to detect cognitive
dysfunction in 20- or 40-week-old Tg2756 mice (regard-
less of sex) using either the Barnes maze or novel object
recognition tests. In addition, we only showed that GCSi
significantly stabilized remote memory consolidation in
Tg2576 mice when treatment was initiated prior to the
onset of cognitive dysfunction. Showing that the reduc-
tion in AP neuropathology in aged GCSi-treated AD
mice also lead to improved cognition would increase the
likelihood of GCSi treatment being clinically translatable
to AD patients. Our results also provide some insight
into why developing AP modulating treatments for AD
may be challenging. Notably, in multiple experiments,
we found that AP levels were not the sole determinant
of cognitive dysfunction in Tg2576 mice. First, in our
characterization studies, we found that sex differences in
memory impairment were not associated with sex differ-
ences in the rate of AP accumulation in the hippocampus,
amygdala, or cortex. Future studies examining subcellular
variations in AP accumulation in various brain regions
in different cell types in male and female AD mice may
yield alternative results. Second, enhancing cognitive
training alone (even in mice with robust AB42 accumula-
tion) was sufficient to mitigate the manifestation of some
cognitive phenotypes in male, but not in female AD mice.
This result also suggests female AD mice are relatively
more vulnerable to disease, which is intriguing because
women are at a higher risk for developing AD [19]. And
third, reducing aberrant GM3 levels in the amygdala
led to a concomitant reduction in soluble AB42 levels in
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GCSi-treated AD mice, but this did not improve cued
(i.e., amygdala dependent) memory. Moreover, unlike
short- and long-term contextual memory, amygdala
dependent memory was not improved in male AD mice
exposed to enhanced cognitive training. Furthermore, in
our experiment that tested the efficacy of GCSi in aged
AD mice amyloid plaque burden was not lowered in the
amygdala. Thus, the amygdala may be particularly sensi-
tive to AP-mediated toxicity. And lastly, GCSi treatment
had no effect on disease related changes in learning or
hippocampal dependent short-term memory in Tg2576
mice. This result may suggest that multiple therapeutic
targets need to be engaged in parallel to improve the var-
ious aspects of cognitive decline in AD.

Conclusions

In summary, the results of our experiments corroborate
that GM3 accumulation is a manifestation of AD, that
glycosphingolipids are important modulators of amyloid
burden in the CNS and indicate glycosphingolipid home-
ostasis plays an important role in stabilizing long-term
memories. Our findings also suggest that GCSi treatment
in combination with therapeutic approaches that allevi-
ate hippocampal and amygdala-dependent cognitive dys-
function may lead to a clinically meaningful treatment
for AD.

Abbreviations

AR: Amyloid beta; AB42: AR with 42 amino acid peptides; AB40: AR with 40
amino acid peptides; AD: Alzheimer’s disease; APP: Amyloid precursor protein;
CS: Conditioned stimulus; GlcCer: Glucosylceramide; GCSi: Glucosylceramide
synthase inhibitor; MIT: More intense training; RT: Retrained; US: Uncondi-
tioned stimulus.

Supplementary Information

The online version contains supplementary material available at https://doi.
0rg/10.1186/513195-022-00966-0.

Additional file 1: Figure S1. AD mice do not display sex differences in
the rate of oligomeric AR accumulation in the brain. (A) Soluble AB40 and
insoluble (B) AR42 oligomeric species were measured in the amygdala,
hippocampus, and cortex of male and female AD (Tg2576) mice at 20 and
36 weeks of age. Insoluble AR40 and AB42 oligomeric species were not
detected in the brains of AD mice regardless of age and sex. Columns not
connected by the same letter are significantly (p = 0.01) different from
each other. Error bars represent 4 SEM.

Additional file 2: Figure S2. GlcCer and GM1 levels in AD mice after
GCSi treatment. (A) Serum GlcCer levels in AD (Tg2576) GCSi treated mice
1-week post treatment confirms compound activity. (B) Total GlcCer levels
in the cortex and the hippocampus are reduced in AD after GCSi treat-
ment. (C) Total ganglioside GM1 levels are unaffected by disease in the
cortex, hippocampus, and amygdala and are not reduced following GCSi
treatment. Columns not connected by the same letter are significantly (p
=0.01) different from each other. Error bars represent £ SEM.

