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1. INTRODUCTION

Aortic diseases such as aortic aneurysms and dissections are a sig-
nificant cardiovascular health problem. In the most recent statistical 
update from the American Heart Association, it is reported that aortic 
aneurysms were the primary cause for approximately 10,000 deaths 
and a contributing cause in more than 16,000 deaths in the United 
States [1]. Rupture abdominal aortic aneurysm is a leading cause of 
death in men over 65 years old [2], a problem exacerbated with the 
ageing population. It is for this reason that there is substantial inter-
est in the biomechanical behaviour of the aorta [3–5]. Biomechanical 
studies can aid risk evaluation of aortic pathologies and ultimately aid 
surgical planning and clinical care [4,6].

Aortic diseases manifest in different ways across the vascular tree, 
for example, with Type A dissection being caused by a tear in the 

ascending aorta and Type B dissection occuring in the thoracic 
aorta. The abdominal aorta is more prone to aneurysm develop-
ment than the thoracic aorta and it has been reported that around 
75% of abdominal aortic aneurysms (AAAs) occur in the infrare-
nal region [7]. Given this clinical relevance, a number of studies 
have previously studied differences in composition and mechani-
cal properties in different regions of the aorta. Early studies have 
demonstrated that elastin and collagen content varies along the 
length of the aorta. Amongst the pioneering work conducted by 
McDonald et al. [8] on the aorta, they were the first to show that in 
the canine aorta, the elastin:collagen ratio was significantly higher 
in the ascending aorta as compared with the lower abdominal 
aorta. A similar trend was reported by Grant [9] who examined 
aortas from a number of different species. These trends also com-
plement another early study that demonstrated that the rates of col-
lagen and elastin synthesis, in tissue isolated from neonatal porcine 
aorta, differ as a function of distance from the heart [10].

In terms of biomechanical variation across the aorta, the biaxial 
biomechanical behaviour of the porcine aorta has recently been 
quantified in three regions: ascending, descending and abdominal. 
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A B S T R AC T
Aortic diseases are a significant cardiovascular health problem and occur in different ways across the vascular tree. Investigation 
of the mechanical properties of the aorta is important for better understanding of aortic diseases. In this study, the biomechanical 
and biochemical properties of the ovine aorta have been comprehensively mapped across different regions from the ascending to 
the abdominal aorta. We have determined the mechanical properties at the macro- (via tensile testing) and at the micro-scale (via 
oscillatory nanoindentation). Uniaxial tensile testing was conducted on circumferential strips for the ascending, upper thoracic 
region and upper abdominal region to determine physiological elastic modulus, tangent modulus at 0.5 strain, and the maximum 
elastic modulus. Nanoindentation was conducted on the medial layer (tissue cross-section) and intimal and adventitial face 
(longitudinal orientation) to determine the shear storage (G′) and shear loss modulus (G″). All of the measured mechanical 
properties increased with distance from the heart. For example, G′ increased by 237.1% and 275.3% for the intimal face and 
adventitial face, respectively. In parallel, collagen, glycosaminoglycans (GAG) and elastin levels were also measured across the 
entire length of the ovine aorta. The mechanical properties correlated with increasing collagen, and decreasing GAG and elastin. 
Collagen increased by 147.2% whereas GAG (−120.3%) and elastin decreased (−78.2%). These findings have relevance for 
developing mechanistic insight into aortic aneurysms and dissections.
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In that work, Peña et al. [5], found that the aorta was stiffer in the 
ascending region than the distal region. In the murine aorta, the lon-
gitudinal stretch ratio, which is a parameter that describes the ratio 
of the aorta length during loading and zero-stress, has been found 
to increase linearly from the ascending aorta to the distal abdom-
inal aorta [11].

By combining biomechanical and biochemical or microstructural 
evaluation of the same tissue, several studies have attempted to cor-
relate the variation in mechanical properties with the composition 
in different regions of the aorta. Haskett et al. [12] combined biaxial 
testing with microstructural imaging via small angle light scattering 
in the human aorta and found a progressive reduction in compli-
ance from the proximal to the distal aorta, with the difference being 
more pronounced with age. Overall, they reported statistically sig-
nificant regional differences both in terms of its microstructure 
and biomechanical response. Sokolis et al. [13] used tensile testing 
and histological quantification of collagen and elastin to examine 
regional variations in the porcine aorta. They found that there were 
good correlations between the elastic modulus and either elastin or 
collagen across the different regions [13].

There is still a gap in the literature in terms of micromechanical 
behaviour across different regions of the aorta. Although the alter-
ations in the macroscopic biomechanical behaviour correlate well 
with regional microstructural changes as shown in previous studies 
[12,13], to the best of our knowledge, no previous study has com-
bined micromechanical properties of aortic tissue with regional 
differences in biochemical composition. Further, while most pre-
vious work considers regional variation of elastin and collagen, 
glycosaminoglycan (GAG) distribution across the aorta has not 
previously been measured. The important role of GAGs has been 
presented in the literature in arterial stiffening [15], as well as in 
thoracic aortic aneurysms and dissections [16].

In this study, we map the mechanical properties across the entire 
length of the ovine aorta at the macro- and micro-scale. Our 
micromechanical data collected with oscillatory nanoindentation 
are compared with conventional uniaxial tensile testing data. The 
mechanical property data are compared with collagen, elastin and 
GAG levels measured across the different regions.

2. MATERIALS AND METHODS

2.1. Ovine Tissue Preparation

Six fresh ovine aortas (Ovis aries, 6–8 months, males) were obtained 
from a local butcher on the day of slaughter and immediately trans-
ferred to the laboratory for testing. Three of the aortas were used 
for nanoindentation testing and three for uniaxial tensile testing. 
Any excess connective tissue and adipose tissue was removed from 
the aortic surface.

