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Abstract

Background: Calcification of the aortic valve is a common heart valve disorder, in some cases leading to clinically
impactful severe aortic stenosis (AS). Sex-specific differences in aortic valve calcification (ACV) exist, with women
having a lower burden of calcification than men as measured by computed tomography; however, the
pathophysiological mechanism that leads to these differences remains unclear.

Methods: Using cultured human Tamm-Horsfall protein 1 (THP-1) macrophages and human aortic valve interstitial
cells, the effects of high-density lipoprotein (HDL) particles isolated from the plasma of men and women with
severe AS were studied for cholesterol efflux capacity (CEC).

Results: HDL-CEC was assessed in 46 patients with severe AS, n=30 men, n= 16 women. ATP-Binding Cassette Al
(ABCAT)-mediated HDL-CEC was measured from human cultured THP-1 macrophages to plasma HDL samples.
Women with severe AS had more ABCAT-mediated HDL-CEC, as compared to men (8.50 + 3.90% cpm vs. 6.80 +
1.50% cpm, P=10.04). HDL pre-B1 and a-particles were higher in woman than in men by spectral density, (pre-31
HDL, 20298.29 + 1076.15 vs. 15,661.74 + 789.00, P=0.002, and a-HDL, 63006.35 + 756.81 vs. 50,447.00 + 546.52, P =
0.03). Lecithin-cholesterol acyltransferase conversion of free cholesterol into cholesteryl esters was higher in women
than men (1644 +9.11%/h vs. 12.00 + 8.07%/h, P =0.03).

Conclusions: Sex-specific changes in various parameters of HDL-CEC were found in patients with severe AS. Sex-
based modifications in HDL functionality by HDL-CEC might account for the reduced burden of calcification in
women vs. men with severe AS. Therefore, future studies should target sex-related pathways in AS to help to
improve understanding and treatment of AS.
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Sex specifc differences in AVC and differences associated with HDL function in men and women with severe AS.
When compared to men, women had higher prep-HDL and a-HDL migrating particles, higher cholesterol efflux to
HDL, and higher lecithin cholesterol acy! transferase (LCAT) activity, possibly indicating that improved reverse
cholesterol transport may be protective against worsened calcification.
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Introduction of AVC remains elusive [8]. Women with severe AS are

Aortic stenosis (AS) disease is one of the most common
valvular diseases associated with age [1, 2]. Over the past
30years, the global prevalence of calcific aortic valve
disease-associated deaths has increased [3]. There is no
medical therapy to slow the progression of AS, at
present. Patients with severe AS are treated with either
surgical valve or transcatheter prosthesis [4]. Aortic
valve calcification (AVC) shares several pathophysiologic
resemblances with atherosclerosis, including the migra-
tion of inflammatory cells into tissue and the develop-
ment of calcium deposits [5-7]. Clinical and Mendelian
randomization studies affirm similarities between AVC
and atherosclerosis, suggesting overlapping causal risk
factors [8, 9]. Male sex, elevated serum low-density lipo-
protein (LDL)-cholesterol, age, elevated lipoprotein (Lp)
(a), hypertension, diabetes, renal failure, and smoking
are all associated with AS [9-11]. Several randomized
clinical trials of lipid-lowering therapy with statins indi-
cated no effect on valve structure, function, or calcifica-
tion. This is potentially because statins increase Lp (a),
and effective medical therapy to prevent the progression

known to have a lesser burden of calcification than men
as measured by computed tomography and lower valve
weight on examination after surgical explant [4, 12-15].
Some potential sex-specific mechanisms which might
affect calcification involve the pro-calcific effect of tes-
tosterone, altered inflammatory responses, as well as dif-
ferential expression of calcification inhibitor proteins
[16-18]. Limited evidence suggests no link between
HDL function and AS [19]. Since AS is more prevalent
in men than in women, evaluation of AS by sex may
help to understand differences in the burden of the dis-
ease. ABCA1l-mediated cholesterol efflux capacity (CEC),
as a measurement of high-density lipoprotein (HDL)
functionality, is associated with protection against car-
diovascular events [20-23]. ABCA1l is a membrane
transporter that promotes cellular cholesterol efflux by
transfer of free cholesterol and phospholipid to apolipo-
protein (apo) A-I, an early step in nascent HDL forma-
tion which is atheroprotective [24]. Whether variation in
HDL-CEC, HDL particles size (nm), or protein compos-
ition slow the development of AS is unknown. One
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animal study demonstrated regression in AS severity
with apo A-I mimetic peptide therapy [25]. Other stud-
ies have shown that HDL might play a role in AS, and
HDL-associated proteins have been detected in AS tissue
[19, 26-28]. The relationship of HDL-CEC to AS is
under-studied. The present study hypothesized that
HDL-CEC might be 1) dysregulated from calcified hu-
man aortic valve interstitial cells (HAVICs), (the main
cell type involved in the progression of AVC), and 2) a
protective mechanism that is upregulated in women with
AS vs. men.

