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LIM-Only Protein FHL2 Is a Positive Regulator of Liver X Receptors
in Smooth Muscle Cells Involved in Lipid Homeostasis

Kondababu Kurakula,® Daniela Sommer,? Milka Sokolovic,®P Perry D. Moerland,® Saskia Scheij,? Pieter B. van Loenen,?
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The LIM-only protein FHL2 is expressed in smooth muscle cells (SMCs) and inhibits SMC-rich-lesion formation. To further elu-
cidate the role of FHL2 in SMCs, we compared the transcriptomes of SMCs derived from wild-type (WT) and FHL2 knockout
(KO) mice. This revealed that in addition to the previously recognized involvement of FHL2 in SMC proliferation, the choles-
terol synthesis and liver X receptor (LXR) pathways are altered in the absence of FHL2. Using coimmunoprecipitation experi-
ments, we found that FHL2 interacts with the two LXR isoforms, LXRa and LXR[. Furthermore, FHL2 strongly enhances tran-
scriptional activity of LXR element (LXRE)-containing reporter constructs. Chromatin immunoprecipitation (ChIP)
experiments on the ABCG1 promoter revealed that FHL2 enhances the association of LXR3 with DNA. In line with these obser-
vations, we observed reduced basal transcriptional LXR activity in FHL2-KO SMCs compared to WT SMCs. This was also re-
flected in reduced expression of LXR target genes in intact aorta and aortic SMCs of FHL2-KO mice. Functionally, the absence of
FHL2 resulted in attenuated cholesterol efflux to both ApoA-1 and high-density lipoprotein (HDL), in agreement with reduced
LXR signaling. Collectively, our findings demonstrate that FHL2 is a transcriptional coactivator of LXRs and points toward
FHL2 being an important determinant of cholesterol metabolism in SMCs.

Vascular smooth muscle cells (SMCs) are crucial for proper
vascular function, and phenotypic modulation of SMCs con-
tributes to postangioplasty restenosis and atherosclerosis (1, 2).
Cholesterol is an essential component of the cell membrane and
vital for normal cellular function (3), but excessive lipid accumu-
lation in arterial wall cells, including SMCs, is an early event dur-
ing atherosclerosis (4). Lipid-filled SMCs are the predominant
foam cell type in early human atherosclerotic lesions and have
been shown to promote lesion development (5, 6). At a later stage,
the stability of the atherosclerotic plaque depends largely on the
abundance and reparative capacity of SMCs, owing to their ability
to produce a lesion-stabilizing fibrous cap (2, 7). Understanding
how dysregulated cholesterol metabolism in SMCs affects their
function is therefore essential in order to identify novel targets to
regulate their responses.

FHL2, also known as DRAL or SLIM3, is the second member of
the four-and-a-half-LIM-domain protein family (8, 9), which pos-
sesses an amino-terminal half LIM domain followed by four com-
plete LIM domains. LIM proteins mediate protein-protein interac-
tions and sometimes bind DNA or mediate nuclear localization (10,
11). Multiple functions have been ascribed to FHL2, likely a result of
its interaction with over 50 different proteins that are involved in
most major signaling pathways (8). FHL2 lacks any obvious enzy-
matic and direct DNA binding activities; nevertheless, it has been
shown to act as a transcriptional coactivator or corepressor of multi-
ple transcription factors in a cell type- and cellular-context-depen-
dent manner (8, 9). As such, FHL2 has been reported to regulate the
transcriptional activity of NF-kB, cyclic AMP-responsive element
binding protein (CREB), androgen receptor (AR), and Nur77,
among others (8, 9, 11-13). The extensive interactome of FHL2 and
its intricate regulatory role in multiple cellular processes illustrate the
multifaceted function of this protein.

Previous studies have shown that FHL2 is expressed in the
heart and in the vessel wall in endothelial cells and SMCs, among
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other tissues (9, 14). In SMCs, FHL2 is transcriptionally regulated
by serum response factor (SRF) and participates in SRF-depen-
dent transcription by stabilizing myocardin factors (14). Addi-
tionally, FHL2 antagonizes RhoA-mediated induction of smooth
muscle (SM) actin and SM22a by competing with the coactivator
myocardin-related transcription factor (MRTF) A for SRF bind-
ing (15). Significantly, FHL2 inhibits SMC proliferation and has a
protective function in SMC-rich-lesion formation (16, 17). The
latter activity of FHL2 involves enhanced activation of the ex-
tracellular signal-regulated kinase 1/2 (ERK1/2)—cyclin D1
signaling pathway (17). Microarray profiling in mouse livers
shows that FHL2 regulates genes involved in signal transduction,
cytoskeleton formation, and cardiovascular function (18). Very
recently, FHL2 was shown to be associated with lipid metabolism
in pigs (19).