For uniaxial testing, the aorta was collected from the follow-
ing three regions: the ascending, upper thoracic aorta and upper 
abdominal regions. Three circumferential strips were prepared 
per region which had a width of 4 mm and were cut using a dou-
ble-bladed tool. In total, there were 27 aortic strips. Each strip had 
a testing length of 12 mm after clamping. All aortic specimens were 
snap frozen for storage at a temperature of −80°C and thawed at 
room temperature prior to testing.

For nanoindentation, testing was conducted in three orientations: 
longitudinal (adventitial and intimal face) and circumferential 
(central media layer). For the longitudinal orientation, the entire 
aorta was split into nine sections, separated by 2 cm in length from 
the aortic root to the celiac artery region. Each of these sections was 
used to create three 5 mm circular biopsy punches (three biopsies 
per section, a total of 81 biopsies). For the circumferential orienta-
tion, the aorta was subdivided into three main parts: the ascending 
aorta, upper thoracic aorta and upper abdominal aorta, matching 
the uniaxial testing. Three samples were tested at the central medial 
layer for each location. Figure 1 summarises the tissue preparation 
and testing method that was conducted for nanoindentation and 
tensile testing (Section 2.2).

2.2. Biomechanical Testing

2.2.1. Uniaxial tensile testing

Uniaxial tensile testing was performed on an Instron 3366 series 
instrument (Instron, Norwood, MA, USA). The machine was set 
up using a 10 N load cell with a specified accuracy of 0.025 N. The 
thickness of the extracted specimens was measured using a digi-
tal Vernier calliper with 10 µm accuracy and average values were 
obtained from five measurements along the length of each strip. 
The strip was held between two mechanical clamps with a notched 
surface (Figure S1A). To prevent slippage, sand paper was used 
between the specimen and clamps. Following this, the clamped 
aortic strip was immersed in a phosphate buffered saline (PBS) 
bath to maintain hydration of the tissue during testing (Figure S1B).  
Ten cycles were used to obtain repeatable behaviour from the 
tissue at a rate of 10 mm/min. The rate was selected based on a 
previous study [17]. Subsequently, the aortic strip was loaded until 
failure at the same rate of 10 mm/min.

Applied force and elongation were recorded for each test. The true 
stress and strain was determined using the approach presented in 
the literature, with the assumption that the tissue is incompress-
ible [17,18]. The following parameters were derived from the data: 
physiological elastic modulus (PE), tangent modulus (TM) at 
0.5 strain, the maximum elastic (ME) modulus and failure stress. 
To calculate the PE, we have assumed that the aortic pressure range 
in sheep is 60–90 kPa, based on literature [19,20]. Laplace’s law 
was used to compute circumferential stress based on this pressure 
range. The PE was defined as the slope of the stress–strain curve 
within this pressure range. The TM at 0.5 strain was obtained from 
the gradient of the stress–strain curve at this strain value. ME was 
obtained from each true stress–strain curve as the maximum slope 
before pre-failure stress (Figure 2).

2.2.2. Nanoindentation

Oscillatory nanoindentation was performed with a KLA-Tencor 
Nanoindenter G200 system equipped with a DCM-II head (CA, 
USA) to characterise the micromechanical properties of ovine 
aortic tissues. The nanoindentation system and methodology used 
in our experiment was similar to that presented in detail previously 
[21]. In summary, a 100 µm diameter flat-ended cylindrical punch 
(Synton-MDP Ltd., Nidau, Switzerland) was mounted on the DCM 
II head [21]. The samples were kept hydrated in a liquid cell with 
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PBS. For the longitudinal orientation, 16 oscillatory indentations 
were applied to the surface of both sides for the same sample: the 
inner (intima layer) and outer side of the tissue (adventitial layer). 
For the first biological replicate, the intimal face was tested first fol-
lowed by the adventitial face. For the second replicate, the adventitial 

face was tested first followed by the intimal face. Finally, for the 
third biological replicate, the intimal face was tested first followed 
by the adventitial face (Figure 1B). For the circumferential direc-
tion six indents were made at the central media. A pre-test com-
pression of 8 µm was used with all tests conducted at the resonant 
frequency of the indenter (110 Hz) and with a 500 nm amplitude 
vibration. Following each indentation, the tip was cleaned by driv-
ing it into double-sided Scotch tape (3M, MN, USA) to avoid any 
contamination on the subsequent indent location. The tape was 
mounted on an adjacent sample puck.

To obtain the shear storage (G′) and shear loss modulus (G″) as well 

as the loss factor tan =d G
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[22]. The underlying theory has been presented in detail elsewhere 
[21] and is summarised here. The shear storage modulus (G′) is 
calculated using Sneddon’s analysis [23]:
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where S is the stiffness of the contact, and D is the diameter of con-
tact and Poisson’s ratio (v).

The shear loss modulus (G″) depends on contact damping (Cw) and 
can be given by:
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Figure 2 | Typical stress–strain relationship showing the points on the 
curve which were used to calculate physiological elastic modulus (PE), 
tangent modulus (TM) at 0.5 strain, the maximum elastic modulus (ME) 
and failure stress.

Figure 1 | Schematic representation of the experimental approach: (A) The aortic locations where tissue was taken from for nanoindentation testing. 
Samples were extracted from aortic root through to the celiac artery. (B) Schematic representation of side view of aortic biopsy specimen with adventitial 
and intimal faces marked. The specimen holder and the orientation of the flat-ended cylindrical punch is also shown. (C) Schematic representation of 
circumferential indentation of aortic sections. (D) Schematic diagram of the tensile set up with the mechanical clamps and sample for testing hydrated 
with PBS in the liquid cell.
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The elastic modulus (E) can be calculated using the following 
relationship:

 G E
v

¢ =
+2 1( )

 (3)

2.3. Biochemical Analysis

Wet tissues weighing 7.5 mg were used to determine elastin 
levels and the remaining tissue was weighed, finely chopped 
and digested with papain (P4762: Sigma-Aldrich, Dorset, UK) 
to quantify the collagen and GAG levels. Collagen, elastin, and 
GAG level were expressed as micrograms per milligrams of wet 
aortic tissue weight.

