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ABSTRACT

This study was performed to determine the effects of different levels of chromium methionine (Cr-Met)
supplementation on growth performance, meat oxidative stability and ruminal metabolites in male kids.
Thirty-two male Mahabadi goat kids, with an average initial body weight (BW) of 22 + 2 kg at 4 months of
age, were allocated in a completely randomized design with four treatments: control without Cr and three
levels of Cr supplementation 0.5, 1 and 1.5 mg respectively as Cr-Met/animal/d. Diets were the same for
the all groups with a ratio forage: concentrate of 30:70, except for the addition of Cr-Met. The animals were
fed in two equal meals (at 08:00 and 16:00 h) and the leavings were collected before the morning meal.
Animals were kept in individual pens for 100 days. Kids were weighed after 10 days of adaptation period
and at 21 days intervals after feed restriction. Kids were slaughtered at the end of the trial and Longissimus
dorsi muscle (LDM) samples were immediately stored at -20 °C. Thio Barbioturic Acid Reactive Sub-
stances (TBARS) methods were used in order to measure meat stability. Supplemental Cr-Met did not af-
fect (P>0.05) the final BW, total BW gain, dry matter intake (DMI) and average daily gain (ADG). Concen-
trations of NH;-N and total and individual volatile fatty acids (VFA) in the rumen were not affected by the
Cr-Met (P>0.05). However, Cr-Met supplementation increased rumen pH and decreased ruminal protozoa
count (P<0.05). TBARS values of the LDM were significantly increased as the storage time increased from
1 to 2 months (P<0.05). It was also found that increasing dietary chromium supplementation, especially at
level of 1.5 mg Cr-Met, significantly decreased lipid oxidation and the TBARS value at 2 months of storage
(P<0.05). These results indicate that supplementation of goat kid diet with Cr-Met had minimal effects on
growth performance and rumen metabolites but improved oxidative stability of LDM during refrigerated
storage kids.

WAAN[61:0X] chromium-methionine, lipid oxidation, Mahabadi goat kid, performance, volatile fatty
acids.

for Cr to be biologically available and active (Burton,
1995). However, organic Cr such as Cr picolinate (CrPic),

INTRODUCTION

Chromium (Cr) has been implicated as an essential nutrient
for humans and lab animals (Mertz, 1993). Chromium in-

creases glucose tolerance by potentiating the action of insu-
lin in clearing postprandial glucose from the blood (Mertz,
1993). This can lead to improved glucose utilization and
increased growth efficiency. Organic ligands are required

Cr nicotinate (CrNic), amino acid-chelated Cr and high-Cr
yeast have demonstrated good biological responses in do-
mestic animals and were absorbed and utilized more effec-
tively than inorganic Cr such as CrCl; (Chang and Mowat,
1992; Page et al. 1993; Mowat et al. 1993). The bioavail-
ability of chromium methionine chelate is considered to be
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higher than those of other organic chromium (Ohh and Lee,
2005). Chromium supplementation is probably the most
controversial mineral supplementation within the livestock
industry. Although some studies have demonstrated bene-
fits after Cr supplementation (Moonsie-Shageer and
Mowat, 1993; Page et al. 1993; Kegley et al. 1997;
Mooney and Cromwell, 1997), other experiments sustain
that the use of chromium does not present any effect
(Arthington et al. 1997; Gentry et al. 1999; Mostafa-
Tehrani et al. 2006). These conflicting results may be re-
lated to the presence of stress factors such as long journeys,
exercise or alimentary restrictions (Chang and Mowat,
1992; Kegley et al. 1997). Lipid oxidation is one of the
most important mechanisms of quality loss and directly
affects the acceptability of meat and meat products by the
consumers. Studies of chromium supplementation in goat
kids are rare and no study has evaluated the effect of Cr on
rumen microorganisms and lipid oxidation. Some heavy
metals have been shown to be toxic, especially to simple
life forms such as ruminal protozoa (Dallago et al. 2011).
The equilibrium (chemical and biological) of rumen content
must be maintained to allow for its normal physiology. This
equilibrium is an important factor to be studied for improv-
ing livestock production systems. Farmers often ignore this
fact and use Cr in mineral salt formulas without scientific
support on the role of chromium in animal nutrition. This
study was performed to determine the effects of diet sup-
plementation with chromium methionine chelate on meat
oxidative stability, growth performance and ruminal me-
tabolites of Mahabadi goat kids.

