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Abstract

Objective: To evaluate the in vitro gas production technique as method to estimate in vivo a global warming indicator,
in diets with different levels of metabolizable energy and crude protein.

Materials and Methods: The in vitro gas production technique was used to obtain a global warming indicator from
CO, and CH, production, the potential emission of fermentation gases and digestibility of five diets: three balanced
diets at low BB): 2,7:12,8; medium (MM): 2,7:15,3 and high (AA) levels: 3,0:17,6; and two unbalanced diets: BA:
2,6:18,5 and AB: 2,9:14,0 in metabolizable energy (Mcal kg') and crude protein (%), with which 30 lambs (26,5 + 3,7
kg LW) were fed in individual pens. Fattening lasted 60 days (three periods of 20 days). In each period samples of the
offered and rejected feedstuff, and feces were taken per animal, which were fermented with the GPT during 24 h. The
design was complete randomized with 5 x 3 factorial arrangement (diet x period).

Results: The in vitro dry matter digestibility and in vitro ruminal fermentation were 6 and 13 % higher for the
balanced diets compared with the unbalanced ones, respectively. Regarding CH, production and the global warming
potential indicator, higher production was observed in the third period of fattening with regards to the first 40 days. In
addition, the diets high in metabolizable energy were the ones with higher environmental impact on global warming
(p <0,05).

Conclusions: The global warming potential indicator obtained with the gas production technique is useful to estimate
the environmental impact of the diets for ruminants; and the balanced diets, independently from the energy and
protein level, they had higher digestibility and fermentation.
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Introduction

Ruminants contribute to global warming by
generating products of the carbohydrate anaerobic
fermentation, such as heat, carbon dioxide (CO,)
and methane (CH,), according to Casteldn Ortega et
al. (2014). The last one represents a 10-% loss of the
energy contained in the feedstuff (Carmona et al.,
2005), and is the second most significant contributor
to greenhouse effect, capturing twenty times more
heat than carbon dioxide (Yan et al., 2010). In
addition, it is calculated that approximately one
fourth of all the anthropogenic CH, is produced by
enteric fermentation of ruminants (Beauchemin et
al., 2008; Ramin and Huhtanen, 2013).

The estimation of greenhouse gas emissions,
mainly CH,, by in vivo methods is considered more
accurate, and among them the breathing chamber,

SF6 tracer and micrometeorological techniques
stand out (Rodriguez et al., 2019). Nevertheless,
these techniques are costly and laborious; and, to a
lower or higher extent, affect the animal behavior.
On the other hand, in vitro techniques are low-
cost (Danielsson et al., 2017), little contaminant
practices, and can be used to estimate the parameters
of the gas production kinetics and predict methane
production (Ramin and Huhtanen, 2012).

The in vitro gas production technique
(GPT) generates gas directly and mainly, but not
exclusively, from the ruminal fermentation of the
carbohydrates in the feedstuff; thus, gas can be
an indicator of the energy content (Menke and
Steingass, 1988; Posada and Noguera, 2005).
Some research works have proven the feasibility
of applying the GPT in in vivo studies, in order
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to determine the effect of the diet on potential
gas emission (Miranda Romero et al., 2018). Due
to the above-explained facts, there is interest in
evaluating the potential methane production related
to the energy and protein content of the feedstuff; for
which the objective of the research was to evaluate
the in vitro gas production technique as method to
estimate in vivo a global warming indicator, in diets
with different levels of metabolizable energy and
crude protein.

Materials and Methods

Study location. The study was conducted
in two stages: the first one consisted in fattening
30 lambs during 60 days and the sampling of the
offered feedstuff; and took place at the Postgraduate
and Research Unit of the Cuautitlan School of
Higher Studies of the National Autonomous
University of Mexico —located in Cuautitlan Izcalli,
Mexico State—The area is located at a latitude of
19,695826 North and longitude of 99,190613 West;
the climate is temperate. Mean annual rainfall
is 653 mm and average temperature is 15,7 °C
(INAFED). The second stage was carried out in
the ruminant nutrition laboratory of the Animal
Science Department of the Chapingo Autonomous
University, located on the kilometer 38,5 of the
Mexico-Texcoco road, Chapingo, Mexico State;
and consisted in the fermentation in duplicate of the

