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Abstract: Globally, the most problematic greenhouse gas (GHG) emissions of ruminant livestock is
methane (CHy), with a global warming potential 25 times that of carbon dioxide. This work considers
the emissions and production effects of powdered activated carbon (PAC) at 0.5% by dry matter
(DM) on methanogenic rumen flora as the major source of dairy cattle enteric methane emissions.
In total, 180 dairy cattle located in Brymaroo, Queensland (QLD), Australia, were studied in a
three-cycle repeated measures ANOVA format with a 4 week primary interval. Emissions eructated
during milking and in faecal deposits were measured, and in addition, 16S rRNA gene sequencing
was performed to determine the collective populations of prokaryotic bacteria and archaea as
well methanogenic communities for each treatment. Moreover, 0.5% PAC addition reduced CHy4
emissions by 30—40% and CO, emissions by 10%, while improving daily milk production by 3.43%,
milk protein by 2.63% and milk fat by 6.32%, on average for the herd (p < 0.001 in all cases). rRNA
gene sequencing showed populations of methanogenic flora decreased by 30% on average with
a corresponding increase in the nonmethanogenic species. We strongly advocate further on-farm
trials with the dietary addition of PAC in ruminant diets to mitigate emissions while maintaining or
improving productivity.
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1. Introduction

Methane produced by ruminants is a known contributor to greenhouse gas effects
and global warming [1]. Ruminant methane emissions account for more than 50% of
greenhouse gas (GHG) released by milk production, and this percentage can increase to
around 80% in grassland fed scenarios [2]. In ruminants, cellulosic feed materials are
digested in the rumen by microbial fermentation that generates approximately 80% of the
methane, while the remainder is derived from the decomposition of manure [3]. These
percentages are heavily influenced by dairy breed, food digestibility, feed types and animal
housing, ranging from 60-100% for enteric methane and between 0-40% for decomposition
of manure [4].

Farm livestock produces an enormous amount of manure that directly impacts agricul-
tural land, soil, water and air quality by manure contamination, GHG emissions, nutrient
leaching and odours [5,6]. This manure is beneficial to soils as an organic fertilizer, can
reduce the amount of chemical fertilizer applied and can also mitigate fertilizer runoff into
waterways [7,8].

Elevated pathogens and pathogen indicator levels in manure have received consid-
erable public attention because of their associated public and animal health risks [8-10].
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The supply of antimicrobials to livestock can also influence the levels of resistant bacte-
ria in faeces, and their use as feed ingredients in livestock diets can also vary the level
of resistance in faecal microbiota. For these practical reasons, which collectively have a
serious impact on agriculture, manure management in dairy farms and agricultural land is
becoming more important. Logically, we hypothesized that the microbial complexity of
dairy cattle manure should change with various on-farm manure treatment processes and
required investigation.

Supplementing cattle diets with various biochars has been investigated as an alter-
native method of improving soil fertility, available phosphorus and improvement of soil
acidity, with reports that feeding biochar to goats decreases the input of chemical fertilis-
ers to soil and improves soil properties through the subsequent deposition of the goat
manure [11-13]. Other uses of biochar include feeding sheep biochar for mitigation of toxi-
coses by absorption as in [14-16], or feeding goats to improve nutrient digestibility [17-19]
and similarly with cattle [20,21]. However, there is a lack of information on the assessment
and efficacy of powdered activated carbon (PAC) on the mitigation of GHG emissions
during milking and performance of dairy cattle. Therefore, the objective of this study is to
determine the effect powdered activated carbon (PAC) at 0.5% dry matter (DM) of diet on
the enteric methane (CH,) emissions and performance of dairy cattle when incorporated
into a concentrate pellet.

2. Materials and Methods
2.1. Measure Animal Responses on Farm
2.1.1. Location and Animals

In this research, the dairy cattle productivity and gas emissions measurements were
taken from a commercial dairy farm that is using a traditional milking system, located in
Brymaroo, Queensland, Australia. The farm facilities use natural ventilation generally with
some forced ventilation used in the milking shed area. A herd of 180 dairy cattle were free
to forage during the day and had open air shelters available as required at night with free
access to drinking water.

2.1.2. Powdered Activated Carbon (PAC)

In this paper, a high-activity microporous and adsorption capacity of powdered
activated carbon (PAC) was used. PAC was purchased from Activated Carbon Technolo-
gies Pty Ltd., Victoria, Australia. PAC was made under specific pyrolysis conditions
at 1000 °C with one hour holding time in the oven. The apparent density of PAC was
between 0.35-0.45 g/mL. The moisture of PAC was 5%. PAC contained 5% of ash and
iodine. The surface area of PAC was >1000 m?/g. The total pore volume of PAC was
>0.35 mL/g. Particle size specifications were 100 Mesh American Standard Test Series
(ASTM) passing 99%.

