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Abstract: The nuclear receptors—liver X receptors (LXR α and β) are potential therapeutic tar-
gets in cardiovascular and neurodegenerative diseases because of their key role in the regulation
of lipid homeostasis and inflammatory processes. Specific oxy(phyto)sterols differentially mod-
ulate the transcriptional activity of LXRs providing opportunities to develop compounds with
improved therapeutic characteristics. We isolated oxyphytosterols from Sargassum fusiforme and
synthesized sidechain oxidized sterol derivatives. Five 24-oxidized sterols demonstrated a high
potency for LXRα/β activation in luciferase reporter assays and induction of LXR-target genes
APOE, ABCA1 and ABCG1 involved in cellular cholesterol turnover in cultured cells: methyl 3β-
hydroxychol-5-en-24-oate (S1), methyl (3β)-3-aldehydeoxychol-5-en-24-oate (S2), 24-ketocholesterol
(S6), (3β,22E)-3-hydroxycholesta-5,22-dien-24-one (N10) and fucosterol-24,28 epoxide (N12). These
compounds induced SREBF1 but not SREBP1c-mediated lipogenic genes such as SCD1, ACACA
and FASN in HepG2 cells or astrocytoma cells. Moreover, S2 and S6 enhanced cholesterol efflux
from HepG2 cells. All five oxysterols induced production of the endogenous LXR agonists 24(S)-
hydroxycholesterol by upregulating the CYP46A1, encoding the enzyme converting cholesterol into
24(S)-hydroxycholesterol; S1 and S6 may also act via the upregulation of desmosterol production.
Thus, we identified five novel LXR-activating 24-oxidized sterols with a potential for therapeutic
applications in neurodegenerative and cardiovascular diseases.

Keywords: oxidized sterols; LXR agonists; cardiovascular disease; Alzheimer’s disease; cholesterol efflux

1. Introduction

Liver X receptors (LXRs) α (NR1H3) and β (NR1H2) are cholesterol-sensing nuclear re-
ceptors and play key roles in transcriptional control of lipid metabolism and in modulating
immune and inflammatory responses [1,2] by controlling the expression of specific target
genes [3,4]. Based on these functions LXRs have been extensively explored therapeutic
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targets in the treatment of neurodegenerative [5–7] and cardiometabolic diseases [8,9],
conditions involving dysregulated cholesterol homeostasis and inflammation. LXRs form
obligatory heterodimers with retinoid X receptor (RXR) α. LXRs do not sense cholesterol
itself but can be activated by various cholesterol metabolites such as natural oxysterols [10],
including 22(R)-hydroxycholesterol (22R-OHC), 27-hydroxycholesterol (27-OHC), 24(S)-
hydroxycholesterol (24S-OHC), and cholestenoic acid [11] as well as by intermediates of
the cholesterol biosynthesis pathway such as 24(S),25-epoxycholesterol, zymosterol and
desmosterol, the latter being the most abundant endogenous LXR activator [9,12–15]. In
the non-liganded state, LXR acts as a repressor, whereas in the liganded state it acts as an
activator of target gene expression, thus serving as a molecular switch for those genes that
contain an LXR-responsive element (LXRE) [16–20].

The central nervous system (CNS) requires a complex and delicately balanced choles-
terol metabolism to maintain homeostasis and, thereby, adequate neuronal functions. An
imbalance in cholesterol homeostasis has been implicated in a number of neurodegenera-
tive diseases including Alzheimer’s disease (AD), Parkinson’s disease (PD), Huntington’s
disease (HD), and multiple sclerosis (MS). Cholesterol is unable to pass the blood-brain
barrier (BBB), and therefore, brain cholesterol needs to be synthesized locally [21]. Oxys-
terols and the enzymes that catalyze their synthesis, such as cholesterol 24-hydroxylase
(CYP46A1) [22,23], have been found to be altered in the brain of AD patients [24,25], in-
dicating the involvement of LXRs. Due to their function as cholesterol sensors and their
involvement in the regulation of lipid metabolism and inflammation, LXRs are critical in
the maintenance of CNS homeostasis. We and others reported that cognition in AD mice
can be improved by enhancing cholesterol turnover in the brain via LXR-activation using
the synthetic agonist T0901317 [26,27]. LXRs have also been implicated in the metabolic
and inflammatory pathways that are involved in the pathogenesis of cardiovascular and
metabolic diseases [6,7,28]. For instance, LXR interferes with atherogenesis by affecting sig-
naling pathways in macrophages, either by promoting reverse cholesterol transport (RCT),
thereby limiting cholesterol deposition, or through the inhibition of pro-inflammatory gene
expression, thereby reducing lesion-associated inflammation [28,29]. In addition, natural
LXR agonists that activate target genes related to cholesterol turnover have been found to
inhibit the activation of SREBF1 the gene encoding the sterol regulatory element-binding
transcription factor (SREBP1c) and, consequently, lipogenesis [30,31].

However, the therapeutic application of synthetic pan-LXR agonists is hindered by
unwanted side effects, particularly hypertriglyceridemia and hepatic steatosis. These side
effects are thought to result from hepatic LXRα activation, leading to increased transcrip-
tion of SREBP1c in the liver [32]. The high similarity in the ligand binding domain (LBD)
of LXRα and LXRβ has likely hindered the development of LXRβ-specific ligands. No-
tably, LXRα and LXRβ have distinct tissue distributions. LXRα is highly expressed in
metabolically active tissues and cell types, including the liver, intestine, adipose tissue and
macrophages [33], whereas LXRβ mainly expressed in the nervous system and endocrine
system [34,35]. Evidently, tissue-specific LXR activation may circumvent this problem. For
example, selective targeting of macrophages was reported to reduce atherosclerosis with-
out inducing hepatic lipogenesis [36]. Oxyphytosterols share a close structural similarity
with the endogenous LXRα/β ligands, the oxysterols [37]. We previously reported that
(oxy)phytosterols, unlike cholesterol, are able to cross the BBB [38–40]. These naturally
occurring compounds have been shown to modulate the activity of LXRs and could offer
potential therapeutic efficacy, while suppressing SREBP1c target genes to minimize side
effects [13], such as hypertriglyceridemia [41]. We found that the autoxidation product
of fucosterol [42], 24(S)-saringosterol, present in the brown seaweed Sargassum fusiforme
(S. fusiforme), preferentially activates LXRβ [43]. 24(S)-saringosterol differs from the LXR
endogenous ligand 24(S)-OHC by the presence of an additional ethylene group on C-24.
Recently, we reported that dietary supplementation with the 24(S)-saringosterol-containing
lipid extract of S. fusiforme or pure 24(S)-saringosterol prevents memory decline in an
AD animal model, without inducing the side effects induced by synthetic pan-LXR ago-
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nists [44,45]. Consistently, saringosterol treatment reduced atherosclerotic plaque burden
and reduced plasma cholesterol concentrations without having undesirable adverse hepatic
effects in APOE-knockout mice fed an atherogenic diet [46]. These studies highlighted the
potential of oxyphytosterols in the treatment of AD.

In the current study, we obtained and tested a series of new sidechain mono-oxidated
sterols as potential therapeutic candidates for the modulation of cholesterol homeostasis
via LXR activation. We first investigated the LXRα/β activating capacity of oxidized sterol
derivatives, which were either isolated from S. fusiforme or semi-synthesized from hyo-
deoxycholic acid. Furthermore, we determined their modulating effect on the expression of
LXR-response genes in different cell types in vitro. We examined the effect of candidates
on cholesterol metabolism by assessing the effect on endogenous cholesterol synthesis and
efflux. Together, this resulted in five 24-oxidized sterols with high potency to stimulate
LXRα and LXRβ transcriptional activity without inducing lipogenic genes.

2. Results
2.1. Chemistry

Natural and semi-synthetic phytosterol derivatives characterized by the presence
of side-chain oxidation have been shown to be able to modulate LXR activity. In the
frame of a vast research project aimed at the synthesis of phytosterol derivatives bearing
oxidized sidechains, we designed a synthetic route to generate oxysterols and test their
LXR-activating properties. Nine oxysterol derivatives were efficiently synthesized (S1-S9),
all endowed with an oxidized group at their side chain. With the aim to continue the search
for sidechain oxidized plant oxysterols we included four naturally occurring oxidized
sterol derivatives (N10-N13), other than saringosterol, isolated from Sargassum fusiforme
(Figure 1).

2.2. LXRα and LXRβ Activation

The natural and synthesized side chain oxidized sterols were initially assessed for their
LXRα and LXRβ transactivating capacity in vitro using a dual luciferase reporter assay in
HEK293 cells (Figure 2). Among the 13 compounds, derivatives S1, S6, S7, N10, and N12
displayed the highest efficacy for LXRα and LXRβ activation, comparable to 24(S/R)-OHC
(S8a/b) and 24(S)-saringosterol (S9a) (Table 1). S2, S3 and N11 displayed limited effects,
and S4, S5, S9b, and N13 activated LXRs hardly or not at all.

In CCF-STTG1 astroglial cells, besides 24(S/R)-OHC and 24(S)-saringosterol, only S6
significantly activated LXRα and LXRβ. S1 significantly activated LXRα, but not LXRβ
(Figure S1). In CHME3 microglial cells, LXRα and LXRβ were activated most notably by
S1, S6, and N10, also by S2, S3 and S4, and hardly by S5, S7, N11 and N13. In SH-SY5Y
neuroblastoma cells, the effect of the compounds on LXR activation was more pronounced
than in glial cells and was mostly dose-dependent. S1, S2, S6, N10 as well as N12, in
addition to S8a/b and S9a, exhibited a moderate to strong capacity for the activation of
both LXRα and LXRβ, while no effect was observed for S4, S5, S7, S9b, and N13 (Figure S1)

In HepG2 cells, the most potent agonists for LXRα and LXRβ were S1, S2, S6, and N10,
while N12 activated LXRβ predominantly. As compared to the CNS cell lines, relatively
high concentrations were required to activate LXRs in these liver-derived cells (Figure S1).

Although LXRs form permissive heterodimers with RXR that can be activated by
ligands for LXR or RXR [47,48], weak effects of the compounds on RXR were detected in
CHME3 and CCF-STTG1, while the direct activity on RXR in SH-SY5Y was absent (Figure
S2). On the other hand, in HepG2 cells, relatively high concentrations of S1, S2, S6, N10
and N12 did activate RXR.

Using this approach, we identified five new candidates S1, S2, S6, N10, and N12
showing equal or higher activation efficiency of LXRs than S8a and S9a. S4, S5, S7, and
N13 displayed no effects.
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Figure 2. Effects of sidechain oxidized sterols on transcriptional activity of LXRα and β in HEK
293 cells. Using the luciferase reporter assay the capacity of oxidized sterols on LXR-mediated
transcription was determined. Transfected cells were incubated with different concentrations of
oxysterols (2.5, 5.0 and 7.5 µM) for 24 h. T0901317 (T09, 1 µM) and GW3965 (GW, 5 µM) were used as
positive controls. Data represent the mean ± SD of three separate experiments, each performed in
triplicate (n = 9). Significance is compared to the control (DMEM/F-12 medium with EtOH or DMSO)
value: * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001.

Table 1. LXRα and β transcriptional activities of side-chain oxysterols in different cell lines.

