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Background-—Patients with bicuspid aortic valve (BAV) have an increased risk of developing ascending aortic aneurysm. In the
present study, collagen homeostasis in nondilated and dilated aorta segments from patients with BAV was studied, with normal
and dilated aortas from tricuspid aortic valve (TAV) patients as reference.

Methods and Results-—Ascending aortas from 56 patients were used for biochemical and morphological analyses of collagen.
mRNA expression was analyzed in 109 patients. Collagen turnover rates were similar in nondilated and dilated aortas of BAV
patients, showing that aneurysmal formation in BAV is, in contrast to TAV, not associated with an increased collagen turnover.
However, BAV in general was associated with an increased aortic collagen turnover compared with nondilated aortas of TAV
patients. Importantly, the ratio of hydroxylysyl pyridinoline (HP) to lysyl pyridinoline (LP), 2 distinct forms of collagen cross-linking,
was lower in dilated aortas from patients with BAV, which suggests that BAV is associated with a defect in the posttranslational
collagen modification. This suggests a deficiency at the level of lysyl hydroxylase (PLOD1), which was confirmed by mRNA and
protein analyses that showed reduced PLOD1 expression but normal lysyl oxidase expression in dilated aortas from patients with
BAV. This suggests that impaired collagen cross-linking in BAV patients may be attributed to changes in the expression and/or
activity of PLOD1.

Conclusions-—Our results demonstrate an impaired biosynthesis and posttranslational modification of collagen in aortas of
patients with BAV, which may explain the increased aortic aneurysm formation in BAV patients. ( J Am Heart Assoc. 2013;2:
e000034 doi: 10.1161/JAHA.112.000034)
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A bicuspid aortic valve (BAV) is by far the most common
malformation of the aortic valve and is believed to result

from abnormal aortic cusp formation during valvulogenesis.
Although BAV can present as an isolated valve disorder, a
large proportion of BAV patients develop ascending aortic

aneurysm or dissection. In fact, prevalence of aortic dilatation
in patients with BAV without significant valve dysfunction has
been estimated to be as high as 50% to 70%.1 As yet, the
pathophysiological basis for this aneurysmal dilatation is still
unclear. It has been suggested that the increased aneurysm
susceptibility relates to hemodynamic changes that result
from the malformed aortic valve. However, the high incidence
of aortic dilatation in BAV patients without valve dysfunction
and the observed aneurysm formation in BAV patients after
aortic valve replacement2 suggest that the process is not a
response to the hemodynamic consequences of the BAV3,4

but rather reflects a structural defect of the ascending aorta.
Previous biomechanical studies demonstrated an increased

wall stiffness of the aortic root in BAV, suggesting that BAV is
indeed associated with a change in the mechanical properties
of the ascending aorta.5,6 The mechanical properties of the
arterial wall are essentially determined by the structural
proteins elastin and fibrillar collagen, being responsible for the
elastic recoil and for the resilience of the vessel wall,
respectively. Consequently it has been shown that aneurysmal
dilatation and ultimate rupture relate to quantitative or
qualitative changes in collagen structures.7 Such changes
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could arise from excessive collagen degradation as result of a
localized proteolytic imbalance (eg, the abdominal aortic
aneurysm), from impaired collagen deposition (eg, vascular-
type Ehlers-Danlos), or theoretically from a combination of
these 2. To date, the molecular basis for BAV-associated
aneurysms is still unclear. In this context, we hypothesized that
intrinsic fragility of the aortas in BAV patients may be a result of
impaired collagen homeostasis. Therefore, we have performed
a systematic evaluation of collagen synthesis and cross-linking
in patients with BAV. Nondilated and dilated ascending aorta
segments from patients were studied with use of a normal
tricuspid aortic valve (TAV) as a reference.

Material and Methods

Patients
The Advanced Study of Aortic Pathology (ASAP study) has
been described previously.8 The study includes consecutive
patients with aortic valve and ascending aortic disease
undergoing elective open-heart surgery at the Cardiothoracic
Surgery Unit, Karolinska University Hospital, Stockholm,
Sweden. None of the patients had significant coronary artery
disease according to coronary angiography, and Marfan
syndrome patients were excluded from the study. Demo-
graphics of patients included in the present analyses are
presented in Table 1 (previously presented9). Maximal
diameter was measured by transesophageal echocardiogra-
phy as described previously.8 The ascending aorta was
considered to be nondilated at a diameter of ≤40 mm and
dilated at a diameter of ≥45 mm; subjects with aortic
dimensions of 41 to 44 mm were not included in the
analyses. A total of 109 patients (80 men and 29 women,

mean age 61 years, age range 29 to 82 years) who were
referred for elective aortic valve surgery and/or ascending
thoracic aortic surgery were included. In total, the ascending
aorta was dilated in 68 patients (52�5.4 mm [mean�SD])
and normal10 in 41 patients (35�3.6 mm).