Additional file 3: Figure S3. GCSi treatment does not affect insoluble
APR40 and AP42 accumulation in the brains of AD mice. Insoluble AB40
and AB42 species in the amygdala, hippocampus, and cortex of AD
(Tg2576) mice after GCSi treatment from (A) 12 to 68 weeks of age and (B)



https://doi.org/10.1186/s13195-022-00966-0
https://doi.org/10.1186/s13195-022-00966-0

Dodge et al. Alzheimer’s Research & Therapy

(2022) 14:19

70 to 90 weeks of age (BLOD, below the limit of detection). Columns not
connected by the same letter are significantly (p = 0.01) different from
each other. Error bars represent 4= SEM.

Additional file 4: Figure S4. GCSi treatment reduces amyloid staining in
aged AD mice. (A) 4X images of amyloid staining in the brains of WT, AD
(Tg2576) and GCSi treated AD mice (scale bars = 500 microns).

Additional file 5.

Acknowledgements

We thank Joshua Pacheco, Samantha Cooper, and Mandy Cromwell their
technical assistance and Dr. Laurent Pradier for his careful review of the
manuscript.

Authors’ contributions

JCD, SPS, SHC, and LSS contributed to the study concept, design, and analysis.

TJT, CMT, TVK, and PP performed the experiments. JCD wrote the manuscript.
The authors have edited and approved the manuscript.

Authors’ information

JCD has over 18 years of biotechnology and pharmaceutical experience lead-
ing preclinical research efforts in rare neurometabolic and neurodegenerative
diseases at Sanofi Genzyme and is currently the head of the rare neurological
diseases cluster at Sanofi.

Funding
All experiments were funded by Sanofi.

Availability of data and materials

The datasets used and/or analyzed during the current study available from the

corresponding author on reasonable request.

Declarations

Ethics approval and consent to participate
All procedures involving mice were performed using protocols approved by
Sanofi Institutional Animal Care and Use Committees.

Consent for publication
No data sets are from individuals. Not applicable.

Competing interests
All authors are current or former employees of Sanofi.

Author details

'Rare and Neurological Diseases Therapeutic Area, Sanofi, 49 New York
Avenue, Framingham, MA 01701, USA. “Translational In Vivo Models, Sanofi, 5
Mountain Road, Framingham, MA 01701, USA.

Received: 28 October 2021 Accepted: 17 January 2022
Published online: 01 February 2022

References

1.

Andersson LM, Fredman P, Lekman A, Rosengren L, Gisslen M. Increased
cerebrospinal fluid ganglioside GD3 concentrations as a marker of
microglial activation in HIV type 1 infection. AIDS Res Hum Retroviruses.
1998;14:1065-9. https://doi.org/10.1089/aid.1998.14.1065.

Arnaiz E, Aimkvist O. Neuropsychological features of mild cognitive

impairment and preclinical Alzheimer’s disease. Acta Neurol Scand Suppl.

2003;179:34-41.

Ballabio A, Gieselmann V. Lysosomal disorders: from storage to cellular
damage. Biochim Biophys Acta. 2009;1793:684-96. https://doi.org/10.
1016/j.bbamcr.2008.12.001.

Bernardo A, Harrison FE, McCord M, Zhao J, Bruchey A, Davies SS,

et al. Elimination of GD3 synthase improves memory and reduces

20.

21

Page 11 of 12

amyloid-beta plaque load in transgenic mice. Neurobiol Aging.
2009;30:1777-91. https://doi.org/10.1016/j.neurobiolaging.2007.12.022.
Blumenreich S, Yaacobi C, Vardi A, Barav OB, Vitner EB, Park H, et al. Sub-
strate reduction therapy using Genz-667161 reduces levels of pathogenic
components in a mouse model of neuronopathic forms of Gaucher
disease. J Neurochem. 2021;156:692-701. https://doi.org/10.1111/jnc.
15136.

Cabrera-Salazar MA, Deriso M, Bercury SD, Li L, Lydon JT, Weber W, et al.
Systemic delivery of a glucosylceramide synthase inhibitor reduces CNS
substrates and increases lifespan in a mouse model of type 2 Gaucher
disease. PLoS One. 2012;7:e43310. https://doi.org/10.1371/journal.pone.
0043310.

