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is a primary structural protein in the arterial wall that contributes to
vascular mechanical properties and degrades with aging. Aging is
associated with arterial stiffening and an increase in blood pressure.
There is evidence that arterial aging follows different timelines with
sex. Our objective was to investigate how elastin content affects arte-
rial remodeling in male and female mice with aging. We used male
and female wild-type (Eln*'") and elastin heterozygous (Eln*™' ") mice
at 6, 12, and 24 mo of age and measured their blood pressure and ar-
terial morphology, wall structure, protein content, circumferential
stress, stretch ratio, and stiffness. Two arteries were used with varying
contents of elastin: the left common carotid and ascending aorta. We
show that Eln*'™ arteries start at a different homeostatic set point for
circumferential wall stress, stretch, and material stiffness but show
similar increases with aging to Eln*'* mice. With aging, structural
stiffness is greatly increased, while material stiffness and circumferen-
tial stress are only slightly increased, highlighting the importance of
maintaining these homeostatic values. Circumferential stretch shows
the smallest change with age and may be important for controlling
cellular phenotype. Independent sex differences are mostly associated
with males being larger than females; however, many of the measured
factors show age x sex and/or genotype X sex interactions, indicating
that males and females follow different cardiovascular remodeling
timelines with aging and are differentially affected by reduced elastin
content.

NEW & NOTEWORTHY A comprehensive study on arterial me-
chanical behavior as a function of elastin content, aging, and sex in
mice. Elastin haploinsufficient arteries start at a different homeo-
static set point for mechanical parameters such as circumferential
stress, stretch, and material stiffness. Structural stiffness of the arte-
rial wall greatly increases with aging, as expected, but there are
interactions between sex and aging for most of the mechanical pa-
rameters that are important to consider in future work.

aging; arterial stiffness; elastin; hypertension; sex

INTRODUCTION

A major consequence of aging in the arterial system is
increased stiffness of the central arteries, which is a significant
risk factor for cardiovascular disease (CVD) (38). Arterial stiff-
ness in humans is often measured by pulse wave velocity
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(PWYV), which depends on the arterial elastic modulus (linearized
material stiffness), wall thickness, and diameter under physiolog-
ical loading conditions (21). Hence changes in PWV represent
overall cardiovascular remodeling encompassing changes in arte-
rial material properties, geometry, and physiological loading
(blood pressure). In vitro experiments using animals allow sepa-
ration of remodeling parameters to isolate individual factors that
contribute to increases in arterial stiffness associated with hyper-
tension (29), diastolic dysfunction (2), congestive heart failure
(5), and coronary heart disease (18).

Passive material properties of the large arteries are deter-
mined mainly by the composition of structural extracellular ma-
trix (ECM) proteins, elastin and collagen, in the wall. Elastin
and collagen are produced and regulated during development
and maturation to provide appropriate material properties,
including a physiological elastic modulus value that is con-
served across species (45, 49). Elastin gene expression is limited
to late embryonic and early postnatal development (31), so elas-
tin cannot be replaced in aging arteries. Elastin degrades with
aging, leading to a decrease in the elastin to collagen ratio and
increased arterial stiffness (22); however, detailed studies of
how changes in ECM content occur together with changes in ar-
terial geometry and blood pressure to affect arterial stiffness
with aging are limited.

Elastin heterozygous (Eln*'~) mice have ~60% of normal
elastin levels, high blood pressure, and increased arterial stiff-
ness (13). Despite these changes, they are able to maintain a
physiological elastic modulus near wild-type (Eln*'*) values
because of adjustments made to arterial geometry and ECM or-
ganization, including a smaller arterial diameter, thinner, but
more numerous elastic laminae, and possible collagen fiber reor-
ganization (6, 49, 50), Male Eln*'~ mice have an altered vascu-
lar aging process characterized by no increases in arterial wall
thickness with aging and minimal cardiac hypertrophy at 24
compared with 6 mo of age (41). As arterial stiffening with
age has been attributed to decreases in the elastin to collagen
ratio (22), we aimed to study how arterial remodeling with
age progresses in a model that has altered ECM content, yet
demonstrates adaptive remodeling that may prevent addi-
tional stiffening with age. Cardiovascular aging in female
Eln*'~ mice has not previously been investigated, despite
evidence that sex is an important factor in arterial stiffening
and associated CVD risk (40).

The goal of the current study was to evaluate cardiovascular
aging in male and female Eln*"* and Eln*'~ mice, with a focus
on independent factors that contribute to overall changes in
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arterial stiffness. We evaluated mice at 6, 12, and 24 mo of age,
which correspond approximately to human ages of 30 (mature
adult), 43 (middle aged), and 69 (old) years of aging (16). We
measured blood pressure and arterial geometry, material proper-
ties, and ECM content as functions of aging, sex, and genotype.
We included two different arterial locations with varying elastin
to collagen ratios, the left or right common carotid (LCC or
RCC) and ascending aorta (ASC), to determine how starting
ECM composition affects remodeling with aging. Our results
provide insight into how aging, sex, and elastin content individ-
ually and in concert affect cardiovascular remodeling with aging
so that CVD management can be better informed in aging
humans.

MATERIALS AND METHODS

Animals. Male and female Eln*"* mice and Eln™'~ (36) mice in a
C57BL/6J background at 6, 12, and 24 mo were used in this study. All
animal procedures were approved by the Institutional Animal Care and
Use Committee of Washington University in St. Louis. A total of 122
animals were used in this study. Animal numbers for each experiment
are shown in the figure legends. Investigators were blinded to animal
genotype during data collection and to age, sex, and genotype during
data analysis.