A BAV was present in 69 patients. Twenty-four of these
patients had a nondilated aorta (aortic diameter 36�3.1 mm,
19 men and 5 women, 16 with aortic valve stenosis and 8
with aortic valve regurgitation). Forty-five of the patients with
BAV had a dilated aorta (aortic diameter 50�3.3 mm, 35 men
and 10 women, 31 with aortic valve stenosis, 11 with aortic
valve regurgitation, and 3 with normal valves). A tricuspid
aortic valve (TAV) was present in 40 patients. Seventeen of
these had a nondilated aorta (aortic diameter 34�3.9 mm, 12
men and 5 women, 12 with aortic valve stenosis and 5 with
aortic valve regurgitation). Twenty-three of the patients with
TAV had a dilated aorta (aortic diameter 54�7.6 mm, 14 men
and 9 women, 1 with aortic valve stenosis, 19 with aortic
valve regurgitation, and 3 with normal valves).

All aortic biopsy samples were taken from the anterior
(convex) part of the aorta (ie, the site of aortotomy a few
centimeters above the aortic valve). This study was approved
by the Ethics Committee at the Karolinska Institutet, and
patients were included after providing informed, written, and
signed consent.

Collagen and Cross-linking Analyses
Cross-sectional 10-lm slices of paraffin-embedded aortic
tissue including the whole aortic wall were available from 56
patients (BAV nondilated, n=12; BAV dilated, n=16; TAV
nondilated, n=15; TAV dilated, n=13). The sections were
deparaffinized in xylene and hydrolyzed (110°C, 24 hours) in

Table 1. Patient Demographics

Aortic Diameter

BAV, mm TAV, mm

≤40 ≥45 ≤40 ≥45

No. 24 45 17 23

Sex, No. of women 5 10 5 9

Age, y* 56�10 60�12 69�11 61�15

BSA, m2 1.99�0.21 2.02�0.20 1.99�0.19 1.97�0.25

Maximum aortic diameter, mm†

(minimim, maximum)
36.1�3.1 (30.2, 39.9) 50.3�3.3 (45.1, 57.1) 33.7�3.9 (27.5, 39.8) 53.8�7.6 (45.0, 70.0)

AS‡ 13 20 12 1

AR 11 14 5 18

Normal aortic valve 0 11 0 4

Values are presented as mean�SD or frequency. The patient demographics of the study have been described previously.9 BAV indicates bicuspid aortic valve; TAV, tricuspid aortic valve;
BSA, body surface area; AS, aortic stenosis; AR, aortic regurgitation.
*ANOVA, P<0.01; TAV nondilated group older than the other groups.
†ANOVA, P<0.0001.
‡Fisher exact test, P<0.01.
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1 mL of 6 mol/L HCl in 5-mL polytetrafluoroethylene-sealed
glass tubes for analyses of collagen, pentosidine, proline,
hydroxyproline, hydroxylysyl, HP, and LP content as described
previously.11 Briefly, the samples were dried and redissolved
in 1 mL of water containing 10 lmol/L pyridoxine (internal
standard for the cross-links HP and LP) and 2.4 mmol/L
homoarginine (internal standard for amino acids) (Sigma-
Aldrich). Samples were diluted 5-fold with 0.5% (vol/vol)
heptafluorobutyric acid (Sigma-Aldrich) in 10% (vol/vol)
acetonitrile for cross-link analysis, and aliquots of the 5-fold
diluted sample were diluted 50-fold with 0.1 mol/L sodium
borate buffer (pH 8.0) for amino acid analysis. Derivatization
of the amino acids with 9-fluorenylmethyl chloroformate and
reversed-phase high-performance liquid chromatography of
amino acids and cross-links was performed on a
150 mm94.6 mm Micropak ODS-80TM column (Varian).

Picrosirius Red Staining
Picrosirius red stainingwas used for the assessment of collagen
fibers in aortas.12 Formaldehyde-fixed 10-lmsections of aortas
from nondilated and dilated BAV and TAV were stained for
1 hour in saturated picric acid containing 0.1% picrosirius red.
All sections were analyzed under linear polarized light at 940
magnification, and images were captured with a Leica DC480
color video camera as previously described.13 Thick mature,
tightly packed, and better-aligned collagen fibers were orange-
red, and thin immature fiberswere green.14,15 The total collagen
content of lesions and the content of orange-red and green
fibers were quantified using Leica QWin and calculated as the
ratio of chromogen area to lesion area.

Gene Expression Analysis
Intima-media and adventitia tissue samples were homo-
genized with FastPrep using Lysing Matrix D tubes (MP
Biomedicals). Total RNA was isolated from 109 patients using
TriZOL (Invitrogen, Paisley) and RNeasy Mini kit (Qiagen) as a
cleanup including treatment with DNase. RNA quality was
analyzed with an Agilent 2100 bioanalyzer (Agilent Technol-
ogies, Inc) (mean�SD RNA integrity numbers 7.0�0.6) and
quantified with a NanoDrop (NanoDrop Products).