Caughlin S, Maheshwari S, Agca Y, Agca C, Harris AJ, Jurcic K, et al. Mem-
brane-lipid homeostasis in a prodromal rat model of Alzheimer’s disease:
characteristic profiles in ganglioside distributions during aging detected
using MALDI imaging mass spectrometry. Biochim Biophys Acta Gen
Subj. 2018;1862:1327-38. https://doi.org/10.1016/j.bbagen.2018.03.011.
Chan RB, Oliveira TG, Cortes EP, Honig LS, Duff KE, Small SA, et al. Com-
parative lipidomic analysis of mouse and human brain with Alzheimer
disease. J Biol Chem. 2012;287:2678-88. https://doi.org/10.1074/jbc.
M111.274142.

Chapman J, Sela BA, Wertman E, Michaelson DM. Antibodies to
ganglioside GM1 in patients with Alzheimer’s disease. Neurosci Lett.
1988;86:235-40. https://doi.org/10.1016/0304-3940(88)90577-0.
Choo-Smith LP, Garzon-Rodriguez W, Glabe CG, Surewicz WK. Accel-
eration of amyloid fibril formation by specific binding of Abeta-(1-40)
peptide to ganglioside-containing membrane vesicles. J Biol Chem.
1997;272:22987-90. https://doi.org/10.1074/jbc.272.37.22987.

. Chuang WL, Pacheco J, Cooper S, McGovern MM, Cox GF, Keutzer J, et al.

Lyso-sphingomyelin is elevated in dried blood spots of Niemann-Pick B
patients. Mol Genet Metab. 2014;111:209-11. https://doi.org/10.1016/].
ymgme.2013.11.012.

Crino PB, Ullman MD, Vogt BA, Bird ED, Volicer L. Brain gangliosides in
dementia of the Alzheimer type. Arch Neurol. 1989;46:398-401. https://
doi.org/10.1001/archneur.1989.00520400054019.

Dahlgren KN, Manelli AM, Stine WB Jr, Baker LK, Krafft GA, LaDu MJ.
Oligomeric and fibrillar species of amyloid-beta peptides differentially
affect neuronal viability. J Biol Chem. 2002,277:32046-53. https://doi.org/
10.1074/jbc.M201750200.

Dai R, Zhang S, Duan W, Wei R, Chen H, Cai W, et al. Enhanced Autophagy
Contributes to Protective Effects of GM1 Ganglioside Against Abetal-
42-Induced Neurotoxicity and Cognitive Deficits. Neurochem Res.
2017;42:2417-26. https://doi.org/10.1007/511064-017-2266-0.

Desplats PA, Denny CA, Kass KE, Gilmartin T, Head SR, Sutcliffe JG, et al.
Glycolipid and ganglioside metabolism imbalances in Huntington'’s dis-
ease. Neurobiol Dis. 2007,27:265-77. https://doi.org/10.1016/j.nbd.2007.
05.003.

Dodge JC, Treleaven CM, Pacheco J, Cooper S, Bao C, Abraham M,

et al. Glycosphingolipids are modulators of disease pathogenesis in
amyotrophic lateral sclerosis. Proc Natl Acad Sci U S A. 2015;112:8100-5.
https://doi.org/10.1073/pnas.1508767112.

Dukhinova M, Veremeyko T, Yung AWY, Kuznetsova IS, Lau TYB, Kopeikina
E, et al. Fresh evidence for major brain gangliosides as a target for the
treatment of Alzheimer’s disease. Neurobiol Aging. 2019;77:128-43.
https://doi.org/10.1016/j.neurobiolaging.2019.01.020.

Fernandez-Perez EJ, Sepulveda FJ, Peoples R, Aguayo LG. Role of
membrane GM1 on early neuronal membrane actions of Abeta dur-

ing onset of Alzheimer’s disease. Biochim Biophys Acta Mol Basis Dis.
2017;1863:3105-16. https://doi.org/10.1016/j.bbadis.2017.08.013.