90 samples of offered feed, through the in vitro gas
production technique at 24 h of incubation.
Treatment and experimental design. With a
complete randomized design with five treatments
and six repetitions, five diets were formulated with
different levels of metabolizable energy (Mcal/kg)
and crude protein . For the control group (MM) the
levels of metabolizable energy (2,8 Mcal/kg) and
crude protein (16 %) recommended by the NRC
(2007) for growing and finishing sheep, were used.
For the experimental groups two metabolizable
energy levels were used, a higher (3,0 Mcal/kg)
and a lower one (2,7 Mcal/kg) with regards to the
recommendations made by NRC (2007). Likewise,
two crude protein levels were utilized: higher (18 %
CP) and lower (14 % CP). With the combinations
the following treatments were obtained: (Mcal/
kg:% CP): AA (3:18), AB (3:14), BA (2,7:18) and BB
(2,7:14). The four combinations are shown in figure 1.
Animals and management. Thirty male lambs
(26,5 £+ 3,7 kg LW), installed in 1-m? individual
pens, were fed with the diets, which were randomly
allocated. The lambs had an adaptation period of 10
days. The fattening lasted 60 days and was divided
into three periods of 20 days each. In each period
every third day samples of the offered feedstuff
were taken, with which composite samples per
animal and per period were made. The 90 samples
were dried, ground and fermented by the modified
gas production technique (Getachew et al., 1998),
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Figure 1. Metabolizable energy (ME) and crude protein (CP) in diets with high (A), medium (M) or low level (B)
MM: reference diet recommended by the NRC (2007) for sheep that gain 250 g/days. Values within the
ovals correspond to the ME and CP levels for each diet.
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to measure total gas production total (mL g")
and to estimate the production of CO,, CH, plus
minor gases (CH,*MG) and in vitro digestibility
(IVDMD) at 24 h of incubation.

The total gas production was referred as index
of potential fermentation gas emission (IPFGE,
mL g'). The CH,+ GM values were adjusted as
theoretical methane (CH,) multiplying each value
by 0,77 (Zhong et al., 2016). With the CO, and
CH, values the potential global warming indicator
(PGWI) was obtained, considering an equivalent
value per methane of 23 (Berra ef al., 2009) and the
following equation:

PGWI (mL CO,eqg' DM)=CO, (mL g")+CH, (mL g*)x 23

The statistical analysis was carried out with the
GLM procedure and Tukey’s multiple mean com-
parison test (SAS 9.4).

Results and Discussion

According to the IPFGE, the unbalanced diet
AB was les fermented than the balanced diets (AA,
BB and MM) in the first two periods of fattening,
and tended to be one of the least fermentable in
the third period along with the balanced diet AA

(table 1). This result is congruent with the [VDMD,
because it was observed that the balanced diets at
low, medium or high ME and CP level (BB, MM
and AA) had higher digestibility (p < 0,05) than
the unbalanced ones (AB y BA). The average
digestibility was high in the first two periods.
However, as they were adult animals there was
no difference (p > 0,05) in digestibility, which
coincides with the description made by Bastida et
al. (2011).

Average methane production of the first three
periods was lower than 16 %, which is in correspon-
dence with concentrate-high diets; in turn, the val-
ue was lower than in forage-high diets (> 20 %),
according to Dumortier et al. (2017).

It is notorious that the methane production was
higher for the last fattening period (41-60 days).
On the other hand, the diets with low energy (BB
and BA) were observed to produce less methane
(p <0,05); while the diet with high energy and pro-
tein (AA) produced a higher quantity (p < 0,05) of
methane (table 1).

On the other hand, in vitro ruminal fermen-
tation of the diets showed that, with a higher ME

Table 1. In vitro fermentation gas production and potential global warming indicator
of diets with different energy and protein levels.

PGWI,

Period, Treatment, CH, IPFGE mL CO. & IVDMD,
days ME:CP % mLg' o lamzb"q %
BB 0,1° 206,9° 219,9¢ 71,6%
MM 5,6 1957 400,1° 74,1
0-20 AA 9,4# 182,0° 5527 75,0°
BA 7,8% 131,4° 344 3b¢ 62,1°
AB 9,9 195,0° 610,0° 68,42
BB 4,28 171,3¢ 330,0° 73,4:®
MM 1,7° 172,12 239,5% 72,6
21-40 AA 4,72 193,9¢ 390,42 80,3*
BA 2,3% 91,6° 138,1° 68,0°
AB 4,00 198,0° 369,2¢ 77,5%®
BB 5,4¢ 194,2% 421,2¢ 75,3
MM 16,4 206,5° 941,9* 77,1
41-60 AA 16,6* 183,0° 842,1® 74,1
BA 12,4° 190,6® 695,1° 75,3
AB 15,6 189,0° 8253 73,8