Cell line HEK293 CCF-STTG1 SH-SY5Y CHME3 HepG2
LXR α β α β α β α β α β

Compouds 5.0µM
S1 2.69 3.29 1.73 1.37 7.85 6.30 1.89 2.26 2.56 2.33
S2 1.90 1.80 0.76 1.32 5.44 5.09 1.75 1.24 2.40 2.55
S3 2.72 1.74 1.39 1.51 1.97 1.74 1.46 1.28 1.05 1.39 Fold change
S4 1.62 1.25 1.34 1.45 0.19 0.33 1.51 1.98 0.82 0.80 3.5 < X
S5 1.33 0.99 1.07 1.16 0.24 0.45 1.13 1.05 0.67 0.71 3.0 < X ≤ 3.5
S6 2.34 2.82 2.28 2.87 9.90 7.26 1.87 2.67 3.22 2.73 2.5 < X ≤ 3.0
S7 1.67 1.53 1.30 1.12 1.08 1.33 1.24 1.39 0.83 1.45 2.0 < X ≤ 2.5

S8a 2.51 2.61 1.72 2.25 7.79 6.90 1.73 2.40 2.64 3.70 1.5 < X ≤ 2.0
S8b 2.07 2.12 1.93 2.45 3.56 2.72 1.51 1.39 1.54 2.01 1.0 < X ≤ 1.5
S9a 1.55 1.96 1.26 2.12 4.40 3.77 1.70 2.01 2.34 2.75 ≤1.0
S9b 1.17 1.22 0.62 0.49 0.96 1.87 1.14 1.07 1.37 1.14
N10 2.86 3.67 0.86 0.91 12.56 8.82 2.20 2.75 2.88 4.15
N11 1.55 1.45 1.02 1.05 2.56 2.36 1.40 1.77 1.87 2.30
N12 2.17 2.57 0.91 1.30 7.89 7.71 2.47 3.05 1.38 4.23
N13 1.21 0.86 1.00 1.32 0.09 0.20 1.33 1.66 0.37 0.59

2.3. LXR-Target Gene Expression in CNS Cell Lines

Next, we assessed the effects of the most potent LXR-activating oxidized sterols on
the expression of selected LXR-target genes involved in cholesterol homeostasis, starting
with efflux pathway-related genes, i.e., APOE, ABCA1, and ABCG1 [49,50] (Figure 3).
Incubation of CCF-STTG1 cells with S1, S2, S6, N10, N12, and S8a/b and S9a/b resulted
in increased APOE mRNA levels, while no effect was observed in CHME3 and SH-SY5Y
cells (Figure 3A). In line with these results, T0901317 (1µM) and GW3965 (5.0 µM) induced
APOE expression in CCF-STTG1, but not in the other two cell types.
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Figure 3. Differential effects of five oxidized sterols on cholesterol turnover genes and CYP46A1
mRNA levels. (A) The expression of APOE, ABCA1 and ABCG1 in CCF-STTG1, CHME3 and SH-SY-
5Y cells. (B) CYP46A1 expression in CCF-STTG1 and SH-SY-5Y cells. Cells were incubated with 2.5 or
5.0 µM of oxidized sterols and 1 µM T0901317 (T09) and 5 µM GW3965 (GW) compound for 24 h.
Total RNA was isolated from the cells and analyzed by qPCR as described in Materials and Methods.
Gene expression was normalized to mean of the most stable housekeeping genes (SDHA, B2M, ACTB
and HPRT1) and expressed as Relative Expression compared to the vehicle control. The values are
presented as the means of three experiments ± SD (n = 3).

In CCF-STTG1 cells S6, N10, and N12 upregulated the expression of ABCA1, and
ABCG1, more than or comparable to S8a and S9a. Comparable results were obtained in
SH-SY5Y cells (Figure 3A). The expression of ABCG1 was induced to a higher extent in
CCF-STTG1 than in SH-SY5Y or CHME3 cells.

Cholesterol can be converted into 24S-OHC via hydroxylation of cholesterol by
CYP46A1 in neurons. In line with the predominant neuronal expression of CYP46A1 [51],
its expression was found to be the highest (approximately three-fold) in SH-SY5Y cells as
compared to glial cells (Figure 3B). S1, S2, S6, N10, N12, and S8a/b and S9a/b increased
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CYP46A1 expression in SH-SY5Y cells. In CCF-STTG1 cells, on the other hand, its expression
was hardly affected.

2.4. Cell-Specific Discrimination of Oxysterols Selectively Regulate SREBF1 and Its Downstream
Lipogenic Genes

Most synthetic LXR agonists that have been generated, have limited clinical applica-
tion because of the consequences of LXRα-induced hepatic upregulation of the expression
of lipogenic genes including SREBF1 [32,52] and its target genes involved in lipogenesis,
i.e., stearoyl-CoA desaturase-1 (SCD1), fatty acid synthase (FASN) and Acetyl-CoA carboxy-
lase (ACACA) [53,54]. Notably, the treatment of CCF-STTG1 with increasing concentrations
of oxysterols led to coordinate increases in LXR-dependent SREBP1c pathways. As a
consequence, genes involved in cholesterol efflux and lipid synthesis genes were induced
(Figures 3 and 4). However, oxysterols suppress genes involved in cholesterol and fatty acid
synthesis in HepG2 cells. The data presented in Figure 4 show that in HepG2 cells, none of
the oxidized sterols upregulated the expression of SREBF1, SCD1, FASN or ACACA. N12
and 24(R)-saringosterol showed a limited effect on the expression of SREBF1. Compared
to the other cell types, HepG2 was less responsive regarding the induction of ABCA1 and
ABCG1 by oxysterols. In particular, N12 and S9b induced the expression of ABCG1 in
HepG2 cells, however, to a less extent than T0901317 and GW3965 (Figure 4B).
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Figure 4. Effects of LXR-activating oxidized sterols on the gene’s expression of lipogenesis.
(A) SREBF1, SCD1, FASN and ACACA expression in CCG-STTG1 or HepG2 cells. (B) ABCA1
and ABCG1 expression in HepG2 cells. Cells were incubated with EtOH (0.1%, v/v), DMSO (0.1%, v/v),
1 µM T0901317 (T09), 5 µM GW3965 (GW), 2.5 or 5.0 µM of oxysterols for 24 h and gene expression
was assessed by qPCR. Gene expression was normalized to the most stable housekeeping genes
(SDHA, B2M, ACTB, and HPRT1) and expressed as Relative. Expression compared to the vehicle
control (EtOH or DMSO) given as means of three experiments ± SD (n = 3).

2.5. Effect on Cholesterol Efflux

All selected oxidized sterols significantly affected cholesterol efflux to APOA1, except
for S1 and S6 (Figure 5A). The APOA1 mediated efflux induced by N10 and N12 was
significant at the highest concentration (5 µM) exclusively. Only S2 increased cholesterol
efflux to HDL (Figure 5B). We also observed a significant increase in cholesterol efflux to
human serum after incubation with S2 and S6 (Figure 5C). S9a also significantly stimulated
serum-mediated efflux at 2.5 µM. Overall, S2 showed the highest capacity to induce
cholesterol efflux. T0901317 at a concentration of 1 µM significantly increased cholesterol
efflux from HepG2 cells in the presence of APOA1, HDL, or human serum as a cholesterol
acceptor (Figure 5).
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Figure 5. Effect of LXR ligands on cholesterol efflux from HepG2 cells. HepG2 cells were loaded
for 24 h with 2 µCi/mL [3H] cholesterol in the presence of 1% FCS and then incubated for 20 h
with vehicle (ethanol), 2.5 µM or 5 µM LXR ligands. Cholesterol efflux was promoted to (A) human
APOA1 (10 µg/mL), (B) human HDL (12.5 µg/mL), and (C) a pool of serum from normolipidemic
individuals at 2% (v/v) for 4 h and assayed as described under Methods. Each cell treatment was
performed in triplicate and data are expressed in percentage as mean ± SD (n = 3). Significance is
compared to the control (EtOH) value: * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001.
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We then questioned if the semisynthetic oxysterols S1 and S6 regulate cholesterol
homeostasis via negative feedback regulation of 3-hydroxy-3-methylglutaryl-CoAreductase
(HMGCR), the rate-limiting enzyme of cholesterol biosynthesis, similar to endogenous
oxysterols such as 27-OHC or 24-OHC [55,56]. Therefore, we first assessed the internal-
ization of S1 and S6 by different cell types. The internalization of S1 by HepG2 (1.67%)
and CCF-STTG1 (0.29%) cells was rather low. Yet, the internalization by SH-SY5Y cells
was more efficient (19.22%). The uptake of S6 was high in both CCF-STTG1 (19.65%)
and SH-SY5Y (43.74%) cells; no S6 could be detected in HepG2 cells while the amount
remaining in the medium was reduced. To determine the effect of S1 and S6 on cholesterol
synthesis, we measured their effect on cellular levels of cholesterol and its precursors,
lanosterol, lathosterol, and desmosterol. Although S6 significantly increased desmosterol
concentrations, it did not affect the cholesterol concentration in HepG2 cells. We found
that both S1 and S6 significantly increased desmosterol concentrations in SH-SY5Y cells,
but not in CCF-STTG1 cells (Figure 6). S6 reduced intracellular levels of cholesterol in
CCF-STTG1 and SH-SY5Y, as well as levels of lathosterol and, to a lesser extent, lanosterol.
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Figure 6. S1 and S6 regulate cholesterol biosynthesis in a cell type-specific manner. Lanosterol
(Lano), lathosterol (Lath), desmosterol (Desmo), and cholesterol (Chol) were quantified in S1 or S6
loaded cells (HepG2, CCF-STTG1 and SHSH-5Y) using GC-MS method. Fold change compared to the
vehicle control. Each bar represents the mean ± SD of three separate experiments, each performed
in triplicate (n = 9). Significance is compared to the control (EtOH) value: * p ≤ 0.05, ** p ≤ 0.01,
*** p ≤ 0.001.

2.6. LXR-Activating Oxidized Sterols Down-Regulate DHCR7 and DHCR24 Gene Expression

Accumulation of desmosterol may result from alterations in the activity of 24-dehydrocholesterol
reductase (DHCR24) or 7-dehydrocholesterol reductase (DHCR7). Therefore, we next examined
the expression of the genes encoding these enzymes. Expression of DHCR7 was decreased
in CCF-STTG1 cells by all compounds, and the expression of DHCR24 was decreased by S1,
N12, S8a/b and S9a/b. Conversely, the treatment of cells with the synthetic LXR ligands
T0901317 and GW3965 increased the expression of these two genes. 24(S)/24(R)-OHC and
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24(S)/24(R)-saringosterol showed minor effects on DHCR7 and DHCR24 in SH-SY5Y cells.
S2, N12, S8a/b and S9a/b decreased the expression of DHCR7, while S9a/b increased the
expression of DHCR24 in HepG2 cells (Figure 7).
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Figure 7. Effects of oxysterols on DHCR7 and DHCR24 mRNA levels. Cells were incubated with 2.5
or 5.0 µM of 24-oxidized sterols and 1 µM T0901317 (T09) and 5 µM GW3965 (GW) for 24 h. Gene
expression was determined by qPCR and normalized to the most stable housekeeping genes (SDHA,
B2M, ACTB and HPRT1) and expressed as Relative Expression compared to the vehicle control. The
values are presented as the means of three experiments ± SD (n = 3).

3. Discussion

Upon preliminary examination of thirteen oxidized sterols for their LXRα- and LXRβ-
activating capacity we identified three novel semi-synthesized and two natural candidates:
S1, S2, S6, N10 and N12. The naturally oxidized sterols N10 and N12 that were isolated
from Sargassum fusiforme showed the highest LXR-activating capacity while the semi-
synthesized S1, S2 and S6, displayed an LXR activating capacity comparable to or even
higher than the endogenous agonist S8a and the exogenous agonist S9a. These five ox-
idized sterols that activated LXRα and LXRβ were found to regulate the expression of
a number of LXR-target genes involved in cholesterol homeostasis in a cell-type specific
manner. In line with the literature, the LXR-activating oxidized oxysterols did not induce
the SREBP1c target genes FASN, SCD1 and ACACA in HepG2 cells [30,31]. In contrast,
these five oxysterols did induce the lipogenic pathway in CCF-STTG1 cells. The pro-
cessing of SREBP is suppressed by indirect oxysterol-mediated enhancement of SREBP
cleavage-activating protein (SCAP) binding to insulin-induced gene (INSIG) proteins (1 or
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2), thereby preventing the movement of the SCAP-SREBP complex to the Golgi apparatus
where SREBPs are subsequently activated [30]. S6, which induced a significant increase
in endogenous LXR agonist desmosterol, also did not upregulate SREBP1c expression
in hepatic cells. Accordingly, desmosterol was found to suppress SREBP activation by
directly binding to SCAP [13]. Thus, while oxysterols and desmosterol activate LXRs, they
suppress SREBP1c-induced hypertriglyceridemia [13]. The five oxysterols and desmosterol
being LXR agonists may balance lipid homeostasis via reciprocal actions on LXRs and
SREBP activities.

The relatively weak LXR activating capacity of N11 and N13 might be explained
by the fact that these compounds have an oxidation group at C28 rather than at C24. It
has been demonstrated that the mono-oxidation of specific sites on the cholesterol side
chain is necessary for high-affinity binding to both LXRs [57]. We found that a large,
saturated group such as in S7, or a plane structure formed by amide such as in S4 could
make the side chain less flexible and thereby decrease rotational freedom. Such large,
saturated groups appear to be sufficient to partially attenuate the ability to interact with
LXR binding. S1, S2 and S3 differ in molecular structure by a -OH, -COOH, or -OCOCH3
at the C-3 position and the capacity to activate LXRs decreased with the increasing size of
the substituents. The structure may thus affect the binding efficiency of the molecule to the
ligand-binding domain.