Material and methods

Human aortic valve interstitial cells, isolation, and culture
Plasma samples were obtained from patients with severe
AS (n=46) on the day of valve replacement. Blood spec-
imens were obtained from the study subjects by
venipuncture; plasma was separated (2000 g, 4 °C for 20
minutes) and placed in - 80°C in 0.5 mL aliquots until
use. Control HDL was collected from 6 healthy men and
women, pooled, and stored at — 80 °C until use in opti-
mizing the HDL-CEC assay kinetics from Tamm-
Horsfall protein 1 (THP-1) macrophages and HAVICs.
In this study, human primary calcified and non-calcified
cells were obtained from explanted aortic valves of men
with severe AS, as previously reported [29]. Briefly, fresh
aortic valve (AV) leaflets were washed with 1x Hanks’
Balanced Salt Solution (HBSS) buffer (Thermo Fisher
Scientific, Waltham, Mass), and manually debrided to re-
move endothelial cells. The digested tissue mixture was
centrifuged at 500 g at 4°C for 10 min, and the super-
natant was transferred into a new tube and centrifuged
at 1000 g at 4 °C for 10 min. Cell pellets were suspended
in DMEM high glucose, 10% fetal bovine serum (FBS),
and seeded in culture flasks until confluence (which took
9 to 14 days). HAVICs in passages 2 to 5 were used for
all experiments. Cells were trypsinized and plated for
each experiment at a density of 6.0 x 10* cells in a 24-
well plate. Participants provided informed consent. The
study was approved by the McGill University Institu-
tional Review Board (IRB). The lipid characteristics, the
ejection fraction (%), the maximum pressure across the
valve (Pmax), and the mean pressure across the valve
(Pmean) are noted in Table 1.

Immunofluorescence

To demonstrate ABCA1 upregulation in HAVICs within
the HDL-CEC process, calcified and non-calcified
HAVICs were treated with 2 uCi/mL3[H]-cholesterol in
presence of 1% FBS for 48 h at 37 °C and incubated with
purified HDL from healthy individuals for 24 h. Cells
were then washed with cold PBS, and fixed with 4%
paraformaldehyde at room temperature for 15 minutes.
Cells were incubated with anti-a-smooth muscle actin
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Table 1 Baseline clinical characteristics of men and women
with severe AS (n =46)

Clinical parameter Men (n =30) Women (n =16)
Age, (years) 70 (10) 68 (9.5)
BMI, k(_:)/m2 25.19 (5.09)** 283 (8.25)*
Total Cholesterol, mmol/L 4.8 (0.93) 53 (2.76)
(mg/dL) 189.6 (36) 205.7 (106.70)
TG, mmol/L (mg/dL) 1.5 (1.44) 22 (1.14)*

132.0 (127.60) 1984 (101)
HDL-C, mmol/L (mg/dL) 1.2 (0.60) 13(051)

47.2 (23.20) 4838 (19.72)
LDL-C, mmol/L (mg/dL) 26 (0.70) 3.5 (249)*

101.7 (27.23) 136.7 (96.30)
Lp(a), ug/mL 1020 (53) 1184 (44)
Left ventricular ejection 570+£12.86 540+14.52
fraction, (%)
Pmax, mm Hg 582 + 28.56** 505+183
Pmean, mm Hg 328 +16.46* 285+ 10
a-HDL size, (nm) 59+0.60 6.7 +2.38
Pre1-HDL, total spectral count  15,661.7 + 789 20,2983 +1076.15*
a-HDL, total spectral count 50,447.0 54652 63,006.0 + 756.80%*
Cholesterol Efflux, % 7.1+038 8.2 +047%*
LCAT activity, % 120+ 807 165+9.11*

Continuous variables are presented as mean + standard deviation or as
median (interquartile range) if skewed. For cholesterol conversion to mg/dL
multiply by 38.67 and for triglycerides, multiply by 88.57

