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Abstract Physiochemical analysis of bones affected with os-
teoarthritis (OA) can be used to better understand the etiology
of this disease. We investigated the percentage of chemical
elements in canine pelvic bone affected with varying degrees
of OA using a handheld X-ray fluorescence (XRF) analyzer
that discriminates magnesium (Mg'?) through bismuth (Bi*?).
A total of 45 pelvic bones, including both ilium and
subchondral acetabular bone plates, were categorized as nor-
mal (n = 20), mild grade OA (n = 5), moderate grade OA
(n=15), and severe grade OA (n =5). In normal pelvic, seven
elements (P, Ca, Mn, Ag, Cd, Sn, and Sb) differed (p < 0.005)
in percentage between ilium and acetabulum. Comparisons
among the four OA groups found Mn and Fe to be highest
in severe grades (p < 0.05) in both ilium and acetabulum.
Three heavy metals (Ag, Sn, and Sb) were detected in high
percentages (p < 0.05) in the severe OA group in the acetab-
ulum, but in ilium only Sn was high (p < 0.05) in severe OA.
In conclusion, the percentages of several elements differed
between pelvic types in dogs, and also with increasing sever-
ity of OA. The finding of high Mn and Fe in severe grade OA

>4 Korakot Nganvongpanit
korakot.n@cmu.ac.th

Kittisak Buddhachat
k_buddhachat@yahoo.com

Janine L. Brown
BrownJan@si.edu

Animal Bone and Joint Research Laboratory, Department of
Veterinary Biosciences and Public Health, Faculty of Veterinary
Medicine, Chiang Mai University, Chiang Mai 50100, Thailand

Excellence Center in Osteology Research and Training Center,
Chiang Mai University, Chiang Mai 50200, Thailand

Center for Species Survival, Smithsonian Conservation Biology
Institute, National Zoological Park 1500 Remount Road, Front
Royal, VA 22630, USA

@ Springer

bone suggests these two elements may be useful in future
studies of the etiology and pathophysiology of OA.

Keywords Bone - Dog - Element - Osteoarthritis -
Subchondral

Introduction

Osteoarthritis (OA) is one of the most common joint diseases
in humans and animals and is characterized by cartilage de-
struction, subchondral bone sclerosis, and osteophyte forma-
tion [1-3]. Symptoms of OA, also known as degenerative
joint disease, include general lameness, joint pain, stiffness,
and sometimes joint locking. It is the most common form of
arthritis and often progresses slowly with age. Research on
OA has generally focused on understanding the biology, eti-
ology, and pathology of the disease, finding new techniques
for early diagnosis, and developing effective treatments to
reinitiate proper function of articular cartilage and surrounding
tissues [4, 5]. Many studies have evaluated articular cartilage
mineralization in patients affected with OA; however, inves-
tigations of subchondral bone also are warranted.
Subchondral sclerosis and osteophyte formation are char-
acteristics of chronic OA and widely considered a hallmark of
this condition [3]. Subchondral bone consists of bone plates
and trabecular bone [3]. Histomorphometric analyses have
revealed that the proportion of bone volume and total volume
(BV/TV) increases in advanced OA [1], up to about 20 % [6],
leading to subchondral bone sclerosis [7].While articular de-
fects can be limited to the superficial layer of cartilage, often
they extend deeper, affecting the underlying subchondral bone
as well. Without support from an intact subchondral bed, treat-
ment of the surface chondral lesion is less likely to be effec-
tive. Thus, understanding interactions between subchondral
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bone and articular cartilage is important for effective diagnosis
and treatment of OA [8].

Determining the elemental profile of tissues affected with
OA in relation to differences in disease severity has not been
conducted for any species, including dogs. There also are no
comprehensive data on the elemental composition of canine
bone, either healthy or diseased. So, to increase our knowl-
edge of the pathophysiology of OA, we investigated the per-
centage of elements in canine pelvic bones with differing de-
grees of OA using an X-ray fluorescence (XRF) analyzer. X-
ray fluorescence is used for routine, relatively nondestructive
chemical analyses of rocks, minerals, sediments, and fluids
and can provide important information on the elemental com-
ponents of various biological sample types such as bone [9,
10], teeth [9, 11], and antler [12].

