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Abstract

Deficiencies in folate lead to increased serum concentrations of homocysteine (Hcy), which is
known as hyperhomocysteinemia (HHcy), is associated with bone disorders. Although,
homocysteine (Hcy) accumulates collagen in bone and contribute to decrease in bone strength.
The mechanism of Hcy induced bone loss and remodeling is unclear. Therefore, the present study
was aimed to determine the role of folic acid in genetically HHcy associated decrease in bone
blood flow and remodeling. Wildtype (WT) and cystathionine-B-synthase heterozygous (CBS+/-)
mice were used in this study and supplemented with or without folic acid (FA 300 mg/kg, Hcy
reducing agent) in drinking water for 6 weeks. The tibial bone blood flow was measured by laser
Doppler and ultrasonic flow probe method. The tibial bone density was assessed by dual energy
X-ray absorptiometry. The bone homogenates were analyzed for oxidative stress,NOX-4 as
oxidative marker and thioredoxin-1 (Trx-1) as anti-oxidant marker, bone remodeling (MMP-9)
and bio-availability of nitric oxide (eNOS/iNOS/NO) by Western blot method. The results
suggested that there was decrease in tibial blood flow in CBS+/— mice. The bone density was also
reduced in CBS+/- mice. There was an increase in NOX-4, iNOS, MMP -9 protein as well as
MMP-9 activity in CBS+/- mice and decrease in Trx-1, eNOS protein levels, in part by decreasing
NO bio-availability in CBS+/— mice. Interestingly, these effects were ameliorated by folic acid
and suggested that folic acid supplementation may have therapeutic potential against genetically
HHcy induced bone loss.
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INTRODUCTION

Homocysteine is a sulfur-containing amino acid formed in the metabolic pathway between
methionine and cysteine (30). Elevated levels of homocysteine known as
hyperhomocysteinemia (HHcy) are associated with various bone abnormalities, such as
osteopenia and osteoporaosis (1; 30). The thiol groups in Hcy undergo auto-oxidation, thus
triggering oxidative stress and causing the production of reactive oxygen species (ROS).
Oxidative stress subsequently induces the synthesis of matrix metalloproteinases (MMPS).
The MMPs are membrane-bound, zinc-dependent endoproteinases (27). MMP family
consists of three major subgroups, the interstitial collagenases, the gelatinases and the
stromelysins; these are zinc-dependent endopeptidases, are involved in extracellular matrix
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degradation and bone remodeling. Both collagenases (i.e., MMP-1 and MMP-13) and
gelatinases A (MMP-2) and B (MMP-9) have been considered the principal MMPs in the
digestion of bone collagen by osteoblasts (16; 20). Homocysteine mediated remodeling also
results in increased super oxide anion. Super oxide anion may react with nitric oxide to
produce peroxynitrite with reduced NO bio-availability (2), which may impair the
osteoblast-osteoclast balance with unpredictable consequences on bone remodeling. An
increase in oxidative stress, leads to endothelial dysfunction (35), decreased bone blood flow
and eventually to osteoporosis (28). Decreased bone blood flow would intuitively result in
bone pathology from absence of nutrient delivery to bone. Folic acid (FA) is also known as
vitamin B12, a naturally occurring dietary component that reduces the levels of Hcy by
increasing the rate of recycling of Hcy to methionine (36). A lack of dietary folic acid leads
to a folate deficiency. It is known that Hcy lowering therapy can favorably influence the
course in osteoporotic patients (17). In addition, HHcy and vitamin B12 deficiencies are
related to elevated bone turnover markers in humans (9). However, these investigations do
not demonstrate the causality between HHcy and changes in bone blood flow. Moreover,
they do not provide any data regarding the mechanisms behind their observations. This
study investigates the homocysteine related alterations in bone remodeling i.e bone blood
flow, density and matrix composition in the bone. To do this, we examined the change in
bone blood flow, density, expression level of MMP-9.oxidative stress and nitric oxide bio-
availability in bone.