ME: metabolizable energy (Mcal kg'), CP: crude protein (% kg'), CH,: methane, IPFGE ,:
index of potential fermentation gas emission, PGWI: potential global warming index, [IVDMD:

in vitro digestibility

a, b, c: different letters within columns are different for p < 0,05
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content (AA and AB), the PGWI had a higher value
(p < 0,05) and, thus, they were the ones with higher
environmental impact with regards to global warming,
mainly in the first two periods of fattening. In the
last period, the diet with medium ME and CP levels
(MM) also had a high PGWI (p < 0,05). In contrast,
the PGWIwas lower (p < 0,05) with the fermentation
of the diets with low ME level (table 1).

These results indicate that, independently from
the ME and CP levels, ruminal fermentation of the
feedstuff is optimized when these nutrients are
balanced (BB, MM and A A); which, consequently,
would increase the VFA production and available
energy for the ruminant (Popa et al., 2016).

On the other hand, when the diet is unbalanced
in ME and CP, the ruminal fermentation of the
feedstuff is lower; and, subsequently, the VFA
production is also reduced, particularly when there
is excess of ME (AB). The results also indicated that
the ME level in the diet is more determinant than
the CP level in the environmental impact; because
the diets AA and AB showed higher PGWIs and,
in average of the three periods, had 31 % more of
PGWI than the BB, MM and BA diets.

Conclusion

The potential global warming indicator
obtained by the in vitro gas production technique
is useful to estimate the environmental impact
by the fermentation of feedstuffs for ruminants.
In this research it was proven that theP GWI was
determined by the ME level in the diet. On the other
hand, it was confirmed that the balanced diets,
independently from their ME and CP level, were
better fermented than the unbalanced ones; and,
subsequently, higher energy availability from VFA
for the ruminant is expected. This has implications
for lamb production, because low-resource farmers
should consider, before including energy or protein
ingredients, that it is better to balance the diet at low
ME and CP levels to improve ruminal fermentation
and, probably, the productive performance of lambs.

Acknowledgements

This work was funded by the National Council
of Science and Technology (CONACYT), the
Chapingo Autonomous University through the
General Postgraduate and Research Direction, and
the Postgraduate Studies in Animal Production.

Authors’ contribution

e Brayan Eduardo Martinez-Hernandez. Con-
ceptualization, data curation, formal analysis,

funding acquisition, research, project adminis-
tration, visualization, writing of the original
draft, revision and edition.

e Omar Salvador-Flores. Conceptualization, fun-
ding acquisition, methodology, resources, project
administration, writing, revision and edition.

* Luis Alberto Miranda-Romero. Conceptualization,
data curation, formal analysis, funding acqui-
sition, methodology, project administration, re-
sources, supervision, visualization, writing of
the original draft, revision and edition.

Conflicts of interests

The authors declare that there are no conflicts
of interests.

Bibliographic references

Bastida-Garcia, J. L.; Gonzalez-Ronquillo, M.; Do-
minguez-Vara, I. A.; Romero-Bernal, J. &
Castelan-Ortega, O. Effect of field pea (Pisum
sativum L.) level on intake, digestion, ruminal
fermentation and in vitro gas production in sheep
fed maintenance diets. Anim. Sci. 82 (5):654-
662, 2011. DOL: https://doi.org/10.1111/j.1740-
0929.2011.00884.x.

Beauchemin, K. A.; Kreuzer, M.; O’Mara, F. & McA-
llister, T. A. Nutritional management for enteric
methane abatement: a review. Aust. J. Exp. Agr.
48 (2):21-27, 2008. DOI: https://doi.org/10.1071/
€a07199.

Berra, G.; Finster, L. & Valtorta, S. E. Una técnica
sencilla para la medicion de emisiones de me-
tano entérico en vaca. Revista FAVE-Ciencias
Veterinarias. 8 (1):49-56, 2009. DOI: https://doi.
org/10.14409/favecv.v8il.1479.

Carmona, J. C.; Bolivar, Diana M. & Giraldo, L. A.
El gas metano en la produccion ganadera y alter-
nativas para medir sus emisiones y aminorar su
impacto a nivel ambiental y productivo. Rev. Col.
Cienc. Pec. 18 (1):49-63, 2005.