Blood pressure. Each mouse was weighed and then anesthetized
with 1.5% isoflurane. They were placed on a feedback-controlled heat-
ing pad to maintain body temperature at 37°C. A solid-state catheter
(1.2 Fr, Transonic) was inserted through the RCC into the ASC and
pressure readings were allowed to stabilize for 5 min. Blood pressure
was then measured for ~10 min, and pressures were averaged over the
recording period. Mice were euthanized by thoracotomy under anesthe-
sia after the blood pressure measurement.

Mechanical testing. Pictures for in situ length measurement of the
LCC and ASC were taken. The heart was removed, washed, blotted,
and weighed. Then, both arteries were harvested and pictures were
taken for ex vivo length measurements. The LCC or ASC was
mounted on custom stainless steel cannulae in a pressure myograph
(110P, Danish Myotechnology) and secured by 6-0 silk suture at the
in situ length. Each artery was submerged in physiological saline so-
lution at 37°C (50). The artery was preconditioned by cyclic pressur-
ization from O to 175 mmHg for three cycles (32). The artery was
then inflated from O to 175 mmHg in 25 mmHg pressure steps at a
rate of 2 mmHg/s and a hold time of 30 s. The pressure and outer di-
ameter were recorded at 1 Hz.

Unloaded dimension measurements. After mechanical testing, each
artery was removed from the myograph, cut into rings with a thickness
of ~0.2 mm, and imaged for unloaded dimension measurements. The
ring was then cut radially to measure the opening angle to quantify re-
sidual strain (7). The outline of each individual ring was traced in
Image] software (National Institutes of Health) and fitted with an
ellipse. The equivalent unloaded outer diameter, thickness, and cross-
sectional area were determined assuming a constant area. The opening
angle was measured using custom Matlab (Mathworks) scripts (50).
The rings and remaining tissue from each artery were transferred to a
dry microtube and stored at —80°C for protein quantification.

Protein quantification. Total protein, crosslinked elastin, and colla-
gen were determined using biochemical assays (32) in the ASC only, as
we found that our assays were not sensitive enough to quantify protein
levels in individual LCC samples, which have ~20% of the protein
content of ASCs (13). Total protein was determined with a ninhydrin
assay (46) using an amino acid calibrator (012506C, Pickering
Laboratories). For elastin, we adapted a competitive ELISA for desmo-
sine to quantify crosslinked elastin (47). For collagen, we measured the
content of hydroxyproline, a major component of collagen, through a
reaction with chloramine T (27). We assumed that hydroxyproline
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constitutes 13.5% of collagen by mass (39). Concentrations were deter-
mined from standard curves (elastin, E60, Elastin Products; hydroxy-
proline, H54409, Sigma-Aldrich) and normalized by taking the ratios
of each protein to the total protein content.

Histology. The RCC was collected after blood pressure measure-
ment, fixed in 10% formalin, transferred to 70% ETOH after 24-48 h,
and then stored at stored at 4°C until further processing. For histology,
the RCC was dehydrated in ethanol, embedded in paraffin, and sec-
tioned. Verhoeff Van Gieson (VVG) staining was performed to visual-
ize elastin and picrosirius red (PSR) staining was performed to
visualize collagen. The stained sections were imaged using a Zeiss
LSM 710 microscope at x20 magnification.

Mechanical testing data analysis. The in vivo axial stretch ratio (A,)
was taken as the ratio of in situ to ex vivo length from the recorded
images,

he=1 (1)
where / is the deformed in situ length and L is the undeformed ex vivo
length. Circumferential stretch ratio (Ag) was calculated as

1/d dy
Y B 2
0 2<Di+DO) @)

where D and d are the undeformed and deformed outer diameters with
subscripts 1 and o corresponding to inner and outer surfaces, respec-
tively. The calculated outer diameter at physiological pressure is
defined by the empirical equation

dy =a+bx [1 — exp (1?)} (3)

where P is the physiological pressure, and a, b, ¢, and d are constants fit
to the pressure-diameter data from the mechanical tests (17). We
assumed incompressibility of the arterial wall (12), so the inner diame-
ter can be calculated by

2 _D?
dg_L(Dol Dl) (4)

Mean physiological wall stress Gy in the circumferential direction is
determined by

P4
7do_di.

o (5)
We calculated two measures of stiffness: Peterson’s modulus (E},)
and incremental Young’s modulus (Ej,.) (21). E;, is a common measure

of structural stiffness and is defined as
E, - d dias (Psys — Pdias)

di.sys (6)

- di.dias
where the subscripts sys and dias correspond to systolic and diastolic
diameters and pressures.

E;. 1s a measure of material stiffness comparable to the physiologi-
cal elastic modulus and is defined as

Einc _ di,diasdi,sys (Psys - Pdias) ) (7)
(do,sys - di,sys)(ditsys - di.dias)

As we did not have blood pressure measurements and mechanical
testing data for every mouse, we used average systolic and/or diastolic
pressures for each group of matching age, sex, and genotype, along
with individual artery dimensions at those pressures from the in vitro
mechanical test data to calculate the physiological stress, stretch, and
stiffness values. The circumferential stress and stretch ratio were calcu-
lated at the systolic pressures (Egs. 2 and 5) and the structural and mate-
rial stiffnesses incorporated both systolic and diastolic pressures (Egs. 6
and 7).

Statistics. Three-way ANOVA was performed to determine the
effects of age, sex, genotype, and their interactions. An interaction
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between independent variables indicates that the effects of one variable
(i.e., age) depend on another (i.e., sex). Post hoc analyses by the Tukey-
Kramer test were also conducted to determine the effect of genotype
within the same age and sex groups. All statistical analyses were per-
formed with Prism (GraphPad, La Jolla, CA). P < 0.05 was considered
significant.

