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ABSTRACT. One of the main factors to establish productivity of grazing cattle is the estimation of forage
intake. For this, the most widely used technique is based on the estimation of fecal output using
chromium dioxide as external marker. However, quantification can be expensive and sometimes not
precise due to the methodology used for this purpose. Therefore, the aim of this study was to validate the
colorimetric method for chromium quantification and to implement it in the estimation of fecal output in
grazing cattle. The temperature, the digestion time and the wavelength for the measurement were
evaluated. The method was validated for selectivity, linearity, detection and quantification limits,
precision, accuracy, and stability. Results showed that temperature and digestion time are critical to
improve sensitivity and quantification limits. The validation demonstrated that the method is suitable for
the quantification of Cr.Os in a wide range of concentrations, being statistically comparable with a
reference method, and offering a reliable low cost and easy to implement alternative, to estimate fecal
output in bovine digestibility studies.
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Introduction

The colorimetric method established by Fenton and Fenton (1979) for the quantification of chromium in
feces of ruminants has been widely used in the determination of total fecal production and the estimation of
digestibility in different animal species. However, the method contains some inaccuracies in the
measurement conditions, so it has been questioned regarding its sensitivity (Souza et al., 2013) and poor
recovery of the analyte with respect to reference methods (Cabral et al., 2017). Since the method consists in
incinerating stool samples with Cr;Os content, which is subsequently taken to an acid digestion process
until the development of a yellow or reddish color occurs, the conditions to maximize the absorption are
vital to the desired quantification. Conversely, one of the main interferences in colorimetric measurements
is the content of organic matter (Li & Hur, 2017), so incineration, digestion, and wavelength values chosen
to carry out analyses, are critical components in the quantification of analytes (Shrivastava & Gupta, 2011).
The importance of carrying out adequate incineration prior to digestion is related to the high temperature
and the reactivity of the free chlorine formed in the final solution, therefore, has been suggested that the
ashes are the best way to extract refractory metals like chromium (Hseu, 2004).

It was also found that the Cr quantification methods by colorimetry, in which sulfuric and perchloric
acids are used, recover the greatest amount of the analyte present in organic samples (Rocha, Palma,
Detmann, & Filho, 2015), meanwhile, the use of nitric acid and nitric-perchloric acid did not differ
significantly in terms of Cr recovery in feces (Hseu, 2004). Since the digestion temperature must favor the
complete oxidation of Cr,0Os and ensure the acid proportion in the solution to achieve the formation of the
yellow ion Cr,0772, for this analysis, the anionic polymerization characterized by the reddish color should be
avoided. In the case of the quantification of Cr with the colorimetric method, there is an additional factor
that could influences the color formation mediated by sodium molybdate (Na:Mo00O4.2H;0). In this sense, it
has been reported that molybdenum (Mo) acts as a catalyst for the digestion process (Rocha et al., 2015). On
the other hand, the spectrophotometric readings for this method are generally carried out assuming that the
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specie formed is Cr,0;2 with the reference A of maximum absorption in the visible at 440 nm. However,
different investigations have reported better sensitivity between 350 and 360 nm with differences in the
spectral bands due to the pretreatment of the samples and other important bands due to the speciation of
Cr, attributed to kinetic conversion, oxidation conditions, and composition of the matrix or acids present in
the medium (Szabd et al., 2018). The photometric accuracy standards of K;Cr;0-, in general, are performed
mainly at 440 nm but readings from 430 to 445 nm have been used to quantify Cr,0s; despite the significant
spectral differences due to speciation. From the A tipically used, none is specific for the quantification of the
colored species in the reaction with Mo (IV).

Taking this into account, it is necessary to adjust different sample preparation conditions so that the
process can be optimized to improve the sensitivity and accuracy of the method in forage intake estimation.
From this point, there is a need to reevaluate each of the steps within the procedure, to detect its
shortcomings and implement improvements that offer a standardized and reliable method for the
quantification of Cr in feces. Therefore, the aim of this research was to establish the optimum digestion
conditions for the colorimetric quantification of Cr to have a standardized and validated method for the
parameters of selectivity, linearity, intermediate precision, accuracy and stability, as well as to evaluate the
effectiveness of this method in the bovine fecal output compared to a conventional atomic absorption
method.