MATERIALS AND METHODS

This study was performed at the Experimental Farm of
Agriculture and Natural Resource College, University of
Tehran, Karaj, Iran. Thirty-two male Mahabadi goat kids (4
months of age) were allocated by stratified randomization
on the basis of body weight (2242 kg on average) into four
equal groups. Kids individually penned and
measurements were made on each kid. Kids were allowed
ad libitum access to water and feed was offered twice daily
at approximately 08:00 and 16:00 h for 100 days. The
forage:concentrate ratio was gradually adjusted to 30:70 in
totally mixed ration (TMR) form. This took place over the
10 day adaptation period, and then kids were randomly
assigned to one of four dietary treatments (n=8 per group)
consisting of supplementation with 0, 0.5, 1.0 or 1.5 mg of
Cr in the form of Cr-Met [10% Chromium and 90%
Methionine (wt/wt); Micro Plex 1000, Zinpro, Inc., Eden
Prairie, MN] once daily, mixed with 50 g of ground barley
for 90 days. The basal diet (Table 1) was formulated for
maximum growth to meet the requirements recommended

were
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by NRC (1985). The range of Cr levels was selected based
on previous studies with sheep (Haldar et al. 2009).
Samples of the diet and the leavings were collected weekly
in polyethylene sachets and pooled at monthly intervals for
analysis of dry matter (DM), organic matter (OM), ether
extract (EE), crude protein (CP), ADF and NDF (AOAC,
1990). The goats were weighed at 1, 21, 42, 63 and 90 days
of trial after an overnight deprivation of feed. Feed
conversion ratio (FCR) was calculated according to: FCR=
(DM; kg) / (ADG:; kg/d).

Ruminal contents were sampled at 22, 43, 64 and g5t
days of the experimental phase to quantify the ruminal
protozoa, volatile fatty acids (VFA) and NH;-N
concentrations and pH. On these days, three hours after the
morning feed, approximately 20 mL of ruminal content was
sampled by an esophagus probe coupled with a collecting
pump. Ruminal pH was measured immediately after
sampling using a pH meter (HI 8314 membrane pH meter,
Hanna Instruments, Villafranca, Italy) and the samples were
prepared for protozoa counting following the procedure
described previously by Dehority (1984). At the end of
experiment, ruminal content samples were drawn at 0 and 3
h after morning feeding. The rumen fluid was stabilized by
adding 1 ml of sulfuric acid per 50 ml and frozen at -20 °C
until VFA analysis by wusing gas chromatography
(0.25%0.32, 0.3 um i.d. fused silica capillary, model no. CP-
9002 Vulcanusweg 259 a.m., Chrompack, Delft, the
Netherlands) as outlined by Kowsar et al. (2008). A
subsample of 5 mL was combined with | mL of HC1 0.2 N
for determination of NH3-N concentration by following the
Weatherburn (1967) technique.

At the end of trial, kids were weighed and slaughtered
following 16-h fasting. The Longissimus dorsi muscles
(LDM) were immediately stored at -20 °C to facilitate
assessment of the effect of Cr on lipid oxidation. The extent
of lipid peroxidation after refrigerated storage (1 and 2
months) was assessed by measuring Thio Barbioturic Acid
Reactive Substances (TBARS) using the method described
by Esterbauer and Cheeseman (1990).

TBARS concentrations were expressed as mg
malonaldehyde/kg meat. Data were analyzed by completely
randomized design using the General Linear Model (GLM)
procedure of the statistical analysis software package SAS,
(2002). Least-square means were computed and tested for
differences by the Tukey’s test. Differences of least-square
means were considered to be significant at P<(.05, and that
of (P<0.1) was described as a trend.

RESULTS AND DISCUSSION

The final BW, total BW gain, DMI and ADG were not af-
fected by supplemental Cr (P > 0.05; Table 2).
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Ingredients and chemical composition of diet

Nutrient % of DM Chemical components Macro mineral and micro mineral
Alfalfa hay 16.49 DM (%) 80.78 Calcium (%) 0.89
Corn silage 8.32 Phosphorus (%) 0.48
Ground barley grain 50.65 NEL (Mcal/kg) 241 Magnesium (%) 0.27
Soybean meal 221 Sulfur (%) 0.28
Canola meal 4.55 CP (%) 13.5 Zn (mg/kg DM) 219
Wheat bran 9.09 Fe (mg/kg DM) 368
Wheat straw 5.19 NDF (%) 36.6 I (mg/kg DM) 3
Carbonate Calcium 1.3 Mn (mg/kg DM) 216
Sodium bicarbonate 0.78 Ether extract (%) 2.6 Cu (mg/kg DM) 54
Salt 0.52 Co (mg/kg DM) 1
Mineral and vitamins supplement' 0.91 Ash (%) 9 Cr (mg/kg DM) 0.83

