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Abstract.
Background: Basic research has implicated intracellular cholesterol in neurons, microglia, and astrocytes in the pathogenesis
of Alzheimer’s disease (AD), but there is presently no assay to access intracellular cholesterol in neural cells in living people
in the context of AD.
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Objective: To devise and characterize an assay that can access intracellular cholesterol and cholesterol efflux in neural cells
in living subjects.
Methods: We modified the protocol for high-density lipoprotein cholesterol efflux capacity (CEC) from macrophages, a
biomarker that accesses cholesterol in macrophages in atherosclerosis. To measure cerebrospinal fluid (CSF) CECs from
neurons, microglia, and astrocytes, CSF was exposed to, correspondingly, neuronal, microglial, and astrocytic cholesterol
source cells. Human neuroblastoma SH-SY5Y, mouse microglial N9, and human astroglial A172 cells were used as the
cholesterol source cells. CSF samples were screened for contamination with blood. CSF CECs were measured in a small
cohort of 22 individuals.
Results: CSF CECs from neurons, microglia, and astrocytes were moderately to moderately strongly correlated with CSF
concentrations of cholesterol, apolipoprotein A-I, apolipoprotein E, and clusterin (Pearson’s r = 0.53–0.86), were in poor
agreement with one another regarding CEC of the CSF samples (Lin’s concordance coefficient rc = 0.71–0.76), and were
best predicted by models consisting of, correspondingly, CSF phospholipid (R2 = 0.87, p < 0.0001), CSF apolipoprotein A-I
and clusterin (R2 = 0.90, p < 0.0001), and CSF clusterin (R2 = 0.62, p = 0.0005).
Conclusion: Characteristics of the CSF CEC metrics suggest a potential for independent association with AD and provision
of fresh insight into the role of cholesterol in AD pathogenesis.
Keywords: ABCA1, ABCG1, Alzheimer’s disease biomarkers, apolipoprotein A-I, apolipoprotein E, cell cholesterol efflux,
clusterin (apolipoprotein J), SR-BI

INTRODUCTION
Basic studies have shown that intracellular cholesterol promotes pathogenic metabolism of amyloid-␤
(A␤) and tau and exacerbates A␤ cytotoxicity [1–4].
For example, a recent investigation using human
induced pluripotent stem cell-derived neurons found
that intraneuronal accumulation of cholesteryl ester,
a storage metabolite of cholesterol, stimulates A␤
secretion and raises the level of phosphorylated
tau [5]. Neuropathological studies have detected no
difference between Alzheimer’s disease (AD) individuals and controls in the cholesterol content in the
cerebral cortex and hippocampus but found increased
cholesteryl ester in AD subjects in the entorhinal
cortex [6–8]. This suggests that neural tissues may
preserve normal levels of free cholesterol by converting its excess to cholesteryl ester, which may be
pathogenic. Corroborating and extending the findings
from basic research and neuropathology, gene-set and
pathway enrichment analyses of the variants associated with AD in genome-wide association studies
have implicated intracellular cholesterol metabolism
and cell cholesterol efflux to high-density lipoprotein
(HDL) in the disease pathogenesis independently of
the effect of apolipoprotein E (apo E) isoforms [9, 10].
Variants at the loci encoding secreted exchangeable
apolipoproteins and adenosine triphosphate binding cassette transporter subfamily A member 1
(ABCA1), which together comprise an important cell
cholesterol efflux pathway to HDL [11], are major
drivers of the association between AD and cholesterol metabolism [9, 10]. The implication of this

genetic finding is that efflux to extracellular acceptors may represent a benign means for disposal of
cholesterol which otherwise could undergo esterification. However, strong support from epidemiology for
cholesterol involvement in AD is lacking. Early epidemiological studies found an association between
total serum cholesterol at midlife and late life AD
[12], but the most recent, large prospective investigation did not report an association between serum
cholesterol and AD [13]. There is also no consistent association between cerebrospinal fluid (CSF)
cholesterol and AD [14]. It is likely that extracellular pools of cholesterol do not reflect intracellular
cholesterol levels well.
Direct measurement of intracellular cholesterol
concentrations in the brain of living people is
impossible, but the field of atherosclerosis research
suggests an approach to access intraneural cholesterol
indirectly. Intracellular cholesterol in macrophages
affects atherosclerosis but is likewise not amenable
to measurement in living subjects [15]. An assay
has been devised to quantify the capacity of human
HDL, the main acceptor of cell cholesterol in
plasma and other body fluids, to take cholesterol
from macrophages ex vivo: when HDL cholesterol efflux capacity (CEC) from macrophages is
low, macrophage cholesterol must be high, because
macrophages cannot release it to HDL [16]. HDL
CEC from macrophages correlates with atherosclerotic cardiovascular disease (ASCVD) inversely and
independently of plasma HDL cholesterol concentration and thus demonstrates the importance
of macrophage cholesterol and cholesterol efflux
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from macrophages in this disorder [17, 18]. An
analogous assay to access intracellular cholesterol and cholesterol efflux in the context of
AD will measure the ability of CSF HDL [19]
to take cholesterol from neural cells: low CSF
HDL CEC would be indicative of high intraneural
cholesterol levels.
Here, we draw on the extensive experience in the
field of atherosclerosis to develop assays to measure
CSF HDL CEC (in the following we refer to the
metric only as CSF CEC for simplicity’s sake) from
the neural cell types in which intracellular cholesterol levels are most likely to affect AD pathology.
We show that CSF CECs from neurons, microglia,
and astrocytes substantially vary from CSF cholesterol and apolipoprotein concentrations and from one
another and are likely to independently associate with
AD and provide new insight into the role of cholesterol in AD pathogenesis.
MATERIALS AND METHODS
Cell culture
SH-SY5Y, A172, and J774 cells were obtained
from the American Type Culture Collection; N9 cells
were a kind gift of Dr. Oleg Butovsky [20]. SHSY5Y cells were maintained in DMEM/4.5 g/L Dglucose/4 mM L-glutamine/110 mg/L sodium pyruvate, and A172, N9, and J774 cells were maintained
in RPMI 1640/2 mM L-glutamine (both media from
Life Technologies), supplemented with 10% FBS at
37◦ C in 5% CO2 .
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Cell cholesterol efﬂux to puriﬁed acceptors
Cell cholesterol efflux assays were conducted as
previously described [21]. SH-SY5Y, N9, A172, and
J774 cells were seeded in 24-well plates at 1/10 dilution from confluent tissue culture flasks, allowed to
grow for 24 h in the maintenance medium/10% FBS
and incubated with 2 Ci/mL [1,2-3 H(N)]cholesterol
(Perkin Elmer) in DMEM/2.5% FBS or RPMI/2.5%
FBS, depending on the cell type (see above),
for 24 h. The human SH-SY5Y and A172 cells
were then treated with 2 M liver X receptor (LXR) agonist T0901317 (Tocris Bioscience)
or corresponding vehicle, while the mouse N9
and J774 cells were treated with 0.3 mM 8-(4chlorophenylthio)adenosine 3 ,5 -cyclic monophosphate (8-CPT-cAMP; Sigma-Aldrich) or corresponding vehicle, in FBS-free cell type-appropriate
medium/0.2% BSA for 18 h. To measure efflux, the
cells were exposed to FBS-free cell type-appropriate
medium/± 2 M T0901317 or ± 0.3 mM 8-CPTcAMP containing 10 g/mL apolipoprotein A-I (apo
A-I) or 50 g/mL HDL or lacking cholesterol acceptors for 4 h. Efflux medium was filtered using 0.45 m
pore-size filter plates to eliminate floating cells. Cell
lipids were extracted with hexane/isopropanol (3 : 2,
v/v); the solvent was evaporated. The cell extracts
and aliquots of the efflux media were read in a scintillation counter. Cholesterol efflux was expressed as
the percentage of [3 H]cholesterol counts in the efflux
medium from the total of [3 H]cholesterol counts in
the medium and cells. Apo A-I and HDL were purified from human apheresis plasma.
CSF samples and pooled reference CSF