Material and methods

Chromium dioxide (Cr,0s, Merck, 99%) was used as a marker for animals and for standard laboratory
solutions. The digester mixture was prepared with H2SO4 (98%, Merck), HC10,4 (70%, Panreac) and distilled
water in a 3: 3: 4 ratio, respectively, with the addition of 0.02 kg L! of NaxM004.2H,0 (99%, Sigma Aldrich).
As an analyte-free matrix (Ho), feces taken from six multiparous Holstein cows not dosed with the marker
were employed; the animals were maintained in the "Paysandd" Agricultural Station of Universidad
Nacional de Colombia, Medellin. The study farm is located at 2,600 m a.s.l., with an average temperature of
14°C, average precipitation of 2,500 mm and an average relative humidity of 80%; the area is located in
the ecological formation bh-MB according to Holdridge's classification. As a reference material,
portions of 5.0 g of the free matrix (Ho) enriched with Cr;Os were taken so that their nominal
concentration was approximately 15 mg of Cr kg! of dry matter (DM). For the interference analysis,
TiO,was used (99%, Panreac).

In order to find the critical parameters, all samples of the reference material and standards were
analyzed with the original conditions; furthermore, these were also analyzed with changes in the conditions
of sample incineration, temperature and time digestion for the optimization of the Fenton and Fenton
method (1979). For the temperature tests, standards of 0.03 g of Cr,Os were taken to Kjeldahl digestion
tubes with 15 mL of the mixture of acids and Mo in a digester with raising temperature control. Digestion of
each standard was performed at 250, 280 and 300°C, each by triplicate for 15 minutes. The solutions were
cooled to room temperature, transferred to 200 mL balloons and filled with distilled water. Then they were
centrifuged at 2,000 rpm for 4 minutes and working solutions were prepared with the supernatant.
Absorption spectra were taken from 220 to 700 nm with a resolution of 1 nm using quartz cells. The
experiment was repeated for a digestion time of 30 minutes. Qualitative spectral analysis and comparison of
the signal obtained at different wavelengths reported as a reference were performed. All the spectra were
registered using the digester solution as a blank and undergoing the same process.

The matrix effect was evaluated by the standard addition method (Brown & Mustoe, 2014). For this,
calibration curves were performed in five levels (k= 2, 6, 12, 15 and 24 mg of Cr kg! of DM) with standard
Cr;0s3 and calibration curves on the reference material (Ho) enriched with the analyte at the same levels. In
the first experiment, both were treated according to the Fenton methodology. For the second experiment,
digestion was carried out at 250°C for 30 minutes. The incineration temperature of the enriched matrix was
650°C for 12h (Falk-Windisch, Svensson, & Froitzheim, 2015). A variance analysis was performed between
the calibration lines of each experiment with a two-tailed F test at a confidence level of 95% and n-2 degrees
of freedom (Eq. 1), followed by a significance test for slopes with n;+n,-2 degrees of freedom (Eq. 2). The
parameters of the regression were calculated using the 'stats' package version 3.5.0 of the R Studio software.
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For stock solutions, standard, analyte-free matrices and reference material were dried at 60°C in a forced
air convection oven and milled with a 1 mm sieve (Fritsch Idar Oberstein®-Germany). Subsequently, these
were subjected to direct incineration for 12 hours at 650°C in a Terragen muffle with temperature control.
The ashes were transferred to Kjeldahl type tubes with the acid mixture and digested for 30 minutes at
250°C. The tubes were allowed to cool to room temperature and the content was transferred to volumetric
balloons, filled with distilled water and homogenized with a vortex at 2,000 rpm. Aliquots of 15 mL were
placed in Falcon® tubes and taken to centrifugation for 4 minutes at 2,000 rpm. The supernatant solution
was taken to quartz cells and the readings were made at 362 nm in a UV-line 900 (Schott)
spectrophotometer. The stock solutions were prepared independently for each trial, transferring 0.03 g of
Cr,0s to porcelain pots subjected to the same procedure as the samples. Subsequently, they were taken to a
final volume of 200 mL. For working solutions, successive dilutions were made from the stock solution using
Handystep® electronic micropipettes with sterile disposable tips. All solutions were prepared daily.

The modified method for the determination of Cr in feces was validated for the parameters of selectivity,
linearity, intermediate precision, accuracy, limits of detection, quantification, and stability. The selectivity
was tested through the study of maximum absorption found in the absorption spectra between 200 and 700
nm in order to confirm that there are no interferences associated with the matrix or the possible presence of
the Ti marker in test samples. For this, the recovery of Cr was evaluated in six reference material samples
with a nominal concentration of 15 mg kg of Cr and enriched with the same concentration of Ti (HCr-Ti),
The Cr recovery was evaluated by an F-test of equality of variances between groups (with and without Ti
enrichment), assuming there are no significant differences between them (Ho: 0? = 02). To establish if the
variation found corresponded to random errors, a t-test of significance was made for inequality variances
under the same null hypothesis.