The RNA samples were hybridized and scanned at the Kar-
olinska Institute microarray core facility. Affymetrix GeneChip
Human Exon 1.0 ST arrays and protocols were used. For probe
set– and meta probe set–level investigations (ie, the genome-
wide and regional investigations), CEL files were preprocessed
using robust multichip average normalization as implemented
in the Affymetrix Power Tools 1.10.2 package apt-probeset-
summarize and log2 transformed. All investigations were done
on the core set of meta probes provided by Affymetrix as
published previously in the ASAP study.16

Protein Preparation and Western Blotting
Medial layers from dilated aortas of BAV and TAV patients were
finely minced and placed in a cell lysis buffer (2D Protein
Extraction Buffer V [GE Healthcare] containing 30 mmol/L Tris
buffer, pH 8.0) including a protease inhibitor cocktail (Roche
Complete Mini EDTA Free). The tissue samples were mechan-
ically homogenized using the TissueLyser system (Qiagen)
according to manufacturer’s instructions. The samples were
subsequently sonicated in a water bath sonicator at 4°C
(30 seconds’ sonication at high intensity followed by 30 sec-
onds’ resting for a total of 8 minutes) and then pelleted in a
microcentrifuge at 12 000g for 10 minutes at 4°C. The protein
contents in the supernatant were measured with use of the
Bradford protein assay (BioRad). Five micrograms of the protein
lysates was resuspended in running buffer (BioRad) and
subjected to SDS-PAGE with 4% to 12% Bis-Tris gels (Invitrogen
NuPAGE). Electrophoresis was performed for 2 hours at 100 V.
Western transfer to polyvinylidene difluoride membranes
(Amersham Pharmacia Biotech), blocking in 3% BSA TTBS,
and incubation with antibodies were performed according to
standard protocols. The blot was incubated with primary
polyclonal antibody against PLOD1 (Santa Cruz Biotechnology)
overnight and then for 1 hour with horseradish peroxidase–
labeled secondary antibody, which was detected with
enhanced chemiluminescence Western blot detection reagent
(Amersham, GE Healthcare).

Immunohistochemistry
Paraffin-embedded sections from dilated and nondilated aortas
of tricuspid and bicuspid biopsies were used. To unmask
protein binding sites, sections were treated with DIVA
Decloaker (Biocare Medical) solution in boiling water. Endog-
enous peroxidase activity was quenched by treatment with 3%
hydrogen peroxide for 5 minutes followed by incubation with
goat normal serum (1:5 in PBS) (Vector). Sections were then
incubated with PLOD1 primary antibody (Abgent Nordic
Biosite) at 4°C overnight. Subsequently, sections were incu-
bated with secondary biotinylated anti-rabbit IgG (Vector).
Avidin-biotin peroxidase complexes (Vector) were added,
followed by visualization with 3,3′-diaminobenzidine tetrahy-
drochloride (Dako). All sections were counterstained with
Mayer hematoxylin (Histolab Products).

Masson Trichrome Staining
Masson trichrome method (HT15-1KT kit; Sigma-Aldrich) was
used to detect collagen fibers in paraffin-embedded aortic
sections. Staining was performed according to the manufac-
turer’s instructions, resulting in light blue color for collagen
and red for muscle fibers and cytoplasm.
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Electron Microscopy
For scanning electron microscopy (SEM), aortic biopsy sam-
ples were fixed by immersion in 2% glutaraldehyde and 1%
paraformaldehyde in 0.1 mol/L PBS (pH 7.4). The specimens
were briefly rinsed in distilled water and placed in 70% ethanol
for 10 minutes, 95% ethanol for 10 minutes, absolute ethanol
for 15 minutes at room temperature, and pure acetone for
10 minutes and then dried. Specimens were then dried using a
critical point dryer (CPD 010, Balzer) using carbon dioxide.
After drying, specimens were mounted on an aluminum stub
and coated with carbon (MED 010, Bal-Tec). The specimens
were analyzed in an Ultra 55 field emission scanning electron
microscope (Zeiss) at 3 kV.17

For transmission electron microscopy (TEM), aortic tissues
were fixed by immersion in 2% glutaraldehyde and 1%
paraformaldehyde in 0.1 mol/L PBS (pH 7.4), rinsed in the
same buffer, and postfixed in 2% osmium tetroxide. After
dehydration, the samples were embedded in LX-112 (Ladd
Research Industries Inc). Semithin sections were cut and
stained with toluidine blue O and used for light microscopic
analysis. Ultrathin sections (�40 to 50 nm) were cut by a
Leica ultracut UCT (Leica), contrasted with uranyl acetate
followed by lead citrate, and examined in a Tecnai 12 Spirit
Bio TWIN transmission electron microscope (FEI Company) at
100 kV. Digital images were taken by using a Veleta camera
(Olympus Soft Imaging Solutions GmbH).18

To determine the diameter of fibers, areas with transverse-
sectioned fibers were selected. Measurement was performed
on captured digital images using microscope software (Olym-
pus Soft Imaging Solutions, GmbH).19 A pilot study was
performed using cumulative mean plot to determine the
number of fibers needed for an appropriate measurement.

Statistical Analysis
The statistical analysis was performed with StatView for
Windows software (release 5.0.1, SAS Institute, Inc). Com-
parisons were done with ANCOVA with Scheff�e test for
posthoc comparisons. All the binary variables were tested
with Fisher exact test, and linear regression was used to
compare different groups while adjusting for age. Statistical
analyses in Figures 3 and 5 were performed with a Mann–
Whitney U test. P values of <0.05 were considered significant,
and skewed data were log transformed.