Immunoblotting
The following antibodies were used: rabbit
polyclonal anti-ABCA1 (NB400-105, Novus Biologicals), rabbit monoclonal anti-ABC transporter
subfamily G member 1 (ABCG1; EP1366Y,
Abcam), rabbit polyclonal anti-ABC transporter
subfamily G member 4 (ABCG4; NBP2-15229,
Novus Biologicals), rabbit polyclonal anti-scavenger
receptor class B type I (SR-BI; NB400-113,
Novus Biologicals), mouse monoclonal anti-GAPDH
(NB300-221, Novus Biologicals), rabbit polyclonal anti-apolipoprotein B (apo B; ab20737,
Abcam), goat polyclonal anti-human apo E and
rabbit polyclonal anti-mouse apo E (NB100-1530
and NB100-2040, respectively, both from Novus
Biologicals).

Twenty-two coded diagnostic remnant samples
were obtained from a clinical laboratory at the Hospital of the University of Pennsylvania. There are no
demographic or clinical data for these samples. Six
diagnostic remnant samples were purchased (Discovery Life Sciences, Los Osos, CA). These samples
were from a European ancestry female, 81 years of
age, CSF protein 29 mg/dL (normal range of CSF protein 15–45 mg/dL); a European ancestry female, 68,
CSF protein 36 mg/dL; an African ancestry female,
50, CSF protein 34 mg/dL; a European ancestry male,
76, CSF protein 44 mg/dL; a European ancestry male,
63, CSF protein 37 mg/dL; an African ancestry male,
57, CSF glucose 92 mg/dL (normal CSF glucose
range 40–80 mg/dL). The commercial samples were
used to prepare a reference CSF sample: 1 mL frac-
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tions of the 6 samples were combined, mixed by
inverting, divided into 75 L aliquots and further
stored at –80◦ C. The remainder of commercial samples and the University of Pennsylvania samples
were aliquoted into 30–75 L portions and stored at
–80◦ C. CSF CEC was measured in 18 samples from
the clinical laboratory and four commercial samples.
Two samples from the clinical laboratory were found
to be contaminated with apo B/blood, and four samples were used up for method optimization. Apo B
was measured in 51 CSF samples from cognitively
healthy and 43 AD individuals from a biobank at
the Center for Neurodegenerative Disease Research
at the University of Pennsylvania. CSF CEC from
N9 cells was also measured in the 51 samples from
cognitively healthy subjects. Use of the CSF samples and study design were approved by the Perelman
School of Medicine Institutional Review Board (protocol #82361).
CSF cholesterol efﬂux capacity
SH-SY5Y (12.8 × 104 cells per well), A172
(3.75 × 104 cells per well), N9 (6 × 104 cells
per well), and J774 (6 × 104 cells per well) cells
were seeded in 96-well plates in the maintenance medium/10% FBS (75 L/well), allowed
to attach for 6 h and labelled with 2 Ci/mL
[1,2-3 H(N)]cholesterol in cell type-appropriate
medium/2.5% FBS for 18 h overnight. On day 2,
SH-SY5Y and A172 cells were treated with 2 M
T0901317, and N9 and J774 cells were treated
with 0.3 mM 8-CPT-cAMP, in FBS-free cell typeappropriate medium/0.2% BSA for 6 h. To measure
CEC, the cells were exposed to 44% CSF in FBSfree MEM-HEPES/+2 M T0901317 or 0.3 mM
8-CPT-cAMP (33 L of a CSF sample + 42 L of
MEM-HEPES) for 2.5 h at 37◦ C in ambient CO2 . In
the assay optimization experiments, the percent CSF
in the efflux medium and duration of efflux were
varied as indicated. Cell medium was centrifuged
at 10,000 rpm in a table-top centrifuge for 3 min
to remove floating cells and read in a scintillation
counter. Cell lipids were extracted with isopropanol
(200 L/well) overnight and read in a scintillation
counter.
CSF samples were assayed in duplicates. When
duplicates deviated from the duplicate average
by > 10%, then the CSF sample was assayed again.
Each 96-well plate contained two wells for cholesterol efflux to medium without CSF (background
control) and two wells for cholesterol efflux to the