The linearity was evaluated in five levels (3.0, 6.0, 12.0, 24.0 and 30 mg Cr kg™'), each in triplicate, by an
ANOVA for the regression, using the t statistic for the evaluation of the slope (b,,) and the intercept (a,)
with a degree of significance a = 0.05. The limits of detection (LOD) and quantification (LOQ) were
calculated from the parameters of the regression model (Eq. 3 and 4)

35y

LOD == 3)
Q=" (4

The intermediate precision was evaluated between analysts and days for three different stool samples
(Ho), enriched with Cr individually at three concentration levels corresponding to 80, 100 and 120% of the
expected central value in the test samples according to the concentration radius for Cr in bovine feces from
animals that have been dosed with amounts of marker between 10 and 20 g Cr;0s day, each in duplicate.
The procedure was repeated by each analyst on five different non-consecutive days (p=>5). It is established
that the method is accurate for an RSD >5%. For repeatability, the acceptance criterion is that the values are
within the range X + tS/v/n, where Xis the average of the series of results obtained at the same level, with t
for n-1 degrees of freedom, a = 0.05 and S the standard deviation. The accuracy was evaluated as the
percentage of recovery of Cr in three different samples of reference material with a nominal concentration
of 15.73, 16.33 and 15.43 mg Cr kg'! of DM, each in duplicate. The calculation of the Cr concentration in the
reference material was made with the linear regression model. For the recovery analysis, an ANOVA was
used for unequal variances (p < 0.05) and a t-test, taking as a null hypothesis that the difference between the
means is zero at the 95% confidence level. All the validation analyzes were carried out using the Statistica®
software version 7.1.

The stability test of the solutions was carried out for six samples of Hy with contents of 15 and 25 mg/kg
of Cr stored at 4°C during 180 days in predefined periods of time (1, 30, 60 and 180 days). It was evaluated
whether there was a significant difference in the absorption over time with Tukey’s multiple HSD
comparison test for a level of significance of 95% (Hayden, 2012) employing the algorism from the package
'stats’ version 3.5.0 of R Studio.

For fecal output estimation, stool samples were collected from eight multiparous Holstein cows with
variable lactation periods, and average live weight of 653 = 71.2 kg LW, these were maintained under
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grazing conditions with ad libitum consumption of water, mineralized salt and Kikuyu grass (Pennisetum
clandestinum) with regrowth days between 32 and 40 days and offering between 2.6 and 4 kg of DM 100 kg!
LW. The external marker was supplied during the milking periods in two daily doses of 10 g of Cr,0s, offered
during the supplementation with commercial concentrates (Ramirez & Giraldo, 2017). For each animal,
control stool samples (Hy) were taken prior to the delivery of the marker. The experimental period was 23
days of adaptation to the diet with the marker and seven days of measurement, stage in which the collection
of samples was carried out. The sampling and quantification of Cr by atomic absorption as reference
method, was carried out according to the procedure described by Correa, Pabén, and Carulla (2009). All
protocols for the use of experimental animals were followed according to the regulations of the Research
Ethics Committee of Universidad Nacional de Colombia, Medellin Headquarters.

The estimation of fecal output (FO) was made according to Lippke’s model, where the percentage of Cr
recovery in feces of 74.9% was used (Correa et al., 2009). The FO was estimated with the Cr values found for
the test samples with the colorimetric method (A) and contrasted with the atomic absorption method used
as a reference (B). The methodological comparison was carried out using the BlandAltmanLeh package from
R studio following the statistical procedure described by Giavarina (2015).

Results and discussion

In the digestion carried out between 10 and 15 minutes and up to 300°C (Fenton & Fenton, 1979) great
variability in the color of the final solution was found, so the signal response was evaluated with the
different digestion conditions to maximizing the absorption of the samples. It was found that the variation
of the digestion temperature has an influence on the intensity of color development and, in addition, time is
a factor that affects absorption. With heating at 250°C for 15 minutes, the development of a yellow color
occurs, which intensifies in the following 15 minutes. This change between 15 and 30 minutes is not visually
perceptible; however, the variation in the signal is approximately 5% in all reference A (Table 1). When the
temperature was increased to 280°C, the yellow color remained the first minutes. During cooling, the color
was lost and the solution turned brown, notably decreasing the absorption intensity. At 300°C, the volume
ratio of the solutions is not maintained, and the desired color was lost. At temperatures below 250°C, the
solutions turned reddish and there was no effective development of the expected color. In all cases, a
negative trend in intensity is observed with the increasing temperature. When the intensity of the signal
was evaluated with respect to the time of digestion, it was found that for 250°C better signal strength is
obtained with 30 minutes of digestion, meanwhile, from 280°C, the intensity decreases with time. With
longer digestion times, no reproducible results were found.

Table 1. Absorption mean values on representative wavelengths varying digestion parameters.