Results

Lower Collagen Turnover in Dilated Aorta of BAV
Compared With TAV Patients
High-performance liquid chromatography–based biochemical
evaluation of collagen in ascending thoracic aortas showed

similar overall collagen concentrations in nondilated aortas of
BAV and TAV patients (Figure 1A and 1B). Furthermore, there
were no differences in mRNA expression of procollagens in
nondilated aortas between TAV and BAV patients (Table 2).
The extent of collagen turnover was assessed by the relative
expression of pentosidine, a marker of nonenzymatic glyca-
tion. Under normoglycemic conditions, collagen glycation is
largely determined by the half-life of collagen (ie, a high
relative pentosidine concentration reflects a low collagen
turnover). The validity of this approach is shown by the results
in TAV patients with aneurysm, which showed a sharply
decreased half-life, indicating increased collagen turnover in

A

B

C

0.2

0.3

0.4

0.5

H
yp

/P
ro

 ra
tio

Non-dil
BAV

Dil
BAV

Non-dil
TAV

Dil
TAV

0

.002

.004

.006

.008

.010

.012

P
en

to
sd

in
e/

tri
pl

e 
he

lix

Non-dil
BAV

Dil
BAV

Non-dil
TAV

Dil
TAV

* ****

0

0.1

0.2

0.3

0.4

0.5

pm
ol

 c
ol

la
ge

n

Non-dil
BAV

Dil
BAV

Non-dil
TAV

Dil
TAV

*
**

Figure 1. Collagen content (A, B) and turnover (C) in nondilated
and dilated aortas from patients with BAV and TAV. *P<0.05,
**P<0.01, ***P<0.001 after adjustment for age. BAV nondilated
(Non-dil), n=12; BAV dilated (Dil), n=16; TAV nondilated, n=15; TAV
dilated, n=13. BAV indicates bicuspid aortic valve; TAV, tricuspid
aortic valve; Hyp/Pro, hydroxyproline/proline.
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these patients (Figure 1C). In contrast, similar collagen
turnover rates were found in nondilated and dilated aortas
of BAV patients, showing that aneurysm formation in BAV is
not associated with an increase in collagen turnover. In line
with this, clear fibrotic changes (Masson trichrome staining)
were observed in dilated aortas of TAV, but not BAV, patients
(Figure 2).

The generic lower levels of collagen glycation in nondilat-
ed BAV compared with nondilated TAV (Figure 1C) may
suggest that BAV in general is associated with an increased
aortic collagen turnover, even before the aneurysm forma-
tion. This notion was supported by picrosirius red staining
under polarized light, which showed lower amounts of
mature collagen in nondilated aortas from BAV patients

(red in the image) than in TAV patients (Figure 3A through
3C).

To further investigate the collagen structure in BAV and
TAV aortas, we performed scanning electron microscopy
and TEM, which supported the existence of a difference in
the mechanism of aortic dilatation between BAV and TAV
patients. An increased level of fibrosis was observed in
dilated aortas of TAV, but not BAV, patients (an increased
number of thin collagen fibers indicated by yellow arrows
in Figure 4). This notion was confirmed by measuring the
fibril diameter in TEM analysis (Figure 5E). Interestingly,
the collagen network of BAV aortas appeared similar
regardless of dilatation status (Figures 4A, 4B, 5A, and
5B).

C Non-dilated TAV

A Non-dilated BAV B Dilated BAV

D Dilated TAV
1000 µm

1000 µm

1000 µm
1000 µm

Figure 2. Masson trichrome staining of dilated and nondilated aortas from patients with BAV and TAV. Scale bar=1000 lm. Representative
photomicrographs from 16 patients in total are shown. BAV indicates bicuspid aortic valve; TAV, tricuspid aortic valve.

Table 2. Intima-Media mRNA Expression of Collagens in Ascending Aortas From BAV and TAV Patients

Transcript
BAV Nondilated,
Mean�SD

BAV Dilated,
Mean�SD

P-Value (BAV
Nondilated vs
Dilated)

TAV Nondilated,
Mean�SD

TAV Dilated,
Mean�SD

P Value (TAV
Nondilated vs Dilated)

P Value
(BAV vs TAV
in Nondilated)

P-Value
(BAV vs TAV
in Dilated)

No. 24 45 17 23

COL1A1 9.65�0.48 9.97�0.60 NS 9.63�0.47 10.71�0.86 <0.001 NS <0.001

COL1A2 11.85�0.40 11.96�0.35 NS 11.68�0.45 12.18�0.39 <0.01 NS NS

COL3A1 10.73�0.41 10.68�0.45 NS 10.63�0.53 11.18�0.53 <0.01 NS <0.01

All expression measurements were robust multichip average normalized and log2 transformed and expressed as arbitrary units. BAV indicates bicuspid aortic valve; TAV, tricuspid aortic
valve; NS, not significant.
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Impaired Posttranslational Modification
of Collagen Associated With Aortic
Dilatation in BAV Patients
The amount of stable mature cross-links, as represented by
HP and LP, was measured in nondilated and dilated ascending

aortas of patients with BAV and TAV (Figure 6). Importantly,
the HP:LP ratio was lower in dilated aortas of BAV patients
compared with patients with TAV, which suggests that BAV is
associated with a defect in the posttranslational modification
of collagen (Figure 6C).