reference CSF sample. Cholesterol efflux to CSF
samples, the reference CSF and medium without CSF
was calculated as the percentage of [3 H]cholesterol
counts in the efflux medium from the total of counts
in the medium and cells. Background efflux was subtracted from sample and reference CSF sample efflux.
CEC was calculated as a unitless ratio of cholesterol
efflux to sample CSF divided by cholesterol efflux to
the reference CSF.
CSF apolipoprotein, phospholipid, and
cholesterol measurements
CSF apolipoproteins were measured using the
following kits: Human Apolipoprotein B ELISA
Kit (ab108807, Abcam), Human Apolipoprotein AI Quantikine ELISA Kit (DAPA10, R&D Systems),
Human Apolipoprotein E ELISA Kit (ab108813,
Abcam), Human Clusterin Quantikine ELISA Kit
(DCLU00, R&D Systems). CSF cholesterol and
phospholipid were measured with an Amplex® Red
Cholesterol Assay Kit (Thermo Fischer Scientific)
and a Phospholipid Assay Kit (Sigma-Aldrich),
respectively.
Statistical analysis
Cholesterol efflux to purified acceptors was analyzed by t test. Linear regression was used to analyze
changes in cholesterol efflux in response to increasing CSF amounts and efflux durations. CSF CEC,
cholesterol, phospholipid, apo A-I, apo E, and clusterin values were plotted as violin plots and frequency
distributions and visually inspected. The standard
deviation (SD) to mean ratio (ratios >0.25 indicating
log-normal distributions) and Shapiro-Wilk normality test were further used to determine distribution
of the values. Scatter plots were inspected for the
presence of outliers, data range, and shape of the
relationship. CSF CEC, cholesterol, apo A-I, and
clusterin values were log-transformed. Pearson’s correlation coefficients (r) were calculated to assess
association of CSF CEC with CSF cholesterol, apo
A-I, apo E, and clusterin. r values in the range 0.6–0.8
were considered indicative of moderate to moderately strong association [22]. Two-tailed p values
were calculated. Descriptive statistics, t test, linear
regression and Pearson’s coefficient calculations, and
data graphing were conducted using GraphPad Prism
8.3.0.
Lin’s concordance correlation coefficient (rc ) is a
modification of Pearson’s correlation coefficient to
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assess not only linearity of the relationship between
two variables but also how much the best-fit line deviates from the 45-degree line through the origin, i.e.,
the line representing perfect agreement [23]. Lin’s
statistic is a stringent measure of the relationship
between two variables (rc < 0.90 - poor agreement,
rc = 0.90–0.95 - good agreement). Lin’s coefficients
and 95% confidence intervals (CI) were calculated on
log-transformed CEC values using an Excel implementation following formulas on Real-Statistics.com
(https://www.real-statistics.com/reliability/lins-conc
ordance-correlation-coefficient/). Stepwise multivariate regressions were performed (using
SAS/STAT® 9.4) to evaluate the prediction of
CSF CEC values based on CSF apolipoprotein
and phospholipid concentrations; the multivariate
regression models went through stepwise variable
selection by keeping only the statistically significant
independent variables in the final model.

567

Selection and characterization of neural cells for
use in the CSF CEC assay as the cholesterol
source

Fig. 1. Expression of cell cholesterol efflux mediator proteins and
apo E secretion in SH-SY5Y, N9, A172, and J774 cells. A) Treatment with an LXR agonist (human SH-SY5Y and A172 cells) or
a cAMP analog (mouse N9 and J774 cells; the mouse Abca1 promoter contains a cAMP-response element, which is mutated in the
human ABCA1 promoter) upregulated expressed of ABCA1 in all
of the cell types. B) N9, A172, and J774 cells expressed ABCG1,
ABCG4, and SR-BI; SH-SY5Y cells expressed the first two proteins but did not express SR-BI. C) Apo E could not be detected
in 3-day conditioned SH-SY5Y, A172, and J774 cell media. Apo
E could be detected in 3-day and 4-hour N9 conditioned media.

The assay to measure HDL CEC from
macrophages in the context of ASCVD employs
macrophage cholesterol source cells (usually J774
immortalized macrophages) representing the primary cells with ASCVD-relevant cholesterol efflux
(i.e., primary macrophages). Cholesterol source
cells must express cholesterol efflux pathways
of the corresponding primary cells and provide
consistent cholesterol efflux through those pathways
for the duration of the assay and from experiment
to experiment but do not need to fully recapitulate intracellular cholesterol metabolism of the
primary counterparts. Strong cases can be made
that intracellular cholesterol in neurons, microglia,
and astrocytes affects AD [1–5]. Therefore, we
undertook to develop three versions of the CSF CEC
assay, one for each of the neural cell types with
potentially AD-relevant intracellular cholesterol
levels and cholesterol efflux. We surveyed the
literature to identify immortalized, commonly used,
readily available and phenotypically stable neuronal,
microglial, and astrocytic cell lines to be used as
the cholesterol source cells. Another requirement
was that the cells need not further differentiate to
the target cell type, as this may introduce variability
into the assay [24]. Preference was given to human

over mouse lines, but a human microglial cell line
matching the requirements could not be identified.
The following cell lines were selected: human neuroblastoma SH-SY5Y cells, mouse microglial N9
cells, and human astroglial A172 cells [20, 25–27].
A CSF CEC assay using J774 cells as the cholesterol
source was also developed for comparison.
Immortalized cells frequently lose expression of
cholesterol efflux genes [28]. The selected cell lines
and J774 cells were characterized for expression of
cholesterol efflux mediators and cholesterol efflux
by the ABCA1-mediated pathway and desorptiondiffusion and direct transfer mechanisms [11].
N9, A172, and J774 cells expressed all of the
major cholesterol efflux mediator proteins: ABCA1,
ABCG1, ABCG4, and SR-BI (Fig. 1A, B). SH-SY5Y
cells did not express SR-BI (Fig. 1B), in agreement
with published reports that SR-BI is not expressed
in primary neurons [29]. ABCA1 could be detected
in unstimulated cells; treatment with an LXR agonist of the human cells or with a cAMP analog
of the mouse cells dramatically increased ABCA1
expression (Fig. 1A). Apolipoprotein secreted by the
cholesterol source cells can skew CEC measurement.
SH-SY5Y, A172, and J774 cells did not secrete apo
E, while N9 cells strongly secreted it (Fig. 1C).

RESULTS

568

E. Cipollari et al. / Cholesterol Efﬂux Capacity of CSF

Fig. 2. ABCA1-mediated cholesterol efflux to apo A-I and
desorption-diffusion/direct transfer cholesterol efflux to HDL from
SH-SY5Y, N9, A172, and J774 cells. A) ABCA1-mediated cell
cholesterol efflux to a saturating concentration of purified apo A-I
without and with a treatment with an LXR agonist or cAMP analog.
B) Cholesterol efflux by desorption-diffusion and direct transfer to
HDL. Statistics: mean ± SD, Student’s t test for unpaired samples
(∗ p < 0.5, ∗∗ p < 0.01, ∗∗∗ p < 0.001).