Another reason for the differences in the activation of LXRs may be due to variable
intracellular concentrations of these oxysterols. Their different structures may affect the
efficiency of transport across cell membranes, possibly resulting in low effective intracellular
concentrations to bind LXRs. In addition, the way oxysterols are taken up determines
their activity. Receptor-mediated endocytosis results in a different subcellular presence
as compared to passive diffusion. The differential uptake of the oxidized sterols may also
occur through the binding of lipoproteins that are present in the culture medium and
consequently depend on the presence of specific cellular receptors. We found S1 to be
unable to activate LXRβ in CCF-STTG1 cells, which was likely due to its extremely low
internalization (0.29% ± 0.2) in this cell line. Both S1 and S6, as well as other oxidized
sterols, exhibited the strongest LXR activating capacity in SH-SY5Y cells, in line with their
relatively high uptake (19.65% ± 2.40 for S1 and 43.74% ± 7.74 for S6) (Table S1). In
HepG2 cells, the percentage of S1 internalization was only 1.67% ± 0.34 resulting in a
low intracellular concentration (Table S1). S6 could not even be detected in HepG2 cells,
although the concentration in the medium decreased significantly (unpublished data),
suggesting a possible conversion into (currently unknown) metabolites. This relatively low
internalization may support the observation that only high concentrations of the oxidized
sterols can activate LXRs in HepG2 cells.

We did not find any indication of RXR activation by the oxidized sterols in SH-SY5Y
and only a limited effect on RXR activation in CHME3 and CCF-STTG1. Because of the
limited effect of the compounds on the activation of RXR, our data indicate that the ability of
the selected active compounds to modulate APOE, ABCA1, ABCG1, and SREBF1 expression
in CNS cell lines is likely to rely on LXR/RXR heterodimers through the specific activation
of the LXR pathway directly in the CNS. However, in HepG2, RXR may also contribute
because it was activated by high concentrations of the compounds.

The LXR agonists S1, S2, S6, N10, and N12 were found to induce the expression of
the LXR target genes involved in cholesterol trafficking. APOE transcription was induced
specifically in CCF-STTG1 astroglial cells, and the expression of ABCA1 and ABCG1 en-
coding cholesterol efflux transporters was increased in all CNS cell lines. These data are
supportive of the effect of the oxidized sterols on the ApoE-mediated cholesterol turnover
in the brain. Cholesterol is synthesized predominantly by astrocytes within the brain as
the blood-brain barrier prevents its retrieval from circulation [58,59]. Astrocytes, through
the activity of ABCA1 and ABCG1 transports, release cholesterol associated with ApoE-
containing- lipoprotein-like particles to provide neurons with cholesterol and other lipids,
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in order to maintain neuronal physiological functions [60]. However, to what extent the
oxidized sterols can reach the brain remains to be determined.

Because S1 and S6, in SH-SY5Y and HepG2 cells increased the concentrations of
desmosterol, an endogenous LXR agonist, these compounds may regulate LXR target
genes and cholesterol homeostasis through the upregulation of desmosterol production.
On the other side, cholesterol concentrations were not increased in HepG2 cells, possibly
as a result of increased cholesterol efflux into the medium [12]. However, induction of
cholesterol efflux to human serum from HepG2 cells was observed after incubation with
S6, but not S1. Upregulation of desmosterol may result in the activation of LXR and its
target genes, the inhibition of SREBP target genes, the selective reprogramming of fatty acid
metabolism, and the suppression of inflammatory-response genes, as previously observed
in macrophage foam cells [15]. S1 and S6 also increased desmosterol concentrations in SH-
SY5Y cells, while concentrations of cholesterol as well as lanosterol, and lathosterol were
reduced. The notable increase in desmosterol in SH-SY5Y cells may result in LXR activation
and consequently, the inhibition of cholesterol synthesis, the increased conversion into
24(S)-hydroxycholesterol and thereby increased cholesterol efflux. All five newly identified
candidate LXR-agonists, similar to saringosterol, upregulated the expression of CYP46A1
about three-fold in SH-SY5Y cells exclusively. In the brain, 24S-hydroxycholesterolacts
as a key modulator of both cholesterol homeostasis and inflammatory signaling in the
central nervous system (CNS) [10,61]. Upregulation of CYP46A1 has been demonstrated to
have beneficial effects for a number of neurodegenerative diseases, including AD, HD and
PD [62–64]. Although the inhibition of the gene coding for DHCR24 could be underlying
the accumulation of desmosterol [65,66], its expression was not affected by S1 and S6 in
SH-SY5Y nor in HepG2 cells; DHCR7, involved in desmosterol synthesis, was not affected.
Therefore, the mechanism underlying the S1 and S6-induced increase in desmosterol
remains to be established. On the other hand, S1 and S6 may directly inhibit cholesterol
synthesis in astrocytes, as cholesterol and its precursors, lanosterol and lathosterol, were
reduced while desmosterol concentrations remained unaffected in these cells. Moreover,
LXR activation may induce ApoE-mediated cholesterol secretion.

One of the limitations of this study is that the experiments were performed by an
in vitro approach using cell lines. Moreover, due to the broad testing panel, the sample size
was limited to obtain feasibility.

In summary, we identified five novel LXR-activating oxidized sterols with the potential to
regulate cholesterol homeostasis. Although we did not evaluate the anti-inflammatory effects of
the compounds, we found a marked impact of S1 and S6 on cellular concentrations of desmos-
terol, which in addition to its key role in the regulation of cholesterol metabolism, has been
shown to suppress inflammatory-response genes in macrophage foam cells [15,67]. In addition,
these compounds enhanced the neuronal expression of CYP46A1 with promising effects
in different neurodegenerative and cardiovascular diseases. Moreover, the five oxidized
sterols activated LXRs without inducing SREBP1c-mediated lipogenesis in hepatocytes,
these compounds may have the potential to prevent or delay the progression of Alzheimer’s
disease, other neurodegenerative diseases and cardiovascular diseases since their effect is
not accompanied by undesirable adverse hepatic effects.

4. Materials and Methods
4.1. Side Chain Oxidized Cholesterol Derivatives

The synthesis of oxysterols was started with commercially available hyodeoxycholic
acid (UHN Shanghai Research and Development Co., Ltd. Shanghai, China ). The es-
terification of hyodeoxycholic acid afforded the corresponding methyl hyodeoxycholate,
which reacted with tosyl chloride in pyridine to yield the ditosylated ester, methyl 3α,
7β-ditosyloxy-5β-cholan-24-oate [68,69]. Next, in the presence of acetic acid (AcOK) by
using N,N-Dimethylformamide (DMF)/H2O as a solvent, alkene methyl 3β-hydroxychol-
5-en-24-oate (S1) was obtained in 50.9% yield from methyl 3α, 7β-ditosyloxy-5β-cholan-
24-oate via SN2 displacement and elimination, together with large quantities of acetylated
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3β-formyloxychola-5-ene-24-oic acid methyl ester (S2) or 3β-acetoxychola-5-ene-24-oic acid
methyl ester (S3) (Figure 8. An additional in situ hydrolysis step could increase the yield of
S1 to 96.7%. We obtained Weinreb amides S4 from S1 using the Grignard reagent isopropyl-
magnesium chloride, followed by the subsequent addition of isopropylmagnesium chloride
to afford the corresponding ketone S6. When vinylmagnesium bromide was used instead
of isopropylmagnesium chloride to react with S4, S5 was generated. Subsequently, alkene
S1 can react in a two-step sequence through a Weinreb amide formation followed by two
consecutive Grignard additions that led to 24-ketocholesterol (S6), (3β)-28-methylstigmast-
5-en-3,24-diol (S7), 24-hydroxycholsterol (S8) and saringosterol (S9), respectively. Both
S8 and S9 were obtained as an epimeric mixture in a 1:1 ratio, which was separated by
semi-preparative HPLC (semi-PHPLC) to obtain 24(S)-epimeric and 24(R)-epimeric.
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Figure 8. Synthesis of oxidized sterols, reagents and conditions: (a) CH3OH, H2SO4, 8 h, 95 ◦C,
89.0%; (b) TsCl, pyridine (Py), 24 h, room temperature (r.t)., 77.9%; (c) AcOK, DMF, H2O, 7 h, 105 ◦C,
S1 50.9%, S2 4.2%, S3 4.5%; (d) 2% KOH-CH3OH, 3 h, r.t., 96.7%. (e) Isopropylmagnesium chloride
solution, N,O-dimethylhydroxylamine hydrochloride, tetrahydrofuran(THF), 12 h, 0 ◦C-r.t., S4 85.5%;
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(f) Isopropylmagnesium bromide solution, triethylamine (Et3N), THF, 18 h, 0 ◦C-r.t., S6 26.8%, S7
2.8%, S8 8.2%; (g) Isopropylmagnesium chloride solution, THF, 18 h, 0 ◦C-r.t., S6 52.0%; (h) Vinyl-
magnesium chloride solutionchlorovinylmagnesium, THF, 18 h, 0 ◦C-r.t., S5; (i) Isopropylmagnesium
chloride solution, THF, 12 h, 0 ◦C-r.t., S9 90.8%; (j) Semi-PHPLC equivalent elution, MeOH-H2O,
90:10 (v/v), S8a and S8b in a 1:1 ratio; (k) Semi-PHPLC equivalent elution, MeOH- CH3CN-H2O,
85:1:14 (v/v/v), S9a and S9b in a 1:1 ratio.

Mass spectrum and 1H NMR data of identified compounds:

Hyodeoxycholic acid: ESI-MS: m/z 415 [M+Na]+; 1H NMR (DMSO-d6, 500 MHz): δ 11.95
(1H, s, -COOH), 4.41 (1H, d, J = 3.7 Hz, -OH), 4.23 (1H, d, J = 3.6 Hz, -OH), 3.82 (1H,
d, J = 7.6 Hz, H-3), 0.87 (3H, d, J = 6.5 Hz, H-21), 0.83 (3H, s, H-19), 0.60 (3H, s, H-18).
According to the literature [70], it was identified as Hyodeoxycholic acid.

Methyl Hyodeoxycholate: ESI-MS: m/z 429 [M+Na]+, 389 [M-H2O+H]+, 371 [M-2H2O+H]+;
1H NMR (500 MHz, CDCl3): δ 4.05 (1H, m, H-6), 3.66 (3H, s, 24-OCOCH3), 3.61 (1H, m,
H-3), 0.91 (3H, d, J = 6.5 Hz, H-21), 0.90 (3H, s, H-19), 0.63 (3H, s, H-18). According to the
literature [68], it was identified as Methyl Hyodeoxycholate.

Methyl 3α, 7β-Ditosyloxy-5β-cholan-24-oate: ESI-MS: m/z 737 [M+Na]+; 1H NMR (500
MHz, CDCl3): δ 7.78 (2H, d, J = 8.0 Hz, 3α- and 6α-C6H4CH3), 7.72 (2H, d, J = 8.0 Hz, 3α-
and 6α-C6H4CH3), 7.34 (4H, t, J = 9.0 Hz, 3α- and 6α-C6H4CH3), 4.78 (1H, m, H-6), 4.30
(1H, m, H-3), 3.66 (3H, s, 24-OCOCH3), 2.46 (6H, s, 3α- and 6α-C6H4CH3), 2.33 (1H, m),
2.20 (1H, m), 0.88 (3H, d, J = 6.4 Hz, H-21), 0.80 (3H, s, H-19), 0.59 (3H, s, H-18). According
to the literature [71], it was identified as Methyl 3α, 7β-Ditosyloxy-5β-cholan-24-oate.

Methyl 3β-hydroxychol-5-en-24-oate (S1): ESI-MS: m/z 411 [M+Na]+, 389 [M+H]+, 371
[M-H2O+H+]; 1H NMR (500 MHz, CDCl3): δ 5.35 (1H, br d, H-6), 3.66 (3H, s, 24-OCOCH3),
3.52 (1H, m, H-3), 1.00 (3H, s, H-19), 0.92 (3H, d, J = 6.5 Hz, H-21), 0.67 (3H, s, H-18).
According to the literature [71], it was identified as Methyl 3β-hydroxychol-5-en-24-oate.

3β-Formyloxychola-5-en-24-oic acid methyl ester (S2): ESI-MS: m/z 855 [2M+Na]+, 439
[M+Na]+; 1H NMR (500 MHz, CDCl3): δ 8.03 (1H, s, 3β-OCHO), 5.39 (1H, br d, H-6), 4.73
(1H, m, H-3), 3.66 (3H, s, 24-OCOCH3), 1.02 (3H, s, H-19), 0.92 (3H, d, J = 6.5 Hz, H-21),
0.68 (3H, s, H-18). According to the literature [71], it was identified as 3β-Formyloxychola-
5-ene-24-oic acid methyl ester.