BMI body mass index, HDL-C high-density lipoprotein cholesterol, Pmax
maximum pressure across the valve, Pmean mean pressure across the valve,
LCAT Lecithin-cholesterol acyltransferase, LDL-C low-density lipoprotein
cholesterol, Lp(a) lipoprotein(a), TG triglycerides

*P < 0.05, **P < 0.01

antibody (1:200; Abcam, Ontario, Canada) and anti-
ABCA1 antibody (1:200, Novus Biological, Ontario,
Canada). Afterward, a fluorophore-conjugated secondary
antibody (1:250; Thermo Fisher Scientific, Waltham,
Mass), and NucBlue (Thermo Fisher Scientific, Wal-
tham, Mass), were added respectively. Cell images were
made by Olympus microphotographic system (Carl Zeiss
Canada Ltd., Ontario, Canada) confocal microscope.

Western blotting analysis

Lysis buffer (20mM Tris, 5mM EDTA, and 5mM
EGTA; pH7.5) containing protease inhibitor mixture
(one tablet/50 mL, Roche) was used to lysis HAVICs.
The suspension was subjected to further lysis in the
presence of cOmplete™ EDTA-free Protease Inhibitor
Cocktail (Sigma Aldrich, Ontario, Canada) followed by
1500 g centrifugation at 4°C for 10 min. Samples were
immunoblotted using affinity-purified human anti-
ABCA1 (Novus Biological, Ontario, Canada). Membrane
pore size 0.45pm (Amersham, Darmstadt, Germany)
was re-probed with Glyceraldehyde 3-phosphate de-
hydrogenase (GAPDH) (Abcam, Ontario, Canada) as a
loading control. Molecular weight protein standard
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mixture (10—-250 kDa) from (Bio-Rad, Hercules, Califor-
nia, US) was included. Bands were revealed by chemilu-
minescence reagent (ZmTech Scientifique, QC, Canada).

Cholesterol efflux capacity assays

HDL-CEC assays were performed using apolipoprotein
B-depleted plasma (plasma HDL, 2.8%) as previously re-
ported [22, 23, 30]. HDL was purified by polyethylene
glycol (PEG, MW8000, Sigma, Oakville, Canada) 20%
(40:100 plasma, vol/vol) and diluted to 2.8% in minimal
essential medium-HEPES (0.5 mL/well). THP-1 human
monocyte cell line (American Type Tissue Culture Col-
lection, Camden, NJ), were plated in 24 well-plates in
Roswell Park Memorial Institute (RPMI) 1640 medium
containing 10% FBS, 50 pg/mL gentamicin, and main-
tained at 37 °C in a humidified atmosphere of 5% CO,
[31]. Differentiation of THP-1 monocytes into macro-
phages was induced via addition of 200 nM phorbol 12-
myristate 13-acetate (PMA, Sigma-Aldrich, Ontario,
Canada) for 72 h before experiments [31]. THP-1 human
macrophages were incubated with 2 pCi *[H]-cholesterol
(Perkin Elmer, Norwalk, Connecticut) for 24 h, 1% FBS.
ABCAL1 protein expression in THP-1 macrophages was
upregulated with 10 uM 9-cis-retinoic acid (9cRA) plus
5ug/mL 22-hydroxycholesterol (22-OH) for 16h, in
RPMI-1640 medium containing 0.2% bovine serum albu-
min (BSA). HAVICs were cultured in Dulbecco’s Modi-
fied Eagle’s Medium (DMEM), 10% FBS, 100 U/mL
penicillin, and 100U/mL streptomycin (Penicillin-
Streptomycin, Invitrogen, Ontario, Canada) and 5% glu-
cose. Medium and cell-associated 3[H]-cholesterol were
subjected to liquid scintillation counting. HDL-CEC was
determined as % cpm of *[H]-cpm in media / (*[H]-cpm
in media + *[H]-cpm in cells). Each patient sample was
run in triplicate. The coefficient of inter variability was
4.39%. Cholesterol efflux efficiency (K,) and maximum
velocity (V,,.,) were calculated by fitting plots of the
fractional 24 h lipid efflux against purified plasma HDL
concentrations with 0.5 to 24% plasma HDL/mL.