RESULTS

Heart weight is increased in aged mice and exacerbated by
elastin haploinsufficiency. Mice gain body weight from 6 to 12
mo of age and lose body weight from 12 to 24 mo of age (Fig.
1A). Males weigh more than females (Fig. 1A). In contrast to the
changes in body weight with aging, the heart continues to
increase in weight throughout the aging process (Fig. 1B).
Additionally, male hearts weigh more than female and Eln*'~
hearts weigh more than Eln*'* (Fig. 1B). Consequently, the nor-
malized heart weight at 24 mo is significantly increased com-
pared with the earlier ages in males and females and the
increase is larger in Eln*’~ mice than Eln*'* (Fig. 1C). There
are significant interactions between age and sex for the normal-
ized heart weights suggesting that male and female mice follow
different aging timelines (Supplemental Table S1; see https://
doi.org/10.6084/m9.figshare.12558776).

Pulse pressure increases with aging and elastin haploinsuffi-
ciency. Heart rate is significantly affected by age and sex but not
by genotype (Fig. 2A). There is a significant interaction between
sex and genotype for heart rate (Supplemental Table S1).
Systolic blood pressure is increased with aging and is higher in
male Eln*'~ compared with male Eln*'* mice (Fig. 2B). By com-
paring the percent total variation results for the systolic pressure
of 18% for age and 4% for genotype (Supplemental Table S2;
see https://doi.org/10.6084/m9.figshare.12558797), it is apparent
that age contributes 4.5 times more than genotype to the systolic
pressure variation. Sex alone does not affect systolic pressure,
but there is an interaction between sex and genotype suggest-
ing that males and females respond differently to reduced
elastin levels (Supplemental Table S1). Diastolic blood pres-
sure is increased with aging, male sex, and Eln*™'* genotype
(Fig. 2C). Pulse pressure is increased with age and Eln*'~ geno-
type (Fig. 2D). Elastin haploinsufficiency contributes 2.4 times
more to the pulse pressure difference than age (Supplemental
Table S2). There are interactions between age and sex and
between sex and genotype for pulse pressure suggesting that
males and females follow different aging timelines and that they
have different responses to elastin haploinsufficiency.

ELASTIN HAPLOINSUFFICIENCY AND ARTERIAL AGING

Arterial unloaded dimensions and residual strain have
complex interactions between age, sex, and genotype. The
unloaded outer diameters of the LCC and ASC increase with
aging and are reduced in Eln*'~ compared with Eln*"* mice
and in females compared with males (Fig. 3, A and B). The
unloaded thicknesses of the LCC and ASC increase with
aging and are lower in females than males (Fig. 3, C and D).
The ASC has thinner walls in Eln*'~ compared with Eln*'*
mice, but the LCC wall thickness does not depend on geno-
type (Supplemental Table S1). The unloaded cross-sectional
area considers both diameter and thickness. The unloaded
cross-sectional areas of the LCC and ASC increase with
aging and are reduced in Eln*'~ compared with Eln*"* mice
and in females compared with males (Fig. 3, E and F). There
is a significant interaction between age and genotype for the
ASC cross-sectional area (Supplemental Table S1), indicat-
ing that elastin haploinsufficiency affects the remodeling
timeline with aging in this high-elastin content artery. For all
of the unloaded dimensions, except the unloaded diameter of
the ASC, there are significant interactions between the three
independent variables demonstrating complex relationships
between age, sex, and genotype that determine the arterial
wall geometry.

The opening angle, a measure of circumferential residual
strain, decreases with aging and male sex in the LCC, but does
not change with aging or sex in the ASC (Fig. 4, A and B). The
opening angle is reduced in Eln™'~ compared with Eln*'" in
both arteries. There is a significant interaction between age and
genotype in the ASC, consistent with elastin haploinsufficiency
altering the remodeling timeline with aging. The in vivo axial
stretch ratios of the LCC and the ASC decrease with aging and
in Ein*'~ compared with Eln*"* mice (Fig. 4, C and D). The
axial stretch of the LCC, but not the ASC, depends on sex. For
both arteries, there are interactions between age and sex for the
axial stretch, consistent with males and females following dif-
ferent aging timelines (Supplemental Table S1). For the ASC
axial stretch, there are also significant interactions between sex
and genotype and between all three independent variables. Due
to incompressibility of the arterial wall, a reduced axial stretch
increases the calculated in vivo cross-sectional area. Therefore,
the interactions between independent variables highlight the
complex relationships determining in vivo arterial geometry in
both the circumferential and axial directions.

Elastin/collagen ratio in the ASC decreases with age.
Normalized collagen contents in the ASC increase with aging,
male sex, and are not significantly affected by genotype (Fig.
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Fig. 1. Body weight (BW; A), heart weight (HW; B), and normalized heart weight (HW/BW; C) for male and female Eln** and Eln*'™ mice at 6, 12, and 24 mo of
age. The letters in A—C, top, indicate independent variables and their interactions with P < 0.05 by three-way ANOVA. A, age; S, sex; G, genotype. *Significantly
different between genotypes of the same age and sex by Tukey-Kramer post hoc test. Exact P values are given in Supplemental Table S1, and percent variation con-
tributions are given in Supplemental Table S2. Independent data points with means = SD are shown; n = 9-11 for each group.
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Fig. 2. Heart rate (A), systolic blood pressure (Sys BP; B), diastolic blood pressure (Dias BP; C), and pulse blood pressure (Pulse BP; D) for male and female Eln
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and Eln*'~ mice at 6, 12, and 24 mo of age. The letters in A-D, top, indicate independent variables and their interactions with P < 0.05 by three-way ANOVA.
A, age; S,sex; G, genotype. *Significantly between genotypes of the same age and sex by Tukey-Kramer post hoc test. Exact P values are given in Supplemental
Table S1, and percent variation contributions are given in Supplemental Table S2. Independent data points with mean + SD are shown; n = 6-10 for each group.