To further analyze the differences in cross-linking of
collagen fibrils in dilated ascending aortas in patients with
BAV, we analyzed the amount of hydroxylysine residues.
Hydroxylysine residues are essential for the formation of
pyridinoline cross-links in collagen fibrils. As shown in
Figure 6D, the amount of hydroxylysine residues per colla-
gen molecule did not differ between patients with BAV or
TAV.

The lysyl hydroxylases PLOD1 and PLOD3 have been
shown to convert lysine into hydroxylysine in the triple
helix.20,21 The 2 single hydroxylsine residues in the triple helix
that are involved in the formation of HP are specifically
hydroxylated by PLOD1. The comparable overall levels of
hydroxylysine in the triple helix, in combination with the
decreased HP:LP ratio in dilated aortas of BAV compared with
TAV patients, points to a specific decrease in the lysyl
hydroxylation level of the 2 triple helical residues involved in
HP formation. The lower HP:LP ratio in BAV suggests a
decrease in PLOD1 expression/activity in patients with BAV.
As shown in Figure 6, PLOD1 mRNA expression (Figure 7A)
and PLOD1 protein expression (Figure 7B and 7C) were lower
in intima-media in dilated ascending aortas from patients with
BAV than in patients with TAV. Immunohistochemical staining
showed strong PLOD1 expression in medial smooth muscle
cells in dilated aortas of TAV patients, staining that was
partially lacking in dilated aortas of BAV patients (Figure 7B).
Expression of PLOD1 in the adventitia did not differ in dilated
aortas of BAV and TAV patients (data not shown). Similarly,
PLOD3 mRNA expression was lower in intima-media but not in
the adventitia of dilated aortas of BAV patients (data not
shown).

The final step in collagen formation is the cross-link
catalyzed by the rate-limiting step of lysyl oxidase (LOX),
thereby leading to the formation of stable collagen fibrils.
As shown in Figure 8, there was no difference in mRNA
expression of LOX in the intima-media between BAV and TAV
patients, thereby suggesting that the observed difference in
cross-linking is an effect of PLOD, and not LOX, activity.

Discussion
In the present study, we have analyzed the structural basis for
the increased aneurysm susceptibility in patients with BAV.
We show that there are similar amounts of collagen in
nondilated aortas of BAV and TAV patients. However, there
are clear differences in collagen quality and turnover between
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Figure 3. Picrosirius red staining of nondilated aortas from 3
randomly selected patients with BAV (A) and TAV (B). Green fibers
indicate immature thin fibers and orange-red fibers indicate mature,
thicker, and better-aligned collagen fibers. Magnifications of the
stained areas are shown in right corner in each figure. All figures
have been taken using the same conditions and settings. Scale
bar=25 lm. C, Quantification of picrosirius red staining. Error bars
are indicated by SEM. BAV nondilated (Non-dil), n=3; TAV nondilated
(Dil), n=3. BAV indicates bicuspid aortic valve; TAV, tricuspid aortic
valve.
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the 2 patient groups. Aneurysm formation in patients with
BAV appears to be associated with a qualitative collagen
defect (ie, in the way in which collagen networks are
structured). This is supported by clear differences in post-
translational modifications of collagen in BAV patients. Also,
nondilated aortas of BAV patients demonstrate a higher
collagen turnover than those of TAV patients, which suggests
that BAV is associated with a generic defect in collagen
stability. The latter is interesting because it has been shown
that a majority of individuals with BAV will develop a dilated
aorta later in life.22 As expected, aneurysm formation in
patients with TAV was associated with an increased collagen
turnover, probably reflecting the existence of a compensatory
mechanism to balance enhanced degradation. This resulted in
an increased production of newly synthesized collagen
visualized with Masson trichrome staining. This finding is in
line with previous data showing increased thickness of dilated
aortas from TAV compared with BAV patients.23 The differ-
ences between BAV and TAV patients suggest fundamental
differences in thoracic aortic aneurysm etiology that may, at
least partially, explain the increased risk of aortopathy in
patients with BAV.

Aneurysm formation relates to defects in the matrix
structures responsible for the support of the vessel wall. Loss
of medial elastin together with impaired collagen homeostasis
is considered a hallmark of aneurysm formation.24 Although
the loss of elastin will impair the elastic behavior, impaired

collagen homeostasis underlies the actual dilation and the
ultimate mechanical failure of the vessel wall. A major finding
of the present study is the clear difference in collagen cross-
linking in patients with BAV and TAV with a lower HP:LP ratio in
dilated aortas of BAV patients. This indicates that aneurysmal
aortas of BAV patients may have reduced strength compared
with the aortas of patients with TAV.