Gao S, Hendrie HC, Hall KS, Hui S. The relationships between age, sex, and
the incidence of dementia and Alzheimer disease: a meta-analysis. Arch
Gen Psychiatry. 1998;55:809-15. https://doi.org/10.1001/archpsyc.55.9.
809.

Harlalka GV, Lehman A, Chioza B, Baple EL, Maroofian R, Cross H, et al.
Mutations in B4AGALNT1 (GM2 synthase) underlie a new disorder of gan-
glioside biosynthesis. Brain. 2013;136:3618-24. https://doi.org/10.1093/
brain/awt270.

Herzer S, Hagan C, von Gerichten J, Dieterle V, Munteanu B, Sandhoff

R, et al. Deletion of specific sphingolipids in distinct neurons improves
spatial memory in a mouse model of Alzheimer’s disease. Front Mol
Neurosci. 2018;11:206. https://doi.org/10.3389/fnmol.2018.00206.


https://doi.org/10.1089/aid.1998.14.1065
https://doi.org/10.1016/j.bbamcr.2008.12.001
https://doi.org/10.1016/j.bbamcr.2008.12.001
https://doi.org/10.1016/j.neurobiolaging.2007.12.022
https://doi.org/10.1111/jnc.15136
https://doi.org/10.1111/jnc.15136
https://doi.org/10.1371/journal.pone.0043310
https://doi.org/10.1371/journal.pone.0043310
https://doi.org/10.1016/j.bbagen.2018.03.011
https://doi.org/10.1074/jbc.M111.274142
https://doi.org/10.1074/jbc.M111.274142
https://doi.org/10.1016/0304-3940(88)90577-0
https://doi.org/10.1074/jbc.272.37.22987
https://doi.org/10.1016/j.ymgme.2013.11.012
https://doi.org/10.1016/j.ymgme.2013.11.012
https://doi.org/10.1001/archneur.1989.00520400054019
https://doi.org/10.1001/archneur.1989.00520400054019
https://doi.org/10.1074/jbc.M201750200
https://doi.org/10.1074/jbc.M201750200
https://doi.org/10.1007/s11064-017-2266-0
https://doi.org/10.1016/j.nbd.2007.05.003
https://doi.org/10.1016/j.nbd.2007.05.003
https://doi.org/10.1073/pnas.1508767112
https://doi.org/10.1016/j.neurobiolaging.2019.01.020
https://doi.org/10.1016/j.bbadis.2017.08.013
https://doi.org/10.1001/archpsyc.55.9.809
https://doi.org/10.1001/archpsyc.55.9.809
https://doi.org/10.1093/brain/awt270
https://doi.org/10.1093/brain/awt270
https://doi.org/10.3389/fnmol.2018.00206

Dodge et al. Alzheimer’s Research & Therapy

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34

35.

36.

37.

38.

39.

(2022) 14:19

Huynh K, Lim WLF, Giles C, Jayawardana KS, Salim A, Mellett NA, et al.
Concordant peripheral lipidome signatures in two large clinical studies of
Alzheimer’s disease. Nat Commun. 2020;11:5698. https://doi.org/10.1038/
$41467-020-19473-7.

Kakio A, Nishimoto SI, Yanagisawa K, Kozutsumi Y, Matsuzaki K.
Cholesterol-dependent formation of GM1 ganglioside-bound amyloid
beta-protein, an endogenous seed for Alzheimer amyloid. J Biol Chem.
2001;276:24985-90. https://doi.org/10.1074/jbc.M100252200.

Kalanj S, Kracun |, Rosner H, Cosovic C. Regional distribution of brain
gangliosides in Alzheimer’s disease. Neurol Croat. 1991;40:269-81.

Kawai K, Kuroda S, Watarai S, Takahashi H, Ikuta F. Occurrence of GD3
ganglioside in reactive astrocytes--an immunocytochemical study in the
rat brain. Neurosci Lett. 1994;174:225-7. https://doi.org/10.1016/0304-
3940(94)90027-2.

Kawarabayashi T, Younkin LH, Saido TC, Shoji M, Ashe KH, Younkin SG.
Age-dependent changes in brain, CSF, and plasma amyloid (beta) protein
in the Tg2576 transgenic mouse model of Alzheimer’s disease. J Neurosci.
2001;21:372-81.