5A). There is an interaction between age and sex and between
age and genotype (Supplemental Table S1), indicating that sex
and elastin haploinsufficiency alter collagen production during
the aging process. Males have higher normalized elastin contents
in the ASC than females (Fig. 5B), which may be important for
differential arterial stiffening with sex. As expected, Eln*'™ mice
have decreased normalized elastin content compared with Eln*'*
mice. Normalized elastin content is unchanged with age, indi-
cating little degradation of crosslinked elastin over the mouse
life span. However, due to the increase in collagen content with
aging, there is a significant decrease in elastin/collagen ratios
with aging (Fig. 5C). Eln*'~ mice have lower elastin/collagen
ratios than Eln*’ *, and females have lower elastin/collagen
ratios than males. The interaction between age and genotype for
elastin/collagen contents suggests that Eln*"* and Eln*'~ ASC
follow a different aging timeline.

Histological staining indicates no obvious structural
changes in the elastic laminae with age. Figure 6 shows rep-
resentative VVG and PSR histological images for female RCCs.
Male RCC images are similar. The elastic laminae in VVG
stained Eln*'~ arteries appear thinner and there are often four
layers, rather than three across the wall as observed in Eln*'*
arteries. PSR images highlight the collagen staining directly ad-
jacent to the elastic laminae. There are no obvious changes in
elastic laminae structure or collagen organization in the RCC
with aging.

Arterial circumferential mechanical behavior is determined
by age, sex, and elastin haploinsufficiency. The outer diame-
ters of the LCC and ASC are lower in Eln*'~ compared with
EIn*'* mice at every applied pressure (Fig. 7). The outer diam-
eters are increased with aging for both arteries at all applied pres-
sures. Females have smaller outer diameters than males at most
applied pressures for corresponding ages and genotypes. There is
a significant interaction between age and genotype for the outer
diameter of the LCC at 0 mmHg and for the ASC at all applied
pressures (Supplemental Table S1), indicating that elastin hap-
loinsufficiency affects the timeline of arterial remodeling with
aging.

The circumferential stretch versus stress curves are qualita-
tively similar across groups for the LCC, but are shifted to the
right for Eln*'~ ASC compared with Eln*'* and in females com-
pared with males (Fig. 8). The physiological stretch and stress at
the average systolic pressure for each age, sex, and genotype
were calculated with individual artery dimensions from the in
vitro mechanical tests to quantitatively compare values (Fig. 9).
The physiolo;ical circumferential stretch ratio for the LCC is
lower in Eln*"~ mice compared with Eln*'* (Fig. 9A), while the
physiological circumferential stretch ratio for the ASC is higher
in Eln*'~ mice compared with Eln*"* (Fig. 9B). The physiologi-
cal circumferential stresses in the LCC and ASC are signifi-
cantly affected by age, but there is no consistent trend in
changes with age due to interactions between the independent
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Fig. 4. Left common carotid (LCC) and ascending aorta (ASC) opening angle (OA) (A and B) and in vivo axial stretch ratio (C and D) for male and female Ein
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and Eln*"™ mice at 6, 12, and 24 mo of age. The letters in A-D, top, indicate independent variables and their interactions with P < 0.05 by three-way ANOVA.
A, age; S,sex; G,genotype. *Significantly different between genotypes of the same age and sex by Tukey-Kramer post hoc test. Exact P values are given in
Supplemental Table S1, and percent variation contributions are given in Supplemental Table S2. Independent data points with means = SD are shown; n = 9-11 for

each group.

variables (Fig. 9, C and D). The physiological stress in the LCC
is decreased in Eln*’~ mice compared with Eln** but is not
affected by genotype in the ASC suggesting that the ASC can
maintain a homeostatic wall stress (19) despite reduced elastin lev-
els. There are interactions between sex and genotype for the
stretch and stress in the LCC and stress in the ASC (Supplemental
Table S1). There are interactions between age and sex and
between all three independent variables for the stress in the ASC,
consistent with complex relationships that determine arterial
remodeling behavior with age, sex, and genotype.

The structural stiffness (£,) and material stiffness (Ej,.) were
calculated at the average systolic and diastolic pressures for
each age, sex, and genotype with individual arterial dimensions
from the in vitro mechanical tests according to Egs. 6 and 7 to
quantitatively compare physiological stiffness values. £, and
E;, increase with aging, but are not affected by sex in both
arteries (Fig. 10). E;,. is decreased with elastin haploinsuffi-
ciency in both arteries and Ej, is decreased with elastin hap-
loinsufficiency in the ASC but not the LCC. E, for both
arteries and Ej,. for the ASC show significant interactions
between age and sex, while E,, for the ASC has an interaction
between age and genotype (Supplemental Table S1). E;,. for
the LCC has an interaction between sex and genotype.