Collagen content of the tissue was determined by measuring 
hydroxyproline concentration in the tissue using 1,3-dimethylbu-
tylamine dye [24,25]. GAG content was measured using dimethyl 
methylene blue assay [26]. Elastin was measured using Fastin™ 
Elastin Kit (Biocolor, County Antrim, United Kingdom). Samples 
were analysed in triplicate for collagen and GAG content, and in 
duplicate for elastin content according to manufacturer’s instruc-
tions. In total, there were 81 samples from the three ovine aorta.

2.4. Statistical Analysis

Statistical analysis was performed using OriginPro version 9 
(OriginLab, Northampton, MA, USA). All data are presented as 
mean values ± standard deviation (SD). One-way ANOVA with 
post-hoc Bonferroni was used to analyse the statistical variation 

between the ascending region, upper thoracic region, and upper 
abdominal region (uniaxial testing). Following this, One-way 
ANOVA with post-hoc Bonferroni was also performed to exam-
ine intra-group variablity both for biomechanical properties (G′, 
G″ and tan δ) and biochemical properties (collagen, GAG and 
elastin) and inter-group variation (for the distance from heart), 
as presented in the Supplementary Material (Tables S1–S6). 
Bivariate correlation with Pearson product-moment correlation 
coefficients were calculated with simple linear regression analy-
ses. It was performed to define the relationship between biome-
chanical properties from nanoindentation (G′, G″ and tan δ) and 
biochemical properties (collagen, GAG and elastin level) with 
distance from the heart, as well as correlation between biome-
chanical properties and biochemical properties. A p-value below 
0.05 was considered as statistically significant.

3. RESULTS

3.1.  Regional Variations in the Uniaxial  
Behaviour of the Aorta

True stress–strain data for the three regions are shown in Figure 3. 
The expected non-linear behaviour is clearly visible with increasing 
strain. There was a clear difference in the curves for each region 
with the upper abdominal aorta exhibiting the stiffest behaviour at 
the higher strains.

There were no statistically significant differences in PE when 
comparing the ascending and upper thoracic regions (p = 0.2);  
however, significant differences were observed between the 

Figure 3 | The true stress–strain relationship extracted from: (A) ascending, (B) upper thoracic region, (C) upper abdominal region and (D) comparison 
of average stress–strain behaviour for the three main regions (n = 9 samples per region).
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ascending and upper abdominal regions (p = 7.6 × 10−11) and 
the upper thoracic and upper abdominal regions (p = 2.7 × 10−9) 
(Figure 4A). For the TM at 0.5 strain, there was a significant dif-
ference between the ascending and upper thoracic regions (p = 
0.04), ascending and upper abdominal (p = 4.5 × 10−13), as well 
as upper thoracic and upper abdominal regions (p = 3.0 × 10−11) 
(Figure 4B). The differences in ME were also statistically signif-
icant across the regions for ascending and upper thoracic region 
(p = 1.1 × 10−5), upper thoracic and upper abdominal regions  
(p = 0.01) and for ascending and upper abdominal regions (p = 
8.2 × 10−9), (Figure 4C). The failure stress in different regions also 
showed a significant difference between the ascending, upper tho-
racic and upper abdominal regions (p < 0.0001) (Figure 4D), with 
the upper abdominal region exhibiting the highest values.

3.2.  Micromechanical Behaviour of Ovine 
Aortic Tissue

G′, G″ and tan (δ) were measured using nanoindentation to deter-
mine the micromechanical properties, for both the circumferential 
and longitudinal direction.

3.2.1. Circumferential direction

Six oscillatory indentations were performed on the medial layer in 
the circumferential direction (the tissue cross-section). In order to 
compare to the uniaxial data, testing was conducted for samples  
taken from the same regions as for the uniaxial tests, namely 

the ascending aorta, upper thoracic aorta and upper abdominal 
aorta. Overall, the mean values for G′ and G″ (at the medial layer), 
increased from the ascending to the upper abdominal aorta. 
G′ and G″ for the upper abdominal aorta were higher than the 
ascending aorta by 220.8%, and 219.7% respectively. G′ and G″ 
for the upper abdominal aorta were 148.95% and 167.6% higher 
than the upper thoracic aorta respectively. As shown in Figure 5, 
there were statistically significant differences for both G′ and G″ 
when comparing the ascending, upper thoracic regions and upper 
abdominal aorta.

3.2.2. Longitudinal orientation

Longitudinal properties were mapped for both the adventitial face 
and intimal face of the aortic wall. G, and G″ increased with dis-
tance from the heart for both the adventitial face and intimal faces 
(Figure 6A and 6B). For the adventitial face, G′ increased from 
14.9 ± 1.4 kPa (2 cm from aortic root) to 30.4 ± 2.5 kPa (14 cm 
from aortic root). For the intimal face, G′ increased from 21.1 ± 1.6 
kPa (2 cm from aortic root) to 36.9 ± 2.4 kPa (14 cm from aortic 
root). Similar trends were found for G″. For the adventitial face, G″ 
increased from 5.4 ± 0.5 kPa (2 cm from aortic root) to 10.2 ± 1.3 
kPa. For the intimal face, G″ increased from 7.6 ± 1.1 kPa (2 cm 
from aortic root) to 13.4 ± 2.9 kPa. As shown in Figure 6A and 6B, 
G′ and G″ were both found to be higher when the intimal face was 
tested, across all regions.