Materials and Methods
Bone Samples

We obtained a total of 45 pelvic bones of unneutered golden
retriever (n = 11 male, 13 female) and Labrador retriever
(n = 9 male, 12 female) dogs (age range, 5—12 years) from
the Veterinary Cadaveric Center, Faculty of Veterinary Medi-
cine, Chiang Mai University, Chiang Mai, Thailand. None of
the dogs had reports of hormonal or renal disease or had been
treated with corticosteroids within 1 year of death. Bone sam-
ples were categorized into four groups adapted from the
criteria of Walsh [13]: normal (n = 20)—smooth, unbroken
surface, homogeneous white to off-white color; mild grade
OA (n = 5)—cartilage swelling, softening or superficial fibril-
lation, a light brown homogeneous or white to off-white/light
brown in coloration; moderate grade OA (n = 15)y—deep fi-
brillation, coarsely broken cartilage surface, dark brown, gray,
or red in color, and moderate osteophyte formation at articular
cartilage boarder; and severe grade OA (n = 5)—subchondral
bone exposure, stippled white and dark brown/red in color,
and severe osteophyte formation at the articular cartilage bor-
der (Fig. 1).

X-ray Fluorescence Measurement

Bone elemental analyses were conducted using a handheld
XRF analyzer (DELTA Premium, Olympus, USA) with a sil-
icon drift detector that can detect elements from magnesium
(Mg'?) through bismuth (Bi**) on the periodic table. The col-
limator size was set at 0.3 mm for analysis-area diameter, and
operating voltages of 15 and 40 kV were used as the source of
incident radiation. Six separate sites on the subchondral bone
of acetabulum and 10 sites on the ilium bone were measured
for elemental composition [3] (Fig. 2).

Statistical Analysis

The percentage of individual elements in each sample was
presented as mean + SD. Elemental ratios also were calculated
as follows: Ca/P, Ca/Zn, Cd/Zn, Ca/Fe, and Fe/Zn [9, 12, 14].
Differences in elemental percentages and ratios across dogs in
the normal bone category were compared using post hoc mul-
tiple comparison LSD tests. Differences in elemental percent-
ages and ratios among the four groups were determined by
Kruskal-Wallis tests. In cases of statistically significant differ-
ences, a Mann-Whitney U test was used. p values <0.05 were
considered significant. The relationship between the element
profiles and different degrees of OA was examined using prin-
cipal component analysis (PCA).

Results

Only 10 elements (Si, P, Ca, Mn, Fe, Zn, Ag, Cd, Sn, and Sb)
were detected and are reported as percentages. Light elements
(LE) were those with an atomic number lower than Mg (H'—
Na'') and could not be differentiated as separate elements. LE
predominated in bone tissue, which ranged from 60 to 78 % in
normal pelvic (Table 1) and 58-82 % in bones affected with
OA (Tables 2 and 3).

Comparative Elemental Profile Between Normal
Subchondral Acetabulum and Ilium Bone

The percentages of elements in acetabulum differed (p <0.05)
from those of ilium for seven of the 10 elements and LE
(Table 1). A higher (p < 0.05) percentage of Mn, Ag, Cd,
Sn, Sb, and LE, and lower (p < 0.05) percentage of P and
Ca, was observed in acetabulum compared to ilium.

Comparative Elemental Profile Among the Four OA
Classification Groups

For the subchondral acetabulum, five elements (Mn, Fe, Ag,
Sn, and Sb) differed (p < 0.05) among the four OA groups
(Table 2).The severe group had the highest percentage of Fe,
Ag, and Sn compared to the other groups, moderately affected
bone had higher percentages of Mn and Fe compared to mild
and normal groups, and mild OA had a higher percentage of
Mn compared to the normal group (p < 0.05).