DISCUSSION

Individual effect of age. The contribution of age to E, and
E;,. in the LCC and ASC (Fig. 10) suggests aging-induced
remodeling of the arterial wall that changes arterial stiffness. By
comparing the percent total variation results for age with respect

to £}, and Ej;,. for each artery type (Supplemental Table S2), it is
apparent that age contributes 2.7—4.1 times more to E, than to
Ein., demonstrating that aging affects structural stiffness more
than material stiffness in arteries. This supports the concept that
the physiological elastic modulus, Ej,, is a critical design pa-
rameter for the large arteries that is maintained across species
(45), despite genetic modifications to ECM content (6, 34), and
to some extent during aging (3, 41). Age is the most important
factor contributing to isolated systolic hypertension in our study
(Supplemental Table S2). We found concomitant increases in
structural stiffness (Fig. 10, A and B), systolic blood pressure
(Fig. 2B), and heart weight (HW)/body weight (BW) (Fig. 1C)
with aging, consistent with the proposed pathological feedback
loop between arterial stiffening, hypertension, and cardiac dis-
ease (25). Normalized collagen protein contents (Fig. 5A) and
wall thickness (Fig. 3, C and D) are increased with aging, pro-
viding a mechanistic explanation for the increases in structural
stiffness.

In contrast to the stiffness measures, the circumferential stretch
ratio (Fig. 9, A and B) is unaffected by age, indicating that circum-
ferential stretch may be even more critical to maintain than the
physiological elastic modulus. Smooth muscle cells (SMCs) show
a parabolic length-tension relationship with peak active force gen-
eration depending on the circumferential arterial stretch ratio (9,
11). It may be that arterial circumferential stretch ratio is main-
tained with aging to optimize active force generation, but addi-
tional investigation of active mechanics is required. We focused
here on passive mechanics of the aging arterial wall with differing
elastin content. Aging accounts for 3—10% of the observed varia-
tion in circumferential stress (Supplemental Table S2). Our data
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Fig. 5. Protein quantification of the ascending aorta (ASC) for the ratio of collagen/total protein (A), elastin/total protein (B), and elastin/collagen (C) for male and
female Eln*'* and Eln*'~ mice at 6, 12, and 24 mo of age. The letters at the top of each panel indicate independent variables and their interactions with P < 0.05 by
three-way ANOVA. A, age; S, sex; G, genotype. *Significantly different between genotypes of the same age and sex by Tukey-Kramer post hoc test. Exact P values
are given in Supplemental Table S1, and percent variation contributions are given in Supplemental Table S2. Independent data points with means +SD are shown;

n = 8 for each group.
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Females

VVG
Eln*/*

PSR

Eln*/- Eln*/* Eln*/-

Fig. 6. Representative female right common carotid (RCC) histology images
stained with Verhoeff Van Gieson (VVG); A, B, E, F, I, and J) or picrosirius red
(PSR; C, D, G, H, K, and L) for Eln*'"* (A, E, I, C, G, and K) and Eln*'~ (B, F, J,
D, H, and L) mice at 6 (A-D), 12 (E-H), and 24 (I-L) months of age. Images
from male mice are similar; 5-7 images were examined per group. Scale
bar=20 pum.

suggest that passive circumferential stress is maintained within a
small range of normal or homeostatic values (23) and that devia-
tions from the passive stress set point may contribute to pathologi-
cal vascular remodeling with aging (15).

Individual effect of sex. The changes in body and heart
weights (Fig. 1, A and B) and unloaded arterial dimensions (Fig.
3) are consistent with females being smaller overall compared
with males. The opening angle (Fig. 4A) and in vivo axial
stretch ratio (Fig. 4C) of the LCC are also affected by sex, indi-
cating that residual strains in the LCC are different between
males and females. Females have lower levels of normalized
collagen and elastin (Fig. 5), indicating that arterial wall compo-
sition varies with sex. As arterial remodeling depends on rela-
tive changes in wall components, differences in the starting
composition are an important consideration for future work. All
other sex-related changes are interactive effects with age and/or
genotype and may be linked to differences in wall composition.

Individual effect of genotype. Increased HW and HW/BW
(Fig. 1, B and C) suggest cardiac hypertrophy in Eln*’~ mice,
perhaps due to the increase in pulse pressure (Fig. 2D) which is
most affected by genotype (Supplemental Table S2) and has
been associated with increased heart failure in the elderly (5).
Genotype also contributes the most to differences in axial
stretch ratios (Fig. 4, C and D) and E;,. (Fig. 10, C and D) in

H1403

both the LCC and ASC (Supplemental Table S2). As axial
stretch can modulate circumferential mechanical behavior (24),
reduced axial stretch in Eln*'~ arteries may represent one of the
mechanisms by which circumferential mechanical parameters
are maintained. The physiological circumferential stretch ratio
(Fig. 9B) in the ASC is especially affected by genotype
(Supplemental Table S2) and may be increased to maintain car-
diac output in Eln*'~ mice through a smaller outflow orifice
(13, 35). Since circumferential stretch ratio is an important deter-
minant of active SMC force generation (9, 11), it would be inter-
esting to investigate active-length tension relationships in Eln*'*
and Eln*'~ arteries. SMCs from elastin knockout (Elnf/ ~) mice
have reduced expression of SMC contractile proteins and less
actin stress fibers (30), so alteration in the SMC length-tension
relationship with elastin amounts is possible. The unloaded
cross-sectional areas (Fig. 3, E and F) of Eln*'~ arteries are
smaller, suggesting that the arterial wall scales with the available
content of ECM building materials (48). There is less normalized
elastin protein (Fig. 5B) in Eln*'~ compared with Eln*"* ASC.
Although there are significant differences in the physiological
elastic modulus, Ej,, for the LCC and ASC with genotype (Fig.
10, C and D), the average difference between genotypes of com-
parable age and sex is maintained within 13-27% for the ASC,
supporting previous data on a conserved physiological elastic
modulus for the aorta in other mouse models of genetic elastic
fiber defects (34) and in different species with varying elastin
content (45).

