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Abstract: Deoxynivalenol (DON) is one of the most abundant and important trichothecene mycotoxins
produced by Fusarium species. In chickens, DON intake causes feed refusal, impairs performance, gut
barrier function, and immunity, and raises oxidative stress. To determine the effect of DON on bone
mineralization and serum calcium and phosphorus, 80 newly-hatched chickens were fed 4 diets with
0,25, 5, and 10 mg DON/kg feed in this pilot study. In week 5, chickens were euthanized, femur and
tibiotarsus bones were separated from the meat, and after incineration ash composition, as well as
serum calcium and phosphorus, were determined using clinical biochemistry. Dietary DON reduced
chicken dry matter, calcium, and phosphorus intake, and subsequently body and leg weight. DON
affected bone density and composition of the tibiotarsus more drastically than of the femur. However,
lower mineral intake did not solely explain our observations of the quadratically lower tibiotarsus
density and ash content, as well as linearly decreased Ca content in the femur and tibiotarsus with
increasing DON levels. Linearly decreasing serum phosphorus concentrations with increasing DON
levels further supported impaired mineral homeostasis due to DON. In conclusion, already low
dietary DON contamination of 2.5 mg/kg feed can compromise bone mineralization in chickens.

Keywords: broiler chicken; deoxynivalenol; bone mineralization; calcium; phosphorus

Key Contribution: DON-contaminated feed impairs mineral homeostasis and bone formation and
reduces meat and leg weight in broiler chickens.

1. Introduction

Deoxynivalenol (DON) is one of the most abundant and important trichothecenes, mainly
produced by Fusarium graminearum and F. culmorum [1]. Chemically, trichothecenes belong to the group
of sesquiterpenoids containing the 12, 13 epoxide group, considered to be critical for their toxicity and
sharing a 9, 10 double bond [2]. Fusarium species infect important grains in agriculture, especially in the
northern temperate regions. It is considered as the most widespread mycotoxin producing genus found
in cereals that are grown in Europe, Asia, and America [3,4]. Due to its resistance to decontamination
processes, such as milling, processing, and heating, DON readily enters animal feed [5].
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The general toxic effects of prolonged exposure to DON in experimental animals, such as mice,
rats, dogs, cats, and swine, are anorexia, decreased weight gain, and altered nutritional efficiency [6],
whereas in broiler chickens different adverse effects of DON were reported in the literature. Recently,
we found reduced body weight, body weight gain, and dry matter intake in broiler chickens when
fed feed contaminated with increasing DON concentrations (2.5-10 mg/kg) [7,8]. Moreover, we
could show in this chicken model that the increasing dietary DON concentrations upregulated the
innate immune response in the small intestine, as indicated by elevated expression levels of toll-like
receptors-2, interleukin-6, and claudin-1 in the duodenal mucosa, and claudin-1, toll-like receptors-2,
and transforming growth factor-f3 1 expression in the jejunal mucosa [7,8].

Although leg problems are mostly due to genetic selection for growth [9-11], mycotoxins as
ubiquitous contaminants may further contribute to poor leg health and bone mineralization in modern
fast-growing chickens. Against this background, Fusarium toxins, such as T-2, and other mycotoxins,
such as ochratoxin and aflatoxin, were reported to decrease the breaking strength, mineral content,
percentage of calcium (Ca) and phosphorus (P) in tibiotarsus, and increase manifestation of lameness,
leg weakness, and tibial dyschondroplasia in chickens [12-14]. However, this has been poorly studied
in regards to DON contamination in feed for broiler chickens so far. Serum mineral levels have been
used, along with other parameters, as indicators for bone health, and should therefore reflect alterations
in the mineralization status of the bones potentially caused by dietary DON.

The aim of this pilot study was to evaluate whether increasing concentrations of DON in the
diet affect leg composition, as well as physical (weight, volume, density) and gravimetric (dry matter,
ash content, and ash density) characteristics of femur and tibiotarsus. Other parameters that were
evaluated were Ca and P concentration in serum, content of Ca and P, and Ca:P ratio in femur and
tibiotarsus ash. We hypothesized that DON may impair leg bone strength due to its effect on bone
mineralization. We also hypothesized that serum Ca and P concentrations would correspond to the
mineralization status of the bones, as affected by increasing dietary DON contamination.

2. Results

Chickens were fed diets that were contaminated with increasing levels of DON. The dry matter
intake (DMI) remained similar for all DON levels in the first two weeks of life (Table 1), and only
started to decline from the third week of life in the birds fed the DON-contaminated diets (p < 0.05),
irrespective of the DON level. Whilst this negative effect of DON on DMI amounted to 3.5% from day
14 to 21, it became stronger until the fifth week of life (p < 0.05), representing a decline in DMI of 8.9
and 12.6% for days 22-28 and 29-33, respectively. This caused an overall reduction in DMI of 7.8% for
the whole experimental period in birds exposed to the dietary DON compared to those fed the 0 mg/kg
DON diet. Despite the decreasing DMI in DON-fed chickens, the linear increase in the intake of DON
reflected the increasing dietary concentrations, being about three- and five-times the amount in the 5
and 10 mg/kg DON groups compared to the 0 mg/kg DON group throughout the experimental period
(p < 0.001). Due to the lower DMI intake from the third week of life, the Ca and P intake also decreased
in the chickens receiving the DON-contaminated diets. The decline in Ca and P intake amounted to 7.8
and 7.7%, respectively, for the whole experimental period in chickens fed the DON-contaminated diets
compared to birds fed the 0 mg/kg DON diet. Concurrently, the body weight (BW) gain responded
differently to the increasing DON concentrations throughout the experimental period, showing trends
for lower BW gain for days 1-7, 15-21, and 29-33 when comparing the chicken groups that received
contaminated versus non-contaminated feed (p < 0.10). When calculated for the whole experimental
period, DON decreased the BW gain by 6.0% (p < 0.05).
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Table 1. Dry matter, calcium (Ca), phosphorus (P), and deoxynivalenol (DON) intake and body weight
gain during every week of life and during the whole life of broiler chickens fed diets with increasing
levels of DON (0, 2.5, 5, or 10 mg DON/kg diet). 12

Item DON, mg/kg Feed Contrast, p *
0 2.5 5 10 Ovs. DON  Linear  Quadratic
Dry Matter Intake (g)