For ilium, three elements differed significantly among the
groups (Table 3): Mn and Fe were higher in the severe and
moderate groups compared to mild and normal groups, where-
as Sn was highest in the severe OA group compared to the
other three groups (p < 0.05). We also analyzed the relation-
ship among elements (Ca, P, Si, Mn, Fe, Zn) using principal
component analysis (PCA) (Fig. 3) and found acetabulum
exhibited a more clear dominant grouping of elements in
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Fig. 1 Representative
photographs of normal (a), mild
(b), moderate (c), and severe (d)
grades of osteoarthritis in canine
subchondral acetabulum of pelvic
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severe OA bone when compared with ilium bone. The altered
elements, Si, Mn, and Fe, had a strong correlation with the
degree of OA, especially in severe and moderately affected
dogs.

Comparative Elemental Ratios

In normal bone, the Ca/P ratio in the ilium was slightly, but
significantly, higher than that of the subchondral bone of the
acetabulum. None of the other ratios differed between ilium
and acetabulum bone (p > 0.05) (Fig. 4).

In acetabulum, two elemental ratios differed (p < 0.05)
among the four OA groups (Fig. 5). The Ca/Fe ratio was
lowest in the severe group by the lower percentage than that
of the normal group due to a reduced Fe percentage (p < 0.05).
The ratio in the moderate group was higher than that in the
severe group, but only about half that of the mild and normal
groups (p < 0.05), the latter two of which were similar
(p > 0.05). By contrast, the Fe/Zn ratio in the severe group
was higher (p < 0.05) than that in other three groups, again due
to differences in Fe percentages. In the moderate group, this

Fig. 2 Points of measurement on
ilium (a) and acetabulum (b)
canine pelvic
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ratio was higher (p < 0.05) than in mild and normal groups,
with the latter two being similar (p > 0.05).

Similar elemental ratio differences were observed in ilium
bone (Fig. 6) based on OA severity (p <0.05), again due to the
change in Fe percentage. The Ca/Fe ratio was lowest in the
severe group (p < 0.05) compared to moderate, mild, and
normal groups. Moderate and mild OA groups had a lower
(p < 0.05) Ca/Fe ratio than the normal group, which was
similar (p > 0.05). Fe/Zn ratios were highest (p < 0.05) in
the severe group compared to moderate, mild, and normal
groups. But there was no difference (p > 0.05) in this ratio
among moderate, mild, and normal OA groups.

Discussion

We provide new physiochemical information on elemental
profiles and ratios in canine bone, and how they are affected
by OA. First, elemental content of the subchondral acetabu-
lum bone plate differed from that of ilium bone for several
minerals: higher Mn, Ag, Cd, Sn, and Sb; lower Ca and P.
Higher percentages of Ca/P ratio in the ilium than in
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Table 1  The percentage (mean + SD) of elements present in two types of normal canine pelvic bone: subchondral acetabulum and ilium

Element Subchondral Ilium p value

Mean + SD Range Mean = SD Range

Si 0.319 + 0.035 0.175-0.835 0.190 + 0.026 0.088-0.433 0.297
P 6.912 + 0.069 4.760-9.860 8.576 + 0.062 5.730-11.270 0.000
Ca 19.531 + 0.164 14.870-22.28 21.741 £ 0.135 14.030-28.930 0.018
Mn 0.010 + 0.002 0.009-0.011 0.007 + 0.002 0.007-0.008 0.003
Fe 0.017 + 0.002 0.008-0.045 0.024 + 0.002 0.010-0.069 0.071
Zn 0.042 + 0.002 0.009-0.233 0.155 + 0.002 0.008-2.569 0.302
Ag 0.017 + 0.001 0.012-0.024 0.012 + 0.001 0.009-0.020 0.000
Cd 0.022 + 0.001 0.016-0.030 0.013 + 0.001 0.006-0.019 0.000
Sn 0.025 + 0.002 0.017-0.035 0.017 + 0.001 0.010 + 0.024 0.000
Sb 0.030 £ 0.002 0.021-0.044 0.019 + 0.001 0.011-0.029 0.000
LE 73.199 + 0.223 67.830-78.650 68.840 + 0.193 60.920-78.360 0.002

acetabulum may provide more strength to that bone, as in
other species [15]. Second, we found that the percentage of
some elements and their ratios were affected by the severity of
OA, most notably Mn and Fe, which were increased
significantly.