Interactions between independent variables. The interaction
between age and sex for HW, HW/BW, and pulse pressure
(Fig. 1, B and C, and Fig. 2D) suggests that cardiac remodel-
ing follows a different timeline with aging in males and
females. The interaction between age and sex for ASC and
LCC in vivo axial stretch (Fig. 4, C and D), circumferential
stress (Fig. 9, C and D), Ej,. (Fig. 10, C and D), LCC E,, (Fig.
10A), and ASC collagen content (Fig. 5A) suggests that arte-
rial wall remodeling also follows a different timeline with
aging in males and females. These data are important for
understanding normal and pathological aging in males and
females and their relationship to sex-related differences in ar-
terial stiffening.

There are no interactions between age and genotype for car-
diac- or LCC-related parameters. There are interactions between
age and genotype for ASC unloaded cross-sectional area (Fig.
3F), opening angle (Fig. 4B), E, (Fig. 10B), collagen content
(Fig. 5A), and elastin/collagen ratio (Fig. 5C). These data indi-
cate that elastin insufficiency alters the normal timeline of cardi-
ovascular aging only in the ASC and it does so through changes
in wall geometry and protein content that alter circumferential
residual strains and structural stiffness. The changes in Eln*’'~
ASC are less pronounced than those in Eln*’* ASC with aging,
consistent with hypothesized developmental remodeling in the
Eln*'~ ASC (13) that may protect it from additional changes
with aging (41). As the ASC has higher elastin content than the
LCC (13), it is reasonable that this arterial segment is most
affected by reduced elastin levels.

The interaction between sex and genotype for BW (Fig. 1A4),
HW (Fig. 1B), heart rate (Fig. 2A), systolic pressure (Fig. 2B),
pulse pressure (Fig. 2D), LCC cross-sectional area (Fig. 3F),
LCC circumferential stretch ratio (Fig. 94), LCC E;,. (Fig.
10C), LCC and ASC circumferential stress (Fig. 9, C and D),
and ASC in vivo axial stretch ratio (Fig. 4D) suggests that the
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effects of elastin haploinsufficiency differ between males and
females for these parameters. As these parameters are crucial
determinants in the relationship between hypertension and
arterial stiffness and/or for mechanoadaptation, it will be im-
portant to further investigate sex differences in cardiovascu-
lar diseases associated with elastin insufficiency, such as
Williams Syndrome (33, 44).
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Three-way interactions between the independent variables
do not affect cardiac remodeling (Fig. 1 B and C), but other
measured parameters for the LCC and ASC are affected that
determine overall cardiovascular mechanics and functional-
ity. Examples include unloaded thicknesses (Fig. 3, C and D)
and cross-sectional areas of both LCC and ASC (Fig. 3, E
and F), which follow different remodeling timelines for each
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Fig. 9. Left common carotid (LCC) and ascending aorta (ASC) circumferential stretch ratio (A and B) and circumferential stress (C and D) at the average systolic
pressure for each group of male and female Eln*'* and Eln*'~ mice at 6, 12, and 24 mo of age. The letters in A-D, rop, indicate independent variables and their inter-
actions with P < 0.05 by three-way ANOVA. A, age; S, sex; G, genotype. *Significantly different between genotypes of the same age and sex by Tukey-Kramer post
hoc test. Exact P values are given in Supplemental Table S1, and percent variation contributions are given in Supplemental Table S2. Independent data points with

means £ SD are shown; n = 811 for each group.

group. The results highlight the complicated interactions
among age, sex, and elastin content in arterial mechanics.
Comparison to previous studies on arterial mechanics in
aging mice. Pezet et al. (41) compared cardiovascular function
and ASC mechanics in Eln*'* and Ein*’~ male mice at ages 6
and 24 mo. Pezet et al. included aortic reactivity studies that we
did not, but they did not include female mice, examine other
arteries beyond the ASC, or measure circumferential and axial
residual strains. Similar to Pezet et al., we saw an increase in
HW/BW with aging and genotype (Fig. 1C) and an increase in
blood pressure with Eln™'~ genotype (Fig. 2B). Pezet et al. did
not see an increase in blood pressure with aging, but they only
measured mean pressure with a fluid-filled catheter. Similar to
Pezet et al., we found no changes in elastin content (Fig. 5B) but
observed an increase in collagen content with aging (Fig. 5A).
Pezet et al. showed that some cardiovascular alterations that
appear with age in Eln*'* mice are already present in young
Ein*'~ mice, including cardiac hypertrophy and increased
arterial stiffness, while Eln*’~ mice are protected from
changes characteristic of Eln*'* aging, including significant
aortic wall thickening. They suggested that Eln™'~ mice live
in a different state of cardiovascular physiology than Eln*"*
mice and that this difference in initial conditions established
during embryogenesis determines the way that arteries
remodel with age. This concept is consistent with our sug-
gestion that Eln*'~ arteries have a different mechanical
homeostatic set point compared with Eln*'* arteries due to
available ECM building materials and that developmental
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adaptation in the Eln*'~ ASC may protect it from aging-
related changes.