Day 1-7 153 + 5.4 147 + 5.4 148 + 5.4 152 +5.4 0.535 0.942 0.376
Day 8-14 384 +21.3 354 +£21.3 357 £21.3 379 £21.3 0.398 0.902 0.221
Day 15-21 549 +7.5 529 +7.5 529 +7.5 531+7.5 0.030 0.128 0.135
Day 22-28 766 +17.8 693 +17.8 689 +17.8 711 +17.8 0.002 0.039 0.010
Day 29-33 656 +16.3 596 +16.3 553 +16.3 572 +16.3 <0.001 <0.001 0.015
Day 1-33 2481 +£49.5 2293 + 49.5 2251 + 49.5 2320 +£49.5 0.001 0.021 0.011

DON Intake (mg)

Day 1-7 0.03 +0.03 0.30 = 0.03 0.83 +0.03 1.60 +0.03 <0.001 <0.001 <0.001
Day 8-14 0.07 +0.12 0.72 +0.12 1.99 +0.12 3.99 +0.12 <0.001 <0.001 <0.001
Day 15-21 0.10 + 0.05 1.08 + 0.05 2.94 +0.05 5.59 + 0.05 <0.001 <0.001 <0.001
Day 22-28 0.14 £ 0.10 1.41 +£0.10 3.83 £0.10 7.48 +0.10 <0.001 <0.001 <0.001
Day 29-33  0.12 +0.11 121+0.11 3.07 +0.11 6.01 +0.11 <0.001 <0.001 <0.001
Day 1-33 0.41+0.41 4.31 +0.41 1157 + 041 2253 +0.41 <0.001 <0.001 <0.001

Ca Intake (g)

Day 1-7 2.51 +0.09 2.41 +0.09 2.43 +0.09 2.49 +0.09 0.544 0.939 0.389
Day 8-14 6.29 + 0.35 5.79 +£ 0.35 5.85 + 0.35 6.21 £ 0.35 0.398 0.901 0.222
Day 15-21 8.99 £ 0.12 8.66 + 0.12 8.67 +0.12 8.71 £0.12 0.030 0.131 0.128
Day 22-28  12.55+0.29 11.35+029 11.29+029  11.65+0.29 0.001 0.038 0.010
Day 29-33  10.75+0.26 9.75 +0.26 9.05+0.26 9.37 £ 0.26 <0.001 <0.001 0.015
Day 1-33  40.63+081 3755+0.81 36.88+0.81  38.01=+0.81 0.001 0.022 0.011

P Intake (g)

Day 1-7 1.26 +£0.04 122 +0.04 1.23 +£0.04 1.26 +0.04 0.566 0.972 0.392
Day 8-14 3.17 +£0.18 292 +0.18 295+0.18 3.13+0.18 0.401 0.906 0.222
Day 15-21  4.53 +0.06 4.37 +0.06 4.37 +0.06 4.39 +0.06 0.030 0.131 0.132
Day 22-28  6.33+0.15 572 +0.15 5.69 + 0.15 5.87 +0.15 0.001 0.038 0.010
Day 29-33 542 +0.13 491 +0.13 4.56 + 0.13 472 +0.13 <0.001 <0.001 0.015
Day 1-33 204 + 041 18.87 + 0.41 18.53 + 0.41 19.09 + 0.41 0.001 0.022 0.012

Body Weight Gain (g)

Day 1-7 99 £ 3.6 88 +3.7 94 +3.6 92+£3.6 0.077 0.391 0.338
Day 8-14 252 £9.31 241 +9.3 244 +9.3 256 £9.3 0.631 0.733 0.224
Day 15-21 400 +10.2 372+10.5 382 +10.2 380 +10.2 0.068 0.270 0.236
Day 22-28 427 + 16.1 443 +16.1 426 +£16.1 459 + 16.1 0.113 0.422 0.057
Day 29-33 353 +21.7 328 +21.7 325 +21.7 316 +21.7 0.098 0.107 0.589
Day 1-33 1576 + 38.7 1470 + 40.8 1472 + 38.7 1503 + 38.7 0.038 0.211 0.085

! Values are least square means (LSM) + standard error of the mean (SEM); n = 20. 2 Data on DMI and body weight
gain for the whole experimental period were already presented in Lucke et al. [7]; * p-values for orthogonal contrasts
to test linear and quadratic relationships between control feeding and increasing levels of DON, as well as the
overall difference of 0 DON versus all DON groups (0 vs. DON).

In order to assess the effect of increasing DON concentrations on the leg composition, legs were
thawed. The weight of the thawed leg decreased linearly (p = 0.05) with increasing dietary DON
concentrations (Table 2). Similarly, the meat weight of the thawed leg decreased linearly (p = 0.039)
with increasing DON concentrations.
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Table 2. Leg composition and drip loss of 5-week old broiler chickens fed diets with increasing levels
of deoxynivalenol (DON; 0, 2.5, 5, or 10 mg DON/kg diet). 1

Item DON, mg/kg Feed Contrast, p *
0 2.5 5 10 0vs. DON Linear Quadratic
Driploss (%) 27+03 32+03 33+03 25+03 0.373 0.751 0.035
Leg (g) 161 +45 153+45 147+4.6 152+45 0.050 0.116 0.141
Meat (g) 134+£39 127+£39 121+4.0 126+3.9 0.039 0.089 0.133

! Values are least square means (LSM) + standard error of the mean (SEM); 1 = 16 in all groups for the drip loss,
n =19 in the 5 mg/kg DON group had, and # = 20 in the remaining groups for the other parameters; * p-values
for orthogonal contrasts to test linear and quadratic relationships between control feeding and increasing levels of
DON, as well as the overall difference of 0 DON versus all DON groups (0 vs. DON).

For all measurements taken on the leg bone, only the tibiotarsus density quadratically decreased
with increasing DON concentrations, maximally declining by 2.0% in the 2.5 mg/kg DON group,
(Table 3).