3β-Acetoxychola-5-en-24-oic acid methyl ester (S3): ESI-MS: m/z 883.7 [2M+Na]+, 453
[M+Na]+; 1H NMR (500 MHz, CDCl3): δ 5.37 (1H, br d, H-6), 4.59 (1H, m, H-3), 3.66 (3H, s,
24-OCOCH3), 2.03 (3H, s, 3β-OCOCH3), 1.02 (3H, s, H-19), 0.92 (3H, d, J = 6.4 Hz, H-21),
0.68 (3H, s, H-18). According to the literature [71], it was identified as 3β-Acetoxychola-5-
ene-24-oic acid methyl ester.

3β-Hydroxy-N-methoxy-N-methylchol-5-en-24-amide (S4): ESI-MS: m/z 857 [2M+Na]+,
835 [2M+H]+, 440 [M+Na]+, 418 [M+H]+; 1H NMR (600 MHz, CDCl3): δ 5.32 (1H, br d,
H-6), 3.67 (3H, s, -OCH3), 3.49 (1H, m, H-3), 3.15 (3H, s, -NCH3), 0.99 (3H, s, H-19), 0.93 (3H,
d, J = 6.5 Hz, H-21), 0.665 (3H, s, H-18). According to the literature [72], it was identified as
3β-Hydroxy-N-methoxy-N-methylchol-5-en-24-amide.

3β-Hydroxycholest-5-en-24-al (S5): ESI-MS: m/z 381.2 [M+Na]+; 1H NMR (500 MHz,
CDCl3) δ 9.765 (1H, s, -CHO), 5.347 (1H, br d, H-6), 3.520 (1H, m, H-3), 1.003 (3H, s,
H-19), 0.925 (3H, d, J = 6.4 Hz, H-21), 0.679 (3H, s, H-18). According to the literature [72], it
was identified as 3β-Hydroxycholest-5-en-24-al.

24-ketocholesterol (S6): ESI-MS: m/z 423 [M+Na]+, 401 [M+H]+, 383 [M-H2O+H]+, 365
[M-2H2O+H]+; 1H NMR (500 MHz, CDCl3): δ 5.35 (1H, br d, J = 3.5 Hz, H-6), 3.52 (1H, m,
H-3), 2.61 (1H, m, H-25), 1.09 (6H, d, J = 6.9 Hz, H-26 and H-27), 1.00 (3H, s, H-19), 0.91 (3H,
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d, J = 6.6 Hz, H-21), 0.67 (3H, s, H-18). According to the literature [73], it was identified as
24-ketocholesterol.

(3β)-28-Methylstigmast-5-en-3,24-diol (S7): ESI-MS: m/z 427 [M-H2O+H]+, 409 [M-2H2O+H]+;
1H NMR (500 MHz, CDCl3): δ 5.35 (1H, br d, H-6), 3.53 (3H, m, H-3), 1.00 (3H, s, H-19),
0.95 (6H, d, J = 6.7 Hz, H-26, H-27), 0.94 (3H, d, J = 6.9 Hz, H-21), 0.92 (6H, d, J = 6.9 Hz,
H-29, H-30), 0.677 (3H, s, H-18); 13C NMR (125MHz, CDCl3): δ 140.9 (C-5), 121.8 (C-6),
77.6 (C-24), 72.0 (C-3), 56.9 (C-14), 55.9 (C-17), 50.2 (C-9), 42.5 (C-13), 42.5 (C-4), 24.5 (C-
15), 37.4 (C-1), 37.1 (C-20), 34.2 (C-25), 33.8 (C-28), 32.0 (C-7), 31.8 (C-2), 30.9 (C-23), 30.2
(C-22), 39.9 (C-12), 28.5 (C-16), 21.2 (C-11), 19.6 (C-19), 18.8 (C-21), 17.8 (C-29), 17.7 (C-
30), 17.4 (C-26), 17.3 (C-27), 12.0 (C-18), 32.1 (C-8), 36.7 (C-10). It was identified as (3β)
-28-Methylstigmast-5-en-3,24-diol.

24-Hydroxycholesterol (S8): ESI-MS: m/z 385 [M-H2O+H]+, 367 [M-2H2O+H]+; 1H NMR
(500 MHz, CDCl3): δ 5.35 (1H, m, H-6), 3.53 (1H, m, H-3), 3.31 (1H, br s, H-24), 1.01 (3H, s,
H-19), 0.93 (6H, m, H-26, H-27), 0.91–0.89 (3H, m, H-21), 0.68 (3H, s, H-18). According to
the literature [74], it was identified as 24-Hydroxycholesterol.

24S-Hydroxycholesterol (S8a): APCI-MS: m/z 385.4 [M-H2O+H]+, 367.4 [M-2H2O+H]+;
1H NMR (CDCl3, 500 MHz) δ 5.351 (1H, d, J = 5.0 Hz, H-6), 3.532 (1H, m, H-3), 3.308
(1H, br s, H-24), 1.006 (3H, s, H-19), 0.932 (6H, t, J = 6.2 Hz, H-26, H-27), 0.896 (3H, d,
J = 6.8 Hz, H-21), 0.679 (3H, s, H-18). According to the literature [74,75], it was identified as
24S-Hydroxycholesterol

24R-Hydroxycholesterol (S8b): ESI-MS: m/z 385 [M-H2O+H]+, 367 [M-2H2O+H]+; 1H
NMR (500 MHz, CDCl3) δ 5.351 (1H, m, H-6), 3.529 (1H, m, H-3), 3.316 (1H, s, H-24), 1.006
(3H, s, H-19), 0.926 (6H, m, H-26, H-27), 0.907 (3H, d, J = 2.8 Hz, H-21), 0.684 (3H, s, H-18).
According to the literature [74], it was identified as 24R-Hydroxycholesterol

Saringosterol (S9): APCI-MS: m/z 411 [M-H2O+H]+, 393 [M-2H2O+H]+; 1H NMR (500 MHz,
CDCl3): δ 5.86–5.75 (1H, m, H-28), 5.35 (1H, br d, H-6), 5.22–5.16 (1H, m, H-29), 5.16–5.11
(1H, m, H-29), 3.52 (1H, m, H-3), 1.00 (3H, s, H-19), 0.92 (3H, m, H-21), 0.89 (3H, m, H-27),
0.87 (3H, d, J = 6.9 Hz, H-26), 0.67 (3H, s, H-18). According to the literature [76], it was
identified as saringosterol.

24S-saringosterol (S9a): APCI-MS: m/z 411 [M-H2O+H]+, 393 [M-2H2O+H]+; 1H NMR
(500 MHz, CDCl3): δ 5.796 (1H, dd, J = 17.4, 10.9 Hz, H-28), 5.350 (1H, br d, H-6), 5.184 (1H,
dd, J = 17.4, 1.0 Hz, H-29), 5.131 (1H, d, J = 10.9, 1.0 Hz, H-29), 3.523 (1H, m, H-3), 1.005
(3H, s, H-19), 0.919 (3H, d, J = 6.6 Hz, H-21), 0.899 (3H, d, J = 6.8 Hz, H-27), 0.872 (3H, d,
J = 6.9 Hz, H-26), 0.672 (3H, s, H-18). According to the literature [43,77], it was identified as
24S-saringosterol.

24R-saringosterol (S9b): APCI-MS: m/z 411 [M-H2O+H]+, 393 [M-2H2O+H]+; 1H NMR
(500 MHz, CDCl3): δ 5.810 (1H, dd, J = 17.4, 10.9 Hz, H-28), 5.349 (1H, br d, H-6), 5.190 (1H,
dd, J = 17.4, 1.0 Hz, H-29), 5.137 (1H, d, J = 10.9,1.0 Hz, H-29), 3.524 (1H, m, H-3), 1.005
(3H, s, H-19), 0.924 (3H, d, J = 6.4 Hz, H-21), 0.891 (3H, d, J = 6.8 Hz, H-27), 0.871 (3H, d,
J = 7.0 Hz, H-26), 0.671 (3H, s, H-18). According to the literature [43,77], it was identified as
24R-saringosterol.

4.2. Phytosterol Separation from Seaweed

Briefly, air-dried S. fusiforme (8 kg) was powdered and extracted with 80% ethanol to
obtain a crude extract (550 g) of total lipid. After saponification and extraction, we obtained
the phytosterol fraction TS1 (10.06 g), which was fractionated by vacuum liquid chromatog-
raphy over silica gel by gradient elution using petroleum ether/ethyl acetate to yield eight
fractions. The fifth fraction TS1-5 (petroleum ether /ethyl acetate (92:8), 1066.1 mg) was
subsequently separated over flash silica gel column chromatography with dichloromethane
(DCM)/ petroleum ether (95:5 to 100:0) and DCM / MeOH (50:50) to achieve five subfractions.
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Subfraction TS15-4 (565.5 mg) was further purified by semipreparative HPLC (MeOH/H2O,
90:10) to obtain compound N10 (18.1 mg), N11 (14.9 mg), N12 (27.5 mg), N13 (3.5 mg).

(3β,22E)-3-Hydroxycholesta-5,22-dien-24-one (N10): ESI-MS: m/z 399 [M+H]+, 381[M-
H2O+H]+; 1H NMR (500 MHz, CDCl3): δ 6.71 (1H, dd, J = 15.5, 9.0 Hz, H-22), 6.07 (1H,
d, J = 16 Hz, H-23), 5.35 (1H, brd, H-6), 3.53 (1H, m, H-3), 2.83 (1H, m, H-25), 1.10 (6H, d,
J = 6.5 Hz, H-26,27), 1.10 (3H, d, J = 6.5 Hz, H-21), 1.01 (3H, s, H-19), 0.72 (3H, s, H-18). Accord-
ing to the literature [73], it was identified as (3β,22E)-3-Hydroxycholesta-5,22-dien-24-one.

(3β,23E)-3-Hydroxystigmasta-5,23-dien-28-one (N11): ESI-MS: m/z 427[M+H]+, 409[M-
H2O+H]+; 1H NMR (500 MHz, CDCl3): δ 6.45 (1H, dd, J = 7.85, 6.75 Hz, H-23), 5.35 (1H,
brd, H-6), 3.53 (1H, m, H-3), 2.87 (1H, m, H-25), 2.34 (1H, m, H-22a), 2.27 (3H, s, H-29),
2.03 (1H, m, H-22b), 1.14 (2H, d, J = 7.0 Hz, H-26, 27), 1.01 (3H, s, H-19), 0.96 (3H, d,
J = 6.6 Hz, H-21), 0.72 (3H, s, H-18). According to the literature [78], it was identified as
(3β,23E)-3-Hydroxystigmasta-5,23-dien-28-one.

Fucosterol-24,28 epoxide (N12): ESI-MS: m/z 429[M+H]+, 411[M-H2O+H]+; 5.35(1H, brd,
H-6), 3.53 (1H, m, H-3), 2.878 (1H, q, J = 5.6 Hz, H-28), 2.02 (1H, m, H-20), 1.244 (3H, d,
J = 5.8Hz, H-29), 1.00 (3H, s, H-19), 0.914 (3H, d, J = 6.4Hz, H-21), 0.892 (3H, d, J = 7.2Hz,
H-27), 0.863 (3H, d, J = 7.2Hz, H-26), 0.68 (3H, s, H-18); 13C NMR (125MHz, CDCl3): δ
140.91 (C-5), 121.81 (C-6), 71.94 (C-3), 66.47 (C-24), 57.09 (C-14), 56.87 (C-28), 56.0 (C-17),
50.24 (C-9), 42.5 (C-13), 42.45 (C-4), 39.91 (C-12), 37.4 (C-1), 36.65 (C-20), 36.52 (C-10), 32.22
(C-25), 32.04 (C-8), 32.04 (C-7), 31.81 (C-2), 31.42 (C-22), 25.61 (C-23), 28.39 (C-16), 24.44
(C-15), 21.22 (C-11), 19.55 (C-19), 18.77 (C-21), 18.60 (C-27), 18.18 (C-26), 14.45 (C-29), 12.0
(C-18). According to the literature [79], it was identified as Fucosterol-24,28 epoxide.