One of the key posttranslational modifications of collagen
is carried out by PLOD1 and PLOD3,20 the genes coding for
the enzyme lysyl hydroxylase. PLOD converts triple helical
lysyl residues to hydroxylysyl, which is one of the key
modifications that is involved in cross-link formation and
collagen maturation. Mutations in PLOD1 have been shown to
be the cause of the kyphoscoliotic type of Ehlers-Danlos
syndrome,20,25 a syndrome associated with severe aortopathy
including aneurysm and dissection. Furthermore, Plod1�/�

mice have a decreased aortic HP:P ratio and an increased risk
of aortic rupture compared with wild-type mice.26 Interest-
ingly, previous studies have demonstrated that changes in the
elastic properties of aortas from BAV patients result in
increased wall stiffness of the aortic root.5,6,27

In the present study, we showed that PLOD mRNA and
protein expression were lower in the medial layer of dilated
aortas of BAV compared with TAV patients. LOX activity leads
to the oxidation of lysine and hydroxylysine residues that form
semialdehydes, which subsequently undergo spontaneous
chemical reactions with LOX-derived aldehydes or with

A Non-dilated BAV

C Dilated BAV D Dilated TAV

B Non-dilated TAV

Figure 4. Scanning electron microscopy of collagen structure in ascending aortas. Nondilated aortas from patients with BAV (A) and TAV (B);
dilated aortas of patients with BAV (C) and TAV (D). Representative photomicrographs from a total of 10 patients are shown. Thin collagen fibers
are indicated in yellow. Bar=300 nm. BAV indicates bicuspid aortic valve; TAV, tricuspid aortic valve.
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unmodified lysine residues. LP is derived from 1 lysine and 2
hydroxylysines, and HP is derived from 3 hydroxylysines.
However, in the present study, we could not detect any
difference in medial mRNA expression of LOX. This suggests
that the different HP:LP ratio between BAV and TAV patients
is related to the observed changes in the expression of PLOD1
and, therefore, the level of lysyl hydroxylation of the residues
involved in HP and LP formation.

We could not detect a significant difference in the amount
of hydroxylysine residues per collagen molecule between
the groups. This is not surprising because a decrease of 1 to 2
residues compared with the total number of ~30 hydroxylysine
residues per triple helix (Figure 6D) is not likely to be detected.
However, a minor change in hydroxylysine residues is more
likely to be indicated by the HP:LP ratio (Figure 6C).

Markedly lower pentosidine levels and increased expres-
sion of the collagen synthesis machinery in aneurysms in TAV
patients suggest a shortened collagen half-life, a finding
that presumably reflects excess collagen degradation and

compensatory collagen deposition, an observation that bears
similarities to the abdominal aortic aneurysm in which excess
proteolytic activity is matched by enhanced collagen deposi-
tion.11 However, the aortic dilation in BAV patients did not
show the expected increase in collagen turnover that occurs
in TAV patients.

Collagen content is not only dependent on synthesis and
modification but also on degradation by collagenases. In fact,
we could observe a decrease in pentosidine expression in
aortas from patients with BAV compared with nondilated
aortas of TAV patients, which indicates young collagen and a
defect in collagen maturation. This was further confirmed by
picrosirius red staining showing more mature collagens in
nondilated aortas from TAV samples compared with aortas
from BAV patients. In a recent study, we analyzed the
expression of all known matrix metalloproteinases (MMPs) in
dilated and nondilated ascending aortas of BAV and TAV
patients.9 However, we could not detect any mRNA expres-
sion of the interstitial collagenases MMP-1 and -13 or of the
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Figure 5. Transmission electron microscopy of collagen structure in ascending aortas. Nondilated (Non-dil) aortas from patients with BAV
(A) and TAV (B); dilated (Dil) aortas of patients with BAV (C) and TAV (D). Images represent overview, collagen fibers, and cross-sectioned fibers.
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neutrophils-expressed MMP-8. We and others have shown
that ascending aortic aneurysm in patients with TAV, but not
BAV, is associated with infiltration of inflammatory leuko-
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patients. A, mRNA expression of PLOD1 in intima-media of ascending
aortas from patients with BAV and TAV. BAV nondilated (Non-dil),
n=24; BAV dilated (Dil), n=45; TAV nondilated, n=17; TAV dilated,
n=23. *P<0.05, ***P<0.001 after adjustment for age. B, PLOD1
expression in media region of dilated ascending aortas from BAV
(n=3) and TAV (n=3). C, Western blot of PLOD1 using protein extracts
from dilated ascending aortas from BAV (N=4) and TAV (N=5). Arrow
denotes PLOD1 protein with molecular weight of 83 kDa; broken
arrow shows upregulated band of lower molecular weight. BAV
indicates bicuspid aortic valve; TAV, tricuspid aortic valve.
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cytes.16,28 Accordingly, expression of MMP-9 and cathepsin S,
2 inflammation-related proteases, were higher in dilated
aortas from TAV compared with BAV patients (data not
shown). Despite ample expression of the proteolytic enzymes,
there was a higher expression of collagen in dilated aortas
from TAV patients compared with BAV patients (Figure 1A
and Table 2), which presumably reflects compensatory
fibrotic changes as a result of the disease process. Instead,
the dilated aorta of BAV patients is characterized by a lower
level of mature collagen fibers and a lower collagen turnover,
suggesting an intrinsic fragility of the aorta.