Without cell treatment to upregulate ABCA1
expression, cholesterol efflux to a saturating concentration of apo A-I (which accepts cholesterol
specifically by the ABCA1-mediated pathway) was
very low in all of the cell types (average ± mean
percent of the radiolabeled intracellular cholesterol
released to apo A-I-containing media: 0.47 ± 0.06%
for SH-SY5Y, 1.20 ± 0.18% for N9, 0.79 ± 0.16%
for A172, and 0.60 ± 0.09% for J774 cells; Fig. 2A).
An LXR agonist/cAMP analog treatment increased
cholesterol efflux to apo A-I by ∼7 fold for SH-SY5Y
and A172, ∼4 fold for N9, and ∼32 fold for J774 cells

to 3.5 ± 0.2% for SH-SY5Y, 5.8 ± 0.5% for A172,
4.5 ± 0.2% for N9, and 18.7 ± 0.4% for J774 cells.
The order of strength of ABCA1-mediated cholesterol efflux was J774A172 > N9 > SH-SY5Y.
ABCG1, ABCG4, and SR-BI promote cell cholesterol efflux by increasing the rate of cholesterol
desorption from the plasma membrane, which is the
rate-limiting step in diffusional cholesterol efflux
from the cell surface to extracellular acceptors [11,
30]. SR-BI also mediates direct transfer of cholesterol from the plasma membrane to HDL by tethering
HDL particles to the cell surface [11]. We used
plasma HDL as a convenient extracellular cholesterol acceptor to assess cholesterol efflux from the
cells by unmediated and ABCG1-, ABCG4-, and
SR-BI-mediated desorption-diffusion and SR-BImediated direct transfer. The cells were not treated
to upregulate ABCA1 expression, and efflux to
medium without HDL was subtracted from efflux
to HDL. Cholesterol efflux to HDL was 3.3 ± 0.1%
of the radiolabeled intracellular cholesterol for SHSY5Y, 3.8 ± 0.10% for A172, 4.9 ± 0.20% for N9,
and 9.7 ± 0.24% for J774 cells (Fig. 2B). The
order of strength of desorption-diffusion/direct transfer efflux was J774»N9 > A172∼SH-SY5Y. These
results show that the selected neural cells express
all of the major cholesterol efflux mediators (except
for SR-BI in neuronal SH-SY5Y cells) [11, 31],
increase ABCA1 expression via the LXR/cAMP
transcriptional regulation and efflux cholesterol by
the ABCA1 pathway and desorption-diffusion/direct
transfer mechanisms but release much less cholesterol as the percentage of intracellular cholesterol
pool in comparison with J774 macrophages.
Adaptation and optimization of the HDL CEC
assay to measure CSF CEC
In the assay for HDL CEC from macrophages,
J774 cells are incubated with radiolabeled cholesterol, treated with a cAMP analog to upregulate
ABCA1 expression, and then exposed to plasma
HDL [16]. The cAMP treatment step is included
because ABCA1 expression and ABCA1-mediated
cholesterol efflux in cells cultured in regular (i.e.,
low cholesterol) growth medium are very low
(Fig. 1A; Fig. 2A) and are not representative
of high ABCA1 expression and strong ABCA1mediated cholesterol efflux that may be present
in cholesterol-rich macrophages residing in coronary atherosclerotic lesions in vivo [32]. High
intracellular cholesterol rapidly upregulates ABCA1
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expression in macrophages via LXR [33]. The
LXR-ABCA1 signaling pathway also functions in
primary neurons, astrocytes, and microglia, probably
in an analogous way to upregulate ABCA1-mediated
cholesterol efflux in response to high intracellular
cholesterol levels [34]. We reasoned that rising intracellular cholesterol in neural cells in vivo (when
the desorption-diffusion/direct transfer pathways of
cholesterol efflux are weak) will trigger upregulation of ABCA1 expression via LXR and engage
ABCA1-mediated efflux. If ABCA1 expression in
the cholesterol source cells were to remain at the low
level seen in untreated cells (Fig. 1A, B; Fig. 2A),
then some CSF would be falsely classified as having poor CEC, when in fact it could have high
CEC because of strong cholesterol efflux by the
ABCA1-mediated pathway [35]. Also, single-cell
RNA sequencing studies have found strong ABCA1
expression in the granule neurons of the dentate
gyrus, a part of the hippocampus, in the mouse and in
human inhibitory neurons, microglia, and astrocytes
in the prefrontal cortex [36, 37]. ABCA1 expression is further increased in inhibitory neurons and
astrocytes of the prefrontal cortex in AD subjects
[37]. For the above reason and to bring ABCA1
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expression to a high, physiologically relevant level
seen in neural cells in single-cell transcriptome
studies, we decided to include an LXR (or cAMP
for the mouse cells) treatment step in the CSF
CEC assay. The LXR/cAMP treatment will induce
changes in the intracellular cholesterol metabolism
in the cholesterol source cells, but except for elevated ABCA1-mediated cholesterol efflux, which is
desirable, none of those changes will impact CEC
measurements.
To optimize the CSF CEC assay, we measured
cholesterol efflux at different CSF amounts and
efflux durations using several CSF samples and J774
and SH-SY5Y cells. Cholesterol efflux rose linearly (R2 = 0.95) as the CSF amount was increased
from 16.5 L to 66 L per well (i.e., a rise from
22% to 88% CSF in the total 75 L volume of cell
medium and CSF) even when weak (i.e., SH-SY5Y)
cholesterol source cells were employed to measure
cholesterol efflux to a strong cholesterol acceptor
CSF (Fig. 3A, B). Interestingly, cholesterol efflux to
a weak cholesterol acceptor CSF was essentially the
same regardless of whether strong (i.e., J774) or weak
cholesterol source cells were employed, while cholesterol efflux to the strong cholesterol acceptor CSF

Fig. 3. Optimization of the CSF amount and efflux duration for the CSF CEC assays. A, B) Linearity of the relationship between CSF
volumes and cholesterol efflux for a strong and a weak cholesterol acceptor CSF in cholesterol efflux assays employing strong (i.e., J774) or
weak (i.e., SH-SY5Y) cholesterol source cells. C) Linearity of the relationship between efflux duration and cholesterol efflux for two CSF
samples in cholesterol efflux assays employing strong cholesterol source cells. Dashed lines indicated the selected CSF volume and efflux
duration.
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Frequent contamination of banked CSF with apo
B/blood

Fig. 4. Screening CSF samples using calibrated apo B western
immunoblotting. The anti-apo B-100 antibody was sensitive to as
little as 0.07 g of LDL protein per lane (left panel). Apo B-100
was detected (>180 g/mL LDL protein) in two CSF samples (right
panel). 10 L of CSF were loaded per lane.

was much higher with the strong cholesterol source
cells (Fig. 3A, B). We selected 33 L (44%) as the
CSF amount for the CSF CEC assays. Cholesterol
efflux rose linearly (R2 ≥ 0.90) for all of the tested
CSF samples as the duration of efflux was increased
from 0.5 h to 3 h (with the strong cholesterol source
cells), but increases were not linear or did not occur at
longer efflux durations with some of the CSF samples
(Fig. 3C). We selected 2.5 h as the efflux duration for
the CSF CEC assays to keep cholesterol efflux in the
linear range and to limit the impact of apo E secretion
by N9 cells (see Materials and Methods for a detailed
protocol).