Table 3. Physical characteristics of femur and tibiotarsus in 5-week-old broiler chickens fed diets with
increasing levels of deoxynivalenol (DON; 0, 2.5, 5, or 10 mg DON/kg diet). 1

Ttem DON, mg/kg Feed Contrast, p *

0 2.5 5 10 0vs. DON Linear Quadratic
Femur weight (g) 11.2+034 105+034 104+035 10.7+0.34 0.105 0.359 0.141
Femur (% of leg weight) 7.0+ 0.15 6.9 +0.15 7.1+0.16 7.1+0.15 0.827 0.575 0.901
Femur volume (mL) 9.4 +0.29 8.8 £0.29 8.9 +0.30 9.0 £0.29 0.109 0.311 0.227
Femur density (g/mL) 1.19+0.01 1.19+0.01 1.18+0.01 1.20+0.01 0.853 0.374 0.114
Tibiotarsus weight (g) 145+0.63 144+063 140+0.65 14.3+0.63 0.714 0.764 0.698
Tibiotarsus (% of leg weight) 9.0 +0.32 9.4 +0.32 9.5+ 0.33 9.4 +0.32 0.243 0.330 0.491
Tibiotarsus volume (mL) 122+056 124+056 11.8+0.58 12.1+0.56 0.849 0.731 0.881
Tibiotarsus density (g/mL) 1.19+0.01 1.16+0.01 1.18+0.01 1.18+0.01 0.110 0.856 0.046

1 Values are least square means (LSM) + standard error of the mean (SEM); n = 19 in the 2.5 mg/kg DON, 18 in
5 mg/kg DON and 19 in 10 mg/kg DON groups for all parameters, and n = 20 for the 0 mg/kg group; * p-values
for orthogonal contrasts to test linear and quadratic relationships between control feeding and increasing levels of
DON, as well as the overall difference of 0 DON versus all DON groups (0 vs. DON).

DON decreased the ash content in dry matter (AsC(pyr)) of the femur (p < 0.05) and tibiotarsus
(p < 0.10) (Table 4), whereby the effect was strongest in the 2.5 mg/kg DON group. Likewise, the ash
density (Asd) of the tibiotarsus quadratically responded to the increasing DON concentrations, with a
maximal decrease of 10% in the 2.5 mg/kg DON group.

Table 4. Femur and tibiotarsus gravimetric characteristics in 5-week old broiler chickens fed diets with
increasing levels of deoxynivalenol (DON; 0, 2.5, 5, or 10 mg DON/kg diet). 1

Item DON, mg/kg Feed Contrast, -p *
0 2.5 5 10 0vs. DON Linear Quadratic

Femur DM (%) 442 +0.48 44.3 £ 0.50 44.7 + 0.51 441 +0.51 0.785 0.940 0.552
Femur AsCrny (%) 16.2 £ 0.27 15.7 £0.28 15.8 £0.29 159 £ 0.28 0.228 0.510 0.359
Femur AsCpyy) (%) 36.6 + 0.40 35.4 +0.41 35.5+0.42 35.9 + 041 0.034 0.259 0.052
Femur Asd (g/mL) 0.18 + 0.004 0.18 + 0.004 0.18 + 0.004 0.18 + 0.004 0.819 0.636 0.386
Tibiotarsus DM (%) 44.5 +0.63 439 + 0.64 44.7 + 0.66 45.1 +0.64 0.923 0.357 0.448
Tibiotarsus AsC gy (%) 17.0 + 0.53 15.7 £ 0.54 16.3 £ 0.56 17.3 + 0.54 0.379 0.535 0.040
Tibiotarsus AsC ) (%) 38.1 £ 0.66 35.9 +0.68 36.4 +0.70 38.0 £ 0.68 0.077 0.963 0.005
Tibiotarsus Asd (g/mL) 0.19 + 0.006 0.17 + 0.006 0.18 + 0.007 0.20 + 0.006 0.290 0.444 0.021

! Values are least square means (LSM) + standard error of the mean (SEM); # = 19 in the 2.5 mg/kg DON, 18 in 5
mg/kg DON and 19 in 10 mg/kg DON groups for all parameters, and n = 20 for the remaining 0 mg/kg group; *
p-values for orthogonal contrasts to test linear and quadratic relationships between control feeding and the three
increasing levels of DON, as well as the overall difference of 0 DON versus all DON groups (0 vs. DON). DM = Dry
matter in percentage; AsC(ryp) = ash content in percentage related to the fresh matter; AsCpyy = ash content in
percentage related to the dry matter; Asd = ash density in g/mL.
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The increasing DON concentrations in the diet linearly decreased the serum P concentration
(p = 0.034), whereas serum Ca was not affected by DON (Table 5). In both femur and tibiotarsus, Ca
concentration in ash content linearly decreased with increasing DON concentrations by up to 1.9 and
3.8%, respectively (p < 0.001) (Table 5). This resulted in a linearly decreasing Ca:P ratio in both bones
with increasing DON concentrations.

Table 5. Concentrations of Ca and P in serum, femur, and tibiotarsus, and Ca:P ratio of femur and
tibiotarsus in 5-week old broiler chickens fed diets with increasing levels of deoxynivalenol (DON; 0,
2.5, 5, or 10 mg DON/kg diet). !

Item DON, mg/kg Feed Contrast, -p *

0 2.5 5 10 0vs. DON Linear Quadratic
Serum Ca (mmol/L) 2.65 +0.03 2.63 +0.03 2.57 +£0.03 2.62 +0.03 0.215 0.244 0.291
Serum P (mmol/L) 2.45 +0.04 241 +0.04 2.35 +0.04 2.34 +0.04 0.073 0.034 0.716
Femur Ca (g/kg) 366 + 1.37 364 +1.41 359 + 1.44 360 + 1.41 0.002 <0.001 0.415
Femur P (g/kg) 178 + 0.69 178 £ 0.71 178 £ 0.73 179 £ 0.71 0.515 0.406 0.819
Femur Ca:P ratio 2.06 +0.009 2.05+0.010 2.02+0.010 2.01=+0.010 0.002 <0.001 0.639
Tibiotarsus Ca (g/kg) 364 +2.82 362 +2.90 350 +2.97 351 +£2.90 0.003 <0.001 0.564
Tibiotarsus P (g/kg) 179 £ 0.82 180 + 0.84 180 + 0.86 180 +0.84 0.245 0.203 0.673
Tibiotarsus Ca:P ratio  2.04 +0.019  2.02+0.019 1.94+0.020 1.95+0.019 0.003 <0.001 0.512

! Values are least square means (LSM) + standard error of the mean (SEM). Observation 7 = 19 in the 2.5 mg/kg
DON, 18 in 5 mg/kg DON, and 19 in 10 mg/kg DON groups for all parameters, and 1 = 20 for the remaining 0 mg/kg
group; * p-values for orthogonal contrasts to test linear and quadratic relationships between control feeding and
increasing levels of DON, as well as the overall difference of 0 DON versus all DON groups (0 vs. DON).