Ferruzzi et al. (15) compared cardiovascular function and
mechanics of five different arterial segments in male wild-type
mice at ages 5 and 25 mo. Ferruzzi et al. included axial mechan-
ical data that we did not, but they did not include females or any
other genotypes beyond wild-type mice in their study. From his-
tological sections, Ferruzzi et al. measured a decrease in elastin
area fraction and an increase in collagen area fraction. From bio-
chemical protein quantification, we measured an increase in col-
lagen content (Fig. 5A), but no changes in crosslinked elastin
content in the ASC (Fig. 5B). Our histological results in the
RCC (Fig. 6) indicated no obvious structural changes with
aging. As in our study, Ferruzzi et al. found aging-associated
wall thickening (Fig. 3, C and D) and a decrease in the in vivo
axial stretch for both ASC and LCC (Fig. 4, C and D), although
they did not find aging-associated increases in the outer diameter
for either artery. Similar to our study, they found a decrease in cir-
cumferential stress with aging in wild-type males. Interestingly,
we found the opposite change in circumferential stress for wild-
type females (Fig. 9, C and D), which were not included in their
study. Although E;,. was significantly affected by age and age x
sex interactions in our study, we did not see a consistent decrease
in E;,. (Fig. 10, C and D) with aging in the wild-type male ASC
or LCC as Ferruzzi et al. reported. Differences in the absolute
values and the trends in E;,. with aging in different arteries may
be due to the different calculations used for material stiffness,
the physiological blood pressure, or variations in the measured in
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Fig. 10. Left common carotid (LCC) and ascending aorta (ASC) structural stiffness (E,; A and B) and material stiffness (Ej,.; C and D) at the average systolic pres-
sure for each group of male and female Eln*"* and Eln*'~ mice at 6, 12, and 24 mo of age. The letters in A-D, rop, indicate independent variables and their interac-
tions with P < 0.05 by three-way ANOVA. A, age; S,sex; G, genotype. *Significantly different between genotypes of the same age and sex by Tukey-Kramer post
hoc test. Exact P values are given in Supplemental Table S1, and percent variation contributions are given in Supplemental Table S2. Independent data points with
mean + SD are shown; n = 8-11 for each group.
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vivo axial stretch ratios. We used age-, sex-, and genotype-spe-
cific systolic blood pressure for each group, while Ferruzzi et
al. used an average systolic blood pressure of 120 mmHg. In
general, Ferruzzi et al. concluded that mouse arteries show
compromised mechanical homeostasis through their inability
to maintain circumferential stress and material stiffness with
aging that may be important for understanding cardiovascular
function in aging humans. Our results are generally consistent
with their conclusions and add further details on how elastin
haploinsuficiency and sex affect arterial mechanical homeo-
stasis in aging.

Brankovic et al. (3) compared LCC mechanics in male mice
at 6, 12, and 24 mo of age with and without matrix metallopro-
teinase-12, a major arterial elastase. Brankovic et al. did not
examine any other arterial segments, female mice, or changes in
wall component content and microstructure. Unlike our study,
they found no differences in unloaded dimensions with aging in
the LCC (Fig. 3, A, C, and E). Brankovic et al. measured
unloaded dimensions with the LCC mounted on the test system
rather than from cut rings, which could account for some differ-
ences. Similar to our study (Fig. 4C) and despite differences in
the way the in vivo axial stretch was determined, Brankovic et
al. found that the in vivo axial stretch decreases with aging in
the LCC. They found that the in vivo axial stretch is increased
in Mmp12~'~ arteries, consistent with more intact elastin being
present due to the absence of a major elastase. Similar to our
study (Fig. 10C), Brankovic et al. found an increase in the cir-
cumferential material stiffness in the LCC with aging. Our data
are consistent with their conclusion that axial stretch is used to
mitigate aging associated increases in arterial stiffness.

Implications for mechanical homeostasis. It has been known
for over a century that arteries remodel in response to hemody-
namic loads (8). Fung postulated that the remodeling is a
response of the cells within the living tissue to maintain a
homeostatic stress state (19). Stress-mediated remodeling has
been used successfully to explain arterial changes during devel-
opment and disease (23, 49). Ferruzzi et al. (15) argued that an
inability to maintain the homeostatic stress state may be one of
the major consequences of arterial aging in mice. Due to the
interactions between age, sex, and genotype, female Eln*'*
ASC have the largest change in physiological circumferential
stress (Fig. 9D), with a 29% increase from 6 to 24 mo of age
(compared with an 8% increase for female Eln*’ ~, 1% decrease
for male Eln*'*, and 10% decrease for male Eln*'"), indicating
that wild-type female mice, in particular, may experience signif-
icant deviations from mechanical homeostasis.

It should be noted that the average circumferential wall stress
is not necessarily the circumferential stress experienced by the
SMCs within the wall. It is generally assumed that the ECM car-
ries a large proportion of the mechanical stress in the large, elas-
tic arteries. Hence, as SMCs respond to the changes in stress
during aging, the process will depend on /) the relative amounts
of stress on the SMCs and the ECM, and 2) changes to the
ECM, such as age-related degeneration, that alter the stress bal-
ance. There is a need for new measurement techniques capable
of determining stresses in different wall components to better
understand the remodeling stimuli. The arterial wall is often
modeled as a constrained mixture (26) where all of the compo-
nents (SMCs, elastin, and collagen) undergo the same stretch,
but the stress is additive. In this case, the average circumferen-
tial wall stretch is equal to the circumferential SMC stretch. We
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found the circumferential wall stretch ratios for the ASC and
LCC between 6 and 24 mo of age generally vary by less than
10% from the average values for each genotype in males and
females (Fig. 9), indicating that circumferential SMC stretch
may be a critical parameter controlling homeostatic arterial
remodeling in aging.

For small changes in circumferential stretch (i.e., over 1 car-
diac cycle), the resulting change in stress will be directly related
to the physiological elastic modulus (Ej,.). Therefore, even if
the starting stresses differ, the change in stress for one cardiac
cycle will be similar if Ej,. is maintained. Based on data from
male Eln*'~ mice, we previously hypothesized that Ej,. is an
important parameter controlling homeostatic arterial remodeling
(6, 49, 50). Our current data show that LCC and ASC E;,,. (Fig.
10, C and D) values change between —7 and +14% from 6 to 24
mo of age in male Eln*'* and Ein*’~ mice but change between
+31 and +42% from 6 to 24 mo of age in female Eln*™"* and
EIn*"~ mice, again indicating an increase in deviation from me-
chanical homeostasis specific to female mice.