Digestion parameters A (nm)
Time (min) Temperature (°C) 362 363 364 430 440 465
250 2,233 2,211 2,180 0,332 0,335 0,259
15 280 2,061 2,044 2,012 0,316 0,322 0,249
300 0,739 0,732 0,722 0,162 0,153 0,113
250 2,333 2,314 2,281 0,343 0,344 0,269
30 280 1,629 1,613 1,590 0,276 0,272 0,215
300 0,904 0,897 0,884 0,172 0,171 0,136

The results obtained indicate that the control of the digestion conditions have an inference in the
development of the color, attributable in acidic conditions, to the equilibrium between the ions HCrO; and
Cr,052. An inadequate control of these parameters, leads to the polymerization of the ions in tri- and tetra-
chromate (Cr;07¢ and Cr,07%), whose main characteristic in solution is a reddish coloration (Sahan et al.,
2014), that is, if the conditions for the coexistence of all these ions in solution are given, variations in
absorption frequencies and intensities will be generated, which directly affects the colorimetric
quantification. This is related to the equilibrium that occurs in very acid media (pH < 3), where it has been
proven that the absorption peaks for these species are codependent of pH (Szabé et al., 2018). Therefore,
changes in the composition of the digester mixture due to temperature affect the intensity of the signals,
being responsible not only for the changes observed in the absorption bands of the complex formed with
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respect to the reference (K,Cr;0), but also for the low sensitivity that has been previously reported for the
colorimetric method (Souza, 2013). Another important factor is the presence of Na;Mo0O4.2H,0 which is
used for the development of color. In general, although this compound has been referred to as a catalyst, Mo
has been recognized for forming polyoxanions with metals due to its availability of empty d orbitals, leading
to the formation of complexes with other anions, including the hexavalent forms of chromium, so it could
play a much more important role in this reaction, because in the absence of this compound, color does not
develop. Although this particular reaction has not been studied from the structural point of view nor the
species in solution have been fully characterized, thermodynamic studies of Cr-Mo binary systems have
evaluated the phase equilibrium for the liquid state, finding models consistent with the experimental data
found in the literature that evidences the existence of these complexes (Hu, Wang, Wang, Du, & Zhu, 2016).

Likewise, the spectral study carried out allowed defining with precision that the optimum A of analysis is
362 nm, finding that the sensitivity is linked to it, and that contrary to what is usually reported for this
method, the reference A for dichromate is not adequate to predict Cr content in samples treated under this
procedure. Although the solution is colored, its intensity at 440 nm is not sufficient for the concentration
ranges of Cr found in feces of animals dosed with Cr;Os in digestibility tests. These findings are consistent
with Cr measurements in feces using DPC colorimetry where the samples were subjected to the same
oxidation treatment (Fernandez, Diaz, Velurtas, & Fenucci, 2009).

Regarding the matrix effect, it was established that the variances are homogeneous with a critical value
(Farit 95%,3,3 - 15.44) higher than the test values for both experiments (Feac =13.5 and 1.43, respectively). Under
this premise, the comparison of slopes by a t-test (t.ir=2.31) showed that slopes are not significantly
different (p > 0.05) and therefore, there is no matrix effect (tcac de 0.34 and 0.93). The parameters of the
regressions for both experiments are presented in Table 2. In all cases, R2was higher than 0.999.

Table 2 Linear regression parameters for the evaluation of matrix effects on two digestion conditions.

T (°C) Coefficients Error t Probability Cllow.95%  Clup. 95%
External Intercept -0.0803 1.04E-03 -77.4 4.75E-06 -0.0836 -0.077

300°C calibration Slope 0.0177 7.33E-05 241.7 1.56E-07 0.0175 0.0179
Standard Intercept -0.0374 3.81E-03 -9.8 2.24E-03 -0.0495 -0.0253
addition Slope 0.0176 2.69E-04 65.4 7.87E-06 0.0168 0.0185
External Intercept -0.0307 7.26E-03 -4.2 2.41E-02 -0.0538 -0.0076

250°C calibration Slope 0.0266 5.07E-04 52.5 1.52E-05 0.025 0.0282
Standard Intercept -0.0518 8.68E-03 -6 9.41E-03 -0.0794 -0.0242
addition Slope 0.0273 6.06E-04 45.1 2.40E-05 0.0254 0.0293

CI low.: lower confidence interval; CI up.: upper confidence interval.

Notwithstanding the matrix does not present significant effects in the original method nor with the
optimized digestion parameters, when the calibration curves are contrasted for the two methods
(Figure 1), it is observed that the slopes differ, being significantly higher for the second case, which
implies that at 250°C, the sensitivity increases and the analyte recovery is optimized when the
temperature and the digestion time is controlled. This result is one of the main advantages of the
optimized method with controlled digestion parameters since, in recent years, the use of Cr,0s as a
marker has been relegated due to the incomplete recovery of Cr associated with the method and its
subsequent sensitivity problems (Souza et al., 2013).