MATERIALS AND METHODS

Animals

Breeding pair of CBS+/— mice were obtained from Jackson Laboratories (Bar Harbor, ME).
The mice were grouped: (wild type (WT), WT+ FA, CBS (+/-) and CBS (+/-) + FA) and
housed in the animal care facility at the University of Louisville. All animal procedures were
carried out in accordance with the National Institute of Health Guidelines for animal
research. The Institutional Animal Care and Use Committee of the University of Louisville,
School of Medicine approved this protocol. All the mice were treated with 0.03 g/L folic
acid (FA) for 6 weeks in drinking water. Every alternate day drinking waters was
supplemented with FA.

Measurement of plasma Hcy

At the time of sacrifice, blood samples were collected into tubes, placed on ice immediately
and plasma was isolated by centrifugation at 2300g for 15 min at 4 °C and stored at —80 °C
until use. Total plasma homocysteine was assayed as described earlier by High Pressure
Liquid Chromatography.

In vivo blood flow measurement

Mice were anesthetized with Pentabarbitol (100mg/kg). Body temperature was maintained
between 37- 39 °C using a heating pad. Blood flow in tibial artery was measured by using
LASER DOPPLER IMAGING flow meter. Tibial artery was cannulated, drug were injected
through a syringe. Drugs were made up in 0.9% saline and three or four drugs were
administered in random order in each experiment. Ample time was allowed for recovery
between injections. The drugs used were Phenylephrine hydrochloride, Acetylcholine,
Sodium Nitroprusside and were procured from Sigma Aldrich.

Measurement of bone density (BD)

The apparent bone density was determined by Archimedes principle to decide if there was a
change in bone mechanical properties.
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Angiography

Barium sulfate has been used as good contrast for visualizing gastro intestinal tract in
pediatric population. Barium sulfate is toxic if enters in to circulation system. We used
barium sulfate for tibia imaging of mice vasculature (15). All images were taken with Kodak
4000 MM image station. Dissected animals were placed in the x-ray chamber and
angiogram images were captured with high penetrative phosphorous screen by 31 KVVP X-
ray exposure for 4 minutes using high resolution phosphorous screen and aperture settings of
approximately 4.0, f-stop-12 and zoom of 40 mm.

Nitrite assay

NO metabolites such as nitrite production was measured fluorimetricaly using commercially
available kit from Biovision. Results expressed as nanomole of nitrite produced per mg of
protein (25).

Western Blot Assay
Western blotting was performed as described previously (13).

Gelatin gel zymography

MMP-9 activities were measured using gelatin gel zymography as described previously
(26).

Statistical analysis

Values are reported as mean £ SEM in all four groups. Differences between groups were
tested by two-way ANOVA. Tukey’s multiple comparison test was used to compare group
means and were considered significant if p < 0.05.

RESULTS

To phenotypically characterize CBS+/- mice, in comparison with WT mice, we measured
the total, plasma Hcy concentration. We found that the plasma levels of total homocysteine
were significantly higher in CBS+/— mice (19.0 wmol/L) in compared to WT (5 pwmol/L).
There was no change in the plasma Hcy levels in the group supplemented with folic Acid.