Pearson’s correlation analysis was used to characterize relationships of bone parameters and
serum Ca and P with body weight (BW), daily feed DM intake (DMI), daily Ca and P intake, and daily
DON intake (Table 6). The weight of the whole leg, as well as the weight and volume of femur and
tibiotarsus positively correlated with BW across all chicken groups (r > 0.58; p < 0.05), whereby the
correlations were stronger between BW and femur weight (r > 0.70) than between BW and tibiotarsus
weight (r = 0.61). Similar positive correlations of daily DMI, Ca, and P intake with leg weight, femur
weight, and volume existed (r > 0.36) but these were weaker, whereas no correlations between daily
DMLI, Ca, and P intake and tibiotarsus parameters were found (r < 0.3). With regards to the Ca and
P concentration in femur, tibiotarsus, and serum, only the Ca content in femur and serum P weakly
correlated (r > 0.30) to BW, DMI, and daily Ca intake, as well as femur Ca with daily P intake. The daily
DON intake of the chickens correlated negatively with the Ca content in femur and tibiotarsus (r > 0.35).
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Table 6. Pearson’s Correlation data between body weight (BW), daily DMI, Ca, P, and DON intake, bone parameters, and serum Ca and P in chickens fed diets with
increasing levels of deoxynivalenol (DON; 0, 2.5, 5, or 10mg DON/kg diet).

Item Lee Weicht Femur Femur Tibiotarsus Tibiotarsus Femur Femur Tibiotarsus Tibiotarsus Serum Serum
& & Weight Volume Weight Volume Ca P Ca P Ca P
Body weight 0.91 ** 0.70 ** 0.65* 0.60 * 0.58 * 0.40* 0.02 -0.21 0.18 0.28 0.31*
Daily DMI 0.56 * 0.39* 0.36 * 0.20 0.18 0.38 * 0.04 0.01 0.20 0.24 0.30 *
Daily Ca intake 0.57 * 0.39 * 0.36 * 0.20 0.19 0.38 * 0.04 0.01 0.20 0.24 0.30 *
Daily P intake 0.57 * 0.40* 0.36 * 0.21 0.19 0.38 * 0.04 0.01 0.19 0.24 0.29
Da.11y DON -0.08 -0.02 -0.04 0.00 -0.02 -0.35* 0.12 -0.42* 0.18 -0.07 -0.21
intake

Note: * [r] > 0.3; p < 0.05; ** |r] > 0.7; p < 0.001; DMI, dry matter intake; DON, deoxynivalenol; Ca, calcium; P, phosphorus.
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3. Discussion

Only little information was available from the literature on whether DON may contribute to leg
problems in broiler chickens. For this reason, the results of the present pilot study show that feeding
contaminated diets with graded levels of DON modified bone mineralization in 5-week-old chickens,
emphasizing that DON can contribute to bone-related diseases in poultry production. By using classical
evaluation techniques to study the bone composition, we therefore provide valid information for
DON-related changes in femur and tibiotarsal bones. According to our data, especially the tibiotarsal
bone density and the Ca reposition in both femur and tibiotarsus were affected by DON; the latter
being supported by the present Pearson’s correlations. Results further demonstrate that serum Ca and
P were not useful markers to indicate DON-related changes in bone mineralization. However, the
decline in serum P with increasing DON concentrations suggested that besides Ca, the P homeostasis
was also altered by DON.

A decreased feed intake is a common symptom in birds exposed to dietary DON [15-17]. Contrary
to our expectations, however, we did not see a clear linear effect of the increasing DON concentrations
on daily DMI, indicating that the presence of DON at a level below the recommended upper limit for
chicken feed may already critically suppress appetite and normal eating behavior. Albeit the chickens
in the present study were exposed to dietary DON from their first day of life, their DMI was only
depressed from the third week of life. This may suggest that a certain threshold needed to be reached
above which DON exerted its detrimental effect on feed intake. The reduced BW gain and leg weight
of chickens exposed to DON was then the consequence of the lower feed intake, as supported by the
present positive correlations. For this reason, the reduced accretion of muscle tissue on thigh and
drumstick clearly reflects the lower daily protein intake. Aside from the detrimental effect of DON on
feed intake, DON has been reported to impair intestinal absorption and metabolism of amino acids,
as well as its inhibitory effect on protein in general may have additionally limited muscle protein
synthesis [15-17]. Although not having been measured specifically, other proteinogenous tissues, such
as joint tissues and skin, were negatively affected by DON.

As a consequence of the reduced DMI, DON depressed the daily intake of Ca and P from the third
week of life, thereby decreasing the provision of the major micronutrients needed for ossification of the
developing skeleton. As supported by the present correlations, it seems that the lower Ca and P intake
of birds exposed to DON was more critical for the mineralization of the femur than for the tibiotarsus.
Similar to muscle protein accretion, without having studied the pathways in the present experiment,
DON-related alterations in gastrointestinal absorption or metabolism of Ca and P in bones and kidney
may have contributed to the altered mineralization of the bones [18,19]. Furthermore, the cytotoxicity
of DON may have directly affected the bone tissue structure, reducing the Ca content and affecting the
gene expression of proteins involved in the bone mineralization process [20]. Moreover, the ability of
DON to enhance the apoptotic activity of osteoblasts, as indicated in a murine model [21], may also
be a possible underlying mechanism, explaining the negative effect of DON on bone mineralization
in the present study. In comparing the gravimetric characteristics and chemical composition of the
tibiotarsus and femur, it became obvious that the mineralization of the longer tibiotarsal bone was more
compromised than that of the shorter femur by the increasing DON concentrations in the 5-week old
chickens. Interestingly, we found quadratic effects for the tibiotarsal AsCpyr) and Asd, as well as for
the AsC(py) in the femur with increasing DON concentrations, showing that 2.5 and 5 mg DON/kg feed
had the most detrimental effects. These effects are difficult to explain but cannot be solely associated
with the lower DMI of the chickens fed the diets with the higher DON levels. In fact, the lower DMI
intake in birds fed the diets with the 5 and 10 mg DON/kg feed did not have large consequences for
the total amount of DON consumed on a daily basis, which was three- to five-times higher than in
birds receiving the diet with 2.5 mg DON/kg feed. Therefore, other coping mechanisms may have
taken place. According to the present data, mainly the Ca reposition in the femur and tibiotarsus was
impaired, whereas the P content in these bones did not differ between treatments. In bones, the largest
proportion of Ca and P is immobilized as insoluble hydroxyapatite crystals, i.e., Ca1g(PO4)s(OH), [22],



Toxins 2019, 11, 352 8of 13

whereby single Ca-ions may be replaced by other divalent cations or may be missing [23]. Since the
Ca and P intake was only lower from the third week of life, and in considering that the period of the
highest bone mineralization and growth of the skeleton in modern chicken lines lays between days 7
and 28 of age [24-26], this may hint at the critical time point when DON most significantly impaired
the formation of the bones, either directly by affecting the physiological processes or indirectly via
reducing the birds” DMI. This should be examined in more detail in future studies.