The liver X receptors (LXRs) a (NR1H3) and 3 (NR1H2) are
members of the nuclear hormone receptor superfamily and regu-
late genes involved in cholesterol metabolism and inflammation
(20). LXRs are transcription factors that heterodimerize with the
retinoid X receptor (RXR). LXRa is highly expressed in several
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tissues that are important for cholesterol and lipid metabolism,
such as liver, adipose tissue, intestine, and macrophages, whereas
LXR is expressed ubiquitously (21). Oxysterols are the endoge-
nous ligands for LXRs, and several synthetic ligands have been
identified (e.g., T0901317 and GW3965) (22, 23). Both LXRa and
LXRB directly regulate several important genes in reverse choles-
terol transport and lipid metabolism, including members of the
ATP-binding cassette (ABC) superfamily of membrane transport-
ers such as ABCA1, ABCG], lipoprotein lipase (LPL), inducible
degrader of low-density-lipoprotein receptor (IDOL), and sterol
regulatory element-binding protein 1c (SREBP1c) (24). Although
ligands induce LXR activity, transcriptional coregulators play a
crucial role in specificity of the downstream signaling events. A
number of transcriptional coregulators have been found to play
an important role in lipid metabolism, including SRC1, PGC-1«,
and TIF2 (24, 25); however, identification of LXR coregulators
and the underlying molecular mechanisms requires further re-
search.

Given the established role of FHL2 in SMCs, the present study
aimed to characterize the molecular mechanism by which FHL2
exerts its atheroprotective function in SMCs in greater detail. Us-
ing transcriptional profiling, we identified alteration in the cho-
lesterol synthesis and LXR pathways in the absence of FHL2. We
provide evidence that in SMCs, FHL2 acts as a transcriptional
coactivator of LXRs and that this may underlie, in part, its athero-
protective function.

MATERIALS AND METHODS

Microarray profiling. Aortic SMCs were isolated from wild-type (WT)
and FLH2 knockout (FHL2-KO) mice as described previously (17). Aortic
SMCsisolated from 3 WT and 3 FHL2-KO mice were grown to confluence
and made quiescent in serum-free medium for 48 h. Subsequently, the
cells were lysed and used for microarray profiling. RNA was isolated using
the Aurum total-RNA isolation kit (Bio-Rad), and samples were sent to
ServiceXS (Leiden, The Netherlands) for further microarray processing.
In brief, to assess the quality of the samples, the concentration of the RNA
was determined using the Nanodrop ND1000 spectrophotometer. The
Agilent Bioanalyzer was used to analyze the quality and integrity of the
RNA samples, and the Illumina TotalPrep-96 RNA amplification kit was
used to generate biotin-labeled (biotin-16-UTP) amplified cRNA. The
biotinylated cRNA samples were hybridized onto Illumina MouseWG-6
v2 arrays, which were scanned using the Illumina iScan array scanner, and
the data were retrieved by using Illumina’s Genomestudio v. 2011.1 soft-
ware.

Data normalization and analyses. Analyses were carried out with
packages from Bioconductor in the statistical software package R (version
2.14.0). Normexp-by-control background correction, quantile normal-
ization, and log, transformation (26) were performed on the Illumina
sample and control probe profiles using the limma package (version
3.10.2). The arrayQualityMetrics package (version 3.10.0) was used to
ensure that the microarray data were of good quality. Gene-wise linear
models were fitted using the limma package. Differential gene expression
between the FHL2-KO and WT SMC samples was assessed via a moder-
ated t test. Only probes detected on at least one array were included in the
differential expression analysis. Resulting P values were corrected for mul-
tiple testing using the Benjamini-Hochberg false-discovery rate. The
illuminaMousev2.db package (version 1.12.2) was used to update the
probe annotation provided by GEO. The data set with differentially ex-
pressed genes with a P value of <0.05 was analyzed using Ingenuity path-
way analysis (IPA; Ingenuity Systems) to test for enriched canonical path-
ways and networks and to identify upstream transcriptional regulators.
The background set for the gene enrichment analyses consisted of all
genes detected on at least one array. Significant expression on the Illumina
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FIG 1 Changes in mRNA abundance in FHL2-KO compared to WT SMCs, as
determined by microarray analysis. This heat map shows the top 30 up- and
downregulated genes in FHL2-KO compared with WT SMCs. Green indicates
downregulation, and red indicates upregulation.