A finding of elevated Fe percentages in OA dog bones was
similar to the higher amount of Fe observed in the femoral
head of patients with osteoarthrosis [16]. In that study, a lower

amount of Zn compared to normal patients also was ob-
served, a finding not seen in dogs. In a previous study,
analysis of trace elements in serum measured by induc-
tively coupled plasma mass spectrometry found Li and
Sn were higher in OA compared to healthy persons [17];
we also observed higher Sn in dogs with OA. By con-
trast, Kuo et al. [18] found no relationship between con-
centrations of elements in Taiwanese bone with OA, or

Table 2 The percentage

(mean + SD) and range (in Element Severe Moderate Mild Normal
bracket) of elements present in
canine subchondral acetabulum Si 0.592 + 0.043 0.312 + 0.040 0.264 + 0.019 0319 £ 0.035
bone with different grades of (0.356-1.027) (0.144-0.623) (0.196-0.321) (0.175-0.835)
osteoarthritis p 6.446 = 0.066 6.308 = 0.064 5.635 = 0.060 6.912 = 0.069
(4.070-9.250) (2.817-9.370) (2.152-7.230) (4.760-9.890)
Ca 18.834 + 0.160 18.571 + 0.161 17.866 + 0.168 19.531 + 0.164
(16.360-22.940) (13.240-20.930) (10.860-21.730) (14.870-22.280)
Mn 0.134 + 0.009" 0.084 + 0.007* 0.008 + 0.004" 0.010 + 0.002°
(0.084-0.185) (0.009-0.142) (0.007-0.008) (0.009-0.011)
Fe 1.027 + 0.019* 0.268 + 0.008" 0.019 + 0.003¢ 0.017 + 0.002°
(0.623-1.601) (0.016-0.915) (0.014-0.026) (0.008-0.045)
Zn 0.015 + 0.001 0.015 + 0.004 0.018 = 0.001 0.042 = 0.002
(0.010-0.020) (0.008-0.027) (0.013-0.036) (0.009-0.233)
Ag 0.021 £ 0.001* 0.017 + 0.001° 0.017 + 0.001° 0.017 + 0.001°
(0.016-0.025) (0.011-0.023) (0.016-0.019) (0.012-0.024)
cd 0.025 = 0.001 0.021 + 0.001 0.018 + 0.001 0.022 + 0.001
(0.021-0.031) (0.013-0.029) (0.009-0.025) (0.016-0.030)
Sn 0.037 + 0.002* 0.025 + 0.002° 0.020 + 0.002° 0.025 + 0.002°
(0.029-0.046) (0.013-0.034) (0.013-0.026) (0.017-0.035)
Sb 0.035 + 0.002* 0.027 + 0.002° 0.027 + 0.002° 0.030 + 0.002*P
(0.028-0.040) (0.018-0.036) (0.018-0.037) (0.021-0.044)
LE 72.712 £ 0.234 74216 + 0.226 71.396 + 0.358 73.199 + 0.223

(64.320-78.030)

(70.630-82.910)

(59.090-82.800)

(67.830-78.650)

Letters in superscript represent a significant difference (p < 0.05) between grade
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Table 3 The percentage