Characterization of nascent HDL particles

Two-dimensional non denaturing gradient gel electro-
phoresis (2D-PAGGE) was performed to characterize
apoA-I-containing particles from HDL isolated from
men (n = 10) and women (n = 10) as previously reported
[32]. The conditioned medium from HAVICs exposed to
HDL was concentrated by a size-exclusion centrifugal
filter (molecular weight cutoff (MWCO) 30,000; Ami-
con, Merck Millipore Co., Cork, Ireland) that separates
between lipid-free apoA-I and other lipidated (LpA-I)
particles. ApoA-I proteins were probed with an anti-
apoA-I antibody (Biodesign, Meridian Life Science, Ten-
nessee, USA). A standard native high-molecular-weight
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(4—17.0 nm) from (GE Healthcare, UK) was used in each
gel and revealed by Ponceau S sodium salt.

Lecithin-cholesterol acyltransferase (LCAT) activity assay
A proteoliposome substrate of apoA-I: [H]-cholesterol
nascent HDL(nHDL)-apo A-I was prepared to determine
LCAT activity in plasma samples, as previously de-
scribed [33]. nHDL-apo A-I particles were prepared after
radiolabeling of baby hamster kidney (BHK) cells with
3[H]-cholesterol for 24 h in DMEM 10% FBS. Afterward,
cells were incubated with DMEM/BSA for 6 h and then
incubated with 15 mL of DMEM/BSA containing 10 nM
mifepristone (Invitrogen, Carlsbad, CA, USA) and 10 pg/
mL apo A-I for 18 h. The medium was centrifuged at
1500 g at 4°C for 10 min to remove cell debris. Lipid
free apoA-I was removed by a 50 kDa column and dia-
lyzed extensively against phosphate-buffered saline
(PBS). The substrate (nHDL-apo A-I) was used to deter-
mine LCAT activity as the fractional esterification rate
in plasma from AS patients. The lipidated HDL particles
were verified by qualitative 2D-PAGGE before and after
incubation in total plasma (Fig. 1A). LCAT activity in
nHDL-apoA-I was used as positive control and LCAT
inhibitor 5,5"-dithiobis (2-nitrobenzoic acid) (DTNB), 5
mM from (Sigma-Aldrich, Ontario, Canada) was used as
a negative control [34]. Cellular lipids were extracted
and >[H]-cholesterol and >[H]-cholesteryl esters were
separated by thin-layer chromatography (TLC). Lipid
species (free cholesterol and cholesteryl ester) were visu-
alized with iodine vapor (Fisher Scientific, Ontario,
Canada), and lipids spots were scraped into liquid scin-
tillating vials and were assayed for radioactivity. The
LCAT activity was calculated as the fractional esterifica-
tion rate of cholesterol (%/h) in plasma, expressed as the
ratio of radioactive unesterified to radioactive esterified
cholesterol on nHDL [35].

Statistical analyses

Variables are presented as mean + standard deviation for
normally distributed variables or median and interquar-
tile range for non-normally distributed variables. A non-
parametric test (Mann-Whitney) was used to compare
skewed distributions and the unpaired Student’s t-test
was used to compare the differences between normally
distributed groups. The data were carried out by using
GraphPad Prism version 6 (La Jolla, California). P < 0.05
(2-tailed) is statistically significant.

Results

HDL functionality is reduced in men as compared to
women with severe AS

Women with severe AS were similar in age to men with
comparable Lp (a) levels, but were more likely to be
overweight, and had higher triglycerides and LDL
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Fig. 1 Measurement of high-density lipoprotein (HDL) function in patients with severe AS. HDL particles were isolated by PEG from women (F,
red, A) and men (M, blue, B) with severe AS. ApoA-I containing particles were probed with human anti-apoA-l antibody and revealed by
chemiluminescence. Molecular size markers are shown. (C) ApoA-I pre1-HDL and a-HDL particles were quantified by Western blotting followed
by densitometric scanning. (D) ABCA1-mediated cholesterol efflux capacity to HDL from women (red) and men (blue) with severe AS. (E)
Formation of lipidated apoA-| particles from BHK cells expressing ABCAT and separation by 2D-PAGGE. (F) LCAT activity (%/h) in plasma samples.
After lipid extraction, *[H]-unesterified cholesterol and *[H]-cholesteryl ester were separated by thin liquid chromatography and assayed

cholesterol (Table 1). Quantification of apoA-I-
containing HDL subpopulations by spectral density (Fig.
1A, B) showed that women had more abundant pre-
B1- and a-HDL than men (Fig. 1C) by spectral dens-
ity and size. Women with severe AS had statistically
significant higher ABCA1l-mediated efflux to plasma
HDL from stimulated human THP-1 macrophages
than men (Fig. 1D). LCAT activity using an artificial
proteoliposome substrate of (apo) A-I:*[H]-cholesterol:
lecithin (Fig. 1E), was higher in women with severe
AS compared to men (Fig. 1F). Obesity has been as-
sociated with differences in HDL-CEC [36], but in
this small sample, CE was poorly correlated with body
mass index (BMI) (r=0.36, P =0.86).