Kaya |, Jennische E, Dunevall J, Lange S, Ewing AG, Malmberg P, et al.
Spatial lipidomics reveals region and long chain base specific accumula-
tions of monosialogangliosides in amyloid plaques in familial Alzheimer's
disease mice (5xFAD) brain. ACS Chem Neurosci. 2020;11:14-24. https://
doi.org/10.1021/acschemneuro.9b00532.

Kracun |, Kalanj S, Talan-Hranilovic J, Cosovic C. Cortical distribution of
gangliosides in Alzheimer’s disease. Neurochem Int. 1992;20:433-8.
https://doi.org/10.1016/0197-0186(92)90058-y.

Kreutz F, Frozza RL, Breier AC, de Oliveira VA, Horn AP, Pettenuzzo LF, et al.
Amyloid-beta induced toxicity involves ganglioside expression and is
sensitive to GM1 neuroprotective action. Neurochem Int. 2011;59:648-55.
https://doi.org/10.1016/j.neuint.2011.06.007.

Magistretti PJ, Geisler FH, Schneider JS, Li PA, Fiumelli H, Sipione S. Gan-
gliosides: treatment avenues in neurodegenerative disease. Front Neurol.
2019;10:859. https://doi.org/10.3389/fneur.2019.00859.

Marshall J, Nietupski JB, Park H, Cao J, Bangari DS, Silvescu C, et al.
Substrate reduction therapy for sandhoff disease through inhibition of
glucosylceramide synthase activity. Mol Ther. 2019;27:1495-506. https://
doi.org/10.1016/j.ymthe.2019.05.018.

Matsuzaki K, Horikiri C. Interactions of amyloid beta-peptide (1-40) with
ganglioside-containing membranes. Biochemistry. 1999;38:4137-42.
https://doi.org/10.1021/bi9823450.

McLean CA, Cherny RA, Fraser FW, Fuller SJ, Smith MJ, Beyreuther K, Bush
Al, Masters CL. Soluble pool of Abeta amyloid as a determinant of severity
of neurodegeneration in Alzheimer's disease. Ann Neurol. 1999;46:860-6
https://doi.org/10.1002/1531-8249(199912)46:6<860::aid-ana8>3.0.
co;2-m.

Michno W, Wehrli PM, Zetterberg H, Blennow K, Hanrieder J. GM1 locates
to mature amyloid structures implicating a prominent role for glycolipid-
protein interactions in Alzheimer pathology. Biochim Biophys Acta
Proteins Proteom. 2019;1867:458-67. https://doi.org/10.1016/j.bbapap.
2018.09.010.

Mocchetti I. Exogenous gangliosides, neuronal plasticity and repair, and
the neurotrophins. Cell Mol Life Sci. 2005;62:2283-94. https://doi.org/10.
1007/500018-005-5188-y.

Molander-Melin M, Blennow K, Bogdanovic N, Dellheden B, Mansson JE,
Fredman P. Structural membrane alterations in Alzheimer brains found to
be associated with regional disease development; increased density of
gangliosides GM1 and GM2 and loss of cholesterol in detergent-resistant
membrane domains. J Neurochem. 2005;92:171-82. https://doi.org/10.
1111/j.1471-4159.2004.02849.x.

Nietupski JB, Pacheco JJ, Chuang WL, Maratea K, Li L, Foley J, et al. Imi-
nosugar-based inhibitors of glucosylceramide synthase prolong survival
but paradoxically increase brain glucosylceramide levels in Niemann-Pick
C mice. Mol Genet Metab. 2012;105:621-8. https://doi.org/10.1016/].
ymgme.2012.01.020.

Noel A, Ingrand S, Barrier L. Anti-amyloidogenic effects of glycosphin-
golipid synthesis inhibitors occur independently of ganglioside altera-
tions. Mol Cell Neurosci. 2016;75:63-70. https://doi.org/10.1016/j.mcn.
2016.06.009.

Oikawa N, Matsubara T, Fukuda R, Yasumori H, Hatsuta H, Muray-

ama S, et al. Imbalance in fatty-acid-chain length of gangliosides

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

51.

52.

53.

54.