(mean + SD) and range (in Element Severe Moderate Mild Normal
bracket) of elements present in
canine ilium with different grades ~ Si 0.333 + 0.035 0.228 + 0.027 0.135 + 0.039 0.190 + 0.026
of osteoarthritis (0.156-0.866) (0.099-0.616) (0.096-0.206) (0.088-0.433)
P 6.741 + 0.065 8.829 + 0.058 7.492 + 0.053 8.579 + 0.062
(4.960-9.330) (6.000-10.160 (5.430-9.860) (5.730-11.270)
Ca 19.788 + 0.166 21.965 + 0.135 20.666 + 0.124 21.741 + 0.135
(14.140-24.760) (18.130-26.610) (16.660-23.700) (14.030-28.980)
Mn 0.070-0.006" 0.062 + 0.005" 0.008 = 0.004° 0.007 £ 0.003"
(0.044-0.100) (0.008-0.111) (0.007-0.008) (0.007-0.008)
Fe 0.462 £ 0.011* 0.189 + 0.005% 0.045 = 0.003" 0.024 + 0.002°
(0.235-0.801) (0.009-0.787) (0.014-0.075) (0.010-0.069)
Zn 0.013 + 0.001 0.015 = 0.001 0.021 + 0.001 0.155 + 0.002
(0.011-0.016) (0.006-0.065) (0.011-0.032) (0.008-2.569)
Ag 0.012 + 0.065 0.011 + 0.001 0.015 + 0.001 0.012 + 0.001
(0.011-0.015) (0.010-0.014) (0.013-0.018) (0.009-0.020)
cd 0.010 + 0.001 0.014 + 0.001 0.014 + 0.001 0.013 + 0.001
(0.008-0.012) (0.009-0.017) (0.010-0.020) (0.006-0.019)
Sn 0.012 + 0.002* 0.016 = 0.001° 0.016 £ 0.001° 0.017 + 0.01°
(0.012-0.013) (0.013 + 0.018) (0.013-0.022) (0.010-0.024)
Sb 0.016 + 0.003 0.018 = 0.001 0.018 + 0.001 0.019 = 0.001
(0.015-0.016) (0.012-0.023) (0.014-0.026) (0.011-0.029)
LE 71.850 = 0.342 69.033 + 0.212 71.490 + 0.174 69.297 + 0.191
(65.320-75.050) (63.920-75.030) (66.230-76.380) (60.920-78.360)

Letters in superscript represent a significant difference (p < 0.05) between grade

related to femoral neck fractures and ischemic necrosis
of the femoral head when compared to control patients.

The two major elements of mineralized tissue, including
bone, are Ca and P as hydroxyapatite [Ca;o(PO4)s(OH),],
with small amounts of carbonate, Mg, and acid phosphate
[19]. These were predominant elements in dog bone sam-
ples as well, although an even larger percentage was

A

* + Severe
B ¢ moderate
& A mild

e T, m normal

F2(20.65 %)

F1(36.42 %)

Fig. 3 Principal component analysis (PCA) of elements from
subchondral acetabulum (a) and ilium (b) canine pelvic exhibiting mild,
moderate, and severe degrees (dash oblong) of osteoarthritis as compared

@ Springer

made up of light elements that could not be discriminat-
ed with our XRF analyzer. A decrease in Ca and P in
compact bone reduces bone mineral density (BMD) and
is characteristic of osteoporosis [20, 21]. However, nei-
ther Ca nor P percentages were reduced in OA samples
of either bone type in this study, even in the severe
cases. Rather the percentage of Fe was greatly increased

B

+ Severe
moderate

4 mild

= normal

F2(30.35 %)
- o

F1(35.48 %)

to normal bone (solid oblong), calcium (Ca), phosphorus (P), silicon (S7),
iron (Fe), manganese (Mn), zinc (Zn), silver (4g), cadmium (Cd), tin (Sn),
antimony (Sb), bismuth (Bi), and light element (LE)
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Fig. 4 Comparative elemental 4.00 -
ratios between ilium pelvic bone 3.50
(PB) and subchondral acetabulum 3.00
(AR). Data are presented as mean 2.50
and standard deviation (bar). 2.00
*p < 0.05 indicates a significant 1.50

difference 1.00
0.50

0.00

Elemental ratio

2500.00

Elemental ratio

1.80
1.60
140
1.20
1.00
0.80
0.60
0.40
0.20
0.00

Elemental ratio

in OA samples, which resulted in altered Ca/Fe and Fe/
Zn ratios.