Implications for human aging and disease. Arterial stiffness,
as measured by PWV, increases with aging and blood pressure.
PWYV provides additional information about CVD risk beyond
that associated with age or blood pressure alone, indicating that
factors involved in arterial remodeling that alter PWV play a
role in CVD (4, 42). There are conflicting data on the role of sex
differences in PWYV and the effects of aging. One study found
negligible sex differences in PWV from 30 to 70 yr of age (42).
AlGhatrif et al. (1) also found no significant sex differences in
PWYV over the full age spectrum, but they found a faster rate of
PWYV increase with aging in males compared with females
between 40 and 90 yr of age. In contrast, Weng et al. (51) found
that men have higher PWYV in the 20- to 39- and 40- to 59-year-
old age groups but that men and women had the same PWYV in
the 60- to 79-yr-old age groups, indicating a different timeline
for arterial stiffening with aging. Consistent with AlGhatrif et
al. (1) and Weng et al. (51), we found age x sex interactions for
many factors associated with arterial stiffening in mice. It has
been hypothesized that hormonal changes during menopause
play a role in the different timelines of arterial stiffening with
aging and sex in humans (40). Mice share many features and en-
docrine changes associated with natural reproductive senes-
cence in humans, with an approximate onset of 8 mo of age.
However, only ~25% of aging female mice will naturally
model the human menopausal transition (10), and we did not
measure hormone levels in the current study. Additional animal
studies are needed to better understand the implications of sex
differences in arterial remodeling with age.

The increase in arterial stiffness with age is often attributed to
the degradation of elastin over time and its replacement by
stiffer collagen (22). Elastin has a half-life of ~70 yr (43), con-
sistent with the human life span but much longer than the
mouse. The difference in life span is important to consider for
aging studies. Although humans live ~33 times longer than
mice (assuming 78 yr and 28 mo average life spans, respec-
tively), due to the higher heart rate in mice, humans only have
approximately four times as many lifetime heart beats or load-
ing cycles on the arterial walls (assuming 70 and 600 beats/min,
respectively). Our biochemical results show no decrease in elas-
tin content, indicating that elastin degradation is not occurring
over the mouse life span. Our biochemical results show an
increase in collagen content, indicating that collagen production
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is associated with aging and/or total loading cycles even when
elastin is not degraded. Our histological results show no obvious
changes in wall structure with age but are limited to qualitative
evaluation that must be extended to determine changes in the
compositional and structural organization of the ECM proteins
in aged mice.

Individuals with Williams Syndrome, a disease caused by de-
letion of 2628 genes, including elastin, on human chromosome
7, have increased PWV compared with matched controls and
PWYV increases with aging (33). These data are consistent with
arterial remodeling observed in Eln*’~ mice. Males are diag-
nosed with Williams Syndrome at a younger age than females
and have more severe aortic stenosis and total CVD (44), indi-
cating different arterial remodeling timelines with elastin con-
tent and sex, consistent with some of our mouse data. Eln*™'~
mice do not get focal narrowing of the aortic root, the character-
istic cardiovascular phenotype of Williams Syndrome, and so
have limitations for investigating more severe CVD associated
with the human disease. Mice with SMC-specific inactivation of
elastin have focal stenosis in the aortic arch but die at 2 wk of
age from pressure-overload cardiac hypertrophy (37) and so
cannot be used to investigate elastin contents and aging.

Limitations and future work. The heart rate and blood pres-
sure were measured under isoflurane anesthesia, so our values
of heart rate and blood pressure were lower than those
observed in conscious mice (28). Our comparisons between
groups assumed that isoflurane has the same effect regardless
of age, genotype, or sex, which may not be correct (20). We
used the anesthetized blood pressures to determine the physi-
ological stress, stretch, and stiffness values for the arteries.
The deformed dimensions of the artery in an in vitro configu-
ration at the measured in vivo axial stretch ratio, without the
surrounding tissue and applied external forces present in vivo
(14), were also used in those calculations. The calculations
represent our best approximation of the in vivo state but not
an exact replication. However, our methods allowed detailed
mechanical characterization of the arterial wall that is not
possible in vivo. Hormonal changes, in particular estrogen
changes in aging females, were not measured in the current
study. Additional work is needed to investigate how hormo-
nal changes associated with reproductive senescence affect
arterial mechanics. Our mechanical experiments were per-
formed under passive conditions. Additional work is needed
to understand the contribution of active SMC contraction/
relaxation and ECM composition and organization to the
observed changes in arterial mechanics. Lastly, new technol-
ogies are needed to measure the stresses and/or stretches
experienced by individual components within the arterial
wall that are driving the associated remodeling.

Conclusions

Our work provides comparative values for arterial mechanics
and remodeling for young, to middle-aged, to old mice for
males and females with varying elastin content. We demonstrate
arterial remodeling that attempts to restore mechanical homeo-
stasis with respect to circumferential wall stress, stretch, and
material stiffness. Homeostatic stress and material stiffness
are maintained to some degree with aging in male mice but
are altered in female mice, indicating sex-dependent differen-
ces in the arterial remodeling process. Arterial remodeling
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will directly affect arterial stiffness, which is linked to sex-
dependent CVD-risk in humans. Circumferential stretch is
maintained at the most consistent value in all groups with
aging, indicating the importance of keeping homeostatic arte-
rial wall stretch and the associated SMC stretch within criti-
cal limits.
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