(23Z)-Stigmasta-5,23-diene-3β, 28ξ-diol (N13): ESI-MS: m/z 429[M+H]+, 411[M-H2O+H]+;
1H NMR (500 MHz, CDCl3): δ5.49 (1H, dd, J = 8.29, 6.42 Hz, H-23), 5.35 (1H, brd, H-6), 5.24
(1H, dd, J = 8.25, 6.42 Hz, H-23), 4.76(1H, q, J = 6.42Hz, H-28), 4.32(1H, q, J = 6.42Hz, H-28),
3.52 (1H, m, H-3), 2.76 (1H, m, H-25), 2.49 (1H, m, H-25), 1.27(3H, d, J = 6.42 Hz, H-29),
1.07 (3H,d, J = 6.42 Hz, H-27), 1.04 (3H,d, J = 6.42 Hz, H-26), 1.01 (3H, s, H-19), 0.88(3H, d,
J = 6.42 Hz, H-21), 0.69 (3H, s, H-18). According to the literature [80], it was identified as
(23Z)-Stigmasta-5,23-diene-3β, 28ξ-diol.

4.3. Cell Culture and Transfection

HEK 293 (human kidney), CCF-STTG1 (human astrocytoma), and SH-SY5Y (human
neuroblastoma) cells were obtained from the European Collection of Authenticated Cell
Cultures. CHME3 (Human microglial) cells were a kind gift from Prof. Dr. M. Tardieu.
All cells were routinely maintained at 37 ◦C with 5% CO2 in a humidified incubator and
cultured in Dulbecco’s Modified Eagle Medium/Nutrient Mixture F-12 with Glutamax
(DMEM/F-12) supplemented with 10% fetal calf serum (FCS, Gibco Origene, Rockville,
USA) and 1% Penicillin/Streptomycin (P/S, Gibco Origene, Brazil). The routine passaging
of cells was conducted every week and cells were seeded at 2 × 106 live cells per 250 mL
flask to maintain a confluence between 20% and 80%.

4.4. Reporter Assays

The functional activity of the candidate LXR ligands was determined in a cell-based
transactivation assay. A total of 5.5 × 105 cells in 4 mL were plated onto a T-25 dish the
day prior to transfection. Cells were transiently transfected with 1000 ng of LXR (LXRα,
LXRβ) expression plasmid, 4000 ng of LXRE-luciferase reporter plasmid and 1000 ng of
plasmid encoding RXR in 500 µL DMEM/F-12 using FuGENE® 6 reagent (Promega, Madison,
USA) per T-25 dish. The empty pcDNA3.1/V5-HisA vector (Invitrogen, Carlsbad, USA)
was used to equalize the total amount of DNA transfected in the blank control condition.
Renilla (1000 ng/µL, pRL TK-Renilla) was co-transfected in all experiments to normalize
for variation in transfection efficiency [81]. After 24 h, the cells were trypsinized and seeded
in 96-well plates and incubated for 24 h in 10% FCS containing DMEM/F-12. Cells were
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then incubated for 24 h in phenol-red free DMEM/F-12 containing 10% stripped FCS and
increasing concentrations of the compound tested or vehicle (DMSO or EtOH). Cells were
incubated for 24 h in the presence of indicated concentrations of the compound. Cells were
lysed in 100 µL of lysis buffer after 24 h incubation. Firefly luciferase and Renilla luciferase
activities were measured with 25 µL of cell lysate using the Dual-Luciferase Reporter assay
system (Promega) in a luminometer (Perkin Elmer Victor X4 Multiple plate Reader). ‘Relative
activity’ was defined as the ratio of firefly luciferase activity to Renilla luciferase activity
and was calculated by dividing the luminescence intensity obtained in the assay for firefly
luciferase by that obtained for Renilla luciferase. ‘Fold change’ is defined as the ratio of the
relative activity seen with each test compound to the basal relative activity measured in the
vehicle control.

For each compound in each cell line, one experiment consisted of performing the stimula-
tion and expression assay in triplicate on three wells of cultured cells independently stimulated
in parallel with two or three individually prepared aliquots of transfection reaction.

4.5. Quantitative PCR

Total RNA was extracted using Trizol reagent (Invitrogen) according to the manu-
facturer’s instructions. For all RNA samples, quantity and purity were determined by
absorbance at 260 and 280 nm using the Nanodrop ND-1000 spectrophotometer (Nanodrop
Technologies, Wilmington, NC, USA).

Contamination of genomic DNA was removed from total RNA samples by dsDNase
digestion prior to first-strand synthesis. cDNA synthesis was performed with the Thermo
Scientific Maxima H Minus First Strand cDNA Synthesis Kit (#K1681, Thermo Fisher
Scientific, Waltham, MA, USA), according to the manufacturer’s instructions.

QPCR was performed using a CFX384 Opus Real-Time PCR Systems (Bio-Rad Labora-
tories Inc., Veenendaal, the Netherlands. The reactions were carried out in duplicate using
Green-based PCR Select master-mix (catlog # 4472903, Thermo Fisher Scientific), following
the manufacturer’s instructions. Each reaction was performed in a final volume of 10 µL,
primers were used at the concentration of 200 nM. The Thermocycler program consisted of
an initial hot start cycle at 50 ◦C for 2 min followed by 10 min 95 ◦C. The next steps were 40
cycles at 95 ◦C for 15 s and 60 ◦C for 30 s. To confirm product specificity, a melting curve
analysis was performed after each amplification.

The exon-exon spanning primers, including four stable reference genes, (Table 2)
were designed using the primer design tool in NCBI (http://www.ncbi.nlm.nih.gov/
tools/primer-blast/, accessed on 24 November 2022) The efficiency of the primers was
calculated by amplifying six serial 1/2 dilutions of each gene amplicon. A standard curve
of quantification cycle (Cq) values versus log concentration were plotted to obtain efficiency.
Relative gene expression was analyzed using the 2−∆∆Ct method.

http://www.ncbi.nlm.nih.gov/tools/primer-blast/
http://www.ncbi.nlm.nih.gov/tools/primer-blast/
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Table 2. Sequence of the primers used for quantitative PCR.

Gene (Human) Forward Reverse Order/Design Date

APOE ACCCAGGAACTGAGGGC CTCCTTGGACAGCCGTG 13 November 2017
ABCA1 TCTCTGTTCGGCTGAGCTAC TGCAGAGGGCATGGCTTTAT 26 June 2017
ABCG1 GGTCGCTCCATCATTTGCAC GCAGACTTTTCCCCGGTACA 26 June 2017
SREBF1 ACAGCCATGAAGACAGACGG CAAGATGGTTCCGCCACTCA 15 September 2020
ACACA GGGTCAAGTCCTTCCTGCTC GGACTGTCGAGTCACCTTAAGTA 30 August 2022
FASN CACAGACGAGAGCACCTTTGA CAGGTCTATGAGGCCTATCTGG 22 October 2019
SCD1 GCTGTCAAAGAGAAGGGGAGT AGCCAGGTTTGTAGTACCTCCT 10 May 2021

NR1H3 (LXRA) GTTATAACCGGGAAGACTTTGC AAACTCGGCATCATTGAGTTG 29 August 2018
NR1H2 (LXRB) AAGCAAGTGCCTGGTTTCCT GCAGCATGATCTCGATAGTGGA 26 June 2017

DHCR7 TGGGCCAAGACTCCACCTAT ACGTGTACAGAAGCACCTGG 12 July 2021
DHCR24 GTCTCACTACGTGTCGGGAA CTCCACACGGACAATCTGTTTC 10 May 2021
CYP27A1 GGGCAAGTACCCAGTACGGA TGGTGTCCTTCCGTGGTGAA 8 June 2021
CYP46A1 TGTGTTTGGTGAGAGACTCTTCG GCCAGGTCTATGACTCTCCG 14 October 2020

HPRT1 TGACACTGGCAAAACAATGCA GGTCCTTTTCACCAGCAAGCT 10 February 2017
B2M CTCCGTGGCCTTAGCTGTG TTTGGAGTACGCTGGATAGCCT 10 February 2017

SDHA TGGGAACAAGAGGGCATCTG CCACCACTGCATCAAATTCATG 12 May 2011
ACTB CTCCCTGGAGAAGAGCTACG GAAGGAAGGCTGGAAGAGTG 12 May 2011

4.6. Quantitative Analysis of Cholesterol and Cholesterol’s Precursors

Cells (HepG2, CCF-STTG1, and SH-SY5Y) were plated in 12-well dishes and incubated
with the specified concentration of S1 and S6 for 24 h. Ethanol-treated cells were used as a
control. Total cell sterols were extracted from the cells. Cholesterol, lanosterol, lathosterol,
and desmosterol were determined from these cell samples using GC/MS as described
previously [82,83]. Briefly, fifty micrograms of 5α-cholestane (Serva) (50 µL from a stock
solution in cyclohexane; 1 mg/mL), 1 µg epicoprostanol (Sigma-Aldrich, St Louis, MO,
USA) (10 µL from a stock solution in cyclohexane; 100 µg/mL), were added as internal
standards to an aliquot of cells. Sterols were extracted by cyclohexane after saponification
and neutralization. The solvents were evaporated and the residual sterols and oxysterols
were derivatized to trimethylsilyl (TMSi)-ethers by adding 300 µL TMSi-reagent (pyridine-
hexamethy43ldisilazane-Chlorotrimethylsilane; 9:3:1, v/v/v; all reagents were supplied by
Merck, Darmstadt, Germany) and incubated for 2 h at 90 ◦C. The solvents were evaporated
under nitrogen at 65 ◦C. The pellet was dissolved in 80 µL n-decane and was transferred
into a micro-vial for gas-liquid chromatographic-mass spectrometric (GC-MS) analysis of
cholesterol precursors and sterols.

4.7. Cholesterol Efflux Studies

The effect of selected oxidized sterols on cellular cholesterol efflux was evaluated in
the HepG2 cell line by a standardized radioisotopic technique. After plating, HepG2 cells
were labeled for 24 h with [1,2-3H] cholesterol (PerkinElmer, Milano, Italy) at 2µCi/mL
in the presence of 1% fetal calf serum (FCS) containing MEM; 2 µg/mL of an inhibitor
of acyl-coenzyme A: cholesterol acyltransferase (ACAT, Sandoz 58035; Sigma-Aldrich)
were added to prevent the accumulation of cholesteryl esters. Cell monolayers were
then equilibrated for 20 h in 0.2% Bovine serum albumin-containing medium (BSA from
Sigma-Aldrich, St. Louis, MO, USA), in presence of ACAT inhibitor, in basal condition,
or supplemented with T0901317 (Cayman Chemical Company, Ann Arbor, MI, USA) at
1 µM, or increasing concentrations of compounds. Subsequently, efflux of cholesterol was
induced by incubation for 4 h with 2% (v/v) serum of a pool of normolipidemic subjects,
10 µg/mL of lipid-free human apolipoprotein A-I (Sigma-Aldrich, St Louis, MO, USA)
or 12.5 µg/mL of human High-Density Lipoprotein (HDL, from Sigma-Aldrich, St Louis,
MO, USA) in the medium. To prevent the remodeling of the lipoproteins, sera were slowly
thawed in ice immediately prior to this procedure. Cholesterol efflux was expressed as
a percentage and obtained by measuring the release of radiolabeled cholesterol into the
medium over the total radioactivity incorporated by cells. To correct for the inter-assay
variability, the HDL-cholesterol efflux capacity (CEC) percentage of basal and T0901317
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conditions were used to normalize the different experiments. Intra-assay Coefficient of
Variation (CV) for HDL-CEC assays was <10%.

4.8. Statistical Analysis

All statistical analyses were performed using GraphPad Prism 8. The experiments
were performed as three independent experiments. Data are presented as mean ± standard
deviation (SD) for parameters with normal distribution. The fold change values relative to
the DMEM/F-12 EtOH or DMSO control were analyzed using ordinary One way ANOVA
with a posthoc Dunnet correction for multiple comparisons. The levels of significance are
denoted as follows (alpha = 0.05): * p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001.

5. Conclusions

In the quest of identifying LXR-activating sterols with oxygenated sidechains, we
identified five novel candidate LXR ligands. These ligands are potential novel regulators of
cellular sterol homeostasis. By activating LXRs, they can activate cholesterol efflux and elim-
ination pathways, potentially via enhancing the ApoE-mediated lipid trafficking between
astrocytes and neurons. The identified ligands also have beneficial effects in enhancing
cholesterol turnover in the brain by upregulating CYP46A1 expression. Moreover, S1 and
S6 regulate the endogenous LXR ligand desmosterol concentration, which plays a key role
in the regulation of cholesterol metabolism and can suppress inflammatory-response genes
in macrophages. In contrast to most synthetic LXR-agonists, the five novel LXR-activating
oxidized sterols are anticipated not to induce the unwanted side effects of lipid accumu-
lation in the liver and in the circulation due to their auto-regulated secretion in the liver.
The novel LXR-activating oxysterols are, therefore, promising for the prevention and for
slowing down the progression of neurodegenerative diseases, including AD, and may be
useful in the treatment of cardiovascular diseases.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/ijms24021290/s1.