The femur is often used as a representative bone for the evaluation of bone mineralization for the
whole body skeleton [27]. The present results point in the direction that it may be worth examining
DON effects on other bones, such as the tibiotarsus, as effects may differ. Therefore, it may be valid to
more closely investigate DON effects on the ossification of vertebrae and rip bones in future studies to
fully understand the impact of mycotoxins, such as DON, on bone mineralization. The present results
let speculate that peripheral bones were less well-supplied with the necessary nutrients than more
central ones, which may be supported by the stronger linear decline in the Ca concentration of the
tibiotarsus compared to that of the femur with increasing DON concentrations. This would also be
supported by the present correlation analysis, as Pearson’s correlation coefficient was more negative
between DON intake and the tibiotarsus Ca content than between DON intake and femur Ca.

It is interesting to note that serum Ca levels remained similar across all DON concentrations,
whereas serum P linearly increased with increasing DON contamination, corresponding to the lower P
intake. This may be linked to the many important physiological roles of Ca in the body (e.g., nerve
communication, second messenger activity, enzymatic cofactor activity, hormonal secretion, and blood
coagulation), making it essential to keep serum Ca levels in a narrow range [28,29]. From the present
data, it may be deduced that chickens may have compensated for a potential drop in serum Ca levels,
thereby decreasing the utilization of Ca for bone formation. As serum P levels are not as tightly
controlled as serum Ca [18], this may have led to a normal built-in of phosphate ions into the bones
despite a potentially lower intestinal absorption or greater renal excretion, leading to the linear decrease
in serum P with increasing DON concentrations. However, the missing correlations between most
bone parameters and serum Ca and P highlights that both minerals in serum are not very useful for
predicting alterations of bone mineralization in fast-growing chickens.

In conclusion, our findings show that feeding DON-contaminated diets, even at a dietary level of
2.5 mg/kg, reduced serum P and bone mineralization, especially the Ca assimilation, in 5-week-old
broiler chickens. More specifically, increasing DON levels affected the bone density, ash content, and
ash density in femur and tibiotarsus, inducing a stronger negative effect on the tibiotarsus bone than
on the femur. In addition, DON reduced the yield of saleable meat (i.e., thigh and drumstick) and
increased the drip losses during the thawing process. Although part of the observed DON effects can
be linked to the DON-associated reduced DMI and mineral intake, results also hint at other underlying
physiological mechanisms, possibly at the molecular level, which we have not assessed in this pilot
study. Therefore, further research is warranted to investigate the molecular basis of the effect of DON
on mineral homeostasis and bone formation at histo-morphological and gene and protein expression
levels. Taking into account the key role of bone mineralization for bone strength and overall health
and welfare, the present data suggest the negative impact of DON on broiler performance and welfare.

4. Materials and Methods

4.1. Ethics Statement

The animal experiment was approved by the institutional ethics and animal welfare committee
and the national authority according to paragraph 26 of Animal Experiments Act, Tierversuchsgesetz
2012-TVG 2012 on the 1 April 2015 (BMWFW-68.205/0062-WF/V/3b/2015).
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4.2. Animals and Experimental Design

The experimental design, including housing conditions, diets, and performance parameters, were
described previously [7,30]. In brief, a total of 80 one-day-old broiler chicks (ROSS 308) were randomly
assigned to 4 feeding groups, which received diets with increasing concentrations of DON. All groups
were fed ad libitum the same basal diet, which was contaminated with increasing DON concentrations
(Romer Labs, Tulln, Austria): control group without artificial DON contamination, or 2.5 mg/kg DON
group, 5 mg/kg DON group, and 10 mg/kg DON group, who were experimentally contaminated
with 2.5, 5, and 10 mg/kg of DON, respectively. The basal diet consisted of 57.59% wheat, 25.44%
soybean meal, 13.00% protein-vitamin-mineral supplement, 2.97% rapeseed oil, and 1.00% megafat [7].
Diet samples were analyzed for proximate nutrients and Ca and P content, as recently described [7].
The analyzed chemical composition of the diet is shown in Table 7. Before euthanization between days
34 and 37 of life, feed was withdrawn for 0.5-1.5 h. The chickens were euthanized by an overdose of
thiopental (50-100 mg/kg BW; Medicamentum Pharma GmbH, 8643 Allerheiligen im Miirztal, Austria)
into the wing vein followed by exsanguination.

Table 7. Analyzed chemical composition of the basal diet. !

Dietary Composition of 1 kg Feed

Calculated metabolizable energy 1 12.66 MJ

Dry matter ! 889 ¢
Crude protein 1 207 g
Crude fat ! 78 ¢
Crude fiber ! 30g
Crude ash ! 73g
Starch 1 365¢g
Sugar ! 52¢g

Ca 146 ¢g

P 73¢g

! Chemical composition is already published in Lucke et al. [7].

4.3. Bone Preparation and Bone Measurements

Both legs were separated from the carcass at the hip joint (articulatio coxae). The foot
(tarsometatarsus and toes) was removed. The remaining parts of the leg, the proximal (thigh)
and the distal part (drumstick), were separated by cutting the hock joint (intertasel joint) and stored
at —20 °C until further analysis. In order to account for drip losses during the thawing process [31],
the frozen weight of the leg was determined before thawing the leg overnight at room temperature.
The next day, the leg was dried using paper towels and weighed again [32]. The drip loss was calculated

by the following formula:
ThW

" FzW

Drip loss (%) = (1 )* 100 1)
where ThW is the thawed weight and FzW is the frozen weight.