A significant positive correlation was observed with distance from 
the heart to the celiac artery region for G′ for the adventitial face  
(R2 = 0.95, R = 0.97, p = 0.000028) and intimal face (R2 = 0.94, R = 0.97,  

Figure 4 | Box-whisker plots presented for the macro-mechanical data for the three aortic regions that were tested (n = 9 samples/region): (A) PE.  
(B) Tangent modulus at 0.5 strain. (C) ME. (D) Failure stress. All values are shown with boxes representing the 25th and 75th percentiles of data.  
Whiskers represent the 5th and 95th percentiles of data. NS, Not significant.
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Figure 5 | Micromechanical properties of the medial layer (circumferential orientation), 
shown for the ascending, upper thoracic and upper abdominal aorta: (A) G′. (B) 
G″, and (C) tan (δ). Symbols represent the mean values and error bars represent the 
standard deviation. NS, not significant.
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Figure 6 | Longitudinal micromechanical properties across the ovine aorta as a function 
of distance from the aortic root to celiac region (A) G′-distance. (B) G″-distance were 
found to have a high positive correlation (Pearson correlation coefficient, G′-distance:  
R = 0.97, p = 0.000028 and R = 0.97, p = 0.000016 for adventitia and intima, respectively. 
G″-distance: R = 0.95, p = 0.00089 for adventitia and R = 0.94, p = 0.00035 for intima). 
(C) The relationship between tan (δ) and distance. The data are averaged from 81 
samples (n = 9/region with three samples/animal) shown as mean ± SD.
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p = 0.000016). Similar, correlations were found for G″; adventi-
tial face (R2 = 0.90, R = 0.95, p = 0.00089) and for the intimal face  
(R2 = 0.88, R = 0.94, p = 0.00035). Tan (δ) was found to be relatively 
consistent, typically around 0.35–0.40 for both the adventitial and 
intimal face (Figure 6C).

G′ and G″ were higher for the circumferential measurements on the 
medial layer as compared with the longitudinal direction. A more 
detailed summary is presented in Supplementary Material (Table S7).

3.3.  Comparison of Micromechanical and 
Macromechanical Behaviour

A comparison was made of the mechanical property data obtained 
via uniaxial tensile testing and oscillatory nanoindentation. The 
most appropriate comparison was the mean elastic modulus 
obtained from the circumferential tests (medial layer) via nanoin-
dentation with the PE obtained via tensile testing. Although the 
testing approach, testing scale and rates differed with the two 
methods, and as a result the absolute values differed, it was found 
that the overall trends from the ascending to the upper abdominal 
aorta were similar (as shown in Figure 7). In terms of the absolute 
values, with nanoindentation, the elastic modulus was in the range 
of 0.05–0.12 MPa and from uniaxial tensile testing at PE the range 
was 0.4–0.6 MPa. Hence, the bulk measurements were five to eight 
times higher than the micromechanical measurements.

3.4. Biochemical Analysis

Clear trends were visible for all biochemical measurements as the 
distance from the aortic root increased for each of the extracellular 
matrix components analysed (collagen, GAG and elastin) (Figure 8).  
As shown in Figure 8A, the collagen level was lowest at the first 
point of measurement (closest to the root, 27.3 ± 7.0 µg/mg) and 
steadily increased with distance to the celiac artery, reaching a  
maximum of approximately 40.1 ± 8.8 µg/mg. In contrast, GAG 

(4.2 ± 0.9 µg/mg) and elastin (102.5 ± 24.5 µg/mg) decreased 
along the length of the aorta approximately to 3.5 ± 0.4 and 80.2 ±  
11.0 µg/mg for GAG and elastin, respectively (Figure 8B and 8C).  
Pearson’s correlation and R2-values demonstrated a strong positive 
correlation between collagen level and distance from aortic root  
(R = 0.88 and R2 = 0.78). In contrast, there was a strong negative rela-
tionship between GAG (R = −0.84 and R2 = 0.74) and elastin levels 
(R = −0.89 and R2 = 0.80) with distance from the aortic root. The 
mean values of collagen, GAG and elastin levels for the three ovine 
aortas are presented in the supplementary information (Table S2).

The biochemical properties (collagen, GAG and elastin levels) were 
found to relate to E as determined via nanoindentation in the lon-
gitudinal orientation (Figure 9). We found a positive correlation 
between collagen and E (collagen-E: R = 0.91, R2 = 0.83 and p = 
0.0006) whereas for GAG (GAG-E: R = −0.89, R2 = 0.79 and p = 
0.00126) and elastin (elastin-E: R = −0.80 R2 = 0.65 and p = 0.0097) 
there was a negative correlation.

4. DISCUSSION

Aortic diseases such as aneurysms and dissections are location 
dependent [27]. For example, 60% of thoracic aortic aneurysms 
occur in the ascending aorta [27]. Hence, it is important to under-
stand the mechanical and biochemical properties of the aorta 
across different regions. This is not only important for understand-
ing aortopathies and surgical planning but also for designing stent 
grafts [17]. In this study, we have addressed the gap in the literature 
by comprehensively mapping the macro, micro-mechanical and 
biochemical properties of the ovine aorta.

In the seminal work by Harkness et al. [8], the variation of col-
lagen and elastin was comprehensively mapped across the wall of 
the canine aorta. In their work, they showed that elastin constitutes 
50–60% dry weight of the proximal aorta with the proportion of 
elastin rapidly decreasing to around 25–30% at the distal region. 
As stated by Hickson et al. [28], this change in properties across the 
aorta can be linked to the mechanical behaviour of the aorta with 
the aortic bifurcation region being stiffer than the aortic root, as 
determined by pulse wave velocity.