MouseWG-6 v2 array and statistical association for mapping of genes to
functions and pathways were assessed using the right-tailed Fisher’s exact
test.

Plasmids and chemicals. pCMX-hLXRa, pCMX-hLXRB-Flag,
pCMX-hRXRa, an LXR response element (LXRE)-luciferase reporter
(pTK.LXRE3-luc), and several deletion mutants of FHL2 have been de-
scribed before (9,27). The pPCMV-LIM2-4-Myc construct was made using
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TABLE 1 Functional clusters associated with the highest-score networks identified by Ingenuity pathway analysis and their scores for gene

categories in FHL2-KO versus WT SMCs”

Network Top diseases and functions Score”
1 Cell cycle, connective tissue disorders, developmental disorder 40
2 Hereditary disorder, neurological disease, lipid metabolism 36
3 Drug metabolism, molecular transport, nucleic acid metabolism 35
4 RNA posttranscriptional modification, protein synthesis, connective tissue disorders 33
5 Cellular response to therapeutics, cancer, developmental disorder 31
[ Cell cycle, cellular assembly and organization, amino acid metabolism 31
7 Cellular development, cardiovascular system development and function, hematological system development and function 31
8 Posttranslational modification, embryonic development, organ development 31
9 Skeletal and muscular system development and function, tissue development, cellular movement 30
10 Cellular movement, cellular growth and proliferation, embryonic development 30
11 Developmental disorder, hereditary disorder, neurological disease 29
12 Cellular assembly and organization, DNA replication, recombination, and repair, cell cycle 29
13 Cancer, developmental disorder, hereditary disorder 29
14 Cancer, cardiovascular disease, cellular assembly and organization 29
15 Lipid metabolism, small molecule biochemistry, vitamin and mineral metabolism 28
16 Amino acid metabolism, posttranslational modification, small molecule biochemistry 28
17 Cellular development, cellular growth and proliferation, hematological system development and function 27
18 Cell-to-cell signaling and interaction, nervous system development and function, cellular assembly and organization 26
19 Cell-to-cell signaling and interaction, cellular assembly and organization, cellular function and maintenance 26
20 Cellular function and maintenance, small molecule biochemistry, molecular transport 26
21 Embryonic development, organismal development, organ development 26
22 Cellular assembly and organization, cellular compromise, cell-to-cell signaling and interaction 26
23 Skeletal and muscular system development and function, behavior, cellular movement 26
24 Lipid metabolism, molecular transport, small molecule biochemistry 25
25 Protein synthesis, lipid metabolism, small molecule biochemistry 25

“ Pathways involving cell cycle regulation are underlined, and pathways involving lipid and cholesterol metabolism are in bold.

b —Log, (P value).

the primers described before (9). pGL3-hABCA1-luc was kindly provided
by Johan Auwerx (EPFL, Lausanne, Switzerland) and was described pre-
viously (28). The LXR agonists T0901317 and GW3965 were purchased
from Sigma-Aldrich. [*H]cholesterol was purchased from Amersham;
high-density lipoprotein (HDL) and ApoA1 were purchased from Calbi-
ochem.

Cell culture and transfection. HeLa cells were cultured in Dulbecco’s
modified Eagle’s medium (DMEM) with 20 mM glucose, supplemented
with 10% serum and penicillin-streptomycin (Invitrogen). Aortic SMCs
were cultured in DMEM—F-12 medium (Invitrogen) supplemented with
20% fetal calf serum (FCS) and penicillin-streptomycin. SMCs were used
at passages 6 to 8 and were characterized by SM a-actin expression (1A4;
Dako) showing uniform fibrillar staining. Culturing of human SMCs
has been described before (9). HeLa cells were transfected using Lipo-
fectamine 2000 (Invitrogen), and SMCs were transfected using Fugene6
transfection reagent (Roche).