One limitation of the study is that we have too few
samples to perform subgroup analysis to distinguish tissues
derived from patients with aortic valve regurgitation and
stenosis, which could help to further understand if interplay
exists between collagen biosynthesis and hemodynamic
forces.

Taken together, these data suggest that impairments in the
structure and biosynthesis of collagen due to a lower activity
of lysyl hydroxylases may be involved in the increased
aneurysm susceptibility observed in patients with BAV.

Sources of Funding
This study was supported by the Swedish Research Council
(12660), the Swedish Heart-Lung Foundation (20090541), the
�Ake Wiberg Foundation, and the European Commission (FAD,
Health-F2-2008-200647) and through a private donation from
Fredrik Lundberg.

Disclosures
None.

References
1. Fedak PW, David TE, Borger M, Verma S, Butany J, Weisel RD. Bicuspid aortic

valve disease: recent insights in pathophysiology and treatment. Expert Rev
Cardiovasc Ther. 2005;3:295–308.

2. Yasuda H, Nakatani S, Stugaard M, Tsujita-Kuroda Y, Bando K, Kobayashi J,
Yamagishi M, Kitakaze M, Kitamura S, Miyatake K. Failure to prevent
progressive dilation of ascending aorta by aortic valve replacement in patients
with bicuspid aortic valve: comparison with tricuspid aortic valve. Circulation.
2003; 108(suppl 1):II291–II294.

3. Nistri S, Sorbo MD, Marin M, Palisi M, Scognamiglio R, Thiene G. Aortic root
dilatation in young men with normally functioning bicuspid aortic valves. Heart.
1999;82:19–22.

4. Nkomo VT, Enriquez-Sarano M, Ammash NM, Melton LJ III, Bailey KR,
Desjardins V, Horn RA, Tajik AJ. Bicuspid aortic valve associated with aortic
dilatation: a community-based study. Arterioscler Thromb Vasc Biol. 2003;23:
351–356.

5. Nistri S, Sorbo MD, Basso C, Thiene G. Bicuspid aortic valve: abnormal aortic
elastic properties. J Heart Valve Dis. 2002;11:369–373; discussion 373-364.

6. Schaefer BM, Lewin MB, Stout KK, Byers PH, Otto CM. Usefulness of bicuspid
aortic valve phenotype to predict elastic properties of the ascending aorta. Am
J Cardiol. 2007;99:686–690.

7. Dobrin PB, Mrkvicka R. Failure of elastin or collagen as possible critical
connective tissue alterations underlying aneurysmal dilatation. Cardiovasc
Surg. 1994;2:484–488.

8. Jackson V, Petrini J, Caidahl K, Eriksson MJ, Liska J, Eriksson P, Franco-
Cereceda A. Bicuspid aortic valve leaflet morphology in relation to aortic root
morphology: a study of 300 patients undergoing open-heart surgery. Eur
J Cardiothorac Surg. 2011;40:e118–e124.

9. Jackson V, Olsson T, Kurtovic S, Folkersen L, Paloschi V, Wagsater D, Franco-
Cereceda A, Eriksson P. Matrix metalloproteinase 14 and 19 expression is
associated with thoracic aortic aneurysms. J Thorac Cardiovasc Surg. 2012;
144:459–466.

10. Mao SS, Ahmadi N, Shah B, Beckmann D, Chen A, Ngo L, Flores FR, Gao YL,
Budoff MJ. Normal thoracic aorta diameter on cardiac computed tomography
in healthy asymptomatic adults: impact of age and gender. Acad Radiol.
2008;15:827–834.

11. Lindeman JH, Ashcroft BA, Beenakker JW, van Es M, Koekkoek NB, Prins FA,
Tielemans JF, Abdul-Hussien H, Bank RA, Oosterkamp TH. Distinct defects in
collagen microarchitecture underlie vessel-wall failure in advanced abdominal
aneurysms and aneurysms in Marfan syndrome. Proc Natl Acad Sci USA. 2010;
107:862–865.

12. Junqueira LC, Bignolas G, Brentani RR. Picrosirius staining plus polarization
microscopy, a specific method for collagen detection in tissue sections.
Histochem J. 1979;11:447–455.

13. Ovchinnikova O, Robertson AK, Wagsater D, Folco EJ, Hyry M, Myllyharju J,
Eriksson P, Libby P, Hansson GK. T-cell activation leads to reduced collagen
maturation in atherosclerotic plaques of ApoE(�/�) mice. Am J Pathol.
2009;174:693–700.

14. Luque EH, Angulo E, Montes GS. A histochemical and electron microscopic study
on the collagen of nerves in the domestic fowl. J Anat. 1983;137:171–176.

15. Dayan D, Hiss Y, Hirshberg A, Bubis JJ, Wolman M. Are the polarization colors
of picrosirius red-stained collagen determined only by the diameter of the
fibers? Histochemistry. 1989;93:27–29.