Although in the original method the incineration of the samples at 450°C is proposed, in this work it was
found that the data were not reproducible when ashes obtained at this incineration point were used. This is
because in the resulting solutions and after the digestion, there were particles in suspension that was not
possible to precipitate with centrifugation. For this reason, all the matrix samples used for the optimization
analyzes were incinerated at 650°C according to the thermal stability scales for Cr and the suggested
temperature by the Colombian Technical Standard for the Study of minerals in agricultural products and
derivatives. Previous studies reported for the handling of stool samples with Cr content also show better
recoveries when the samples are properly incinerated (Kavouras et al., 2015). Therefore, the establishment
of the required oxidation point of organic matter (OM) depends on the analyte that wants to be recovered in
the ashes (Verbinnen, Billen Van Coninckxloo, & Vandecasteele, 2013). The thermal stability scale for Cr
has been established at 700°C in an oxygen atmosphere; in this point the OM disappears completely, so this
is the ideal incineration point to carry out its subsequent recovery in ashes (Falk-Windisch et al., 2015).
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Figure 1. Matrix effect evaluation.

With the spectral study, it was found that the method is selective for quantification of Cr at the chosen
wavelength, even in the presence of titanium. In the group of samples of the reference material enriched with Ti
(Her-mi), an average recovery of 14.86 mg Cr kg™ was calculated, meanwhile for the undoped reference material
(Hcr) the average recovery was 14.70 mg Cr kg™'. The F-test showed that the variances between the groups Her and
Herri are uneven (p = 0.079). Moreover, the t-test of significance for this condition indicates that the variation
between groups corresponds to random errors since the calculated t did not exceed the critical value, so it is
accepted that there is no significant difference between means (p > 0.05). Thus, the scope of the method in the
estimation of stool production with the use of Cr;Os is extended to digestibility studies with TiO., becoming a
reliable tool when both markers are required to be assessed simultaneously. It was also found that the adequate
treatment of the sample eliminates any interference due to OM and that the presence of inorganic compounds in
the solution due to the ashes of the samples does not affect the recovery of Cr for its quantification.

For linearity, the analysis of residuals of the regression showed heteroscedasticity, for which a weighted
regression adjustment was made with a weighting factor wi = xi"!. Linearity was evaluated through Fisher's test
for a level of significance a = 0.05 with n calibration samples and k concentration levels (F q n-2nx), finding a value
F > Fair which indicates that the variance is heterogeneous and there is significant linearity (p < 0.05). The
analysis of variance showed that the slope is statistically different from zero (p < 0.05) with a goodness of fit R? of
0.996. The parameters of the regression are shown in Table 3. The LOD and LOQ were 0.98 and 3.27 mg Cr kg'!
respectively, which established the quantification range for a 95% confidence between 3.3 and 30 mg Cr kg

Table 3. Statistical parameters of the weighted linear regression.

Estimate Std. Error t-value Pr (> It])
Intercept (aw) -0.0427 8.17E-03 -5.23E+00 1.63E-04
Slope (bw) 0.0241 4.26E-04 5.67E+01 <2e-16
Residual standard error: 0.01783 on 13 degrees of freedom
Multiple R-squared: 0.996
Adjusted R-squared: 0.9957

*F statistic of 3214 on 1 and 13 D.F., p-value: < 2.2e-16.

This concludes that the linearity is acceptable, the confidence intervals offer satisfactory goodness of fit
and that the LOD and LOQ are suitable for work at low concentration levels. Since fecal output estimation
problems have been reported due to the presence of basal chromium in the feces of test animals that have
been dosed in previous experiments with the marker (Sprinkle et al., 2018), the quantification limits and the
sensitivity of the method here described, facilitates the determination of basal chromium so that, at the moment
of making fecal production estimates, this is not a factor that prints variability or overestimation of the marker.

Regarding the intermediate precision, a relative standard deviation (% RSD) of 3.63% and deviation
values between concentration levels lower than 0.6 were obtained, so it is concluded that the results do not
show significant differences between days or analysts (p < 0.05); so when the test is performed under
different conditions, the variability is not attributable to different combinations between analysis day and
analyst (Table 4). The value of the mean for each level of concentration evaluated was found within the
limits established as acceptance criteria; therefore, the method is satisfactory for repeatability.

Acta Scientiarum. Animal Sciences, v. 42, e48096, 2020
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Table 4. Intermediate precision and repeatability.

Reference level (mg Cr kg!) 12,0 15,0 18,0
Mean (X) 12,15 15,51 17,91
Upper limit 12,42 15,74 18,13
Lower Limit 11,88 15,29 17,69
S 0,58 0,48 0,47
% RSD 4,79 3,12 2,62
% RSD Global 3,63
o Analist 1 4,17 3,19 2,27
CV (%) Analist 2 5,39 3,22 2,53

*CV (%) measured between three independent samples of reference material per day (p = 5).