Coimmunoprecipitation assays and Western blot analysis. Coim-
munoprecipitation assays and Western blot analysis were described pre-
viously (9). Briefly, HeLa cells were cotransfected with appropriate plas-
mids and incubated for 48 h. The cells were lysed in NP-40 lysis buffer
supplemented with complete protease inhibitor mixture (Roche Applied
Science). For endogenous coimmunoprecipitation assays, SMC lysates
from WT and FHL2-KO mice (1.5 mg total protein each) were used. Cell
lysates were precleared for 1 h at 4°C with protein A-Sepharose (GE
Healthcare) and then incubated overnight with the pulldown antibody
and protein A-Sepharose. Immunoprecipitates were washed three times
in lysis buffer, and bound protein was eluted by boiling in SDS loading
buffer before electrophoresis on 12% SDS-polyacrylamide gels. SMC ly-
sates were prepared with NP-40 lysis buffer (with protease inhibitors) and
samples were boiled in SDS loading buffer before electrophoresis on 12%
SDS-polyacrylamide gels. Proteins were transferred using a transfer sys-
tem (Bio-Rad) to polyvinylidene difluoride (PVDF) membranes (Bio-
Rad) that were incubated with appropriate blocking agents, primary an-
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tibodies, and fluorescently conjugated secondary antibodies, followed by
scanning using an Odyssey infrared imaging system (Licor Biosciences).
Antibodies applied in this study were antihemagglutinin (anti-HA)
(12CAS5; Roche Applied Science), anti-Flag (Invitrogen), anti-LXRa (Ab-
cam), anti-LXRB (Abcam), anti-FHL2 (Thermo Scientific), antitubulin
(Cedarlane Labs), and anti-B-actin (Cell Signaling).

Luciferase assays. HeLa cells were transiently transfected with LXRE
luciferase reporter plasmids and ABCA1 promoter constructs (WT and
DR4 mutant; kindly provided by Herbert Stangl, Vienna, Austria) (29)
together with pCMX-LXRa, pCMX-Flag-LXR@, and pCMV-HA-FHL2
or pCMV-mock. The Renilla reporter plasmid pRL-TK (Promega) was
cotransfected as an internal control for transfection efficiency. SMCs were
cotransfected with pTK.LXRE3-luc or pGL3-hABCA1-luc and Renilla re-
porter plasmids by Fugene6 (Roche Applied Science). Luciferase activity
measurements were performed using the dual-luciferase reporter assay
system (Promega) and Glomax Multi detection system (Promega) ac-
cording to the manufacturer’s protocol. Each experiment (in duplicate)
was repeated at least three times.

Chromatinimmunoprecipitation (ChIP) assays. ChIP assaysin HeLa
cells were performed using the Magnify ChIP system (Invitrogen) as de-
scribed previously (9). The following primers were used to amplify the
ABCG1 promoter by quantitative real-time PCR (qQRT-PCR): 5'-TTCTG
TGGACAGGTACTAGGT-3' (sense) and 5'-CCACAAACATAGGTAGT
CCAG-3' (antisense).

qRT-PCR. HeLa cells and SMCs were treated with the LXR agonists
T0901317 and GW3965 for 8 h before lysis. In some experiments, SMCs
were incubated in serum-free medium (SFM), lipoprotein-deficient se-
rum (LPDS), or LPDS supplemented with simvastatin and mevalonate
and then treated with 25-OH-cholesterol or desmosterol. Total RNA from
mouse aorta was prepared with TRIzol (Invitrogen). Total RNA from cells
was isolated with a total-RNA minikit (Bio-Rad). cDNA synthesis was
performed with iScript (Bio-Rad), followed by real-time PCR using the
MyIQ system (Bio-Rad). Primers used for real-time PCR are detailed in
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FIG 2 Network analysis of the expression profiles of WT and FHL2-KO SMCs. Data analyses revealed that networks related to cell cycle regulation (A) and lipid
metabolism (B) are affected by FHL2 deficiency. Interactions between genes are shown as explained in the legend. Red symbols indicate that genes are upregulated
in FHL2-KO SMCs compared to WT cells, green symbols indicate downregulation of genes, and white indicates proteins with unchanged expression.

Table S3 in the supplemental material. The acidic ribosomal phosphopro-
tein PO was measured as an internal control for cDNA content of the
samples.

FHL2 knockdown in SMCs. Recombinant lentiviral particles of short
hairpin RNAs (shRNAs) targeting FHL2 were produced, concentrated,
and titrated as described previously (9, 17). Two different mouse shRNAs
that target different regions in the FHL2 mRNA (shFHL2#1 target se-
quence, GATGGGAAGATGGTTTGGAAT; shFHL2#2 target sequence,
CTGTGACTTGTACGCTAAGAA) were used for generation of lentivi-
ruses. shRNAs targeting human FHL2 and the scrambled control shRNA
have been described before (9). Lentiviral infection in cultured aortic
SMCs was performed as described previously (17). Transduction effi-
ciency was determined by immunofluorescence and qRT-PCR.