Author Contributions: M.T.M. and H.L. conceived and supervised the study and edited the paper;
T.V. and D.L. performed most of the experimental design. B.W. and S.Z. performed the oxysterol syn-
thesis. Y.L. directed the semi-synthesis of oxysterols. F.K. and J.W.J. provided luciferase plasmid and
transfection protocol; N.M., G.V. luciferase assay experiments; F.L. performed the qPCR experiment.
F.Z., M.P.A. and M.P. performed a cholesterol efflux experiment, J.v.R. helped with statistical analysis
and visualization. V.W.B. help with editing and validating LXR ligands with PharmMapper. N.Z.
was responsible for project design, participation in the experiments, interpretation of the data, and
writing of the manuscript for publication. All authors have read and agreed to the published version
of the manuscript.

Funding: This research was supported by the National Natural Science Foundation of China (grant
numbers: 81973433), Shandong Provincial Natural Science Foundation of China (grant numbers:
ZR2018MH041), Alzheimer Nederland (grant numbers: WE.03-2018-06 AN), and NWO-TTW (grant
numbers: #16437).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data that support the findings of this study are available from the
corresponding author upon reasonable request.

Acknowledgments: The authors gratefully acknowledge the financial support from China Scholar-
ship Council (File No. 201906330056).

Conflicts of Interest: All authors declare that they have no conflict of interest that might be perceived
as influencing the impartiality of the reported research.

https://www.mdpi.com/article/10.3390/ijms24021290/s1
https://www.mdpi.com/article/10.3390/ijms24021290/s1


Int. J. Mol. Sci. 2023, 24, 1290 20 of 23

References
1. Fessler, M.B. The challenges and promise of targeting the Liver X Receptors for treatment of inflammatory disease. Pharmacol.

Ther. 2018, 181, 1–12. [CrossRef] [PubMed]
2. Xu, X.; Xiao, X.; Yan, Y.; Zhang, T. Activation of liver X receptors prevents emotional and cognitive dysfunction by suppressing

microglial M1-polarization and restoring synaptic plasticity in the hippocampus of mice. Brain Behav. Immun. 2021, 94, 111–124.
[CrossRef] [PubMed]

3. Ramírez, C.M.; Torrecilla-Parra, M.; Pardo-Marqués, V.; de-Frutos, M.F.; Pérez-García, A.; Tabraue, C.; de la Rosa, J.V.; Martín-
Rodriguez, P.; Díaz-Sarmiento, M.; Nuñez, U.; et al. Crosstalk Between LXR and Caveolin-1 Signaling Supports Cholesterol Efflux
and Anti-Inflammatory Pathways in Macrophages. Front. Endocrinol. 2021, 12, 635923. [CrossRef] [PubMed]

4. Zelcer, N.; Tontonoz, P. Liver X receptors as integrators of metabolic and inflammatory signaling. J. Clin. Investig. 2006, 116,
607–614. [CrossRef] [PubMed]

5. Wang, X.; Lu, K.; Luo, H.; Liang, D.; Long, X.; Yuan, Y.; Wu, C.; Bao, J. In silico identification of small molecules as novel LXR
agonists for the treatment of cardiovascular disease and cancer. J. Mol. Model. 2018, 24, 57. [CrossRef]

6. Guo, S.; Li, L.; Yin, H. Cholesterol Homeostasis and Liver X Receptor (LXR) in Atherosclerosis. Cardiovasc. Hematol. Disord. Drug
Targets 2018, 18, 27–33. [CrossRef] [PubMed]

7. Geyeregger, R.; Zeyda, M.; Stulnig, T.M. Liver X receptors in cardiovascular and metabolic disease. Cell. Mol. Life Sci. CMLS 2006,
63, 524–539. [CrossRef]

8. Xu, P.; Li, D.; Tang, X.; Bao, X.; Huang, J.; Tang, Y.; Yang, Y.; Xu, H.; Fan, X. LXR agonists: New potential therapeutic drug for
neurodegenerative diseases. Mol. Neurobiol. 2013, 48, 715–728. [CrossRef]

9. Mouzat, K.; Chudinova, A.; Polge, A.; Kantar, J.; Camu, W.; Raoul, C.; Lumbroso, S. Regulation of Brain Cholesterol: What Role
Do Liver X Receptors Play in Neurodegenerative Diseases? Int. J. Mol. Sci. 2019, 20, 3858. [CrossRef]

10. Janowski, B.A.; Willy, P.J.; Devi, T.R.; Falck, J.R.; Mangelsdorf, D.J. An oxysterol signalling pathway mediated by the nuclear
receptor LXRα. Nature 1996, 383, 728–731. [CrossRef]

11. Song, C.; Hiipakka, R.A.; Liao, S. Selective activation of liver X receptor alpha by 6α-hydroxy bile acids and analogs. Steroids 2000,
65, 423–427. [CrossRef] [PubMed]

12. Yang, C.; McDonald, J.G.; Patel, A.; Zhang, Y.; Umetani, M.; Xu, F.; Westover, E.J.; Covey, D.F.; Mangelsdorf, D.J.; Cohen, J.C.; et al.
Sterol intermediates from cholesterol biosynthetic pathway as liver X receptor ligands. J. Biol. Chem. 2006, 281, 27816–27826.
[CrossRef] [PubMed]

13. Muse, E.D.; Yu, S.; Edillor, C.R.; Tao, J.; Spann, N.J.; Troutman, T.D.; Seidman, J.S.; Henke, A.; Roland, J.T.; Ozeki, K.A. Cell-specific
discrimination of desmosterol and desmosterol mimetics confers selective regulation of LXR and SREBP in macrophages. Proc.
Natl. Acad. Sci. USA 2018, 115, E4680–E4689. [CrossRef] [PubMed]

14. Jansen, M.; Wang, W.; Greco, D.; Bellenchi, G.C.; di Porzio, U.; Brown, A.J.; Ikonen, E. What dictates the accumulation of
desmosterol in the developing brain? FASEB J. 2013, 27, 865–870. [CrossRef]

15. Spann, N.J.; Garmire, L.X.; McDonald, J.G.; Myers, D.S.; Milne, S.B.; Shibata, N.; Reichart, D.; Fox, J.N.; Shaked, I.; Heudobler,
D.; et al. Regulated accumulation of desmosterol integrates macrophage lipid metabolism and inflammatory responses. Cell 2012,
151, 138–152. [CrossRef]

16. Zhao, L.; Lei, W.; Deng, C.; Wu, Z.; Sun, M.; Jin, Z.; Song, Y.; Yang, Z.; Jiang, S.; Shen, M.J.; et al. The roles of liver X receptor α in
inflammation and inflammation-associated diseases. J. Cell. Psysil. 2021, 236, 4807–4828. [CrossRef]

17. Kidani, Y.; Bensinger, S.J. Liver X receptor and peroxisome proliferator-activated receptor as integrators of lipid homeostasis and
immunity. Immunol. Rev. 2012, 249, 72–83. [CrossRef]

18. Liu, Y.; Qiu, D.K.; Ma, X. Liver X receptors bridge hepatic lipid metabolism and inflammation. J. Dig. Dis. 2012, 13, 69–74. [CrossRef]
19. Joseph, S.B.; Castrillo, A.; Laffitte, B.A.; Mangelsdorf, D.J.; Tontonoz, P. Reciprocal regulation of inflammation and lipid

metabolism by liver X receptors. J. Nat. Med. 2003, 9, 213–219. [CrossRef]
20. Carpenter, K.J.; Valfort, A.-C.; Steinauer, N.; Chatterjee, A.; Abuirqeba, S.; Majidi, S.; Sengupta, M.; Di Paolo, R.J.; Shornick,

L.P.; Zhang, J. LXR-inverse agonism stimulates immune-mediated tumor destruction by enhancing CD8 T-cell activity in triple
negative breast cancer. Sci. Rep. 2019, 9, 1–18. [CrossRef]

21. Vanmierlo, T.; Weingärtner, O.; van der Pol, S.; Husche, C.; Kerksiek, A.; Friedrichs, S.; Sijbrands, E.; Steinbusch, H.; Grimm, M.;
Hartmann, T.; et al. Dietary intake of plant sterols stably increases plant sterol levels in the murine brain. J. Lipid Res. 2012, 53,
726–735. [CrossRef] [PubMed]

22. Djelti, F.; Braudeau, J.; Hudry, E.; Dhenain, M.; Varin, J.; Bièche, I.; Marquer, C.; Chali, F.; Ayciriex, S.; Auzeil, N.; et al. CYP46A1
inhibition, brain cholesterol accumulation and neurodegeneration pave the way for Alzheimer’s disease. Brain A J. Neurol. 2015,
138, 2383–2398. [CrossRef] [PubMed]

23. Pikuleva, I.A.; Cartier, N. Cholesterol Hydroxylating Cytochrome P450 46A1: From Mechanisms of Action to Clinical Applications.
Front. Aging Neurosci. 2021, 13, 696778. [CrossRef] [PubMed]

24. Loera-Valencia, R.; Goikolea, J.; Parrado-Fernandez, C.; Merino-Serrais, P.; Maioli, S. Alterations in cholesterol metabolism as
a risk factor for developing Alzheimer’s disease: Potential novel targets for treatment. J. Steroid Biochem. Mol. Biol. 2019, 190,
104–114. [CrossRef] [PubMed]

http://doi.org/10.1016/j.pharmthera.2017.07.010
http://www.ncbi.nlm.nih.gov/pubmed/28720427
http://doi.org/10.1016/j.bbi.2021.02.026
http://www.ncbi.nlm.nih.gov/pubmed/33662504
http://doi.org/10.3389/fendo.2021.635923
http://www.ncbi.nlm.nih.gov/pubmed/34122329
http://doi.org/10.1172/JCI27883
http://www.ncbi.nlm.nih.gov/pubmed/16511593
http://doi.org/10.1007/s00894-018-3578-y
http://doi.org/10.2174/1871529X18666180302113713
http://www.ncbi.nlm.nih.gov/pubmed/29512473
http://doi.org/10.1007/s00018-005-5398-3
http://doi.org/10.1007/s12035-013-8461-3
http://doi.org/10.3390/ijms20163858
http://doi.org/10.1038/383728a0
http://doi.org/10.1016/S0039-128X(00)00127-6
http://www.ncbi.nlm.nih.gov/pubmed/10936612
http://doi.org/10.1074/jbc.M603781200
http://www.ncbi.nlm.nih.gov/pubmed/16857673
http://doi.org/10.1073/pnas.1714518115
http://www.ncbi.nlm.nih.gov/pubmed/29632203
http://doi.org/10.1096/fj.12-211235
http://doi.org/10.1016/j.cell.2012.06.054
http://doi.org/10.1002/jcp.30204
http://doi.org/10.1111/j.1600-065X.2012.01153.x
http://doi.org/10.1111/j.1751-2980.2011.00554.x
http://doi.org/10.1038/nm820
http://doi.org/10.1038/s41598-019-56038-1
http://doi.org/10.1194/jlr.M017244
http://www.ncbi.nlm.nih.gov/pubmed/22279184
http://doi.org/10.1093/brain/awv166
http://www.ncbi.nlm.nih.gov/pubmed/26141492
http://doi.org/10.3389/fnagi.2021.696778
http://www.ncbi.nlm.nih.gov/pubmed/34305573
http://doi.org/10.1016/j.jsbmb.2019.03.003
http://www.ncbi.nlm.nih.gov/pubmed/30878503


Int. J. Mol. Sci. 2023, 24, 1290 21 of 23

25. Testa, G.; Staurenghi, E.; Zerbinati, C.; Gargiulo, S.; Iuliano, L.; Giaccone, G.; Fantò, F.; Poli, G.; Leonarduzzi, G.; Gamba, P.
Changes in brain oxysterols at different stages of Alzheimer’s disease: Their involvement in neuroinflammation. Redox Biol. 2016,
10, 24–33. [CrossRef] [PubMed]

26. Jiang, Q.; Lee, C.Y.; Mandrekar, S.; Wilkinson, B.; Cramer, P.; Zelcer, N.; Mann, K.; Lamb, B.; Willson, T.M.; Collins, J.L.; et al.
ApoE promotes the proteolytic degradation of Abeta. Neuron 2008, 58, 681–693. [CrossRef]

27. Vanmierlo, T.; Rutten, K.; Dederen, J.; Bloks, V.W.; van Vark-van der Zee, L.C.; Kuipers, F.; Kiliaan, A.; Blokland, A.; Sijbrands, E.J.;
Steinbusch, H.; et al. Liver X receptor activation restores memory in aged AD mice without reducing amyloid. Neurobiol Aging
2011, 32, 1262–1272. [CrossRef]