We measured elements in the acetabulum because osteo-
phyte formation and subchondral bone sclerosis occur in this
location in OA [3]. In subchondral acetabulum bone affected
with OA, five elements were significantly different: Mn, Fe,
Ag, Sn, and Sb. These were 13.4, 60.4, 1.2, 1.48, and 1.1
times higher in the severe OA group compared to normal
bone, respectively. In ilium bone, three elements differed:
Mn, Fe, and Sn, with Mn and Fe being highest in the severe
OA group by 10.0 and 19.2 times over normal, respectively.
Mn and Fe both were associated with the severity in the degree
of OA progression. Manganese is a cofactor of glycosyltrans-
ferases, glutamine synthetase, and superoxide dismutase,
which is essential for the formation of glycosaminoglycan
and antioxidant mechanism [14, 20, 22]. Intake of Mn has
been shown to increase the amount of hexosamine (subunit
of glycosaminoglycan) in epiphyseal cartilage of chicks [23].
Also, prolonged Mn deficiency has been associated with os-
teoporosis in humans [20, 24]. But our study found that Mn
was higher, not lower, in all OA bone, even those categorized
as mild. It is possible this discrepancy is due to a functional
interaction between subchondral bone and articular cartilage,
with a high content of glycosaminoglycan in tissue and depo-
sition of Mn in subchondral bone used for glycosaminoglycan
formation in bone and cartilage cells. Although Mn has been
found to increase bone ash in femurs of mice, the excessive

CcaP
2000.00 1 1.60 -
1.40 -
1500.00 - 1.20 4
1.00 4
1000.00 - 0.80 -
2 0.60 -
500.00 0.40 -
0.20
0.00 - 0.00 -
CafFe
Fel/Zn

2500.00

2000.00 -

1500.00

1000.00

Elemental ratio

500.00

2.00 4
1.80 -

Elemental ratio

Cd/Zn

=FB
=AR

intake of Mn depressed growth and induced defective bone
calcification [25]. Thus, significantly increased Mn in the se-
vere OA group might be associated with synthesis of new
subchondral bone and osteophytes [3].

In addition to increased Mn in all grades of OA for
both acetabulum and ilium bone, Fe also exhibited a
predominate change, again being higher in affected com-
pared to normal bone. Iron is essential for hydroxylation
of proline and lysine residues in biosynthetic precursors
of collagen in bone tissue [14, 22]. Moreover, Fe is a
cofactor in 25-hydroxycholecalciferol hydroxylase, which
is involved in the process of converting vitamin D into
an active form to aid calcium absorption. In our study,
Fe in the severe OA group (subchondral and ilium bone)
was higher than that in the normal group by 60.4 times,
which could be caused by subchondral bone sclerosis
and osteophyte formation with increasing collagen syn-
thesis. In severe OA, subchondral bone is characterized
by an elevated apparent density, increased bone volume,
and thickening of the subchondral bone plate [26]. Even
with an increased bone volume density, the mineraliza-
tion was reduced and lower than normal. In our study,
we also found a lower Ca/Fe ratio in the severe OA
group, while the Fe/Zn ratio was highest, again due to
the drastic changes in Fe percentage. However, the Ca/P
ratio in all grades of subchondral bone was not different,
likely because of bone metabolism to maintain a normal

@ Springer
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Fig. 5 Comparative elemental 4.50 4 2500.00 -
ratios at subchondral bone of 4.00 -
acetabular between four study o 3.50 1 . 2000.00
groups. Data are presented as ‘E 3.00 - E
mean and standard deviation = 250 - = 1500.00 -
(bar). a, b, and ¢ indicate 5 2.00 - 5
significant difference at p < 0.05 E 1.50 - E 1000.00 -
3 =)
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ratio of Ca/P. In 2006, Akesson et al. [26] compared
some elements (Se, Cu, Zn, and Fe) in synovial fluid
and plasma between normal patients and those with rheu-
matoid arthritis (RA) or OA. Only synovial fluid Cu and
Fe concentration were significantly higher in the OA
group. Similar results were reported for Fe, with concen-
trations in synovial membrane from OA and RA patients
being slightly higher than normal [27]. Those are similar
to our finding that bone Fe in the severe OA group was
significantly higher than normal. Thus, Fe might be an
important element involved in OA in dogs and perhaps
other species and therefore needs to be studied further.
Four heavy metals (Ag, Cd, Sn, and Sb) also were signif-
icantly higher by about 4070 % in subchondral bone as com-
pared to ilium, so this may be a site of accumulation in bone
tissue. There are no reports comparing the percentage of heavy
metals between ilium and subchondral bone in dogs or any
other species, so these are new findings. Recently,
Kubaszewki et al. [27] compared trace element concentration
between the femoral bone and intervertebral discs in human

@ Springer

Fe/Zn

and found Pb, Ni, Mo, Mg, and Zn were 2-25.8 times higher
in the bone than in the disc; only Cu concentration was higher
in the disc.