' Containing: vitamin A: 250000 IU/kg; vitamin D: 50000 IU/kg; vitamin E: 1500 IU/kg; Manganese: 2.25 g/kg; Calcium: 120 g/kg; Zinc: 7.7 g/kg; Phosphorus: 20
g/kg; Magnesium: 20.5 g/kg; Sodium: 186 g/kg; Iron: 1.25 g/kg; Sulfur: 3 g/kg; Copper: 1.25 g/kg; Cobalt: 14 mg/kg; Todine: 56 mg/kg and Selenium: 10 mg/kg.

Effect of chromium methionine (Cr-Met) on final body weight (BW), total BW gain, ADG, DMI and FCR in Mahabadi goat kids'

Treatments”
Measurement SEM P-value
1 2 3 4
Final BW (kg) 32.19 31.32 32.62 32.95 1.64 0.91
Total BW gain (kg) 10.75 9.83 11.38 12.33 0.72 0.11
ADG (kg/d) 0.12 0.11 0.13 0.14 0.01 0.11
DMI (kg/d) 1.00 1.00 1.02 1.06 0.04 0.64
FCR 8.64 9.54 8.15 7.77 0.47 0.09

*1: 0 mg Cr/animal/d; 2: 0.5 Cr/animal/d; 3: 1 Cr/animal/d and 4: 1.5 mg Cr/animal/d; Cr provided as chromium methionine (CrMet).

! Values are least-square means.
SEM: standard error of the mean and n=8.

BW: body weight; ADG: average daily gain; DMI: dry matter intake and FCR: feed conversion ratio.

Although not significant (P=0.09), there was tendency for
improvement in FCR from the level of 1 mg Cr/animal/d.
These findings are consistent with earlier research in goats
(Haldar et al. 2006), pigs (Amoikon et al. 1995; Lindemann
et al. 1995), lambs (Fornea et al. 1994; Gentry et al. 1999;
Samsell and Spears 1989; Kitchalong et al. 1995; Mostafa-
Tehrani et al. 2006; Dallago et al. 2011), calves (Bunting et
al. 1994; Mathison and Engstrom, 1995), beef steers
(Chang and Mowat, 1992) and dairy calves (Bunting et al.
1994).

In contrast to this, Moonsie-Shageer and Mowat (1993)
reported improvement in ADG and DMI in calves supple-
mented with high-Cr yeast in a corn-silage diet.

Haldar et al. (2009) also showed improved FCR and
ADG in castrated male black Bengal goats supplemented
with inorganic Cr, whereas Boleman et al. (1995) reported
reduced ADG and DMI in pigs fed with Cr tripicolinate
from the growing to the finishing phase. Lindemann et al.
(1995) reported an improved feed efficiency in pigs fed
grower diets supplemented with Cr picolinate. In ruminants,
positive performance responses to Cr appear to depend on
the presence of stressors such as stress due to transit (Chang
and Mowat, 1992; Moonsie-Shageer and Mowat, 1993).
When serum cortisol concentration is high more glucose is
used by the cells.

This causes an increase in the use of chromium resulting
in increase in chromium excretion by depleting body chro-
mium.
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This lost chromium may be replaced by chromium sup-
plementation or the entrance of glucose into the cell may be
impaired by the lack of chromium if the animal is not sup-
plemented (Dallago et al. 2011). Alternatively, when a
stress factor is not associated, the demand for chromium by
the body does not increase and the chromium supplementa-
tion is not necessary. Dry matter intake has direct conse-
quences on animal performance. In this study, all animals
presented similar nutrient intake, showing no differences
between treatments. As no differences were observed in
DMI, no differences were expected for performance traits.
The reason for lacking effects on performance in this study
may be because of adequacy of Cr status or its source in the
basal diet.

TBARs values of the LDM significantly increased as the
storage time increased from 1 to 2 months (P<0.05). It was
also found that increasing dietary chromium supplementa-
tion, especially 1500 ppb Cr, significantly decreased lipid
oxidation and TBARs value for 2 months storage (P<0.05).
On the first month of storage, dietary Cr supplement did not
significantly decrease the lipid oxidation of LDM (Table 3).
Observed that Cr supplementation significantly decreased
lipid oxidation and the TBAR values of thigh and breast
muscles of broilers during refrigerated storage.