For the accuracy analysis, the calculated statistic (t = 0.966) was lower than the critical value (t 0.95 =
1.943) with p = 0.1858. It was concluded that there is no significant difference between the means of the
reference and the calculated concentration (Table 5). The average recovery percentage was 98.9% with an
error of 1.84%, which satisfies the criterion of accuracy set.

Table 5. Accuracy test on chromium (Cr) recovery.

Cr (mgkg™")
Reference material ~ Calculated value Recovery (%)
15.70 99.81
15.73 15.74 100.04
15.58 95.37
1633 15.72 96.26
1545 100.10
1543 15.79 102.34
Mean 15.83 15.66 98.99
Variance 0.17 0.02

Finally, the stability assessment of the solution’s absorption over time employing Tukey’s multiple HSD
comparison test, showed no statistical difference between the absorption values obtained the day when the
samples were prepared and the other measurements during the period evaluated, with standard errors (RSE)
for the evaluated levels of 0.0082 and 0.0053, respectively. It is observed that, statistically, the absorption
does not change significantly with time (p > 0.05), however, the distribution of the variance shows that for
the level corresponding to the target of the samples (Figure 2a), the differences between the groups
regarding storage days have radius of variation values lower than the highest concentration level (Figure 2b). In the
first level, the difference between the signal obtained the first month and the second is very similar, meanwhile, for
the second level of variation, a radius less close to the central value of the null difference is observed.

Although statistically there is no significant variance in the signal over the study period, a tendency of
increase in the variation of the signal with time is observed, so the stability period with a lower radius of
variation is considered as the criterion for storage and stability. This coincides with the first concentration
level that corresponds to the expected central value in the test samples. Under this criterion, a period of
maximum 60 days is fixed as stability criterion in the conditions previously indicated. Since this increase in
variation cannot be associated with random errors without further study, it is recommended that samples
are not stored for periods longer than recommended to ensure the analytical quality of the results.

a) b)

D180-D1

D30-D1

D60-D1

D30-D180 — ¢

D60-D180

D60-D30

I |= I
0 001 002 003

O =teeedeceleccheaFeaa
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I T — T T = r T
-0.02 -0.01 0.00 0.01 0.02 03 002 -001 0.

Difference in mean levels of day

Figure 2. a) Differences in means of the first level (15 mg Cr kg'!). b) Differences in means for the second level (25 mg Cr kg!).
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The percentages of Cr obtained by both methods were evaluated by a Pearson’s test, finding positive
correlated values (r = 0.9847, 95% CI = 0.9732- 0.9914, p < 0.001, t = 39.279). However, although the data shows
correlation, the t contrast is not adequate for the methodological comparison because the samples from the same
animal correspond to different treatments and, intra-subject effects or between treatments were not considered.
Therefore, it is necessary to have an additional criterion that allows deciding if the established method is
concordant with the reference one. For this, the Bland-Altman mean difference contrast method was used (Abu-
Arafeh, Jordan, & Drummond, 2016) to establish the bias between the methods with a 95% confidence interval.
The variabilities between the paired individual data were determined and used as a criterion to establish whether
the methods can be used indistinctly for the quantification of Cr in the samples.

Under this premise, a concordance test was performed between paired data under the hypothesis that
similar values have a mean difference of zero. Since the slope of the regression does not differ significantly
from 1 (p < 2e-16), it is concluded that there is an agreement between the methods, so that the percentages
of Cr calculated by atomic absorption and by the colorimetric method, do not differ in FO estimation. The
parameters of the regression are shown in Table 6.

Table 6. Bland-Altman parameters for concordance of methods for the percentage of chromium content comparison in fecal samples.

Residuals Min 10 Median 30 Max
Residuals -0.268178 -0.135277 -0.005666 0.139153 0.292898
Residual standard error: 0.1551 on 48 degrees of freedom
Coefficients Estimate Std. Error t Pr(>t])
(Intercept) 0.003758 0.022068 0.17 0.865
Slope 0.995555 0.025346 39.28 <2e-16

Multiple R-squared: 0.9698

F-statistic: 1543 on 1 and 48 D.F., p-value: < 2.2e-16

Summary of Bland-Altman regression Parameter value  Lower limit Upper limit
SD 0.1662
Mean A* 0.0932
Mean B** 0.0965
Bias -0.0033 -0.3044 0.2977
LoA sup (d+1.96SD) 0.3236 0.2461 0.4098
LoA inf (d+1.96SD) -0.3279 -0.4055 -0.2418

*Mean value determined by the colorimetric method A - mean value determined by the reference method B. **Mean value determined by the reference
method B - mean value determined by the colorimetric method A.