Page 12 of 12

triggers Alzheimer amyloid deposition in the precuneus. PLoS One.
2015;10:e0121356. https://doi.org/10.1371/journal.pone.0121356.
Oikawa N, Yamaguchi H, Ogino K, Taki T, Yuyama K, Yamamoto N, et al.
Gangliosides determine the amyloid pathology of Alzheimer’s disease.
Neuroreport. 2009;20:1043-6. https://doi.org/10.1097/WNR.0b013e3283
2e4b9d.

Pastores GM, Maegawa GH. Clinical neurogenetics: neuropathic lysoso-
mal storage disorders. Neurol Clin. 2013;31:1051-71. https://doi.org/10.
1016/j.ncl.2013.04.007.

Pernber Z, Blennow K, Bogdanovic N, Mansson JE, Blomqvist M. Altered
distribution of the gangliosides GM1 and GM2 in Alzheimer's disease.
Dement Geriatr Cogn Disord. 2012;33:174-88. https://doi.org/10.1159/
000338181.

Platt FM, Boland B, van der Spoel AC. The cell biology of disease: lysoso-
mal storage disorders: the cellular impact of lysosomal dysfunction. J Cell
Biol. 2012;199:723-34. https://doi.org/10.1083/jcb.201208152.

Sardi SP, Viel C, Clarke J, Treleaven CM, Richards AM, Park H, et al. Gluco-
sylceramide synthase inhibition alleviates aberrations in synucleinopathy
models. Proc Natl Acad Sci U S A. 2017;114:2699-704. https://doi.org/10.
1073/pnas.1616152114.

Shin MK, Choi MS, Chae HJ, Kim JW, Kim HG, Kim KL. Ganglioside GQ1b
ameliorates cognitive impairments in an Alzheimer’s disease mouse
model, and causes reduction of amyloid precursor protein. Sci Rep.
2019;9:8512. https://doi.org/10.1038/541598-019-44739-6.

Simpson MA, Cross H, Proukakis C, Priestman DA, Neville DC, Reinkens-
meier G, et al. Infantile-onset symptomatic epilepsy syndrome caused by
a homozygous loss-of-function mutation of GM3 synthase. Nat Genet.
2004;36:1225-9. https://doi.org/10.1038/ng1460.

Sipione S, Monyror J, Galleguillos D, Steinberg N, Kadam V. Gangliosides
in the brain: physiology, pathophysiology and therapeutic applications.
Front Neurosci. 2020;14:572965. https://doi.org/10.3389/fnins.2020.
572965.

Svennerholm L, Brane G, Karlsson |, Lekman A, Ramstrom |, Wikkelso C.
Alzheimer disease - effect of continuous intracerebroventricular treat-
ment with GM1 ganglioside and a systematic activation programme.
Dement Geriatr Cogn Disord. 2002;14:128-36. https://doi.org/10.1159/
000063604.

Tamboli 1Y, Prager K, Barth E, Heneka M, Sandhoff K, Walter J. Inhibition
of glycosphingolipid biosynthesis reduces secretion of the beta-
amyloid precursor protein and amyloid beta-peptide. J Biol Chem.
2005;280:28110-7. https://doi.org/10.1074/jbc.M414525200.

. Wu G, Lu ZH, Kulkarni N, Ledeen RW. Deficiency of ganglioside GM1

correlates with Parkinson’s disease in mice and humans. J Neurosci Res.
2012;90:1997-2008. https://doi.org/10.1002/jnr.23090.

Yamamoto N, Matsubara T, Sato T, Yanagisawa K. Age-dependent high-
density clustering of GM1 ganglioside at presynaptic neuritic terminals
promotes amyloid beta-protein fibrillogenesis. Biochim Biophys Acta.
2008;1778:2717-26. https://doi.org/10.1016/j.bbamem.2008.07.028.
Yanagisawa K, lhara Y. GM1 ganglioside-bound amyloid beta-protein in
Alzheimer’s disease brain. Neurobiol Aging. 1998;19:565-7. https://doi.
0rg/10.1016/50197-4580(98)00032-3.