Chromium is a component of glucose tolerance factor
(GTF) and is important in carbohydrate, fat and protein
metabolisms presumably by potentiating the action of insu-
lin (Mertz, 1993).
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It has been well recognized that insulin metabolism in-
fluences lipid peroxidation (Gallaher et al. 1993).

[l ERE Effects of chromium supplementation on the lipid oxidation of
longissimus dorsi muscle (LDM; mg malonaldehyde/kg meat) following
different refrigerated storage period'

i Treatments”
Period of feanents SEM P-value
storage 1 2 3 4
First month 1.77 | 1.43 1.15 | 1.11 0.19 0.08
Second month | 2.04* | 1.95 | 1.69® | 1.50° | 0.10 0.01

*1: 0 mg Cr/animal/d; 2: 0.5 Cr/animal/d; 3: 1 Cr/animal/d and 4: 1.5 mg Cr/animal/d;
Cr provided as chromium methionine (CrMet).

!"Values are least-square means.

SEM: standard error of the mean and n=8.

The means within the same row with at least one common letter, do not have signifi-
cant difference (P>0.05).

Chromium (insulin cofactor) is, therefore, postulated to
function as an antioxidant (Preuss et al. 1997). According
to antioxidant theory (Klasing, 1993), when the concentra-
tions of antioxidant vitamins (vitamin C and vitamin E)
decrease, lipid peroxidation increases in plasma and tissues
leading to damage of cell membranes. Anderson et al.
(2001) reported the potential beneficial antioxidant effects
of the individual and combined supplementation of Cr and
Zn for six months in Tunisian adult subjects with type 2
diabetes mellitus. Sahin et al. (2003) also reported that sup-
plementation of chromium and vitamin C resulted in an
increase in serum concentrations of vitamin C and vitamin
E and an decrease in malonaldehyde concentration in se-
rum. Preuss, et al. (1997) reported decreased hepatic
TBARS formation upon supplementation of chromium pi-
colinate and nicotinate in rats.

The averages values for pH, concentration of NH;-N and
volatile fatty acids (VFA) at 0 and 3 h after feeding, in the
ruminal liquor of goat kids fed with the experimental diets,
revealed that dietary supplementation of CrMet had no
effect on the concentration of total VFA (mM), acetate,
propionate, butyrate, valerate and isovalerate (P>0.05), but
significantly increased rumen pH (P<0.05). Besong et al.
(2001) observed that supplementation with Cr had no effect
on molar proportions of ruminal VFA in Holstein steers
that were fed with diet supplemented with 0.8 mg/kg of Cr
as chromium picolinate, However, results of in vitro studies
indicated that the molar proportion of propionate decreased,
whereas butyrate and isobutyrate increased linearly with
increasing Cr content at 12 h of incubation, also molar
proportion of valerate alone increased linearly with
increasing Cr content at 24 h of incubation. Our results are
consistent with those of Rikhari et al. (2010) who added 0.5
and 1 mg/kg of Cr as CrP to the diet of fistulated male
cattle and observed no difference in ammonia nitrogen
concentrations and TVFA.

The mean concentration of ruminal protozoa for the
treatments revealed a negative relationship between Cr
supplementation and ruminal protozoa population (Figure;
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P<0.01).
Dallago et al. (2011) showed that Cr as chromium picoli-
nate decreased protozoa in the rumen of sheep.
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Relationship between Cr supplementation and ruminal protozoa
count

* 1: 0 mg Cr/animal/d; 2: 0.5 Cr/animal/d; 3: 1 Cr/animal/d and 4: 1.5 mg
Cr/animal/d; Cr provided as chromium methionine (CrMet)

For the ruminal protozoa population, it should be taken in
to account that Cr is a heavy metal chelate and, therefore,
has toxic potential, which can induce damage to DNA,
cause interference with essential metabolic functions or
produce reactive metabolites (Hodgson et al. 2004). These,
in turn, may increase oxidative stress to ruminal protozoa,
causing their death or impairing their reproduction. When
manipulating ruminal microbes, care must be taken with the
maintenance of ruminal equilibrium.

The rumen is a complex ecologic niche, where the sur-
vival of certain organisms depends greatly on the presence
of others and their auto-regulation is important for rumi-
nants (Mackie, 1996).

CONCLUSION

The results of this study indicate that supplementation with
chromium methionine may be beneficial in the oxidative
stability of meat in growing goat kids even in a non-
stressed management regime without changing their
performance.
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