The meat was manually dissected from the femur and tibiotarsus, and all three samples (meat,
femur, and tibiotarsus) were weighed separately. The volume of tibiotarsus and femur was calculated
by determining the volume of distilled water displaced when the bone was immersed in a 100 mL
graduated cylinder. The measurement was repeated three times. The bone density (BoDe, g/mL) was
calculated by dividing the fresh bone weight (BoW) in g by the volume (V) in mL,

_ BoW

BoDe T )

The bones were frozen at —20 °C until further analysis.



Toxins 2019, 11, 352 10 0of 13

4.4. Determination of Dry Matter, Ash Content and Ash Density.

The bones were again defrosted overnight and cut into three different parts to accelerate the
drying process. The samples were dried for 22 h at 110 °C in a drying oven (Memmert U40 dry oven,
Schwabach, Germany). The dry matter (DM) was calculated by dividing the dry weight (DW) with the

fresh weight (FW),

D
DM (%) = FVV\\; +100. ®)

Bones were incinerated for 24 h at 600 °C in a muffle oven (carbolite CWF 1100, Carbolite Gero,
Neuhausen, Germany). To avoid flame and smoke formation, during the incineration process inside
the muffle oven, tibiotarsus and femur were firstly burned inside crucibles heated by a Bunsen burner.
The ash weight (AsW) was measured and the AsC(pyp) and the ash content in fresh AsCgyy were
calculated by the following formulas:

AsW

ASC(DM) (0/0> = DM *100 (4)
AsW
AsCpa) (%) = o *100. ®)

The ash density (Asd) was calculated by dividing the AsW (in g) of the bones with their respective

volumes (V) in mL [33],

Asd — AsW

33]. (6)

After the incineration, the bones were reduced to powder using mortar and pestle and stored in 2
mL Eppendorf tubes.

4.5. Calcium and Phosphorus Measurements

To measure the concentration of Ca (method 10.3.2) and P (method 10.6.1) [34] in the bones,
approximately 100 mg of ash were inserted in a 25 mL volumetric flask and 5 mL of concentrated nitric
acid (>65%) were added twice and shaken vigorously. The samples were left to react overnight. The next
day, each sample solution was filled up to 25 mL with double-distilled water. The solution was filtered
(Whatman cat no 1002 110 filter paper, GE Healthcare UK Limited, Little Chalfont, UK) into 15 mL
graduated plastic tubes (Sarstedt, Niimbrecht, Germany). For the P measurement, the filtered sample
solution was diluted by 100-times. The calibration curve was prepared using a 1:20-dilution series of
the 1g/L P standard (0.4387 g KH,PO4/100 mL ddH,O), resulting in the following concentrations: 0,
0.5,1,25,5,10, 50, 30, 40, and 50 g/L. One mL of P containing solutions (calibration curve solution and
filtered sample solution) was mixed with 1 mL of P colour reagent (vanadate-molybdate reagent) and
3 mL of double-distilled water. After 50 min, the absorbance was measured on an ultraviolet-visible
spectrophotometer (model UV-1800 240V IVDD, Shimadzu Europa GmbH, Duisburg, Germany) at
405 nm wavelength.

The P concentration [P] was calculated according to the equation:

B f‘os—% * dil.Fac. » Conc.P
(k) — 1000

@)

where SolV is the final volume of solution in which the ash was dissolved (25 mL), AsW is the dissolved
ash weight (g) in the flask, dil.Fac. is the dilution factor, and conc. P is the concentration of the P
calculated from the calibration curve.

The Ca was analyzed by flame atomic absorption spectrometry (Perkin Elmer UV-VIS, model
4100, Perkin Elmer, Shelton, QT, USA) [34]. Calibration curve solutions and filtered sample solutions
were prepared with 2% nitric acid (HNO3) solution. Modified Schinkel solution (CsCl, La(NOs3); *
6H,0) was used as an interference error reductor. The absorbance of the samples was measured at
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422.7 nm wavelength. For the calibration curve, three increasing Ca concentrations were prepared
from the Ca standard solution dissolved in 2% HNOj (PerkinElmer, Shelton, QT, USA), resulting in 1,
3, and 5 mg/L of Ca, respectively. For all dilution steps, double-distilled water was used.

Calcium concentration [Ca] in the ash was calculated according to the formula

Cal o = i‘;% »dil.Fac. » Conc. Ca
(%g) 1000

®)

where SolV is the final volume of solution in which the ash was dissolved (25 mL), AsW is the dissolved
ash weight (g) in the flask, dil.Fac. is the dilution factor, and conc. Ca is the concentration of the Ca
calculated using the calibration curve.

Serum Ca and P were determined by standard enzymatic colorimetric analysis using an
autoanalyzer for clinical chemistry (Cobas 6000/c501; Roche Diagnostics GmbH, Vienna, Austria).

4.6. Statistical Analysis

For statistical analyses, the MIXED procedure of SAS (Version 9.4; SAS Institute Inc., Cary, NC,
USA) was used. The experimental unit was defined as chicken with the covariance structure being
variance compounds. The experimental run was included in the model as random effect. Linear
and quadratic contrasts between control feeding and the DON-contaminated feeding groups were
calculated using the CONTRAST statement of SAS. Degrees of freedom were estimated using the
Kenward-Rogers method. Results are presented as least square means + standard error mean (SEM).
Pairwise comparisons between groups were performed using the pdiff option in SAS. Significance was
declared at p-value (p) < 0.05 and a tendency was stated if p < 0.10.

To characterize the relationships between daily DMI, Ca, P, and DON intake, leg composition,
physical characteristics of bones, bone mineralization, Ca and P content in bones, and serum Ca and P,
Pearson’s correlation analysis was performed using CORR procedure of SAS.

Author Contributions: Conceptualization, ].B., BUM.-Z., A.L. and M.K,; investigation, M.K. and A.L.; formal
analysis, M.K., A.L. and B.UM.-Z,; resources, Q.Z., ].B. and PP; writing—original draft preparation, M.K.,
B.U.M.-Z.and A.L.; writing—review and editing, M.K., A.L., PP, Q.Z. and ].B.; supervision, ].B. and B.UM.-Z,;
project administration, J.B. and Q.Z.; funding acquisition, J.B., Q.Z.