Cell proliferation assays. Bromodeoxyuridine (BrdU) incorporation
assays were performed as described previously (17). For both BrdU and
3-(4,5-dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide (MTT)
assays, cells were seeded in a 96-well plate at a density of 3 X 10° cells/well
and incubated overnight. Cells were made quiescent by incubation in
medium without FCS for 48 h and then treated with GW3965 overnight
followed by incubation with FCS (10% [vol/vol]) for 24 h. After the incu-
bation, cells were incubated with BrdU reagent for 16 h or 10 pl of MTT
reagent (5 mg/ml) for 3 h at 37°C. In MTT assays, 100 pl of isopropanol
was added to each well and incubated for 15 min. Colorimetric analysis
was performed with an enzyme-linked immunosorbent assay (ELISA)
plate reader. Each experiment (in quadruplicate) was repeated at least
three times.
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Cholesterol efflux assay. Cholesterol efflux assays were performed as
previously described with minor modifications (30). Briefly, SMCs from
WT and FHL2-KO mice were seeded into 24-well-plate wells at a concen-
tration of 3 X 10° cells per ml and allowed to adhere overnight, followed
by incubation for 24 h in DMEM—F-12 plus 20% FCS plus [*H]choles-
terol. Cells were then washed and incubated for an additional 18 h with
equilibration medium (DMEM—F-12 plus 0.2% bovine serum albumin
[BSA]) supplemented with T0901317 (5 wM) or GW3965 (5 uM) where
indicated. Efflux was initiated by the addition of efflux medium (DMEM—
F-12 plus 0.2% BSA) plus either vehicle, ApoAI (10 pg/ml), or HDL (100
pg/ml). Radioactivity in the medium plus cells was measured by liquid
scintillation counting. This assay was performed in quadruplicate and
repeated three times. Values are expressed as means and standard devia-
tions (SD).

Statistical analysis. Data are reported as means and SD and were
analyzed with the unpaired Student ¢ test. P values of <0.05 were consid-
ered significant.

Microarray data accession number. The microarray data have been
deposited in NCBI Gene Expression Omnibus in a MIAME compliant
format and are accessible under GEO series accession number GSE56860.

RESULTS

Expression profiling reveals attenuated LXR-RXR signaling in
FHL2-KO SMCs. To understand the function of FHL2 in murine
SMCs, RNA was isolated from three independent SMC isolates
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after serum stimulation, derived from different FHL2-KO and
WT mice. Transcriptional profiling revealed that >2,500 genes
were differentially expressed in FHL2-KO compared with WT
SMCs (P < 0.05; change = 1.4-fold), of which 843 genes remained
differentially expressed after correction for multiple testing (ad-
justed P value < 0.05). Of these genes, 373 were upregulated and
470 were downregulated in FHL2-KO compared with WT SMCs.
The top 30 up- and downregulated genes are shown in Fig. 1 and
in Table S1 in the supplemental material. Ingenuity pathway anal-
ysis (IPA) was performed to identify canonical pathways with a
statistically significant enrichment of differentially expressed
genes, and the top 25 canonical pathways indicate involvement of
FHL2 in lipid and cholesterol metabolism (see Fig. SIA in the
supplemental material). The top-ranking canonical pathway is the
“super-pathway of cholesterol biosynthesis,” which comprises 87
genes, 13 of which show changed expression in FHL2-KO SMCs
compared with WT cells. The second pathway, “LPS/IL-1 medi-
ated inhibition of RXR function,” concerns retinoid X receptor
(RXR), which is a nuclear receptor that is activated by 9-cis reti-
noic acid and is an obligate heterodimerization partner for a sub-
family of nuclear receptors, including the liver X receptors (LXR).
LXRs are important regulators of cholesterol and fatty acid ho-
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meostasis (24), and interestingly, our transcriptional analysis also
identified the LXR/RXR pathway as being sensitive to FHL2 in
SMCs. Subsequent generation of networks of the top canonical
pathways with at least 4 genes in common divided these pathways
into two networks centered around cholesterol synthesis and me-
tabolism and signaling (see Fig. S1B in the supplemental mate-
rial).

IPA gene network analysis, which examines the intermolecular
connections among interacting genes based on functional knowl-
edge input, was also performed, and the top 25 networks are
shown in Table 1. The highest-scoring network concerns cell cycle
regulation and is centered around cyclin D1, which is known to be
regulated by FHL2 in SMCs (Table 1; Fig. 2A) (17). In line with the
canonical pathway analysis, four of the networks were found to
involve lipid metabolism (Table 1, networks 2, 15, 24, and 25), and
one of these (network 15) indicates a role for FHL2 in LXR-RXR
signaling and cholesterol metabolism (Fig. 2B; also, see Fig. S2 in
the supplemental material).