Calcification process reduced ABCA1 expression in
HAVICs

Extraction of primary HAVICs from calcified and non-
calcified regions was performed from aortic valve leaflets
of the same patient. The phenotype of primary HAVICs
was confirmed with immunofluorescence by probing o-
smooth muscle actin (a-SMA, green), as previously de-
scribed [37]. Cultured HAVICs expressed a-SMA
(green) and ABCA1 (red) in non-calcified (Fig. 2A) and
calcified cells (Fig. 2B). The western blotting analysis

demonstrated that calcified HAVICs expressed less
ABCA1 protein than non-calcified cells (Fig. 2C).
ABCA1 amounts were significantly decreased by 49 +
14% in calcified vs. non-calcified HAVICs (P =0.01), as
confirmed by spectral analysis (Fig. 2D).

Calcification of HAVICs reduces cholesterol efflux to
control plasma HDL

The HAVICs were used as an in vitro model to under-
stand the effect of calcification on CE, as this cell type is
central to the progression of AVC [27]. CEC from
HAVICs and THP-1 macrophages was optimized to de-
termine the optimal concentration and timing of incuba-
tion with purified control plasma HDL (Supplemental
Material, Fig. 1A-D). An HDL concentration of 5% (Sup-
plemental Material, Fig. 1A) and 2.8% (Supplemental
Material, Fig. 1C) and 8 h (Supplemental Material, Fig.
1B, D) were considered optimal for HAVICs and THP-1
macrophages, respectively. The ability of calcified
HAVICs to perform cholesterol efflux and generate nas-
cent HDL particles from incubation with plasma HDL
were also characterized. HDL-CEC values were com-
pared from calcified HAVICs and non-calcified HAVICs
incubated with control plasma HDL and analyzed nas-
cent particles by 2D-PAGGE (Fig. 3A, B, and C).
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Cholesterol efflux from calcified HAVICs to increasing
doses of control plasma HDL was decreased as com-
pared to non-calcified cells (Fig. 3A, inset). This was asso-
ciated with reduced o-nascent HDL particles when
compared to non-calcified HAVICs (Fig. 3B, C right
panel). During cholesterol efflux from THP-1 and
HAVICs, calcified HAVICs performed cholesterol efflux
with lower K, efficiency and less accelerated Vi, vs.
non-calcified cells or THP-1 macrophages (Supplemental
Material, Table 1).

Discussion

In this study, ABCA1 expression and cholesterol efflux
from calcified HAVICs, the main cell type implicated in
AVC, as well as sex-specific differences in HDL particle
size, HDL-CEC, and LCAT activity from men and
women with severe AS were evaluated. Of relevance, ex-
pression of ABCAL1 in calcified HAVICs was reduced as
compared to non-calcified cells and they had slower, and
less efficient cholesterol efflux to control plasma HDL.
In the present study women with severe AS had more
pre-p1 nascent HDL particles, which are known to inter-
act well with ABCA1 to modulate cholesterol efflux [38].
Herein, women with severe AS had higher HDL-CEC
and LCAT activity. Evidence indicates a delayed rate and
decreased absolute amount of valvular calcification in