Screening CSF samples for apo B/blood
contamination
Plasma contains apo B-lipoprotein (e.g., lowdensity lipoprotein, LDL), which is a major
source of cholesterol influx into cells. To eliminate this confounder, plasma is treated to precipitate
apo B-lipoprotein, leaving HDL and some minor,
non-lipoprotein cholesterol acceptors in the apo Bdepleted fluid [38]. CSF of cognitively healthy and
AD individuals contains very small amounts of apo
B-lipoprotein [19, 39–41] and does not require apo
B-lipoprotein depletion. However, CSF samples are
frequently contaminated with blood [42]. Contaminating blood HDL and apo B-lipoprotein may skew
CSF CEC measurements. We screened the CSF that
were to be used for CSF CEC measurement by a calibrated apo B western immunoblotting to identify and
eliminate from further investigation blood contaminated samples. Two samples (∼7% of this sample
group) were found to contain > 180 g/mL LDL protein and were not further used; the remaining samples
had no detectable apo B (Fig. 4).

To further explore how frequently banked CSF is
contaminated with blood, we measured apo B in 51
CSF samples from cognitively healthy and 43 CSF
samples from AD individuals in a biobank at the
Perelman School of Medicine using a sensitive apo
B ELISA. CSF CEC from N9 cells was also measured in the 51 samples from cognitively healthy
subjects. One approach to screening for CSF blood
contamination is to exclude CSF samples with the
serum/plasma apo B to CSF apo B concentration
ratio > 6000 [40, 43]. However, serum/plasma samples are often not available for the individuals who
donated CSF, or serum/plasma and CSF were collected far apart in time. We took a different approach.
We looked for the threshold concentration value of
CSF apo B, so that after excluding the CSF samples with apo B concentrations above this value, the
remaining CSF samples had the reported normal apo
B concentrations, and CEC values of the remaining samples did not significantly correlate with the
sample apo B concentrations. Such threshold value
for the samples from cognitively healthy individuals was 140 g/mL. After excluding the samples
with apo B concentrations > 140 g/mL, the average
apo B concentration in the remaining CSF samples
was 0.10 ± 0.03 g/mL, which is the same as the
reported apo B concentration (0.11 ± 0.06 g/mL) in
contamination-free samples [40]. There was a significant correlation (Pearson’s r = 0.51, p < 0.0001)
between CSF CEC values and apo B concentrations
in the complete collection of samples from cognitively healthy subjects, but after the exclusion of
the samples with apo B > 140 g/mL, the correlation was no longer significant (r = 0.29, p = 0.11).
CSF CEC of the samples with apo B < 140 g/mL
was significantly lower than CSF CEC of the samples with apo B > 140 g/mL (0.97 ± 0.23 versus
1.4 ± 0.35, p < 0.0001). Apo B contamination at
the level > 140 g/mL was present in 39% of the
CSF samples from cognitively healthy and 47%
of the CSF samples from AD individuals. After
the exclusion of CSF samples from AD individuals with apo B concentrations > 140 g/mL, the
average apo B concertation in the remaining samples was 0.09 ± 0.03 g/mL. These results confirm
widespread contamination of banked CSF with blood
and demonstrate the effect of blood contamination on
CSF CEC values.
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Descriptive statistics of CSF CEC from SH-SY5Y,
N9, A172, and J774 cells
CSF CEC from SH-SY5Y, N9, A172, and J774
cells was measured in the same 22 CSF samples.
This was remnant CSF from a clinical testing laboratory. No demographic, clinical, or genetic data are
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available for the CSF donors. CSF CEC values were
distributed lognormally (Fig. 5). The ratios of SD to
mean for the four metrics were between 0.44 and 0.49.
Table 1 presents descriptive statistics of CSF CEC.
Correlation of CSF CEC with CSF cholesterol
and apolipoprotein concentrations
If CSF CEC is very tightly correlated with CSF
cholesterol or apolipoprotein concentrations, then
it is unlikely to give a better prediction of AD
than what the cholesterol and apolipoprotein concentration biomarkers already provide. We measured
cholesterol, apo A-I, apo E, and clusterin (also called
apolipoprotein J) concentrations in the 22 CSF samples (Table 2). Pearson’s correlation coefficients were
calculated on log-transformed values of CSF CEC
and concentrations of cholesterol, apo A-I, and clusterin. Apo E concentrations were not log-transformed
for the analysis. CSF CECs from N9 and J774 cells
were significantly correlated with CSF cholesterol,
apo A-I, and clusterin (Pearson’s correlation coefficient r = 0.82–0.86 for CSF CEC from N9 cells
and r = 0.79–0.90 for CSF CEC from J774 cells;
Fig. 6, Table 3). CSF CEC from SH-SY5Y cells
was more correlated with CSF cholesterol and clusterin (r ≈ 0.8) but less correlated with CSF apo A-I
(r = 0.67). CSF CEC from A172 cells was the least
correlated of the four metrics with CSF cholesterol,
apo A-I, or clusterin (r ≈ 0.6–0.7). CSF apo E concentrations were poorly correlated with CSF CEC.
r coefficients in the range 0.6–0.8 indicate moderate
to moderately strong correlation [22]. These results
suggest that the CSF CEC metrics vary independently
from CSF cholesterol and lipoprotein concentrations
to an extent and may associate with AD better than
the concentration biomarkers.
Poor agreement among the CSF CEC metrics in
the assessment of CSF quality as cholesterol
acceptor

Fig. 5. Distribution of the CSF CEC values. A) A violin plot.
Median – solid line; 25% and 75% quartiles – dashed lines. B) A
cumulative relative frequency plot of CSF CEC.

It is important to determine whether CSF CECs
from SH-SY5Y, N9, and A172 cells are largely inter-

Table 1
Descriptive statistics of CSF CEC (n = 22)

Mean ± SD
Median (interquartile range)
Geometric mean ± geometric SD

CSF CEC from
SH-SY5Y cells
(unitless)

CSF CEC from
N9 cells
(unitless)

CSF CEC from
A172 cells
(unitless)

CSF CEC from
J774 cells
(unitless)

1.19 ± 0.53
1.12 (0.86 – 1.36)
1.09 ± 1.53

1.31 ± 0.64
1.21 (0.84 – 1.49)
1.20 ± 1.51

1.29 ± 0.57
1.14 (0.86 – 1.55)
1.19 ± 1.49

1.39 ± 0.65
1.16 (0.94 – 1.79)
1.28 ± 1.49

CSF CEC, cerebrospinal fluid cholesterol efflux capacity.
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Table 2
Descriptive statistics of CSF cholesterol, apo A-I, apo E, and clusterin concentrations (n = 22)

Mean ± SD
Median (interquartile range)
Geometric mean ± geometric SD

Cholesterol
(g/mL)

Apo A-I
(g/mL)

Apo E
(g/mL)

Clusterin
(g/mL)

Phospholipid
(g/mL)

2.79 ± 1.28
2.52 (1.53 – 4.34)
2.53 ± 1.58

4.32 ± 1.94
3.97 (2.66 – 5.34)
3.89 ± 1.62

8.66 ± 2.15
7.91 (7.30 – 10.97)
8.42 ± 1.28

6.76 ± 3.37
6.27 (3.98 – 8.76)
6.06 ± 1.62

2.80 ± 1.10
2.76 (1.97 – 3.44)
2.51 ± 1.76

Apo A-I, apolipoprotein A-I; apo E, apolipoprotein E; CSF CEC, cerebrospinal fluid cholesterol efflux capacity.