Our work presents for the first time, biomechanical (macro- and 
micro-), and biochemical assessment of the variation across the entire 
aorta. The main novelty of our work is, through the application of 
oscillatory nanoindentation, the determination of regional variation of 
properties, which are directly related to the biochemical variation in 
collagen, elastin and GAG levels. We present orientation-dependent 
nanoindentation properties along with macroscopic uniaxial testing to 
present a comprehensive picture of the variation of properties across 
the aorta. In addition, the application of oscillatory nanoindentation 
allowed the mechanical properties to be determined with a much 
higher spatial resolution than is possible with uniaxial testing. By pre-
senting both uniaxial and nanoindentation data we are able to compare 
our data with other studies and also correlate our novel nanoindenta-
tion method with more conventional, established mechanical testing 
methods. We believe that these data will serve as a useful reference 
given the increase in use of indentation-based techniques for aortic 
biomechanical analysis [29–32].

The advantages of nanoindentation over uniaxial tensile testing are 
that the technique is non-destructive, requires small samples and 
the spatial resolution is in line with the microstructural organisation 

Figure 7 | Comparison of trends obtained via circumferential testing of 
the medial layer using oscillatory nanoindentation (elastic modulus) with 
PE values obtained via uniaxial tensile testing, for the ascending, upper 
thoracic and upper abdominal aorta, shown as a function of distance 
(length) from the heart.
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Figure 8 | Biochemical properties across the ovine aorta as a function of distance from 
the aortic root. (A) Collagen levels were found to be positively correlated with distance 
(Pearson correlation coefficient, R = 0.88, p = 0.00187). (B) GAG levels and (C) elastin 
levels showed a negative relationship with distance (Pearson correlation coefficient, GAG 
level-distance: R = −0.84, p = 0.0043 and elastin level-distance: R = −0.89, p = 0.001).  
All biochemical data are expressed as micrograms per milligrams of wet tissue weight 
from 81 samples (n = 9/region with three samples/animal) shown as mean ± SD.
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Figure 9 | Comparison between biochemical properties (collagen, GAG and elastin 
levels) and elastic modulus determined with nanoindentation in the longitudinal 
orientation. (A) Collagen. (B) GAG and (C) elastin. Data are shown as mean ± SD.
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of the fibres. Our nanoindentation data provided the viscoelas-
tic behaviour for the longitudinal orientation (both intimal and 
adventitial face) and circumferential measurements on the media. 
These were correlated with the biochemical composition, across 
the different regions. As the technique is non-destructive, we were 
able to conduct biochemical testing on the same samples.

Our nanoindentation data follow the trends reported by Kermani et al. 
[30] who examined the mechanical properties of porcine aorta with a 
custom-made nanoindentation test setup. They reported that the distal 
regions of the aorta were stiffer than the proximal regions. The trends 
are also in agreement with another nanoindentation study on the 
porcine aorta which showed that the elastic modulus is higher at the 
inferior artery as compared to the subclavian artery [22]. Whilst the 
absolute values differ when comparing our nanoindentation data with 
the uniaxial testing data, the trends are similar as shown in Figure 7.

Sokolis et al. [13] have previously examined regional differences in 
the porcine aorta by determining the mechanical properties under 
uniaxial tension along with elastin and collagen content as measured 
by histological analysis. They split the aortas into nine segments in 
one study [13] and seven segments in a later study [14]. The overall 
trends in the biomechanical properties that we report match those of 
Sokolis et al. The novelty in our work is the determination of colla-
gen, elastin and GAG levels for the same samples that were used for 
mechanical testing. Unlike previous work, we have not had to rely 
on semi-quantitative assessment of collagen and elastin content from 
histology images. Furthermore, we are not aware of any other studies 
that have reported GAG variations across the aorta.

The matrix fibres (collagen and elastin), and GAGs together govern 
the mechanical behaviour of the aorta. Alteration in these compo-
nents within the aortic wall can lead to detrimental changes in the 
biomechanical properties and function of the aorta [33]. A better 
understanding of the distribution of collagen, elastin and GAGs in 
relation to aortic biomechanics may help better elucidate the phys-
iopathology of aortic disease in specific locations. One key finding 
in our study is that there is a significant correlation with an increase 
in G′ and collagen with distance from the aortic root whilst elastin 
and GAG levels significantly decreased. The negative relationship 
between GAG content and distance from aortic root to celiac artery 
region is of particular interest. We found that GAG content decreased 
by 83.1% from the ascending region to the abdominal aortic region, 
accompanied by 220.8% increase in the circumferential elastic mod-
ulus. GAG pooling has been implicated in the development of tho-
racic aortic aneurysm and dissection [34,35] and our data suggest 
that given the differences in extracellular matrix (ECM) content in 
the ascending vs. abdominal aorta, different degradation pathways 
may be implicated in aneurysm formation in different regions. GAGs 
play a significant role in maintaining the structure of the aortic wall, 
supporting mechanosensing functions and influencing collagen 
fibrillogenesis and are altered with aortic pathogenesis [36–38]. The 
role of GAGs in the proximal aorta require further analysis especially 
given the increased prevalence of type A dissection at the proximal 
aorta as compared to type B dissection at the distal aorta. Hence, our 
data has potential to support mechanistic insight into aortic aneu-
rysms and dissection development in different regions of the aorta.

5. LIMITATIONS

The macroscopic mechanical property measurements were conducted 
in uniaxial test conditions. In order to fully capture the anisotropic 

properties of the aortic wall, biaxial testing should also be considered. 
Secondly, the biochemical methods used for investigation of collagen, 
GAG and elastin level do not discriminate across the layers. Layer-
specific biochemical measurements would be useful for further cor-
relation with nanoindentation. Finally, GAG work could be followed 
up by quantifying the presence of specific proteoglycans in the tissue.