Funding: M. Keci was financially supported by CIII-HR-0107-11-1718-M-110957—VetNEST (Veterinary Network
for Student and Staff Transfer) and CIII-HR-0107-11-1718-M-118150—VetNEST (Veterinary Network for Student and
Staff Transfer) mobility support scholarships of the “Central European Exchange Program for University Studies
(CEEPUS) CIII program”. The project was funded by the “Osterreichische Forschungsforderungsgesellschaft
(FFG) (project number 848446) and Biomin GmbH".

Acknowledgments: The authors would like to thank the Institute of Meat Hygiene, Meat Technology and Food
Science”, Department for Farm Animal and Public Health in Veterinary Medicine, University of Veterinary
Medicine Vienna for assistance with bone analysis. We also thank Shahriar Vali, Susanne Bauer, Patrick Lang and
Melanie Wild for the technical support.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or in the decision to
publish the results.

References

1. Sobrova, P.; Adam, V.; Vasatkova, A.; Beklova, M.; Zeman, L.; Kizek, R. Deoxynivalenol and its toxicity.
Interdiscip. Toxicol. 2010, 3, 94-99. [CrossRef] [PubMed]

2. McCormick, S.P; Stanley, A.M.; Stover, N.A.; Alexander, N.J. Trichothecenes: From simple to complex
mycotoxins. Toxins (Basel) 2011, 3, 802-814. [CrossRef] [PubMed]

3. European Food Safety Authority Opinion of the Scientific Panel on contaminants in the food chain [CONTAM]
related to Deoxynivalenol (DON) as undesirable substance in animal feed. EFSA ]. 2004, 2, 73. [CrossRef]


http://dx.doi.org/10.2478/v10102-010-0019-x
http://www.ncbi.nlm.nih.gov/pubmed/21217881
http://dx.doi.org/10.3390/toxins3070802
http://www.ncbi.nlm.nih.gov/pubmed/22069741
http://dx.doi.org/10.2903/j.efsa.2004.73

Toxins 2019, 11, 352 12 0f13

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Streit, E.; Naehrer, K.; Rodrigues, I.; Schatzmayr, G. Mycotoxin occurrence in feed and feed raw materials
worldwide: Long-term analysis with special focus on Europe and Asia. J. Sci. Food Agric. 2013, 93, 2892-2899.
[CrossRef] [PubMed]

Kaushik, G. Effect of Processing on Mycotoxin Content in Grains. Crit. Rev. Food Sci. Nutr. 2015, 55,
1672-1683. [CrossRef] [PubMed]

Pestka, J.J.; Smolinski, A.T. Deoxynivalenol: Toxicology and potential effects on humans. J. Toxicol. Environ.
Heal.—Part B Crit. Rev. 2005, 8, 39-69. [CrossRef]

Lucke, A.; Doupovec, B.; Paulsen, P.; Zebeli, Q.; Bohm, J. Effects of low to moderate levels of deoxynivalenol
on feed and water intake, weight gain, and slaughtering traits of broiler chickens. Mycotoxin Res. 2017, 33,
261-271. [CrossRef]

Lucke, A.; Bohm, J.; Zebeli, Q.; Metzler-Zebeli, B.U. Dietary deoxynivalenol and oral lipopolysaccharide
challenge differently affect intestinal innate immune response and barrier function in broiler chickensl.
J. Anim. Sci. 2018, 5134-5143. [CrossRef]

Bradshaw, R.H.; Kirkden, R.D.; Broom, D.M. A review of the aetiology and pathology of leg weakness in
broilers in relation to welfare. Avian Poult. Biol. Rev. 2002, 13, 45-103. [CrossRef]

Praul, C.A.; Ford, B.C.; Gay, C.V.; Pines, M.; Leach, R.M. Gene Expression and Tibial Dyschondroplasia.
Poult. Sci. 2000, 79, 1009-1013. [CrossRef]

Knowles, T.G.; Kestin, S.C.; Haslam, S.M.; Brown, S.N.; Green, L.E.; Butterworth, A.; Pope, S.J.; Pfeiffer, D.;
Nicol, C.J. Leg Disorders in Broiler Chickens: Prevalence, Risk Factors and Prevention. PLoS ONE 2008,
3, e1545. [CrossRef] [PubMed]

Raju, M.V.L.N.; Devegowda, G. Influence of esterified-glucomannan on performance and organ morphology,
serum biochemistry and haematology in broilers exposed to individual and combined mycotoxicosis
(aflatoxin, ochratoxin and T-2 toxin). Br. Poult. Sci. 2000, 41, 640-650. [CrossRef] [PubMed]

Bai, S.; Wang, L.; Luo, Y.; Ding, X.; Yang, J.; Bai, J.; Zhang, K.; Wang, ]. Effects of Corn Naturally Contaminated
with Aflatoxins on Performance, Calcium and Phosphorus Metabolism, and Bone Mineralization of Broiler
Chicks. J. Poult. Sci. 2014, 51, 157-164. [CrossRef]

Kieroniczyk, B.; Rawski, M.; J6zefiak, D.; Swiatkiewicz, S. Infectious and non-infectious factors associated
with leg disorders in poultry—a review. Ann. Anim. Sci. 2017, 17, 645-669. [CrossRef]

Awad, W.A.; Zentek, J. The feed contaminant deoxynivalenol affects the intestinal barrier permeability
through inhibition of protein synthesis. Arch. Toxicol. 2015, 89, 961-965. [CrossRef]

Wu, L,; Liao, P;; He, L.; Ren, W,; Yin, J.; Duan, J.; Li, T. Growth performance, serum biochemical profile,
jejunal morphology, and the expression of nutrients transporter genes in deoxynivalenol (DON)- challenged
growing pigs. BMC Vet. Res. 2015, 11, 144. [CrossRef]

Dietrich, B.; Neuenschwander, S.; Bucher, B.; Wenk, C. Fusarium mycotoxin-contaminated wheat containing
deoxynivalenol alters the gene expression in the liver and the jejunum of broilers. Animal 2012, 6, 278-291.
[CrossRef]

Shaker, J.L.; Deftos, L. Calcium and Phosphate Homeostasis. In Diseases of Bone and Mineral Metabolism; De
Groot, L.J., Chrousos, G., Dungan, K., Feingold, K.R., Grossman, A., Hershman, ].M., Koch, C., Korbonits, M.,
Eds.; MDText.com, Inc.: South Dartmouth, MA, USA, 2000.