Fig. 6. Correlation between CSF CEC from SH-SY5Y, N9, A172, and J744 cells and CSF cholesterol. Pearson’s r values are shown.
Table 3
Association of CSF CEC with CSF concentrations of cholesterol and major CSF apolipoproteins (n = 22)

Cholesterol
Apo A-I
Apo E
Clusterin

CSF CEC from
SH-SY5Y cells

CSF CEC from
N9 cells

CSF CEC from
A172 cells

CSF CEC from
J774 cells

0.78 (0.47–0.92)∗∗∗
0.67 (0.31–0.86)∗∗
0.55 (0.03–0.83)∗
0.81 (0.49–0.93)∗∗∗

0.82 (0.55–0.94)∗∗∗
0.83 (0.62–0.93)∗∗∗
0.53 (0.02–0.82)∗
0.86 (0.61–0.95)∗∗∗

0.66 (0.24–0.87)∗∗
0.58 (0.14–0.83)∗
0.59 (0.11–0.84)∗
0.72 (0.33–0.90)∗∗

0.79 (0.47–0.92)∗∗∗
0.79 (0.54–0.90)∗∗∗
0.50 (0.01–0.81)ns
0.90 (0.73–0.97)∗∗∗

Apo A-I, apolipoprotein A-I; apo E, apolipoprotein E; CSF CEC, cerebrospinal fluid cholesterol efflux capacity. Pearson’s correlation
coefficient r (95% CI); ∗ p < 0.05; ∗∗ p < 0.01; ∗∗∗ p < 0.001; ns – not significant.

changeable measures of the same property of CSF
or are distinct measures of different properties of
CSF. There was no significant difference among the
CSF CEC metrics by t test. Visual inspection of the
data suggested, however, that there was disagreement
in the ordering of CSF samples by quartile: some
samples were in one quartile by one CSF CEC measure and in a different quartile by another CSF CEC
measure. Lin’s concordance correlation coefficients
(rc ), a statistic for method agreement, were calculated for each pair of the CEC metrics (Table 4). CSF
CECs from N9 and J774 cells were in good agreement regarding CSF quality as cholesterol acceptor
(rc = 0.94). CSF CECs from SH-SY5Y and A172

cells were in poor agreement with each other and
with CSF CEC from N9 cells (rc = 0.71–0.76). These
results suggest that CSF CEC from N9 cells and CSF
CEC from J774 cells measure essentially the same
property of CSF and are interchangeable, while CSF
CECs from SH-SY5Y, N9, and A172 cells measure
different properties of CSF and are potentially independent biomarkers of AD.
Predictive models of CSF CEC based on CSF
concentrations of cholesterol acceptors
Stepwise multiple linear regressions were conducted to predict CSF CEC based on CSF
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Table 4
Agreement among CSF CECs from SH-SY5Y, N9, A172, and J774 cells in the assessment of CSF quality as cholesterol acceptor
CSF CEC from
SH-SY5Y cells
CSF CEC from SH-SY5Y cells
CSF CEC from N9 cells
CSF CEC from A172 cells
CSF CEC from J774 cells

0.76 (0.50–0.90)
0.74 (0.43–0.89)
0.71 (0.43–0.86)

CSF CEC from
N9 cells

CSF CEC from
A172 cells

CSF CEC from
J774 cells

0.76 (0.50–0.90)

0.74 (0.43–0.89)
0.75 (0.45–0.90)

0.71 (0.43–0.86)
0.94 (0.86–0.98)
0.76 (0.46–0.90)

0.75 (0.45–0.90)
0.94 (0.86–0.98)

0.76 (0.46–0.90)

CSF CEC, cerebrospinal fluid cholesterol efflux capacity. Lin’s concordance correlation coefficient rc (95% CI).

concentrations of apo A-I, apo E, clusterin, and
phospholipid (Table 2 contains descriptive statistics
for CSF phospholipid). The best-fitting model predicting CSF CEC from SH-SY5Y cells consisted
of CSF phospholipid (R2 = 0.87, p < 0.0001). The
best-fitting model for predicting CSF CEC from
N9 cells included apo A-I and clusterin (R2 = 0.90,
p < 0.0001), added in step 1 and 2, respectively. Clusterin comprised the best-fitting model for predicting
CSF CEC from A172 cells (R2 = 0.62, p = 0.0005).
Addition of other variables did not significantly
improve prediction. These results suggest that neurons, microglia and astrocytes rely on different
cholesterol acceptors in CSF for intracellular cholesterol efflux.

DISCUSSION
Inability to access intracellular cholesterol in
neural tissues in epidemiological studies hampers
research into the role of cholesterol in AD. To address
this impediment, we established CSF CEC assays
that access intracellular cholesterol in neural cells in
the context of AD. CSF CEC is the normalized percentage of intracellular cholesterol that is released
from standard neural cholesterol source cells to a volume of CSF in a unit of time. The cholesterol source
cells represent the primary cells in which intracellular cholesterol accumulation and cholesterol efflux
are likely to affect AD pathogenesis. Intracellular
cholesterol levels in neurons, microglia, and astrocytes bear on AD pathogenesis in some way [1–5].
Therefore, three related assays were developed to
measure CSF CEC from neurons, microglia, and
astrocytes. Human neuroblastoma SH-SY5Y, mouse
microglial N9 and human astroglial A172 cells were
chosen to represent the relevant cell types and to
be used as the cholesterol source cells [20, 25–27].
The fourth assay using J774 macrophage cells as
the cholesterol source was developed for comparison. CSF CECs from SH-SY5Y, N9, and A172 cells
were moderately to moderately strongly correlated