Castelan-Ortega, O. A.; Ku-Vera, J. C. & Estrada-Flo-
res, J. G. Modeling methane emissions and me-
thane inventories for cattle production systems
in Mexico. Atmosfera. 27 (2):185-191, 2014.

Danielsson, R.; Ramin, M.; Bertilsson, J.; Lund, P.
& Huhtanen, P. Evaluation of a gas in vitro sys-
tem for predicting methane production in vivo. J.
Dairy Sci. 100 (11):8881-8894, 2017. DOI: https://
doi.org/10.3168/jds.2017-12675.

Dumortier, P.; Aubinet, M.; Beckers, Y.; Chopin, H.;
Debacq, A.; Gourlez-de-la-Motte, L. ef al. Me-
thane balance of an intensively grazed pasture
and estimation of the enteric methane emissions
from cattle. Agric. For. Meteorol. 232:527-535,
2017.  DOI:  https://doi.org/10.1016/j.agrfor-
met.2016.09.010.



272

Pastos y Forrajes, Vol. 42, No. 4, October-December, 268-272, 2019 / Bryan Eduardo Martinez-Hernandez

Getachew, G.; Blimmel, M.; Makkar, H. P. S. &
Becker, K. In vitro gas measuring techniques
for assessment of nutritional quality of feeds: a
review. Anim. Feed Sci. Technol. 72 (3-4):261-
281, 1998. DOI: https://doi.org/10.1016/S0377-
8401(97)00189-2.

Menke, K. H. & Steingass, H. Estimation of the
energetic feed value obtained from chemical
analysis and in vitro gas production using rumen
fluid. Anim. Res. Dev. 28:7-55, 1988.

Miranda-Romero, L. A.; Vazquez-Mendoza, Paulina;
Burgueio-Ferreira, J. A. & Aranda-Osorio,
G. Nutritive value of cactus pear silages for
finishing lambs. J. Prof. Assoc. Cactus Dev.
20:196-215, 2018.

Popa, D.; Popa, R.; Vidu, L. & Nicolae, C. Emission of
methane from enteric fermentation of cattle and
buffaloes in Romania between 1989-2014. Agric.
Agric. Sci. Procedia. 10:289-298, 2016 DOI:
https://doi.org/10.1016/j.aaspro.2016.09.066.

Posada, S. L. & Noguera, R. R. Técnica in vitro de
produccion de gases : una herramienta para la
evaluacion de alimentos para rumiantes. LRRD.
17 4). http://www.lrrd.org/lrrd17/4/posal7036.
htm, 2005.

Ramin, M. & Huhtanen, P. Development of an in vitro
method for determination of methane production
kinetics using a fully automated in vitro gas

system-A modelling approach. Anim. Feed Sci.
Technol. 174 (3-4):190-200, 2012. DOI: https://
doi.org/10.1016/j.anifeedsci.2012.03.008.

Ramin, M. & Huhtanen, P. Development of equations
for predicting methane emissions from rumi-
nants. J. Dairy Sci. 96 (4):2476-2493, 2013. DOL:
https://doi.org/10.3168/jds.2012-6095.

Rodriguez, J. C.; Pellat, F.; Watts, C.; Lizarraga-Cela-
ya, C.; Yépez-Gonzalez, G.; Jiménez-Ferrer, G.
et al. Mediciones de metano y bidxido de carbo-
no usando la técnica de covarianza de vortices
en ganado lechero semiestabuladado en Sonora,
México. Terra Latinoamericana. 37:69-80, 2019.
DOTI: https://doi.org/10.28940/t1.v37i1.412.

Yan, T.; Mayne, C. S.; Gordon, F. G.; Porter, M. G;
Agnew, R. E.; Patterson, D. C. et al. Mitigacion
de las emisiones entéricas de metano a través
de la mejora de la eficiencia de la utilizacion de
la energia y la productividad en vacas lecheras
lactantes. J. Dairy Sci. 93 (6):2630-2638, 2010.
DOT: https://doi.org/10.3168/jds.2009-2929.

Zhong, R. Z.; Fang, Y.; Sun, H. X.; Wang, M. & Zhou,
D. W. Rumen methane output and fermentation
characteristics of gramineous forage and legu-
minous forage at differing harvest dates determi-
ned using an in vitro gas production technique.
J. Integr. Agr. 15 (2):414-423, 2016. https:/doi.
org/10.1016/S2095-3119(15)61036-X.