6. CONCLUSION

Our study demonstrates how collagen, elastin and GAG levels relate 
to the biomechanical properties of different regions of the aorta. 
We found a significant increasing trend of stiffness both at the 
macroscopic and at the micromechanical scale from the ascend-
ing aorta to the abdominal aorta. These changes in the mechanical 
properties were correlated with increased collagen, decreased elas-
tin and GAGs as the distance from the heart increases. The findings 
of this study could be reproduced in human tissue with and without 
aortopathy to shed light on the mechanisms of aneurysm and dis-
section development in different regions of the aorta.

CONFLICTS OF INTEREST

The authors declare they have no conflicts of interest.

AUTHOR’S CONTRIBUTION

RA, MLF and JM had a role in study conceptualization and writ-
ing (review and editing) the manuscript, PP, BG, YHC and HAD 
were involved in data curation, formal analysis and writing (original 
draft), RA, MLF and JM were involved in funding acquisition and 
project administration, RA and JM supervised the project.

ACKNOWLEDGMENTS

PP is funded by a PhD scholarship awarded by the Thai Royal govern-
ment. RA is grateful to the Royal Academy of Engineering/Leverhulme 
Trust for a Senior Research Fellowship (LTSRF1617/13/76) and to the 
British Heart Foundation (PG/16/107/32681). JM also acknowledges 
the British Heart Foundation (FS/12/61/29877). Ashkan Eliasy (School 
of Engineering, University of Liverpool) is thanked for assistance with 
tensile testing.

SUPPLEMENTARY MATERIALS

Supplementary data related to this article can be found at https://
doi.org/10.2991/artres.k.191114.003.

REFERENCES

 [1] Benjamin EJ, Muntner P, Alonso A, Bittencourt MS, Callaway 
CW, Carson AP, et al. Heart disease and stroke statistics—2019 
update: a report from the American Heart Association. Circulation 
2019;139:e56–e528.

 [2] Oliver‐Williams C, Sweeting MJ, Turton G, Parkin D, Cooper D, 
Rodd C, et al. Lessons learned about prevalence and growth rates 

https://doi.org/10.2991/artres.k.191114.003
https://doi.org/10.2991/artres.k.191114.003
https://doi.org/10.1161/CIR.0000000000000659
https://doi.org/10.1161/CIR.0000000000000659
https://doi.org/10.1161/CIR.0000000000000659
https://doi.org/10.1161/CIR.0000000000000659
https://doi.org/10.1002/bjs.10715
https://doi.org/10.1002/bjs.10715


36 P. Panpho et al. / Artery Research 25(1-2) 27–36

of abdominal aortic aneurysms from a 25‐year ultrasound popu-
lation screening programme. British J Sur 2018;105:68–74.

 [3] He CM, Roach MR. The composition and mechanical proper-
ties of abdominal aortic aneurysms. J Vasc Surg 1994;20:6–13.

 [4] Duprey A, Khanafer K, Schlicht M, Avril S, Williams D, Berguer 
R. In vitro characterisation of physiological and maximum elastic 
modulus of ascending thoracic aortic aneurysms using uniaxial 
tensile testing. Eur J Vasc Endovasc Surg 2010;39:700–7.

 [5] Peña JA, Corral V, Martínez MA, Peña E. Over length quantifi-
cation of the multiaxial mechanical properties of the ascending, 
descending and abdominal aorta using Digital Image Correlation. 
J Mech Behav Biomed Mater 2018;77:434–45.

 [6] Khanafer K, Schlicht MS, Berguer R. How should we measure 
and report elasticity in aortic tissue? Eur J Vasc Endovasc Surg 
2013;45:332–9.

 [7] Drury D, Michaels JA, Jones L, Ayiku L. Systematic review of 
recent evidence for the safety and efficacy of elective endovas-
cular repair in the management of infrarenal abdominal aortic 
aneurysm. Br J Surg 2005;92:937–46.

 [8] Harkness MLR, Harkness RD, McDonald DA. The collagen and 
elastin content of the arterial wall in the dog. Proc R Soc Lond B 
Biol Sci 1957;146:541–51.

 [9] Grant RA. Content and distribution of aortic collagen, elastin and 
carbohydrate in different species. J Atheroscler Res 1967;7:463–72.

[10] Davidson JM, Hill KE, Mason ML, Giro MG. Longitudinal gradi-
ents of collagen and elastin gene expression in the porcine aorta. 
J Biol Chem 1985;260:1901–8.

[11] Guo X, Kassab GS. Variation of mechanical properties along the 
length of the aorta in C57bl/6 mice. Am J Physiol Heart Circ 
Physiol 2003;285:H2614–22.

[12] Haskett D, Johnson G, Zhou A, Utzinger U, Vande Geest J. 
Microstructural and biomechanical alterations of the human 
aorta as a function of age and location. Biomech Model 
Mechanobiol 2010;9:725–36.

[13] Sokolis DP. Passive mechanical properties and structure of the 
aorta: segmental analysis. Acta physiologica 2007;190:277–89.

[14] Sokolis DP, Boudoulas H, Karayannacos PE. Segmental differ-
ences of aortic function and composition: clinical implications. 
Hellenic J Cardiol 2008;49:145–54.

[15] Tovar AMF, Cesar DCS, Leta GC, Mourão PAS. Age-related 
changes in populations of aortic glycosaminoglycans: species 
with low affinity for plasma low-density lipoproteins, and not 
species with high affinity, are preferentially affected. Arterioscler 
Thromb Vasc Biol 1998;18:604–14.

[16] Humphrey JD. Possible mechanical roles of glycosaminogly-
cans in thoracic aortic dissection and associations with dysreg-
ulated transforming growth factor-β. J Vasc Res 2013;50:1–10.

[17] Khanafer K, Duprey A, Zainal M, Schlicht M, Williams D, Berguer 
R. Determination of the elastic modulus of ascending thoracic 
aortic aneurysm at different ranges of pressure using uniaxial 
tensile testing. J Thorac Cardiovasc Surg 2011;142:682–6.