with CSF concentrations of cholesterol, apo A-I, and
clusterin. HDL CEC from macrophages correlates
with plasma HDL cholesterol and apo A-I concentrations with similar strength in some studies and still
independently associates with ASCVD and other disorders [18, 44, 45]. CSF CECs from N9 microglia
and J774 macrophages agreed very well in appraising CEC of CSF samples, indicating that these cell
types are very similar with respect to the usage of
cholesterol acceptors in CSF, which is not surprising given the similarity of cell function. CSF CECs
from SH-SY5Y, N9, and A172 cells agreed poorly
with one another in appraising CEC of CSF samples
and furthermore were predicted by models consisting of different CSF cholesterol acceptors in multiple
linear regression analysis. These findings indicate
that neurons, microglia, and astrocytes use different
cholesterol acceptors in CSF and that CSF CECs from
these cell types are distinct metrics, one or more of
which may independently predict AD and provide
fresh insight into the role of cholesterol in AD pathogenesis in epidemiological studies.
Four points arising from the present work require
further emphasis. First, because cell types differ in the
usage of cholesterol efflux pathways and extracellular
cholesterol acceptors, it is critical that the cholesterol source cells in the CSF CEC assay express the
same cholesterol efflux pathways as the primary cells
whose intracellular cholesterol levels and cholesterol efflux the assay is designed to access. This is
achieved by employing cholesterol source cells that
are of the same type as the relevant primary cells
and by pharmacologically activating certain efflux
pathways (i.e., activating ABCA1-mediated efflux by
using an LXR agonist/cAMP analog). Intracellular
changes in cholesterol metabolism in the cholesterol
source cells that do not affect cholesterol efflux also
do not bear on CSF CEC measurements. Second,
we verified previously published observations that
banked CSF is frequently contaminated with blood
[42] and demonstrated the impact of blood contamination on CSF CEC values. It is important that CSF
samples are screened for contamination before mea-

574

E. Cipollari et al. / Cholesterol Efﬂux Capacity of CSF

suring CEC. Because contamination is widespread,
while CSF samples are scarce, it may be necessary to
treat CSF to deplete contaminating apo B-lipoprotein
(although this will not address contaminating plasma
HDL). Apo B depletion from plasma does not change
cholesterol efflux to plasma HDL [46]. This needs
to be shown for apo B depletion from CSF. Third,
CSF CEC from neurons, microglia, and astrocytes
were highly correlated with CSF clusterin, and linear regression models predicting CSF CEC from
microglia and astrocytes included clusterin. In comparison with apo A-I and apo E, CSF clusterin is
poorly lipidated [47], and this may account for its
large contribution to cholesterol uptake. CLU, the
gene encoding clusterin, is associated with AD in
genome-wide association studies [9, 10]. It is plausible that the AD-associated CLU variants affect AD
pathology by modulating clusterin involvement in
cholesterol efflux. Fourth, we developed CSF CEC
assays for three neural cell types, because studies in
vitro and in mouse AD models suggest that intracellular cholesterol in those three cell types affects
AD pathogenesis. All three metrics should be measured on the same CSF samples at least in the
initial epidemiological investigations to determine
whether intracellular cholesterol in the same cell
types also affects AD pathogenesis in humans. CSF
CEC from the cell types with AD-relevant cholesterol
metabolism will associate with AD independently of
the other CSF CEC metrics and CSF cholesterol and
apolipoprotein concentrations.
We propose to measure CSF CEC as a proxy for
intracellular cholesterol in neural tissues, whereby
low CSF CEC indicates high intracellular cholesterol. Applicability of CSF CEC for this purpose rests
on the hypothesis that cholesterol efflux to HDL has
the same high significance to intracellular cholesterol
levels in neural cells as it does in macrophages, i.e.,
when it falters, intracellular cholesterol levels in those
cell types sharply rise. Certain types of neurons (e.g.,
hippocampal pyramidal cells and interneurons; [48])
strongly express cytochrome P450 family 46 subfamily A member 1 (CYP46A1), a cholesterol 24(S)hydroxylase. In young mice and rats, catabolism of
cholesterol to 24(S)-hydroxycholesterol, which readily diffuses through the blood-brain barrier into the
systemic circulation, accounts for half of all cholesterol disposal from the brain [49, 50]. Catabolism to
24(S)-hydroxycholesterol is also a major means of
brain cholesterol disposal in the human [51]. Glial
cells do not express CYP46A1 and have no presently
known alternatives to efflux to extracellular accep-