Yanagisawa K, Odaka A, Suzuki N, Ihara Y. GM1 ganglioside-bound amy-
loid beta-protein (A beta): a possible form of preamyloid in Alzheimer's
disease. Nat Med. 1995;1:1062-6. https://doi.org/10.1038/nm1095-1062.
Yang DS, Stavrides P, Saito M, Kumar A, Rodriguez-Navarro JA, Pawlik M,
et al. Defective macroautophagic turnover of brain lipids in the TgCRND8
Alzheimer mouse model: prevention by correcting lysosomal proteolytic
deficits. Brain. 2014;137:3300-18. https://doi.org/10.1093/brain/awu278.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


https://doi.org/10.1038/s41467-020-19473-7
https://doi.org/10.1038/s41467-020-19473-7
https://doi.org/10.1074/jbc.M100252200
https://doi.org/10.1016/0304-3940(94)90027-2
https://doi.org/10.1016/0304-3940(94)90027-2
https://doi.org/10.1021/acschemneuro.9b00532
https://doi.org/10.1021/acschemneuro.9b00532
https://doi.org/10.1016/0197-0186(92)90058-y
https://doi.org/10.1016/j.neuint.2011.06.007
https://doi.org/10.3389/fneur.2019.00859
https://doi.org/10.1016/j.ymthe.2019.05.018
https://doi.org/10.1016/j.ymthe.2019.05.018
https://doi.org/10.1021/bi982345o
https://doi.org/10.1002/1531-8249(199912)46:6%3c860::aid-ana8%3e3.0.co;2-m
https://doi.org/10.1002/1531-8249(199912)46:6%3c860::aid-ana8%3e3.0.co;2-m
https://doi.org/10.1016/j.bbapap.2018.09.010
https://doi.org/10.1016/j.bbapap.2018.09.010
https://doi.org/10.1007/s00018-005-5188-y
https://doi.org/10.1007/s00018-005-5188-y
https://doi.org/10.1111/j.1471-4159.2004.02849.x
https://doi.org/10.1111/j.1471-4159.2004.02849.x
https://doi.org/10.1016/j.ymgme.2012.01.020
https://doi.org/10.1016/j.ymgme.2012.01.020
https://doi.org/10.1016/j.mcn.2016.06.009
https://doi.org/10.1016/j.mcn.2016.06.009
https://doi.org/10.1371/journal.pone.0121356
https://doi.org/10.1097/WNR.0b013e32832e4b9d
https://doi.org/10.1097/WNR.0b013e32832e4b9d
https://doi.org/10.1016/j.ncl.2013.04.007
https://doi.org/10.1016/j.ncl.2013.04.007
https://doi.org/10.1159/000338181
https://doi.org/10.1159/000338181
https://doi.org/10.1083/jcb.201208152
https://doi.org/10.1073/pnas.1616152114
https://doi.org/10.1073/pnas.1616152114
https://doi.org/10.1038/s41598-019-44739-6
https://doi.org/10.1038/ng1460
https://doi.org/10.3389/fnins.2020.572965
https://doi.org/10.3389/fnins.2020.572965
https://doi.org/10.1159/000063604
https://doi.org/10.1159/000063604
https://doi.org/10.1074/jbc.M414525200
https://doi.org/10.1002/jnr.23090
https://doi.org/10.1016/j.bbamem.2008.07.028
https://doi.org/10.1016/s0197-4580(98)00032-3
https://doi.org/10.1016/s0197-4580(98)00032-3
https://doi.org/10.1038/nm1095-1062
https://doi.org/10.1093/brain/awu278

	Glucosylceramide synthase inhibition reduces ganglioside GM3 accumulation, alleviates amyloid neuropathology, and stabilizes remote contextual memory in a mouse model of Alzheimer’s disease
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Background
	Methods
	Experimental design and statistics
	Animals and glucosylceramide synthase inhibitor (GCSi) treatment
	Fear conditioning
	Glycosphingolipid analysis
	Amyloid beta (Aβ) analysis
	Amyloid red staining and plaque analysis

	Results
	Impaired remote memory stabilization precedes short-term memory deficits in Tg2576 mice
	Inhibition of glucosylceramide synthase reduces glycosphingolipid levels in Tg2576 mice
	GCSi reduces soluble Aβ42 levels and amyloid plaque burden in aged Tg2576 mice
	GCSi treatment affects remote memory consolidation in Tg2576 mice

	Discussion
	Limitations

	Conclusions
	Acknowledgements
	References