28. Zhu, R.; Ou, Z.; Ruan, X.; Gong, J. Role of liver X receptors in cholesterol efflux and inflammatory signaling (review). Mol. Med.
Rep. 2012, 5, 895–900. [CrossRef]

29. Hong, C.; Tontonoz, P. Coordination of inflammation and metabolism by PPAR and LXR nuclear receptors. Curr. Opin. Genet.
Dev. 2008, 18, 461–467. [CrossRef] [PubMed]

30. Radhakrishnan, A.; Sun, L.P.; Kwon, H.J.; Brown, M.S.; Goldstein, J.L. Direct binding of cholesterol to the purified membrane
region of SCAP: Mechanism for a sterol-sensing domain. Mol. Cell 2004, 15, 259–268. [CrossRef] [PubMed]

31. Brown, M.S.; Goldstein, J.L. Cholesterol feedback: From Schoenheimer’s bottle to Scap’s MELADL. J. Lipid Res. 2009, 50, S15–S27. [CrossRef]
32. Repa, J.J.; Liang, G.; Ou, J.; Bashmakov, Y.; Lobaccaro, J.-M.A.; Shimomura, I.; Shan, B.; Brown, M.S.; Goldstein, J.L.; Mangelsdorf,

D.J. Regulation of mouse sterol regulatory element-binding protein-1c gene (SREBP-1c) by oxysterol receptors, LXRα and LXRβ.
Genes Dev. 2000, 14, 2819–2830. [CrossRef] [PubMed]

33. Wang, B.; Tontonoz, P. Liver X receptors in lipid signalling and membrane homeostasis. Nat. Reviews. Endocrinol. 2018, 14,
452–463. [CrossRef] [PubMed]

34. Steffensen, K.R.; Neo, S.Y.; Stulnig, T.M.; Vega, V.B.; Rahman, S.S.; Schuster, G.U.; Gustafsson, J.-A.k.; Liu, E.T. Genome-wide
expression profiling; a panel of mouse tissues discloses novel biological functions of liver X receptors in adrenals. J. Mol.
Endocrinol. 2004, 33, 609–622. [CrossRef]

35. Annicotte, J.S.; Schoonjans, K.; Auwerx, J. Expression of the liver X receptor α and β in embryonic and adult mice. Anat. Rec. Part
A Discov. Mol. Cell. Evol. Biol. Off. Publ. Am. Assoc. Anat. 2004, 277, 312–316.

36. Ma, C.; Feng, K.; Yang, X.; Yang, Z.; Wang, Z.; Shang, Y.; Fan, G.; Liu, L.; Yang, S.; Li, X.; et al. Targeting macrophage liver X
receptors by hydrogel-encapsulated T0901317 reduces atherosclerosis without effect on hepatic lipogenesis. Br. J. Pharmacol. 2021,
178, 1620–1638. [CrossRef]

37. Navas, F.F.C.; Giorgi, G.; Maggioni, D.; Pacciarini, M.; Russo, V.; Marinozzi, M. C24-hydroxylated stigmastane derivatives as
Liver X Receptor agonists. Chem. Phys. Lipids 2018, 212, 44–50. [CrossRef]

38. Pratiwi, R.; Nantasenamat, C.; Ruankham, W.; Suwanjang, W.; Prachayasittikul, V.; Prachayasittikul, S.; Phopin, K. Mechanisms
and Neuroprotective Activities of Stigmasterol Against Oxidative Stress-Induced Neuronal Cell Death via Sirtuin Family. Front.
Nutr. 2021, 8, 648995. [CrossRef]

39. Jansen, P.J.; Lütjohann, D.; Abildayeva, K.; Vanmierlo, T.; Plösch, T.; Plat, J.; von Bergmann, K.; Groen, A.K.; Ramaekers, F.C.;
Kuipers, F.; et al. Dietary plant sterols accumulate in the brain. Biochim. Biophys. Acta 2006, 1761, 445–453. [CrossRef]

40. Vanmierlo, T.; Rutten, K.; van Vark-van der Zee, L.C.; Friedrichs, S.; Bloks, V.W.; Blokland, A.; Ramaekers, F.C.; Sijbrands, E.;
Steinbusch, H.; Prickaerts, J.; et al. Cerebral accumulation of dietary derivable plant sterols does not interfere with memory and
anxiety related behavior in Abcg5-/- mice. Plant Foods Hum. Nutr. 2011, 66, 149–156. [CrossRef]

41. Huang, C. Natural modulators of liver X receptors. J. Integr. Med. 2014, 12, 76–85. [CrossRef] [PubMed]
42. Vanbrabant, K.; Van Meel, D.; Kerksiek, A.; Friedrichs, S.; Dubbeldam, M.; Schepers, M.; Zhan, N.; Gutbrod, K.; Dörmann, P.; Liu,

H.-B.; et al. 24 (R, S)-Saringosterol-From artefact to a biological medical agent. J. Steroid Biochem. Mol. Biol. 2021, 212, 105942.
[CrossRef] [PubMed]

43. Chen, Z.; Liu, J.; Fu, Z.; Ye, C.; Zhang, R.; Song, Y.; Zhang, Y.; Li, H.; Ying, H.; Liu, H. 24 (S)-Saringosterol from edible marine
seaweed Sargassum fusiforme is a novel selective LXRβ agonist. J. Agric. Food Chem. 2014, 62, 6130–6137. [CrossRef] [PubMed]

44. Bogie, J.; Hoeks, C.; Schepers, M.; Tiane, A.; Cuypers, A.; Leijten, F.; Chintapakorn, Y.; Suttiyut, T.; Pornpakakul, S.; Struik, D.; et al.
Dietary Sargassum fusiforme improves memory and reduces amyloid plaque load in an Alzheimer’s disease mouse model. Sci.
Rep. 2019, 9, 4908. [CrossRef] [PubMed]

45. Martens, N.; Schepers, M.; Zhan, N.; Leijten, F.; Voortman, G.; Tiane, A.; Rombaut, B.; Poisquet, J.; Sande, N.v.d.; Kerksiek, A. 24
(S)-Saringosterol prevents cognitive decline in a mouse model for Alzheimer’s disease. Mar. Drugs 2021, 19, 190. [CrossRef]

46. Yan, Y.; Niu, Z.; Wang, B.; Zhao, S.; Sun, C.; Wu, Y.; Li, Y.; Ying, H.; Liu, H. Saringosterol from sargassum fusiforme modulates
cholesterol metabolism and alleviates atherosclerosis in ApoE-deficient mice. Mar. Drugs 2021, 19, 485. [CrossRef]

47. Hiebl, V.; Ladurner, A.; Latkolik, S.; Dirsch, V.M. Natural products as modulators of the nuclear receptors and metabolic sensors
LXR, FXR and RXR. Biotechnol. Adv. 2018, 36, 1657–1698.

48. Willy, P.J.; Umesono, K.; Ong, E.S.; Evans, R.M.; Heyman, R.A.; Mangelsdorf, D.J. LXR, a nuclear receptor that defines a distinct
retinoid response pathway. Genes Dev. 1995, 9, 1033–1045. [CrossRef]

49. Ceroi, A.; Masson, D.; Roggy, A.; Roumier, C.; Chagué, C.; Gauthier, T.; Philippe, L.; Lamarthée, B.; Angelot-Delettre, F.; Bonnefoy,
F.J.B. LXR agonist treatment of blastic plasmacytoid dendritic cell neoplasm restores cholesterol efflux and triggers apoptosis. J.
Am. Soc. Hematol. 2016, 128, 2694–2707. [CrossRef] [PubMed]

http://doi.org/10.1016/j.redox.2016.09.001
http://www.ncbi.nlm.nih.gov/pubmed/27687218
http://doi.org/10.1016/j.neuron.2008.04.010
http://doi.org/10.1016/j.neurobiolaging.2009.07.005
http://doi.org/10.3892/mmr.2012.758
http://doi.org/10.1016/j.gde.2008.07.016
http://www.ncbi.nlm.nih.gov/pubmed/18782619
http://doi.org/10.1016/j.molcel.2004.06.019
http://www.ncbi.nlm.nih.gov/pubmed/15260976
http://doi.org/10.1194/jlr.R800054-JLR200
http://doi.org/10.1101/gad.844900
http://www.ncbi.nlm.nih.gov/pubmed/11090130
http://doi.org/10.1038/s41574-018-0037-x
http://www.ncbi.nlm.nih.gov/pubmed/29904174
http://doi.org/10.1677/jme.1.01508
http://doi.org/10.1111/bph.15387
http://doi.org/10.1016/j.chemphyslip.2018.01.005
http://doi.org/10.3389/fnut.2021.648995
http://doi.org/10.1016/j.bbalip.2006.03.015
http://doi.org/10.1007/s11130-011-0219-3
http://doi.org/10.1016/S2095-4964(14)60013-3
http://www.ncbi.nlm.nih.gov/pubmed/24666673
http://doi.org/10.1016/j.jsbmb.2021.105942
http://www.ncbi.nlm.nih.gov/pubmed/34144153
http://doi.org/10.1021/jf500083r
http://www.ncbi.nlm.nih.gov/pubmed/24927286
http://doi.org/10.1038/s41598-019-41399-4
http://www.ncbi.nlm.nih.gov/pubmed/30894635
http://doi.org/10.3390/md19040190
http://doi.org/10.3390/md19090485
http://doi.org/10.1101/gad.9.9.1033
http://doi.org/10.1182/blood-2016-06-724807
http://www.ncbi.nlm.nih.gov/pubmed/27702801


Int. J. Mol. Sci. 2023, 24, 1290 22 of 23

50. Wong, J.; Quinn, C.M.; Brown, A.J. SREBP-2 positively regulates transcription of the cholesterol efflux gene, ABCA1, by generating
oxysterol ligands for LXR. Biochem. J. 2006, 400, 485–491. [CrossRef]

51. Sun, M.-Y.; Linsenbardt, A.J.; Emnett, C.M.; Eisenman, L.N.; Izumi, Y.; Zorumski, C.F.; Mennerick, S. 24 (S)-Hydroxycholesterol as
a modulator of neuronal signaling and survival. Neuroscientist 2016, 22, 132–144. [CrossRef] [PubMed]

52. Yoshikawa, T.; Shimano, H.; Amemiya-Kudo, M.; Yahagi, N.; Hasty, A.H.; Matsuzaka, T.; Okazaki, H.; Tamura, Y.; Iizuka, Y.;
Ohashi, K.; et al. Identification of liver X receptor-retinoid X receptor as an activator of the sterol regulatory element-binding
protein 1c gene promoter. Mol. Cell. Biol. 2001, 21, 2991–3000. [CrossRef] [PubMed]

53. Joseph, S.B.; Laffitte, B.A.; Patel, P.H.; Watson, M.A.; Matsukuma, K.E.; Walczak, R.; Collins, J.L.; Osborne, T.F.; Tontonoz, P.
Direct and indirect mechanisms for regulation of fatty acid synthase gene expression by liver X receptors. J. Biol. Chem. 2002,
277, 11019–11025. [CrossRef]

54. Kim, J.B.; Spiegelman, B.M. ADD1/SREBP1 promotes adipocyte differentiation and gene expression linked to fatty acid
metabolism. Genes Dev. 1996, 10, 1096–1107. [CrossRef] [PubMed]

55. Hall, E.; Hylemon, P.; Vlahcevic, Z.; Mallonee, D.; Valerie, K.; Avadhani, N.; Pandak, W. Overexpression of CYP27 in hepatic
and extrahepatic cells: Role in the regulation of cholesterol homeostasis. Am. J. Physiol. Gastrointest. Liver Physiol. 2001, 281,
G293–G301. [CrossRef] [PubMed]

56. Bielska, A.A.; Schlesinger, P.; Covey, D.F.; Ory, D.S. Oxysterols as non-genomic regulators of cholesterol homeostasis. Trends
Endocrinol. Metab. TEM 2012, 23, 99–106. [CrossRef]

57. Janowski, B.A.; Grogan, M.J.; Jones, S.A.; Wisely, G.B.; Kliewer, S.A.; Corey, E.J.; Mangelsdorf, D.J. Structural requirements of
ligands for the oxysterol liver X receptors LXRα and LXRβ. Proc. Natl. Acad. Sci. USA 1999, 96, 266–271. [CrossRef]