Lun, AK;; Young, L.G.; Moran, E.T.; Hunter, D.B.; Rodriguez, ].P. Effects of feeding hens a high level of
vomitoxin-contaminated corn on performance and tissue residues. Poult. Sci. 1986, 65, 1095-1099. [CrossRef]
Rocha, O.; Ansari, K.; Doohan, EM. Effects of trichothecene mycotoxins on eukaryotic cells: A review.
Food Addit. Contam. 2005, 22, 369-378. [CrossRef]

Wu, H,; Sun, X,; Zhang, Z.; Zhuang, D.; Wang, Y.; Li, X.; Yu, G.; Lv, G.; Wang, N.; Li, Q.; et al. Deoxynivalenol
impairs proliferation and induces apoptosis in primary murine osteoblasts. Toxicol. Environ. Chem. 2018, 100,
214-227. [CrossRef]

Benedetto De Bernard Calcium metabolism and bone mineralization. In BONE Volume 4: Bone Metabolism
and Mineralization; Hall, B.K. (Ed.) CRC Press, Inc.: Boca Raton, FL, USA, 1995; Volume 4, pp. 73-98,
ISBN 0936923245.

Raynaud, S.; Champion, E.; Bernache-Assollant, D.; Thomas, P. Calcium phosphate apatites with variable
Ca/P atomic ratio I. Synthesis, characterisation and thermal stability of powders. Biomaterials 2002, 23,
1065-1072. [CrossRef]


http://dx.doi.org/10.1002/jsfa.6225
http://www.ncbi.nlm.nih.gov/pubmed/23670211
http://dx.doi.org/10.1080/10408398.2012.701254
http://www.ncbi.nlm.nih.gov/pubmed/24915313
http://dx.doi.org/10.1080/10937400590889458
http://dx.doi.org/10.1007/s12550-017-0284-z
http://dx.doi.org/10.1093/jas/sky379
http://dx.doi.org/10.3184/147020602783698421
http://dx.doi.org/10.1093/ps/79.7.1009
http://dx.doi.org/10.1371/journal.pone.0001545
http://www.ncbi.nlm.nih.gov/pubmed/18253493
http://dx.doi.org/10.1080/713654986
http://www.ncbi.nlm.nih.gov/pubmed/11201446
http://dx.doi.org/10.2141/jpsa.0130053
http://dx.doi.org/10.1515/aoas-2016-0098
http://dx.doi.org/10.1007/s00204-014-1284-9
http://dx.doi.org/10.1186/s12917-015-0449-y
http://dx.doi.org/10.1017/S1751731111001601
http://dx.doi.org/10.3382/ps.0651095
http://dx.doi.org/10.1080/02652030500058403
http://dx.doi.org/10.1080/02772248.2018.1458851
http://dx.doi.org/10.1016/S0142-9612(01)00218-6

Toxins 2019, 11, 352 13 0f 13

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Han, J.; Qu, H.; Wang, J.; Chen, G.; Yan, Y.; Zhang, J.; Hu, F; You, L.; Cheng, Y. Comparison of the Growth
and Mineralization of the Femur, Tibia, and Metatarsus of Broiler Chicks. Revista Brasileira de Ciéncia Avicola
2015, 17, 333-340. [CrossRef]

Talaty, P.N.; Katanbaf, M.N.; Hester, P.Y. Life cycle changes in bone mineralization and bone size traits of
commercial broilers. Poult. Sci. 2009, 88, 1070-1077. [CrossRef] [PubMed]

Barreiro, ER.; Sagula, A.L.; Junqueira, O.M.; Pereira, G.T.; Baraldi-Artoni, S.M. Densitometric and biochemical
values of broiler tibias at different ages. Poult. Sci. 2009, 88, 2644-2648. [CrossRef]

Scholey, D.V.; Burton, E.J. The effect of bone choice on quantification of mineralization in broiler chickens up
to 6 weeks of age. J. Appl. Poult. Res. 2017, 26, 485—490. [CrossRef]

Li, X.; Zhang, D.; Bryden, W.L. Calcium and phosphorus metabolism and nutrition of poultry: Are current
diets formulated in excess? Anim. Prod. Sci. 2017, 57, 2304-2310. [CrossRef]

Endo, M. Calcium ion as a second messenger with special reference to excitation-contraction coupling.
J. Pharmacol. Sci. 2006, 100, 519-524. [CrossRef]

Lucke, A.; Bohm, J.; Zebeli, Q.; Metzler-Zebeli, B.U. Dietary deoxynivalenol contamination and oral
lipopolysaccharide challenge alters the cecal microbiota of broiler chickens. Front. Microbiol. 2018, 9, 1-11.
[CrossRef]

Pietrasik, Z.; Janz, ].A.M. Influence of freezing and thawing on the hydration characteristics, quality, and
consumer acceptance of whole muscle beef injected with solutions of salt and phosphate. Meat Sci. 2009, 81,
523-532. [CrossRef]

Lee, S.; Kim, K,; Hwang, I; Yu, S.; Min, S.; Choi, M. Quality Characteristics of Frozen Beef Developed into
Home Meal Replacement Products Under Various Storage Conditions. Food Eng. Prog. 2015, 19, 243-249.
[CrossRef]

Donnelly, E. Methods for assessing bone quality: A review. Clin. Orthop. Relat. Res. 2011, 469, 2128-2138.
[CrossRef]

Naumann, C.; Basler, R. Die Chemische Untersuchung von Futtermitteln, VDLUFA Verlag: Darmstadt,
Germany, 2012.

@ © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1590/1516-635X1703333-340
http://dx.doi.org/10.3382/ps.2008-00418
http://www.ncbi.nlm.nih.gov/pubmed/19359697
http://dx.doi.org/10.3382/ps.2008-00079
http://dx.doi.org/10.3382/japr/pfx020
http://dx.doi.org/10.1071/AN17389
http://dx.doi.org/10.1254/jphs.CPJ06004X
http://dx.doi.org/10.3389/fmicb.2018.00804
http://dx.doi.org/10.1016/j.meatsci.2008.10.006
http://dx.doi.org/10.13050/foodengprog.2015.19.3.243
http://dx.doi.org/10.1007/s11999-010-1702-0
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Discussion 
	Materials and Methods 
	Ethics Statement 
	Animals and Experimental Design 
	Bone Preparation and Bone Measurements 
	Determination of Dry Matter, Ash Content and Ash Density. 
	Calcium and Phosphorus Measurements 
	Statistical Analysis 

	References