Finally, IPA upstream regulator analysis was used to identify
upstream transcriptional regulators and revealed that LXR is
among the 14 identified transcription factors that are predicted to
be inhibited in FHL2-KO SMC:s (see Table S2 in the supplemental
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following overexpression of LXRf3 and FHL2 and pretreatment with GW3965 in HeLa cells. All experiments were performed in triplicate and repeated at least

three times. Values are means and SD. *, P < 0.05.

material). Taken together, the results of our transcriptional anal-
ysis of WT and FHL2-KO SMCs suggest that FHL2 may influence
lipid handling in these cells, in part through LXR-regulated path-
ways.

FHL2 interacts with LXRa and LXRf. Recent studies have
established that FHL2 can interact with several nuclear receptors,
including the androgen receptor and Nur77 (9, 12). In view of our
transcriptional analysis, we therefore hypothesized that FHL2
may interact with LXRs to regulate its transcriptional activity. We
tested this by performing coimmunoprecipitation experiments
with FHL2 and the two LXR isoforms in HeLa cells. As shown in
Fig. 3A and B, we observed that FHL2 interacted with both LXRa
and LXRp. Furthermore, the interaction between FHL2 and both
LXRs was not altered by the addition of two LXR synthetic ligands
(T0901317 and GW3965; data not shown). To further substanti-
ate these findings, we performed coimmunoprecipitation experi-
ments in cultured SMCs from WT and FHL2-KO mice. We found
that FHL2 interacts with LXRa in WT SMCs. As a control, we also
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included FHL2-KO SMCs (Fig. 3C). To delineate which LIM do-
main of FHL2 is involved in the interaction with LXRs, coimmu-
noprecipitation assays were performed with truncated FHL2 con-
structs. A schematic representation of various FHL2 mutants is
shown in Fig. 3D. Our data show that each LIM domain can al-
ready bind both LXRa and LXRp (Fig. 3E and F).

FHL2 enhances the transcriptional activity of LXRs. In view
of its interaction with LXRs, and in order to determine the effect
on activity, we tested the impact of FHL2 on LXR-dependent tran-
scriptional activity, using a surrogate reporter construct contain-
ing an LXRE coupled to luciferase. The transcriptional activity of
both LXRa and LXRP was significantly increased in cells coex-
pressing full-length FHL2 protein (Fig. 4A and B). We also ob-
served that FHL2 further enhanced LXR transcriptional activity
induced by the synthetic ligands T0901317 and GW3965 (Fig. 4A
and B). As all truncated FHL2 mutants interact with both LXRa
and LXR, we then investigated their effect on LXR transcrip-
tional activity. Interestingly, we found that in addition to full-
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length FHL2, only the LIM0-2 and LIM0-3 mutants of FHL2 en-
hanced LXRa-mediated transcriptional activity and that only the
LIMO-3 mutant of FHL2 is able to transactivate LXRB-mediated
transcriptional activity, suggesting the differential regulation of
LXRs by FHL2 (Fig. 4C and D). To functionally assess the conse-
quence of FHL2 loss on LXR signaling in SMCs, we transfected
aortic SMCs derived from either WT or FHL2-KO mice with the
LXR reporter construct and human ABCA1 promoter constructs.
In line with the overexpression studies, FHL2-KO SMCs displayed
reduced transcriptional activity of an LXRE-containing reporter
construct as well as of an ABCA1 promoter construct (Fig. 4E and
F). Furthermore, the transcriptional activity of both LXRa and
LXRp was enhanced by FHL2 on the ABCA1 promoter reporter
(Fig. 4G). Consistent with this, FHL2 failed to increase the LXRa
and LXRB-mediated transcriptional activity on a DR4-mutated
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ABCAL1 promoter construct (Fig. 4G), suggesting functional asso-
ciation of FHL2 with LXRs. Collectively, these findings suggest
that FHL2 enhances the transcriptional activity of LXRs both in
HeLa cells and in SMCs.

To further understand the enhanced effect of FHL2 on LXR
transcriptional activity, we performed ChIP experiments on the
ABCG1 promoter, which was analyzed by qRT-PCR (Fig. 4H). As
shown in Fig. 4H, LXRP binds to the ABCG1 promoter, and this
association is significantly enhanced upon overexpression of
FHL2. These results demonstrate that FHL2 enhances binding of
LXRs to the LXREs in their target gene promoters, which reveals
the mechanism of potentiation of LXR transcriptional activity by
FHL2.