To identify the nutrient artery branch that fed to the tibia, we performed x-ray angiography
(Fig. 1). The arrows in Figure 1 indicate the artery and the tibial bone. The bone density was
decreased in the CBS+/— mice as compared to WT. Interestingly; the treatment with FA
elevated bone density in CBS+/— mice. To determine whether the decrease in bone density
in CBS+/- mice is due, in part, to the decrease in nutrients and blood flow to the tibia, we
examined blood flow response to acetylcholine (an endothelial dependent vasodilator),
nitroprusside (an endothelial-independent vasodilator) and phenylephrine (an alpha-
adrenergic vasoconstrictor). There was significant decline in tibial artery flux in CBS+/-
mice when compared to WT mice (Fig. 2A). Administration of phenylephrine resulted in
decrease tibial artery volumetric flow (flux) in all groups (Fig. 2B) . Also, administration of
sodium nitroprusside (SNP) caused no significant changes in tibial artery flux in all the
groups (Fig. 2C). The results suggest that Hcy attenuates the vasodilatation and
vasoconstriction of tibial bone nutrient artery (Fig. 2). To determine whether the Hcy
induces bone specific oxidative stress, we measured NOX-4 as the oxidative stress marker
and Trx-1 as the anti-oxidant marker. We found significant increase in NOX-4 and decrease
in Trx-1 levels in CBS+/- tibial extract. Interestingly, the treatment with FA ameliorated
these effects (Fig. 3) compared with WT group.
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To elucidate the role of homocysteine in NO bio-availability, we measured iNOS and eNOS
protein levels. In CBS+/— mice as shown in Fig. 4A, B, the protein expression of eNOS was
significantly decreased whereas protein expression of iNOS was significantly increased in
compared to WT group. Interestingly, CBS+/— mice supplemented with FA showed a
significant decrease in iINOS and increase in eNOS protein level (Fig. 4A, B). These results
suggested that Hcy decreased NO bioavailability by antagonizing the FA. To elucidate the
role of homocysteine in NO bio-availability, the authors also measured NO metabolite nitrite
levels in plasma. The graph (Fig. 4C) shows the decreased NO metabolite levels in plasma
samples of CBS+/- mice when compared with WT group. Treatment with FA restores these
levels.

MMP- 9 was critically involved in the bone matrix. Therefore, we examined the MMP -9
protein levels and activity (Fig. 5). We observed an increase in MMP-9 activity in CBS+/-
as compared to WT group (Fig. 5 A, B). In addition of activity, protein level of MMP-9 was
also significantly higher in CBS+/- as compared to WT group (Fig. 5 C, D). Importantly,
FA supplementation almost normalized MMP-9 protein levels as well as activity in CBS+/-
FA mice as compared to CBS+/- mice. These results suggested that MMP-9 play an
important role in genetically HHcy associated bone remodeling.