58. Lütjohann, D.; Breuer, O.; Ahlborg, G.; Nennesmo, I.; Sidén, A.; Diczfalusy, U.; Björkhem, I. Cholesterol homeostasis in human
brain: Evidence for an age-dependent flux of 24S-hydroxycholesterol from the brain into the circulation. Proc. Natl. Acad. Sci.
USA 1996, 93, 9799–9804. [CrossRef]

59. Turley, S.D.; Burns, D.K.; Dietschy, J.M. Preferential utilization of newly synthesized cholesterol for brain growth in neonatal
lambs. Am. J. Physiol. 1998, 274, E1099–E1105. [CrossRef]

60. Turri, M.; Marchi, C.; Adorni, M.P.; Calabresi, L.; Zimetti, F. Emerging role of HDL in brain cholesterol metabolism and
neurodegenerative disorders. Biochim. Biophys. Acta Mol. Cell Biol. Lipids 2022, 1867, 159123. [CrossRef]

61. Testa, G.; Gamba, P.; Badilli, U.; Gargiulo, S.; Maina, M.; Guina, T.; Calfapietra, S.; Biasi, F.; Cavalli, R.; Poli, G.J.P.O. Loading into
nanoparticles improves quercetin’s efficacy in preventing neuroinflammation induced by oxysterols. PLoS ONE 2014, 9, e96795.
[CrossRef] [PubMed]

62. Kacher, R.; Lamazière, A.; Heck, N.; Kappes, V.; Mounier, C.; Despres, G.; Dembitskaya, Y.; Perrin, E.; Christaller, W.; Sasid-
haran Nair, S. CYP46A1 gene therapy deciphers the role of brain cholesterol metabolism in Huntington’s disease. Brain 2019,
142, 2432–2450. [CrossRef] [PubMed]

63. van der Kant, R.; Langness, V.F.; Herrera, C.M.; Williams, D.A.; Fong, L.K.; Leestemaker, Y.; Steenvoorden, E.; Rynearson, K.D.;
Brouwers, J.F.; Helms, J.B.; et al. Cholesterol Metabolism Is a Druggable Axis that Independently Regulates Tau and Amyloid-β
in iPSC-Derived Alzheimer’s Disease Neurons. Cell Stem Cell 2019, 24, 363–375.e369. [CrossRef]

64. Doria, M.; Maugest, L.; Moreau, T.; Lizard, G.; Vejux, A. Contribution of cholesterol and oxysterols to the pathophysiology of
Parkinson’s disease. Free. Radic. Biol. Med. 2016, 101, 393–400. [CrossRef] [PubMed]

65. Leoni, V.; Caccia, C. 24S-hydroxycholesterol in plasma: A marker of cholesterol turnover in neurodegenerative diseases. Biochimie
2013, 95, 595–612. [CrossRef] [PubMed]

66. Wechsler, A.; Brafman, A.; Shafir, M.; Heverin, M.; Gottlieb, H.; Damari, G.; Gozlan-Kelner, S.; Spivak, I.; Moshkin, O.; Fridman, E.
Generation of viable cholesterol-free mice. Science 2003, 302, 2087. [CrossRef]

67. Zhang, X.; McDonald, J.G.; Aryal, B.; Canfrán-Duque, A.; Goldberg, E.L.; Araldi, E.; Ding, W.; Fan, Y.; Thompson, B.M.; Singh,
A.K.; et al. Desmosterol suppresses macrophage inflammasome activation and protects against vascular inflammation and
atherosclerosis. Proc. Natl. Acad. Sci. USA 2021, 118, e2107682118. [CrossRef]

68. Huang, L.; Sun, Y.; Zhu, H.; Zhang, Y.; Xu, J.; Shen, Y.M. Synthesis and antimicrobial evaluation of bile acid tridentate conjugates.
Steroids 2009, 74, 701–706. [CrossRef]

69. Huang, L.; Zhu, H.; Xu, X.; Zhang, C.; Shen, Y.-M. Synthesis and characterization of organometallic rhenium (I) and technetium
(I) bile acid complexes. J. Organomet. Chem. 2009, 694, 3247–3253. [CrossRef]

70. Kakiyama, G.; Muto, A.; Shimada, M.; Mano, N.; Goto, J.; Hofmann, A.F.; Iida, T. Chemical synthesis of 3β-sulfooxy-7β-
hydroxy-24-nor-5-cholenoic acid: An internal standard for mass spectrometric analysis of the abnormal ∆5-bile acids occurring in
Niemann-Pick disease. Steroids 2009, 74, 766–772. [CrossRef]

71. Iida, T.; Kakiyama, G.; Hibiya, Y.; Miyata, S.; Inoue, T.; Ohno, K.; Goto, T.; Mano, N.; Goto, J.; Nambara, T. Chemical synthesis of
the 3-sulfooxy-7-N-acetylglucosaminyl-24-amidated conjugates of 3β, 7β-dihydroxy-5-cholen-24-oic acid, and related compounds:
Unusual, major metabolites of bile acid in a patient with Niemann-Pick disease type C1. Steroids 2006, 71, 18–29. [CrossRef] [PubMed]

72. Tomkinson, N.C.; Willson, T.M.; Russel, J.S.; Spencer, T.A. Efficient, stereoselective synthesis of 24 (S), 25-epoxycholesterol. J. Org.
Chem. 1998, 63, 9919–9923. [CrossRef]

73. Cui, J.G.; Lin, C.W.; Zeng, L.M.; Su, J.Y. Synthesis of polyhydroxysterols (III): Synthesis and structural elucidation of 24-
methylenecholest-4-en-3β, 6α-diol. Steroids 2002, 67, 1015–1019. [CrossRef] [PubMed]

http://doi.org/10.1042/BJ20060914
http://doi.org/10.1177/1073858414568122
http://www.ncbi.nlm.nih.gov/pubmed/25628343
http://doi.org/10.1128/MCB.21.9.2991-3000.2001
http://www.ncbi.nlm.nih.gov/pubmed/11287605
http://doi.org/10.1074/jbc.M111041200
http://doi.org/10.1101/gad.10.9.1096
http://www.ncbi.nlm.nih.gov/pubmed/8654925
http://doi.org/10.1152/ajpgi.2001.281.1.G293
http://www.ncbi.nlm.nih.gov/pubmed/11408283
http://doi.org/10.1016/j.tem.2011.12.002
http://doi.org/10.1073/pnas.96.1.266
http://doi.org/10.1073/pnas.93.18.9799
http://doi.org/10.1152/ajpendo.1998.274.6.E1099
http://doi.org/10.1016/j.bbalip.2022.159123
http://doi.org/10.1371/journal.pone.0096795
http://www.ncbi.nlm.nih.gov/pubmed/24802026
http://doi.org/10.1093/brain/awz174
http://www.ncbi.nlm.nih.gov/pubmed/31286142
http://doi.org/10.1016/j.stem.2018.12.013
http://doi.org/10.1016/j.freeradbiomed.2016.10.008
http://www.ncbi.nlm.nih.gov/pubmed/27836779
http://doi.org/10.1016/j.biochi.2012.09.025
http://www.ncbi.nlm.nih.gov/pubmed/23041502
http://doi.org/10.1126/science.1090776
http://doi.org/10.1073/pnas.2107682118
http://doi.org/10.1016/j.steroids.2009.03.005
http://doi.org/10.1016/j.jorganchem.2009.06.015
http://doi.org/10.1016/j.steroids.2009.04.007
http://doi.org/10.1016/j.steroids.2005.07.008
http://www.ncbi.nlm.nih.gov/pubmed/16197972
http://doi.org/10.1021/jo981753v
http://doi.org/10.1016/S0039-128X(02)00059-4
http://www.ncbi.nlm.nih.gov/pubmed/12441186


Int. J. Mol. Sci. 2023, 24, 1290 23 of 23

74. Khripach, V.; Zhabinskii, V.; Antonchik, A. A new synthesis of cerebrosterol and its 24-epimer from lithocholic acid. Russ. J.
Bioorganic Chem. 2007, 33, 258–262. [CrossRef] [PubMed]

75. Zhang, D.H.; Zhou, X.D.; Zhou, W.S. A short and highly stereoselective synthesis of cerebrosterol. Chin. J. Chem. 2002, 20,
1145–1148. [CrossRef]

76. Wu, Z.-H.; liu, T.; Gu, C.-X.; Shao, C.-L.; Zhou, J.; Wang, C.-Y. Steroids and triterpenoids from the brown alga Kjellmaniella
crassifolia. Chem. Nat. Compd. 2012, 48, 158–160. [CrossRef]

77. Feng, M.T.; Wang, T.; Liu, A.H.; Li, J.; Yao, L.G.; Wang, B.; Guo, Y.W.; Mao, S.C. PTP1B inhibitory and cytotoxic C-24 epimers of
∆(28)-24-hydroxy stigmastane-type steroids from the brown alga Dictyopteris undulata Holmes. Phytochemistry 2018, 146, 25–35.
[CrossRef] [PubMed]

78. Yang, P.; Liu, D.-Q.; Liang, T.-J.; Li, J.; Zhang, H.-Y.; Liu, A.-H.; Guo, Y.-W.; Mao, S.-C. Bioactive constituents from the green alga
Caulerpa racemosa. Bioorg. Med. Chem. 2015, 23, 38–45. [CrossRef] [PubMed]

79. Huh, G.-W.; Lee, D.-Y.; In, S.-J.; Lee, D.-G.; Park, S.Y.; Yi, T.-H.; Kang, H.C.; Seo, W.-D.; Baek, N.-I. Fucosterols from Hizikia fusiformis
and their proliferation activities on osteosarcoma-derived cell MG63. J. Korean Soc. Appl. Biol. Chem. 2012, 55, 551–555. [CrossRef]

80. Tang, H.-F.; Yi, Y.-H.; Yao, X.-S.; Xu, Q.-Z.; Zhang, S.-Y.; Lin, H.-W. Bioactive steroids from the brown alga Sargassum carpophyllum.
J. Asian Nat. Prod. Res. 2002, 4, 95–101. [CrossRef]

81. Zwarts, I.; van Zutphen, T.; Kruit, J.K.; Liu, W.; Oosterveer, M.H.; Verkade, H.J.; Uhlenhaut, N.H.; Jonker, J.W. Identification of the
fructose transporter GLUT5 (SLC2A5) as a novel target of nuclear receptor LXR. Sci. Rep. 2019, 9, 9299. [CrossRef] [PubMed]

82. Mackay, D.S.; Jones, P.J.; Myrie, S.B.; Plat, J.; Lütjohann, D.J. Methodological considerations for the harmonization of non-
cholesterol sterol bio-analysis. J. Chromatogr. B 2014, 957, 116–122. [CrossRef] [PubMed]

83. Lütjohann, D.; Brzezinka, A.; Barth, E.; Abramowski, D.; Staufenbiel, M.; von Bergmann, K.; Beyreuther, K.; Multhaup, G.; Bayer, T.A.
Profile of cholesterol-related sterols in aged amyloid precursor protein transgenic mouse brain. J. Lipid Res. 2002, 43, 1078–1085.

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.1134/S1068162007020082
http://www.ncbi.nlm.nih.gov/pubmed/17476989
http://doi.org/10.1002/cjoc.20020201104
http://doi.org/10.1007/s10600-012-0190-8
http://doi.org/10.1016/j.phytochem.2017.11.013
http://www.ncbi.nlm.nih.gov/pubmed/29207320
http://doi.org/10.1016/j.bmc.2014.11.031
http://www.ncbi.nlm.nih.gov/pubmed/25497963
http://doi.org/10.1007/s13765-012-2069-6
http://doi.org/10.1080/10286020290027362
http://doi.org/10.1038/s41598-019-45803-x
http://www.ncbi.nlm.nih.gov/pubmed/31243309
http://doi.org/10.1016/j.jchromb.2014.02.052
http://www.ncbi.nlm.nih.gov/pubmed/24674990

	Introduction 
	Results 
	Chemistry 
	LXR and LXR Activation 
	LXR-Target Gene Expression in CNS Cell Lines 
	Cell-Specific Discrimination of Oxysterols Selectively Regulate SREBF1 and Its Downstream Lipogenic Genes 
	Effect on Cholesterol Efflux 
	LXR-Activating Oxidized Sterols Down-Regulate DHCR7 and DHCR24 Gene Expression 

	Discussion 
	Materials and Methods 
	Side Chain Oxidized Cholesterol Derivatives 
	Phytosterol Separation from Seaweed 
	Cell Culture and Transfection 
	Reporter Assays 
	Quantitative PCR 
	Quantitative Analysis of Cholesterol and Cholesterol’s Precursors 
	Cholesterol Efflux Studies 
	Statistical Analysis 

	Conclusions 
	References