According to the criteria of the chosen statistic, it is concluded that there is no overestimation of the Cr
values found with the colorimetric method versus the reference method as reported by different authors for
the original Fenton method (Cabral et al., 2017). In addition, the analysis showed a systematic and
proportional bias (Figure. 3) without trend and on the zero line, with limits lower than # 0.05, which means
that the methods are correlated, the data are concordant with each other, and there is no significant
difference between them. Likewise, there is no significant difference between the stool production
calculated with the paired data obtained through the two methods (p > 0.05).
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Figure 3. Bland-Altman concordance method analysis.
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For all cases, the average fecal output values estimated within digestibility trials with this marker are
close to the reference values reported by different researchers for the forage evaluated under similar grazing
conditions, which range between 3.30 and 4.70 kg DM day! (Ramirez & Giraldo, 2017), indicating that the
implementation of the colorimetric method for the estimation of FO under grazing in supplemented animals
turns out to be satisfactory. Although it has been found in studies of comparative evaluation of markers that
with Cr,0s; intake overestimation occurs, this problem is often attributed to the traditional analytical
technique (Canesin, Fiorentini, & Berchielli, 2012) or other factors related with the internal markers
(Guzman et al., 2017), so optimization of this method constitutes an important advantage for the use of the
technique in digestibility tests.

Conclusion

The experiments showed that inaccuracies in the colorimetric method have led to disregard the
relevance of its use. The assessment of the parameters showed that fixing the conditions improves
sensitivity. The analytical validation proved that the method presents a good performance within the range
of concentrations expected in forage intake tests and have not important interferences that could affect the
chromium recovery. This advantage makes the method a useful tool to guarantee the assurance of results
and a reliable alternative to higher cost instrumental methods and operational requirements such as atomic
absorption for estimating fecal output in ruminal studies.

Acknowledgements

We would like to thank the Universidad Nacional de Colombia Sede Medellin for supporting this study.
We are also grateful to the research groups BIORUM and SIMBIOMENA and to Corporacién Colombiana de
Investigacion Agropecuaria (AGROSAVIA) for its technical assistance during the adjustment and final
approval of this investigation.

References

Abu-Arafeh, A., Jordan, H., & Drummond, G. (2016). Reporting of method comparison studies: a review of
advice, an assessment of current practice, and specific suggestions for future reports. British Journal of
Anaesthesia, 117 (5), 569-75. doi: 10.1093/bja/aew320

Brown, R.J. C., & Mustoe, C. L. (2014). Demonstration of a standard dilution technique for standard
addition calibration. Talanta, 122, 97-100. doi:10.1016/j.talanta.2014.01.014

Cabral, I. D. S., Azevédo, J. A. G., Dos SantosPina, D., Pereira, L. G. R., De Almeida, F. M., Souza, L. L., & De
Lima, R. F. (2017). Evaluation of internal markers as determinants of fecal dry matter output and
digestibility in feedlot sheep. Semina:Ciencias Agrarias, 38(5), 3331-3339. doi:10.5433/1679-
0359.2017v38n5p3331.

Canesin, R. C., Fiorentini, G., & Berchielli, T. T. (2012). Inovacgdes e desafios na avaliacdo de alimentos na
nutricdo de ruminantes. Revista Brasileira de Saiide e Produgdo Animal, 13(4), 938-953. doi:
10.1590/51519-99402012000400009

Correa, H. J., Pabén, M. L. & Carulla, J. E. (2009). Estimacion del consumo de materia seca en vacas Holstein
bajo pastoreo en el trépico alto de Antioquia. Livestock Research for Rural Development, 21(4), Article #59.

Falk-Windisch, H., Svensson, J. E., & Froitzheim, J. (2015). The effect of temperature on chromium
vaporization and oxide scale growth on interconnect steels for Solid Oxide Fuel Cells. Journal of Power
Sources, 287(1), 25-35. doi: 10.1016/j.jpowsour.2015.04.040

Fenton, T., & Fenton, M. (1979). An Improved Procedure For The Determination Of Chromic Oxide In Feed
And Feces. Canadian Journal of Animal Science, 59(3), 631-634. doi: 10.4141/cjas79-081

Fernandez, A. V., Diaz, A. C., Velurtas., S. M., & Fenucci, J. L. (2009). In vivo and in vitro protein digestibility
of formulated feeds for Artemesia longinaris (Crustacea, Penaeidae). Brazilian Archives of Biology and
Technology, 52(6), 1379-1386. doi: 10.1590/S1516-89132009000600009

Giavarina, D. (2015). Understanding Bland Altman analysis. Biochemia medica, 25(2), 141-151. doi:
10.11613/BM.2015.015

Acta Scientiarum. Animal Sciences, v. 42, e48096, 2020



Page 10 of 10 Torres Ospina et al.