To test the significance of our findings, we turned to primary
SMCs from WT and FHL2-KO mice. We treated cells with LXR
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agonists and determined the expression of established LXR target
genes. As shown in Fig. 5, LXR agonists upregulated ABCAI,
IDOL, and LPL in both WT and FHL2-KO SMCs (Fig. 5A to C).
However, consistent with the hypothesis of FHL2 being required
for maximal LXR activation, the expression level of the selected
LXR regulated genes did not reach that observed in WT cells and
was also lower at baseline (Fig. 5A to C). In addition, FHL2-KO
SMC:s displayed reduced protein expression of ABCA1 (Fig. 5E).
To test whether FHL2 also modulates LXR target genes in the
presence of endogenous ligands, we treated SMCs from WT and
FHL2-KO mice with 25-OH-cholesterol and desmosterol in se-
rum-free medium (SEM) and lipoprotein-deficient serum
(LPDS). FHL2-KO SMCs showed reduced ABCA1 mRNA expres-
sion following treatment with natural ligands under both SFM
and LPDS conditions (Fig. 5D). We then sought to investigate
whether FHL2 regulates LXR target genes directly; we treated
SMCs with simvastatin in LPDS. We found that simvastatin de-
creased endogenous mRNA expression of ABCAI. Interestingly,
FHL2-KO SMCs showed a further decrease in mRNA expression
of ABCAL following treatment with natural ligands (Fig. 5D). Fur-
thermore, we also confirmed decreased LXR target gene expres-
sion in FHL2-KO SMCs in RNA samples from freshly isolated
mouse aortas to rule out confounding tissue culture-related ef-
fects (Fig. 5F). To assess whether deletion of FHL2 in adult SMCs
also affects LXR target gene expression, we performed knockdown
experiments. Knockdown of FHL2 in human SMCs using two
independent shRNAs also showed a significant decrease in mRNA
expression of ABCA1 and IDOL (Fig. 5G). Importantly, this is not
limited to SMCs, as overexpression of FHL2 in HeLa cells in-
creases the mRNA levels of ABCAI and ABCGI as well (Fig. 6A
and B). A simple explanation for our observations would be that
FHL2 controls the expression level of LXRs themselves. However,
this can be ruled out, as both the transcript and protein levels of
LXRa and LXRB were unchanged in SMCs from KO mice (Fig.
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6C). Collectively, our results point to the requirement of FHL2 for
maximal LXR signaling in SMCs.

FHL2 is not involved in LXR-mediated cell proliferation but
is crucial for LXR-mediated cholesterol efflux. In our previous
study, we demonstrated that FHL2-KO SMCs proliferate faster
than their WT counterparts (17). As LXRs are also involved in
regulation of cell proliferation, we sought to investigate this by
performing cell proliferation assays. Consistent with our previous
results, FHL2-KO SMCs proliferate faster, as determined by BrdU
and MTT assays (Fig. 7A and B). However, pretreatment with
GW3965 decreased proliferation in both WT and FHL2-KO
SMCs, suggesting that FHL2 is not involved in LXR-mediated
antiproliferative effects (Fig. 7A and B).

The LXR-regulated gene ABCA1 is a crucial mediator of cellu-
lar cholesterol efflux in SMCs (30, 31). We therefore measured
both ApoAl- and HDL-mediated cholesterol efflux in WT and
FHL2-KO SMCs. To stimulate maximal cholesterol efflux, we also
treated the cells with LXR ligands. As might have been anticipated,
both basal cholesterol efflux and ligand-stimulated cholesterol ef-
flux to ApoAI and HDL were diminished in the absence of FHL2
(Fig. 7C and D). These results further support the notion that
FHL2 is an important determinant of LXR activity in SMCs.

DISCUSSION

The phenotypic switch of SMCs from contractile, quiescent cells
to synthetic, highly proliferative cells plays a crucial role in the
pathogenesis of vascular disease, including atherosclerosis and in-
stent restenosis (1, 2). FHL2 is expressed in vascular SMCs and
endothelial cells (9, 14) and has been shown to regulate SMC
phenotype and inhibit SMC-rich-lesion formation in mice (16,
17). In the present study, we provide evidence that FHL2 is in-
volved not only in SMC proliferation and differentiation but also
in the regulation of cholesterol metabolism of SMCs through its
interaction with LXRs. Our conclusions are based on the follow-
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ing principal findings: (i) transcriptome analyses revealed a mod-
ulation of cholesterol pathways in FHL2-KO SMCs compared
with WT SMCs; (ii) FHL2 interacts with LXRs; (iii) the transcrip-
tional activity of LXRs and the expression of endogenous LXR
target genes are enhanced by FHL2; (iv) FHL2 enhances binding
of LXRP to LXR target genes; (v) FHL2 deficiency decreases cho-
lesterol efflux in SMCs.