DISCUSSION

The present study clearly demonstrated that tibial bone density as well as tibial artery blood
flow decreased in CBS (+/-) mice (Fig.1, 2) in comparisons to WT. The increased MMP-9
protein level was associated with the increased oxidative stress (31), which has been shown
to be associated with HHcy (Fig.6). In addition, the increased iNOS protein level and
decreased eNOS protein level were corroborated with the bone damage, as evidenced by
decreased NO bio-availability. Interestingly; the extent of HHcy-associated bone damage
was ameliorated by FA supplementation. Evrengul et.al showed a correlation with high Hcy
and coronary flow, and a possible role in the pathogenesis of impaired flow (12). We tested
whether HHcy had an effect on bone blood flow. We examined blood flow response to three
different drugs acetylcholine (an endothelial dependent vasodilator), nitroprusside (an
endothelial-independent vasodilator) and phenylephrine (an alpha-adrenergic
vasoconstrictor). There was significant decline in tibial artery flux in CBS+/- mice when
compared to WT mice (Fig.2). A decrease in bone blood flow is a potential cause of
compromised bone mechanical properties (14). Our results have provided another context
and model by which Hcy alters bone blood flows. The pathological consequences of this
remain to be elucidated. We proposed that there would be a decrease in bone density in CBS
+/- mice. However, we did not find any significant changes (Fig.1). Bone density
measurement is a basic tool for the diagnosis of osteoporosis. Dhonukshe-Rutten etal.
studied 1267 patients in the Netherlands and found that the presence of
hyperhomocysteinemia has increased risk of fracture rate but there were no correlation with
bone mineral density (BMD) (8). Herrman etal also showed no relation between
hyperhomocysteinemia and BMD (18). It seems that there is a correlation between increased
level of homocysteine and fracture rate, but not such a correlation between homocysteine
and BMD. In some studies attention has been paid to folic acid and other group of B
vitamins. It has been shown that the source of fractures in some patients was not
homocysteine itself but other nutrient deficiencies such as folic acid and group B vitamins.
Serum level of homocysteine could be an index of such nutrients deficiencies (4; 5; 7; 23).
Since folic acid and vitamins are necessary for Hcy clearance, and their absence result in
hyperhomocysteinemia, we expected a decreased bone density in our experiment as a
consequence of elevated Hcy (Fig.1B). Many studies have noted bone quality as a major risk
factor for fracture; however, bone density is not the only clinically important value in
determining susceptibility to fracture (21; 22). Therefore, there was not a significant
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decrease in bone density; there could possibly have been a change in bone quality. However,
we did not perform these measurements, and this is warranted for future study. In tissue and
cells, NADPH oxidase is a primary source of ROS generation (10). ROS are widely
considered to be a causal factor in bone disease. Their role in bone metabolism is dual,
considering their effects under physiological condition, the production of ROS by
osteoclasts helps accelerate destruction of calcified tissue, thus assisting in bone remodeling.
In pathological conditions, radical generation is remarkably high e.g. when a bone fractures.
Although, the increases in osteoclastic activity and ROS production are linked in many
skeletal pathologies, it remains to be clarified whether increased ROS production
overwhelm anti-oxidant defenses, leaving the individual open to hyperoxidant stress (19).
Heterozygous CBS mice generated more super-oxides in aortic tissue compared to controls
(12). Similarly, endothelial cell culture incubated with Hcy enhances ROS production (33).
The results of the present study show that Hcy increased NOX-4 and decreased expression
of Trx-1, while FA reversed these effects of Hcy (Fig.3A, B). These data suggest a role of
FA in modulating the expression of the redox enzymes (Trx-1 /NOX-4) disrupted by
increased levels of Hcy. These results also suggest that FA alleviates the oxidative stress. In
vivo studies showed that mild and severe HHcy are associated with impaired endothelium-
dependent relaxation and blood flow (3; 29). These findings are consistent with impairment
in NO bioavailability. However, recent research on Hcy affecting NO production and
bioavailability is conflicting. Some studies show that high concentrations ofHcy increase
NO production (34), whereas other studies show that Hcy decreases NO production (6; 37).
Our present results show that Hey induced oxidative stress by inducing iNOS and decreasing
eNOS expression in CBS+/- in comparison to WT (Fig.3A,B and 4A,B). Furthermore, there
was decreased NO metabolite levels in plasma of CBS+/- mice in comparison to WT (Fig.
4C). Previously, we showed latent matrix metalloproteinases (MMPS) in the basement
membranes of microvascular endothelial cells (MVEC) (32), and these latent MMPs are
activated by serine proteinases as well as by Hcy-mediated oxidative stress (24). However,
there may be no “cause-and-effect” relation between MMP. However, the role of FA in
activation of MMP-9 was not defined. In the present study, for the first time, we
demonstrated a significant increase in the MMP-9 protein expression and MMP-9 activity in
CBS+/- mice (Fig.5). MMP-9 activity was suppressed in CBS+/— mice treated with FA
(Fig.5 A,B). These results we further confirmed at protein level. MMP-9 protein was
significantly up regulated in CBS+/— mice in comparison to WT and treatment of FA restore
these level (Fig.5C,D). Others have suggested that the level of MMP-9 mRNA expression in
osteoporotic bone tissue was significantly higher than that in normal control group. It was
suggested that MMP-9 play a key role in the development of bone loss in osteoporosis (38).
Our observation defined a novel role of folic acid in HHcy induced bone remodeling and
supported the hypothesis presented in Fig.6. In summary, we have shown that elevation of
plasma Hcy level decreased blood flow in tibial artery, causing dis-balance of NOX-4/
TRX-1 enzymes leads to increased production of ROS and activation of MMP-9. Enhanced
production of ROS may cause decrease in eNOS and increase in iINOS protein levels, which
may lead a decreased bioavailability of NO. Thus, our study unequivocally underscores the
essential role of folic acid in HHcy-induced alterations leading to the bone remodeling.
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Figure 1.