Cadmium is an element with proven direct and indirect
toxic effects on bones, while Zn affects the content of Cd in
the human body [28]. These elements have antagonistic inter-
actions; however, the mechanisms of action in the bone are not
fully understood. Increased Cd in the bone has been shown to
affect the activity of osteoclasts and inhibit osteoblasts,
resulting in decreased mineralization of the bone [29]. In
humans, chronic exposure to Cd was associated with reduced
BMD [30]. In our study, Cd in subchondral acetabulum bone
was significantly higher by 1.69 times than that in the ilium.
Tin also can have adverse effects on metabolism of essential
trace minerals such as Cu, Zn, and Fe, as well as specific
effects on Ca content of the bone [31]. In a classic study
conducted over 30 years ago, Yamaguchi et al. [32] showed
that oral administration of Sn to rats decreased Ca content in
the femoral epiphysis but had no effect on serum Ca, intestinal
Ca absorption, or urinary and fecal Ca excretion. In our study,
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Fig. 6 Comparative elemental 4.00

ratios at ilium between four study 3.50
groups. Data are presented as 3.00 |
mean and standard deviation 2.50 |
(bar). a, b, and c indicate -
significant difference at p < 0.05 2.00 1
1.50

1.00 -
0.50 -
0.00 +

lemental ratio

-
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Elemental ratio

Sn in subchondral bone was higher by 1.47 times than that in
the ilium. Antimony and Ag in subchondral bone also were
higher (1.57 and 1.4 times) than those in ilium bone, respec-
tively. However, the effect of Sb and Ag on bone metabolism
has not been thoroughly investigated. It is possible that these
heavy metals, Cd and Sn in particular, are accumulated in
acetabulum bone and may be related to the reduced percent-
age of Ca and P compared to ilium. Increasing percentage of
heavy metals (Ag, Sn, and Sb) in severe OA compared to
normal groups might be related to increasing rate of
subchondral bone sclerosis and osteophyte formation in the
acetabulum. However, a decreased percentage of Sn in ilium
bone in the severe OA group cannot be explained in this con-
text and requires further investigation.

Measures of trace elements in living organisms can serve as
indirect bioindicators of environmental pollution. Fresh water
mollusks, especially gastropods, have been used as
bioindicators for heavy metal contamination of water sources
[33]. Also, accumulation of heavy metals in animal hair, such
as goat, camel, and sheep, can be a good indicator of
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environmental pollutants in forage and soil [34]. Hence, the
finding of heavy metals in canine bone samples suggests that
they may have been exposed to these elements as a result of
environmental contamination and that pelvic bone may serve
as another indicator of heavy metal contamination.

There were some limitations to this study. First, the XRF
unit did not classify light elements with an atomic number
lower than 11 (Na). Second, the XRF machine only measures
to a depth of 3 mm, and bone tissue is not homogenous, so the
percentage of elements obtained does not reflect the total
amount of elements in each sample.

Conclusion

In this study, handheld XRF analysis was used to quantitative-
ly measure bone and subchondral trace elements and was
found to be useful for evaluating OA disease progression in
dogs. Our results showed that several elements, particularly
Mn and Fe, were correlated with pathology of OA, with
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elevated proportions in subchondral acetabulum and ilium,
especially in the severe OA grades. Thus, XRF can be used
to increase our understanding of the etiology of OA and study
the mechanisms involved in osteophyte formation and
subchondral bone sclerosis in diseased patients. We also be-
lieve this method can be applied to the study of other diseases
afflicting bones and mineralized tissues. Given the prevalence
of bone and joint problems in many species, both domestic
and nondomestic, XRF has the potential to assist in the diag-
nosis and treatment of a myriad of conditions.

Element Abbreviation (Atomic Number) Mg magnesium
(12), Si silicon (14), P phosphorous (15), Ca calcium (20),
Mn manganese (25), Fe iron (26), Zn zinc (30), Ag silver
(47), Cd cadmium (48), Sn tin (50), SH antimony (51), Bi
bismuth (83), LE light element; hydrogen (1)-sodium (11).
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