women as compared to men with severe AS, but the rea-
sons for this are not well elucidated [4, 13, 14]. AS shares
common risk factors and has similar pathophysiology to
coronary artery disease. Decreased cholesterol efflux from
calcified HAVICs has been documented, but whether this
occurs through ABCA1L, other transporters, or alternative
signaling pathways is unclear [39]. For instance, interferon-
y receptor 1 expression and ERK/HIF-1la signaling were
greater in HAVICs from men, a possible mechanism for
amplified calcification, while matrix Gla protein, an inhibi-
tor of calcification, and delayed osteogenesis were detected
in aortic valve tissue from women [16, 17]. Calcified
HAVICs have lower cholesterol efflux and accordingly
lower ABCA1l protein expression than non-calcified
HAVICs. Therefore, decreased expression of ABCA1 by
calcified HAVICs may lead to reduced efficiency and rate
of CEC (Graphical Abstract). Higher ABCA1-mediated ef-
flux was previously linked to decreased AVC through
administration of liver X receptor agonist T1317 [40].
Boosting ABCA1 expression reduced calcium and lipid de-
position in the AV from hypercholesterolemic mice in vivo
[40]. Sex-specific differences in LCAT activity have been
previously documented in individuals with cardiovascular
disease, and observations in the present study are now ex-
tend this to severe AS [41]. Increased LCAT activity is
beneficial in reverse cholesterol transport because it
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remodels nascent HDL to more mature particles, which re-
turn cholesterol to the liver for excretion [42]. Specifically,
a-HDL subspecies (12 to 17 nm), considered to be athero-
protective, are generally increased in women and are associ-
ated with higher LCAT activity [43]. Differences in HDL
functionality between men and women might explain, in
part, why women have less calcification in severe AS, but
HDL may have other beneficial effects. To this end, HDL
has been reported as having a direct anti-calcifying impact
on human AV [26]. HDL stimulates osteoprotegerin in AV,
a decoy receptor for receptor activator of nuclear factor-
kappa B ligand (RANKL), which inhibits differentiation of
cells into osteoclasts. HDL also reduces tumor necrosis
factor-q, a driver of calcification, in AV [26]. HDL particles
also carry a vast proteome which may account for the
spectrum of anti-inflammatory and antioxidant properties
as cholesterol acceptors, and future studies should focus on
these properties in relation to protection against AV calcifi-
cation [44]. Estrogen may protect against the development

of valvular calcification, which could account for delayed
accumulation in women as compared to men. Testosterone
influenced the onset of AVC in an LDLr'~/Apo B'%/1%/
IGF-II mouse model, and sex-based differences in calcifica-
tion were decreased with castration [18]. In relation to
ABCA1, serum 17pB-estradiol doses does not appear to in-
fluence efflux [45, 46]. An estrogen effect would not ac-
count for changes in HDL functionality in the present
study, as women were of postmenopausal age. A previous
study investigating the role of HDL in AS showed no differ-
ence in HDL measures between AS cases vs. age and sex-
matched controls but did not stratify by sex or compare
men and women with severe AS [19]. A Finnish study
evaluating HDL-CEC in a small sample of healthy men and
women demonstrated no difference by sex or menopausal
status [47]. However, the study did not measure ABCA1-
mediated HDL-CEC, but rather, total efflux to HDL from
unstimulated cells, and women were grouped as pre-or
post-menopausal by age, and their status was possibly mis-
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classified [47]. This study adds evidence to existing know-
ledge suggesting sex-specific dysfunctionality of HDL in se-
vere AS in men as compared to women [13]. This was also
reported more recently in moderate-to-severe AS, though
not stratified by sex [30]. Another in vitro study showed
that rodent valvular interstitial cells (VICs) behaved differ-
ently in a hormone-free environment, with VICs derived
from males calcifying more extensively than VICs derived
from females [48]. Data from this study, in combination
with emerging evidence, supports that there are sex-specific
modifications in HDL measures which might explain bio-
logical differences in the severity of calcification between
men and women.

Study strengths and limitations

The relationship of HDL-CEC with calcific aortic valve
disease has not been well studied. Higher HDL-CEC in
women may be an explanation for the lower calcific load
of an equivalent clinical severity of AS. The major limita-
tion of the present study is its small study sample and lack
of HAVIC cultured cells from women to compare with
those of men. Also, non-calcified areas of AS tissue were
used to compare with calcified areas, which might have
similar inflammatory or oxidative processes. Non-calcified
valve tissue can also be obtained from cadavers or heart
transplants, but proteins may be degraded post-mortem
and transplant candidates likely have different demo-
graphic and clinical characteristics than AS patients, thus,
the best control for AS tissue and cell culture studies is
unclear. Lastly, additional research is required to assess
the causality of the observed relationship and these find-
ings would be strengthened through validation in larger
cohorts.

Conclusion

This study shows that HDL-CEC is significantly im-
paired in men with severe AS when compared to
women. In addition, HDL-CEC from HAVICs supports
a possible link between calcification and impaired ability
to promote ABCAl-mediated efflux and HDL biogen-
esis. These data support future sex-stratified studies of
the role of efflux in protection against AS incidence and
progression. These findings need to be further linked to
mechanisms of delayed calcification in women with se-
vere AS and require validation in a larger cohort, per-
haps with sub-stratification by prevalent co-morbidities
to understand if there are additional interactions by age,
and presence of atherosclerosis, or by varying degrees of
calcification. In conclusion, sex differences in ABCA1-
mediated HDL-CEC should be evaluated in larger stud-
ies of AVC progression and severe AS.
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