A: Representative, a typical barium-contrast x-ray angiogram of tibia bone of mice. The
arrows indicate tibia bone and the nutrient artery to the tibia bone. B: Effect of folic acid on
tibia bone density. The bone density was measured using KODAK MM-4000 whole body x-
ray image scanner and bone density software. n=5 in each group. *£ < 0.05 compared with
WT; #P < 0.05 compared with CBS+/-. n =5 for all groups.
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Figure2.

A: Effect of Hcy on acetylcholine and nitroprusside-mediated tibia nutrient artery blood
flow (laser Doppler flow in arbitrary unit) in WT and CBS+/- mice. B: Effect of Hcy on
phenylephrine-mediated tibia nutrient artery blood flow (laser Doppler flow in arbitrary
unit) in WT and CBS+/- mice.
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Figure 3.

Effect of Folic acid on oxidative stress: A: Western blot analysis for NOX-4 and
Trx-1protein levels in tibia tissue of WT, CBS+/-, WT+ FA, and CBS (+/-) +FA. GAPDH
was used as control (gel panels). B: Relative protein expression is reported as a ratio of IOD
of each band to the 10D of the respective GAPD H band. *£< 0.05 vs. WT. #P<0.05 vs.

CBS+/-. n=5 for all groups.

J Orthop Res. Author manuscript; available in PMC 2013 February 27.



1dussnuein Joyny vd-HIN 1duosnueln Joyny vd-HIN

1duosnuey JoyIny vd-HIN

Tyagi et al.

Page 11

BWT
[ CBSH+/-
E WT+FA
2 i CBS+-+FA
— =
| ”-ﬂ—|eNOS 52 14 «
. =0
|________||Nos §_§
| |cAPDH 53
: < K3
— < —_—
E 5T & 5%
g £ 3
= 3 50
C
*
|
= 1600- L #
5 3 '
= 2 12004
gﬂ.
[
T 0 -
o o 800
.
a £
_.g_o 400+
= £
Z< 0 e
- L + E
= + »n +
: & 2
= &
m
&

Figure 4.

Effect of Folic acid on NO bio-availability. A: Western blot analysis of eNOS and iNOS
protein levels in tibia tissue of WT, CBS+/-, WT+ FA, and CBS (+/-) +FA. GAPDH was
using as loading control (gel panels). B: Relative protein expression is reported as a ratio of
IOD of each band to the 10D of the respective GAPDH band. *£< 0.05 vs. WT. #P<0.05
vs. CBS+/-. n=5 for all groups. C: Nitrite measurement using fluorometric assay (nmole/
mg of protein). *£< 0.05 vs. WT. #P<0.05 vs. 7= 15 in each group.
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Figure5.

Effect of Folic acid on MMPs expression and activity. A: In-gel gelatin zymography for
MMP-9 activity and SDS-PAGE used a loading control in tibia tissue extract of WT, WT+
FA, CBS (+/-) and CBS (+/-) +FA (gel panel). B: Densitometric analysis was performed
and plotted as a bar graph as fold change to WT. *£ < 0.05 compared with WT; #£P< 0.05
compared with CBS+/-. n= 3 C: Western blot analysis of MMP-9 protein levels in tibia
tissue extract of WT, WT+ FA, CBS( +/-) and CBS( +/-)+ FA and GAPDH was using as
loading control (gel panels). D: Relative protein expression is reported as a ratio of I0D of
each band to the 10D of the respective GAPDH band. *P < 0.05 compared with WT; #P<
0.05 compared with CBS+/-. n=5 for all groups
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Figure6.

Schematic representation of the proposed hypothesis for HHcy-induced bone remodeling in

mouse.
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