[18] Carew TE, Vaishnav RN, Patel DJ. Compressibility of the arterial 
wall. Circ Res 1968;23:61–8.

[19] Segers P, Steendijk P, Stergiopulos N, Westerhof N. Predicting 
systolic and diastolic aortic blood pressure and stroke volume in 
the intact sheep. J Biomech 2001;34:41–50.

[20] Pagani M, Mirsky I, Baig H, Manders WT, Kerkhof P, Vatner SF. 
Effects of age on aortic pressure-diameter and elastic stiffness-stress 
relationships in unanesthetized sheep. Circ Res 1979;44:420–9.

[21] Akhtar R, Draper ER, Adams DJ, Hay J. Oscillatory nanoindenta-
tion of highly compliant hydrogels: a critical comparative analysis 
with rheometry. J Mater Res 2018;33:873–83.

[22] Hemmasizadeh A, Autieri M, Darvish K. Multilayer material 
properties of aorta determined from nanoindentation tests.  
J Mech Behav Biomed Mater 2012;15:199–207.

[23] Sneddon IN. The relation between load and penetration in the 
axisymmetric boussinesq problem for a punch of arbitrary pro-
file. Int J Eng Sci 1965;3:47–57.

[24] Bergman I, Loxley R. Two improved and simplified methods for 
the spectrophotometric determination of hydroxyproline. Anal 
Chem 1963;35:1961–5.

[25] Bannister DW, Burns AB. Adaptation of the Bergman and Loxley 
technique for hydroxyproline determination to the autoanalyzer 
and its use in determining plasma hydroxyproline in the domes-
tic fowl. Analyst 1970;95:596–600.

[26] Farndale RW, Sayers CA, Barrett AJ. A direct spectrophotometric 
microassay for sulfated glycosaminoglycans in cartilage cultures. 
Connect Tissue Res 1982;9:247–8.

[27] Isselbacher EM. Diseases of the aorta. In: Goldman L, Schafer AI, 
editors. Goldman’s Cecil Medicine, 24th ed. Philadelphia: W.B. 
Saunders; 2012, pp. 482–6.

[28] Hickson SS, Butlin M, Graves M, Taviani V, Avolio AP, McEniery 
CM, et al. The relationship of age with regional aortic stiffness 
and diameter. JACC Cardiovasc Imaging 2010;3:1247–55.

[29] Meekel JP, Mattei G, Costache VS, Balm R, Blankensteijn JD, 
Yeung KK. A multilayer micromechanical elastic modulus mea-
suring method in ex vivo human aneurysmal abdominal aortas. 
Acta Biomater 2019;96:345–53.

[30] Kermani G, Hemmasizadeh A, Assari S, Autieri M, Darvish K. 
Investigation of inhomogeneous and anisotropic material behav-
ior of porcine thoracic aorta using nano-indentation tests. J Mech 
Behav Biomed Mater 2017;69:50–6.

[31] Akhtar R, Graham HK, Derby B, Sherratt MJ, Trafford AW, 
Chadwick RS, et al. Frequency-modulated atomic force micros-
copy localises viscoelastic remodelling in the ageing sheep aorta. 
J Mech Behav Biomed Mater 2016;64:10–7.

[32] Grant CA, Twigg PC. Pseudostatic and dynamic nanomechan-
ics of the tunica adventitia in elastic arteries using atomic force 
microscopy. ACS Nano 2013;7:456–64.

[33] Roach MR, Song SH. Variations in strength of the porcine aorta 
as a function of location. Clin Invest Med 1994;17:308–18. 

[34] Roccabianca S, Ateshian GA, Humphrey JD. Biomechanical roles 
of medial pooling of glycosaminoglycans in thoracic aortic dis-
section. Biomech Model Mechanobiol 2014;13:13–25.

[35] Roccabianca S, Bellini C, Humphrey JD. Computational model-
ling suggests good, bad and ugly roles of glycosaminoglycans in 
arterial wall mechanics and mechanobiology. J R Soc Interface 
2014;11:20140397.

[36] Wight TN. Cell biology of arterial proteoglycans. Arteriosclerosis 
1989;9:1–20.

[37] Schriefl AJ, Schmidt T, Balzani D, Sommer G, Holzapfel GA. 
Selective enzymatic removal of elastin and collagen from human 
abdominal aortas: uniaxial mechanical response and constitutive 
modeling. Acta Biomater 2015;17:125–36.

[38] Cherchi GM, Coinu R, Demuro P, Formato M, Sanna G, 
Tidore M, et al. Structural and functional modifications of 
human aorta proteoglycans in atherosclerosis. Matrix 1990;10: 
362–72. 