Guzman, A. E., Corona, L., Castrejon, F., Rosiles, R., & Gonzalez, M. (2017). Evaluation of chromium oxide
and titanium dioxide as inert markers for calculating apparent digestibility in sheep. Journal of Applied
Animal Research, 45(1), 275-279. doi: 10.1080/09712119.2016.1174124

Hayden, R. W. (2012). A Review of: “An R Companion to Applied Regression, Second Edition, by J. Fox and
S. Weisberg”. Journal of Biopharmaceutical Statistics, 22(2), 418-419. doi: 10.1080/10543406.2012.635980

Hseu, Z.Y. (2004). Evaluating heavy metal contents in nine composts using four digestion methods.
Bioresource Technology, 95(1), 53-59. doi: 10.1016/j.biortech.2004.02.008

Hu, B., Wang, J., Wang, C., Du, Y., & Zhu, J. (2016). CALPHAD-type thermodynamic assessment of the Ti-
Mo-Cr-V quaternary system. Calphad, 55, 103-112. doi: 10.1016/j.calphad.2016.08.003

Kavouras, P., Pantazopoulou, P., Varitis, S., Vourlias, G., Chrissafis, K., Dimitrakopulos, G.P., ... Mitrakas, M.
(2015). Incineration of tannery sludge under oxic and anoxic conditions: Study of chromium speciation.
Journal of Hazardous Materials, 283, 672-679, doi: 10.1016/j.jhazmat.2014.09.066

Li, P., & Hur, J. (2017). Utilization of UV-Vis spectroscopy and related data analyses for dissolved organic
matter (DOM) studies: A review. Critical Reviews in Environmental Science and Technology, 47(3), 131-154.
doi: 10.1080/10643389.2017.1309186

Ramirez, C., & Giraldo, L. (2017). Evaluation of dietary supplements containing castor cake on in situ
degradation , diets with Kikuyu grass and dairy production in Holstein cows Evaluacién de suplementos
alimenticios conteniendo torta de higuerilla sobre la degradacioén in situ de dietas c. CES Medicina
Veterinaria y Zootecnia, 12(2), 104-122. doi: 10.21615/cesmvz.12.2.3

Rocha, G. C., Palma, M. N. N., Detmann, E., & Filho, S. C. V. (2015). Evaluation of acid digestion techniques
to estimate chromium contents in cattle feces. Pesquisa Agropecuaria Brasileira, 50(1), 92-95. doi:
0.1590/50100-204X2015000100010

Sahan, S., Sa¢maci, $., Kartal, S., Sagmaci, M., Sahin, U., & Ulgen, A. (2014). Development of a new on-line
system for the sequential speciation and determination of chromium species in various samples using a
combination of chelating and ion exchange resins. Talanta, 120, 391-397. doi:
10.1016/j.talanta.2013.12.030

Shrivastava, A., & Gupta, V.B. (2011). Methods for the determination of limit of detection and limit of
quantitation of the analytical methods. Chronicles of Young Scientists, 2(1), 21-25. doi: 10.4103/2229-
5186.79345

Souza, N. K., Detmann, E., Pina, D. S., Valadares, S. C., Sampaio, C. B., Queiroz, A. C., & Veloso, C. M.
(2013). Evaluation of chromium concentration in cattle feces using different acid digestion and
spectrophotometric quantification techniques. Arquivo Brasileiro de Medicina Veterinaria e Zootecnia,
65(5), 1472-1482. doi: 10.1590/S0102-09352013000500028.

Sprinkle, J. E., Baker S. D., Church, J. A., Findlay, J. R., Graf, S. M., Jensen, K. S., ... Hansen, D.W. (2018). Case
Study: Regional assessment of mineral element concentrations in Idaho forage and range grasses. The
Professional Animal Scientist, 34(5), 494-504. doi: 10.15232/pas.2017-01715.

Szabd, M., Kalmar, J., Ditrdi, T., Bellér, G., Lente, G., Simic, N., & Fabian, 1. (2018). Equilibria and kinetics of
chromium(VI) speciation in aqueous solution — A comprehensive study from pH 2 to 11. Inorganica
Chimica Acta, 472, 295-301. doi:10.1016/j.ica.2017.05.038

Verbinnen, B., Billen, P., Van Coninckxloo, M., & Vandecasteele, C. (2013). Heating Temperature
Dependence of Cr(IIT) Oxidation in the Presence of Alkali and Alkaline Earth Salts and Subsequent Cr(VI)
Leaching Behavior. Environmental Science & Technology, 47(11), 5858-5863. doi: 10.1021/es4001455

Acta Scientiarum. Animal Sciences, v. 42, e48096, 2020