16. Folkersen L, Wagsater D, Paloschi V, Jackson V, Petrini J, Kurtovic S, Maleki S,
Eriksson MJ, Caidahl K, Hamsten A, Michel JB, Liska J, Gabrielsen A, Franco-
Cereceda A, Eriksson P. Unraveling divergent gene expression profiles in
bicuspid and tricuspid aortic valve patients with thoracic aortic dilatation: the
ASAP study. Mol Med. 2011;17:1365–1373.

17. Ebarasi L, Oddsson A, Hultenby K, Betsholtz C, Tryggvason K. Zebrafish: a
model system for the study of vertebrate renal development, function, and
pathophysiology. Curr Opin Nephrol Hypertens. 2011;20:416–424.

18. Ruzzenente B, Metodiev MD, Wredenberg A, Bratic A, Park CB, Camara Y,
Milenkovic D, Zickermann V, Wibom R, Hultenby K, Erdjument-Bromage H,
Tempst P, Brandt U, Stewart JB, Gustafsson CM, Larsson NG. LRPPRC is
necessary for polyadenylation and coordination of translation of mitochondrial
mRNAs. EMBO J. 2012;31:443–456.

19. Liden M, Movin T, Ejerhed L, Papadogiannakis N, Blomen E, Hultenby K, Kartus
J. A histological and ultrastructural evaluation of the patellar tendon 10 years
after reharvesting its central third. Am J Sports Med. 2008;36:781–788.

20. Eyre D, Shao P, Weis MA, Steinmann B. The kyphoscoliotic type of Ehlers-
Danlos syndrome (type VI): differential effects on the hydroxylation of lysine in
collagens I and II revealed by analysis of cross-linked telopeptides from urine.
Mol Genet Metab. 2002;76:211–216.

7

8

9

10

LO
X

 m
R

N
A 

ex
pr

es
si

on

Non-dil
BAV

Dil
BAV

Non-dil
TAV

Dil
TAV

Figure 8. No difference in LOX mRNA expression between BAV and
TAV. mRNA expression of LOX in intima/media of ascending aortas
from patients with BAV and TAV. P>0.10 after adjustment for age.
BAV nondilated (Non-dil), n=24; BAV dilated (Dil), n=45; TAV
nondilated, n=17; TAV dilated, n=23. BAV indicates bicuspid aortic
valve; TAV, tricuspid aortic valve.

DOI: 10.1161/JAHA.112.000034 Journal of the American Heart Association 10

Impaired Collagen Cross-linking in BAV Patients W�ags€ater et al
O
R
IG

IN
A
L
R
E
S
E
A
R
C
H



21. Zuurmond AM, van der Slot-Verhoeven AJ, van Dura EA, De Groot J, Bank RA.
Minoxidil exerts different inhibitory effects on gene expression of lysyl
hydroxylase 1, 2, and 3: implications for collagen cross-linking and treatment
of fibrosis. Matrix Biol. 2005;24:261–270.

22. Gomez D, Al Haj Zen A, Borges LF, Philippe M, Gutierrez PS, Jondeau G, Michel
JB, Vranckx R. Syndromic and non-syndromic aneurysms of the human
ascending aorta share activation of the Smad2 pathway. J Pathol. 2009;
218:131–142.

23. Choudhury N, Bouchot O, Rouleau L, Tremblay D, Cartier R, Butany J,
Mongrain R, Leask RL. Local mechanical and structural properties of healthy
and diseased human ascending aorta tissue. Cardiovasc Pathol. 2009;18:
83–91.

24. Thompson RW, Geraghty PJ, Lee JK. Abdominal aortic aneurysms: basic
mechanisms and clinical implications. Curr Probl Surg. 2002;39:110–230.

25. Giunta C, Randolph A, Steinmann B. Mutation analysis of the PLOD1 gene: an
efficient multistep approach to the molecular diagnosis of the kyphoscoliotic
type of Ehlers-Danlos syndrome (EDS VIA). Mol Genet Metab. 2005;86:
269–276.

26. Takaluoma K, Hyry M, Lantto J, Sormunen R, Bank RA, Kivirikko KI, Myllyharju
J, Soininen R. Tissue-specific changes in the hydroxylysine content and cross-
links of collagens and alterations in fibril morphology in lysyl hydroxylase 1
knock-out mice. J Biol Chem. 2007;282:6588–6596.

27. Pees C, Michel-Behnke I. Morphology of the bicuspid aortic valve and elasticity
of the adjacent aorta in children. Am J Cardiol. 2012;110:1354–1360.

28. Schmid FX, Bielenberg K, Schneider A, Haussler A, Keyser A, Birnbaum D.
Ascending aortic aneurysm associated with bicuspid and tricuspid aortic valve:
involvement and clinical relevanceof smoothmuscle cell apoptosis and expression
of cell death-initiating proteins. Eur J Cardiothorac Surg. 2003;23:537–543.

DOI: 10.1161/JAHA.112.000034 Journal of the American Heart Association 11

Impaired Collagen Cross-linking in BAV Patients W�ags€ater et al
O
R
IG

IN
A
L
R
E
S
E
A
R
C
H