https://doi.org/10.1002/bjs.10715
https://doi.org/10.1002/bjs.10715
https://doi.org/10.1016/0741-5214%2894%2990169-4
https://doi.org/10.1016/0741-5214%2894%2990169-4
https://doi.org/10.1016/j.ejvs.2010.02.015
https://doi.org/10.1016/j.ejvs.2010.02.015
https://doi.org/10.1016/j.ejvs.2010.02.015
https://doi.org/10.1016/j.ejvs.2010.02.015
https://doi.org/10.1016/j.jmbbm.2017.10.007
https://doi.org/10.1016/j.jmbbm.2017.10.007
https://doi.org/10.1016/j.jmbbm.2017.10.007
https://doi.org/10.1016/j.jmbbm.2017.10.007
https://doi.org/10.1016/j.ejvs.2012.12.015
https://doi.org/10.1016/j.ejvs.2012.12.015
https://doi.org/10.1016/j.ejvs.2012.12.015
https://doi.org/10.1002/bjs.5123
https://doi.org/10.1002/bjs.5123
https://doi.org/10.1002/bjs.5123
https://doi.org/10.1002/bjs.5123
https://doi.org/10.1098/rspb.1957.0029
https://doi.org/10.1098/rspb.1957.0029
https://doi.org/10.1098/rspb.1957.0029
https://doi.org/10.1016/s0368-1319%2867%2980024-3
https://doi.org/10.1016/s0368-1319%2867%2980024-3
https://www.ncbi.nlm.nih.gov/pubmed/3838176
https://www.ncbi.nlm.nih.gov/pubmed/3838176
https://www.ncbi.nlm.nih.gov/pubmed/3838176
https://doi.org/10.1152/ajpheart.00567.2003
https://doi.org/10.1152/ajpheart.00567.2003
https://doi.org/10.1152/ajpheart.00567.2003
https://doi.org/10.1007/s10237-010-0209-7
https://doi.org/10.1007/s10237-010-0209-7
https://doi.org/10.1007/s10237-010-0209-7
https://doi.org/10.1007/s10237-010-0209-7
https://doi.org/10.1111/j.1748-1716.2006.01661.x
https://doi.org/10.1111/j.1748-1716.2006.01661.x
https://www.ncbi.nlm.nih.gov/pubmed/18543643
https://www.ncbi.nlm.nih.gov/pubmed/18543643
https://www.ncbi.nlm.nih.gov/pubmed/18543643
https://doi.org/10.1161/01.atv.18.4.604
https://doi.org/10.1161/01.atv.18.4.604
https://doi.org/10.1161/01.atv.18.4.604
https://doi.org/10.1161/01.atv.18.4.604
https://doi.org/10.1161/01.atv.18.4.604
https://doi.org/10.1159/000342436
https://doi.org/10.1159/000342436
https://doi.org/10.1159/000342436
https://doi.org/10.1016/j.jtcvs.2010.09.068
https://doi.org/10.1016/j.jtcvs.2010.09.068
https://doi.org/10.1016/j.jtcvs.2010.09.068
https://doi.org/10.1016/j.jtcvs.2010.09.068
https://www.ncbi.nlm.nih.gov/pubmed/5661939
https://www.ncbi.nlm.nih.gov/pubmed/5661939
https://doi.org/10.1016/s0021-9290%2800%2900165-2
https://doi.org/10.1016/s0021-9290%2800%2900165-2
https://doi.org/10.1016/s0021-9290%2800%2900165-2
https://doi.org/10.1161/01.res.44.3.420
https://doi.org/10.1161/01.res.44.3.420
https://doi.org/10.1161/01.res.44.3.420
https://doi.org/10.1557/jmr.2018.62
https://doi.org/10.1557/jmr.2018.62
https://doi.org/10.1557/jmr.2018.62
https://doi.org/10.1016/j.jmbbm.2012.06.008
https://doi.org/10.1016/j.jmbbm.2012.06.008
https://doi.org/10.1016/j.jmbbm.2012.06.008
https://doi.org/10.1016/0020-7225%2865%2990019-4
https://doi.org/10.1016/0020-7225%2865%2990019-4
https://doi.org/10.1016/0020-7225%2865%2990019-4
https://doi.org/10.1021/ac60205a053
https://doi.org/10.1021/ac60205a053
https://doi.org/10.1021/ac60205a053
https://doi.org/10.1039/an9709500596
https://doi.org/10.1039/an9709500596
https://doi.org/10.1039/an9709500596
https://doi.org/10.1039/an9709500596
https://doi.org/10.3109/03008208209160269
https://doi.org/10.3109/03008208209160269
https://doi.org/10.3109/03008208209160269
https://doi.org/10.1016/j.jcmg.2010.09.016
https://doi.org/10.1016/j.jcmg.2010.09.016
https://doi.org/10.1016/j.jcmg.2010.09.016
https://doi.org/10.1016/j.actbio.2019.07.019
https://doi.org/10.1016/j.actbio.2019.07.019
https://doi.org/10.1016/j.actbio.2019.07.019
https://doi.org/10.1016/j.actbio.2019.07.019
https://doi.org/10.1016/j.jmbbm.2016.12.022
https://doi.org/10.1016/j.jmbbm.2016.12.022
https://doi.org/10.1016/j.jmbbm.2016.12.022
https://doi.org/10.1016/j.jmbbm.2016.12.022
https://doi.org/10.1016/j.jmbbm.2016.07.018
https://doi.org/10.1016/j.jmbbm.2016.07.018
https://doi.org/10.1016/j.jmbbm.2016.07.018
https://doi.org/10.1016/j.jmbbm.2016.07.018
https://doi.org/10.1021/nn304508x
https://doi.org/10.1021/nn304508x
https://doi.org/10.1021/nn304508x
https://www.ncbi.nlm.nih.gov/pubmed/7982294
https://www.ncbi.nlm.nih.gov/pubmed/7982294
https://doi.org/10.1007/s10237-013-0482-3
https://doi.org/10.1007/s10237-013-0482-3
https://doi.org/10.1007/s10237-013-0482-3
https://doi.org/10.1098/rsif.2014.0397
https://doi.org/10.1098/rsif.2014.0397
https://doi.org/10.1098/rsif.2014.0397
https://doi.org/10.1098/rsif.2014.0397
https://doi.org/10.1161/01.atv.9.1.1
https://doi.org/10.1161/01.atv.9.1.1
https://doi.org/10.1016/j.actbio.2015.01.003
https://doi.org/10.1016/j.actbio.2015.01.003
https://doi.org/10.1016/j.actbio.2015.01.003
https://doi.org/10.1016/j.actbio.2015.01.003
https://doi.org/10.1016/s0934-8832%2811%2980143-5
https://doi.org/10.1016/s0934-8832%2811%2980143-5
https://doi.org/10.1016/s0934-8832%2811%2980143-5
https://doi.org/10.1016/s0934-8832%2811%2980143-5