Our transcriptome analyses confirm that FHL2 regulates SMC
proliferation, in line with our recent observations showing mod-
ulation of the ERK-cyclin D1 signaling pathway by FHL2 (17).
Unexpectedly, the data also indicated that FHL2 modulates cho-
lesterol pathways in SMCs. In the current study, we demonstrate
that FHL2 influences cholesterol metabolism by interacting with
both LXR isoforms and that this protein-protein interaction is
independent of the presence of synthetic ligands. Although SMCs
contain endogenous ligands for LXR, we assume that these may
not influence the interaction between FHL2 and LXRs.

FHL2 has been shown to interact with more than 50 different
proteins, including transcription factors and structural proteins in
a cell type- and context-dependent manner (8, 9). The activity of
the nuclear receptors estrogen receptor and Nur77 is reduced by
FHL2, whereas FHL2 is a coactivator of androgen receptor, liver
homolog 1 (LRH-1), steroidogenic factor 1 (SF-1), PPAR«, and,
as shown in this study, LXRs (8, 32). In contrast, the activity of
glucocorticoid, mineralocorticoid, and progesterone receptors is
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not influenced by FHL2 (8). LIM domains contain a tandem cys-
teine-rich Zn>" finger motif and are important for protein-pro-
tein interactions, may bind DNA, or are crucial in nuclear local-
ization (8, 33, 34). FHL2 does not bind DNA directly and does not
possess a characteristic LXXLL motif, a hallmark of many coregu-
lators that are involved in the regulation of nuclear receptors (8,
12, 35). We reported previously that all four LIM domains of
FHL2 can independently bind the nuclear receptor Nur77 (9).
LXRa and LXRB show high amino acid sequence homology in
their DNA- and ligand-binding domains (78%), but their inter-
actions with FHL2 are dissimilar. FHL2-LXRp interaction is inde-
pendent of the first two LIM domains of FHL2, whereas LXRa
binds the first LIM domain of FHL2. Further analyses may reveal
the exact involvement of the individual LIM domains in FHL2-
LXR complex formation. The sharing of a coregulator between
LXRs and other nuclear receptors may be a mechanism to coor-
dinate and integrate signals derived from different signal trans-
duction pathways in the cell.

Both LXR isoforms LXRa and LXRp are present and func-
tional in SMCs (30, 36). We show here that FHL2 enhances the
transcriptional activity of LXRs in SMCs by activating transcrip-
tion of several LXR target genes. Of note, FHL2 clearly enhances
basal LXR activity in the absence of ligands, whereas treatment
with LXR agonists, particularly efficacious synthetic compounds,
appears to override the requirement for FHL2. We observed de-
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creased cholesterol efflux in FHL2-deficient SMCs, and therefore,
we investigated whether the expression of ABCA1, a major lipid
transport protein in the plasma membrane that mediates cellular
cholesterol export, might be altered in the absence of FHL2. As
expected, deficiency of FHL2 results in greatly reduced ABCA1
expression, which is caused by decreased LXR-mediated gene
transcription. This potent transcriptional repression of ABCA1
occurs in cultured cells as well as in the vascular wall in vivo in
FHL2-deficient SMCs. Recently, FHL2 has been shown to regulate
genes involved in signal transduction, cytoskeleton, and cardio-
vascular function in mouse livers (18). As LXRa plays a key role in
liver, it will be of interest to further investigate the association of
FHL2 and LXRa function in liver lipid metabolism.

Well-characterized coactivators of LXRs include SRC-1 and
p300, which regulate LXR transcriptional activity, at least partly,
by their histone acetyltransferase activity (37). FHL2 and p300 are
also known to interact, and while this paper was in preparation,
Ramayo-Caldas et al. demonstrated that genetic variation in both
FHL2 and p300 genes is associated with lipid metabolism and
control of energy homeostasis in pigs (19, 38). Hence, we propose
that FHL2 is instrumental in formation of LXR multiprotein tran-
scriptional complexes and may be considered a new key compo-
nent of lipid homeostasis.

In summary, we have shown that FHL2 regulates cholesterol
metabolism, at least partly, through interaction with and activa-
tion of LXRs and its specific LXR target genes in SMCs. FHL2
enhances ApoAl- and HDL-mediated efflux of cholesterol by reg-
ulating ABCA1 expression at the transcriptional level. These find-
ings emphasize the importance of FHL2 in SMCs as an integrator
of lipid transport and cellular signals that regulate cellular lipid
homeostasis through modulation of LXRs.
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