tors for cholesterol elimination [52, 53]. Cholesterol
removal via HDL from glial cells likely accounts
for the other half of the cholesterol disposal from
the brain [52]. Thus, CSF CECs from microglia and
astrocytes are more likely than CSF CEC from neurons to reflect intracellular cholesterol levels in the
corresponding cell types.
Yassine et al. [54] and Marchi et al. [55] have
developed assays to measure cholesterol efflux
pathway-specific CSF CECs using heterologous cells
or J774 macrophages as the cholesterol source cells.
Yassine et al. used baby hamster kidney 21 (BHK21) cells expressing human ABCA1 in an inducible
manner as the cholesterol source cells and found that
CSF CEC for the ABCA1-mediated pathway is significantly reduced in individuals with mild cognitive
impairment and AD. Marchi et al. used J774 and Chinese hamster ovary (CHO) cells stably expressing
human ABCG1 as the cholesterol source cells and
found that CSF CECs for the ABCA1- and ABCG1mediated pathways are significantly reduced in AD
individuals in comparison with cognitively healthy
and non-AD dementia subjects. These studies have
two drawbacks: usage of heterologous cells as the
cholesterol source cells and inability of pathwayspecific CSF CEC metrics to reveal in which cells
types these pathways are relevant to AD. ABCA1
pathway-specific HDL CECs measured using J774
cells and macrophage cells RAW 264.7 are highly
correlated (Pearson’s r = 0.92 [38]); while ABCA1
pathway-specific HDL CECs measured using BHKABCA1 and J774 cells are poorly correlated (r = 0.56
[56]). This is likely because other cholesterol efflux
pathways affect ABCA1-mediated efflux, and BHK
cells differ substantially from J774 and RAW 264.7
cells in the expression of cholesterol efflux pathways.
Nonetheless, these and our own preliminary observations that CSF CEC from microglia is reduced in mild
cognitive impairment individuals [57] offer a lot of
promise for the CSF CEC metrics as a new tool to
probe AD pathogenesis.
The most significant limitation of this study is the
lack of demographic, clinical, and genetic data for
the 22-subject cohort. Furthermore, the CSF samples
came from clinical testing laboratories and were
selected mostly at random. Most of the individuals
referred for CSF testing must have had a condition.
It could be that some conditions raise CSF and
others lower it. There is also sex dimorphism in
CSF CEC [57]. These factors could contribute to
a greater spread of CSF CEC values and, because
Pearson’s correlation coefficient is very sensitive to
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data spread, would lead to an overestimate of the
association between CSF CEC and CSF cholesterol
and lipoprotein.
In summary, we devised CSF CEC assays to
address the role of intracellular cholesterol and
cholesterol efflux in neurons, microglia, and astrocytes in the pathogenesis of AD. Key features of the
CSF CEC assay design are: cholesterol source cells
are of the same type as the primary cells whose intracellular cholesterol the assays access; cholesterol
source cells are treated to activate ABCA1-mediated
cholesterol efflux; CSF samples are screened for apo
B/blood contamination before measuring CSF CEC.
CSF CECs from neurons, microglia, and astrocytes
measured in a small cohort were correlated with
CSF cholesterol and apolipoprotein concentrations
but not too tightly, were in poor agreement regarding CEC values of individual CSF samples and were
predicted based on models that included different
CSF cholesterol acceptors. These characteristics of
the new metrics signal a potential for independent
association with AD and provision of fresh insight
into AD pathology.
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L, Voyle N, Proitsi P, Witoelar A, Stringer S, Aarsland D,
Almdahl IS, Andersen F, Bergh S, Bettella F, Bjornsson S,
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Osman I, Gaillard O, Meillet D, Bordas-Fonfrède M, Gervais A, Schuller E, Delattre J, Legrand A (1995) A sensitive
time-resolved immunofluorometric assay for the measurement of apolipoprotein B in cerebrospinal fluid. Application
to multiple sclerosis and other neurological diseases. Eur J
Clin Chem Clin Biochem 33, 53-58.
Vega GL, Weiner MF (2007) Plasma 24S hydroxycholesterol response to statins in Alzheimer’s disease patients:
Effects of gender, CYP46, and ApoE polymorphisms. J Mol
Neurosci 33, 51-55.
Shah KH, Edlow JA (2002) Distinguishing traumatic lumbar
puncture from true subarachnoid hemorrhage. J Emerg Med
23, 67-74.
Zhang J, Goodlett DR, Peskind ER, Quinn JF, Zhou Y, Wang
Q, Pan C, Yi E, Eng J, Aebersold RH, Montine TJ (2005)
Quantitative proteomic analysis of age-related changes in
human cerebrospinal fluid. Neurobiol Aging 26, 207-227.
Fadaei R, Poustchi H, Meshkani R, Moradi N, Golmohammadi T, Merat S (2018) Impaired HDL cholesterol efflux
capacity in patients with non-alcoholic fatty liver disease
is associated with subclinical atherosclerosis. Sci Rep 8,
11691.
Heffron SP, Lin BX, Parikh M, Scolaro B, Adelman SJ,
Collins HL, Berger JS, Fisher EA (2018) Changes in highdensity lipoprotein cholesterol efflux capacity after bariatric
surgery are procedure dependent. Arterioscler Thromb Vasc
Biol 38, 245-254.
Davidson WS, Heink A, Sexmith H, Melchior JT, Gordon
SM, Kuklenyik Z, Woollett L, Barr JR, Jones JI, Toth CA,
Shah AS (2016) The effects of apolipoprotein B depletion
on HDL subspecies composition and function. J Lipid Res
57, 674-686.
Suzuki T, Tozuka M, Kazuyoshi Y, Sugano M, Nakabayashi
T, Okumura N, Hidaka H, Katsuyama T, Higuchi K (2002)
Predominant apolipoprotein J exists as lipid-poor mixtures
in cerebrospinal fluid. Ann Clin Lab Sci 32, 369-376.
Ramirez DM, Andersson S, Russell DW (2008) Neuronal
expression and subcellular localization of cholesterol 24hydroxylase in the mouse brain. J Comp Neurol 507, 16761693.
Xie C, Lund EG, Turley SD, Russell DW, Dietschy
JM (2003) Quantitation of two pathways for cholesterol
excretion from the brain in normal mice and mice with
neurodegeneration. J Lipid Res 44, 1780-1789.
Björkhem I, Lütjohann D, Breuer O, Sakinis A, Wennmalm
A (1997) Importance of a novel oxidative mechanism for
elimination of brain cholesterol. Turnover of cholesterol and
24(S)-hydroxycholesterol in rat brain as measured with 18 O2
techniques in vivo and in vitro. J Biol Chem 272, 3017830184.
Iuliano L, Crick PJ, Zerbinati C, Tritapepe L, Abdel-Khalik
J, Poirot M, Wang Y, Griffiths WJ (2015) Cholesterol

578

[52]

[53]

[54]

[55]

E. Cipollari et al. / Cholesterol Efﬂux Capacity of CSF
metabolites exported from human brain. Steroids 99, 189193.
Dietschy JM, Turley SD (2004) Thematic review series:
Brain Lipids. Cholesterol metabolism in the central nervous
system during early development and in the mature animal.
J Lipid Res 45, 1375-1397.
Moutinho M, Nunes MJ, Rodrigues E (2016) Cholesterol
24-hydroxylase: Brain cholesterol metabolism and beyond.
Biochim Biophys Acta 1861, 1911-1920.
Yassine HN, Feng Q, Chiang J, Petrosspour LM, Fonteh
AN, Chui HC, Harrington MG (2016) ABCA1-mediated
cholesterol efflux capacity to cerebrospinal fluid is reduced
in patients with mild cognitive impairment and Alzheimer’s
disease. J Am Heart Assoc 5, e002886.
Marchi C, Adorni MP, Caffarra P, Ronda N, Spallazzi
M, Barocco F, Galimberti D, Bernini F, Zimetti F (2019)

[56]

[57]

ABCA1- and ABCG1-mediated cholesterol efflux capacity
of cerebrospinal fluid is impaired in Alzheimer’s disease.
J Lipid Res 60, 1449-1456.
Ronsein GE, Hutchins PM, Isquith D, Vaisar T, Zhao XQ,
Heinecke JW (2016) Niacin therapy increases high-density
lipoprotein particles and total cholesterol efflux capacity
but not ABCA1-specific cholesterol efflux in statin-treated
subjects. Arterioscler Thromb Vasc Biol 36, 404-411.
Kling MA, Billheimer JT, Lyssenko NN, Shaw LM,
Rader DJ, Kaddurah-Daouk RF; Alzheimer’s Disease
Metabolomics Consortium (2018) Cholesterol efflux capacity (CEC) in plasma and cerebrospinal fluid (CSF) of
patients with Alzheimer’s disease (AD) and mild cognitive impairment (MCI) and comparison of subjects: Effects
of gender and diagnosis. Alzheimers Dement 14, P1090P1091.