2.1.3. Experimental Design

All dairy cattle were fed a diet of pellets (Table 1). The daily cattle consumption was
6 kg of pellets diet feed and 40 kg of barley hay. Pellet diet feed (with and without PAC)
was provided by Ridley Agriproducts Pty Ltd. PAC was added at 0.5%/dry matter (DM)
of feed. Animal productivity and gas emissions (CO, and CHj) of the dairy cattle were
initially monitored without any PAC addition for four weeks to get baseline data. After
that, PAC was added to their feed for six weeks, and animal productivity and gas emissions
were monitored for the last 4 weeks of each 6 week interval, i.e., after a 2 week adaptation
period to allow animals to adjust to their assigned experimental diets. Similarly, the first
2 weeks of the subsequent 6 week intervals were used to adapt animals to their dietary
changes with and without PAC addition. The purpose of this repeated series of feeding
was to obtain accurate measurements and statistical validation.
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Table 1. Ingredient dairy cattle diet.

Ingredient As Fed Dry Matter at 89%
Total C.rL%de Protein 16.0% 18.0%
(minimum)
Crude Protein (minimum) 13.1% 14.7%
Equivalent (;rude Protein 299, 309,
(maximum)
Urea (maximum) 1.0% 1.1%
Crude Fibre (maximum) 12.0% 13.5%
Crude Fat (minimum) 1.5% 1.7%
Calcium (minimum) 1.0% 1.1%
Phosphorus (minimum) 0.5% 0.56%
Magnesium (minimum) 0.4% 0.45%
Salt (maximum added) 0.5% 0.56%
Copper (added) 45 mg/kg 50 mg/kg
Zinc (added) 150 mg/kg 170 mg/kg

2.1.4. Measuring GHG Emissions before, during and after Milking Dairy Cattle

The GHG measurements (CO; and CHy) were conducted on a weekly basis at the
dairy cattle farm using a portable diffuse flux meter with an LI-GHG detector (see Figure 1).
The instrument contains a collecting chamber, a personal digital assistant (PDA), a backpack
and a robust container for shipping and transportation. The collecting chamber of the
instrument was installed in the ventilation hatch of the milking area to cover all the
GHG emissions areas. The approach used to measure emissions is an adaption of the
polyethylene Tunnel method employed for sheep by Lockyer et al. [22]. The milking shed
is covered on 3 sides to minimize effects of prevailing winds and uses forced ventilation
to ensure consistent airflow and environment within the shed. Milking is conducted in
the early morning, and little variation was observed in wind speed, which was observed

during the collection time of 5-6 a.m. over the interval.
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Figure 1. Measuring GHG emissions from milking area by flux meter with the LI-CO, and

TLD-CHy detector.

Before field measurements were conducted, the CO, flux meter was calibrated us-
ing 0% and 4% CO, standard gases. The analytical error associated with a single mea-
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surement was about = 5%, and the reproducibility was about £ 10% for the range of
100-10,000 g m~2 day~!. In addition to the standard calibration performed at 1% or
10,000 ppm for CHy, the fluxmeter was further calibrated using a more representative
GHG levels with a 5L Tedlar bag of inert N, and a similar vessel with a 100 ppm concentra-
tion of CHy, with average results within £1% over a 5 min sample period (i.e., average of
300 single point measurements over this period).

The GHG measurements were divided into three stages. The first stage measured the
GHG 15 min before milking. In the second stage, GHG measurements were throughout
the milking of around 180 dairy cattle. The third stage was the GHG measurements when
the milking of the dairy cattle was finished and after the dairy cattle left the milking area.
This farm experiment continued for 22 weeks. The usual time of starting experiments
was 5:30 am. The dairy cattle productivity data (milk quality and quantity) were taken
from the farm record. The GHG measurements were performed with and without PAC
supplements. Our emissions monitoring has been made available in conjunction with an
ongoing Landcare Australia community project with animal ethics approval. (“Use of Non-
Invasive Techniques to Estimate GHG Emissions on Working Farms” CA2020/01/1338,
20 January 2020-24 May 2022).

2.2. Measuring GHG Emissions from the Manure
2.2.1. Measurement of CO, and CH,4 Emissions

GHG emissions (CO; and CH,) from manure on the ground of the barn were mea-
sured by using a portable diffuse flux meter with the LI-CO, and TLD-CHy detectors. Gas
emissions from the manure of the dairy cattle had been monitored for four weeks before
PAC supplementation. After that, GHG emissions were measured with PAC supplementa-
tion for four weeks. GHG emissions were then measured for another four weeks without
PAC supplementation. In the last four weeks, the PAC supplementation was examined.
After each stage of measurements, the ground of the barn was cleaned completely before
two weeks to obtain accurate data. The portable diffuse flux meter was located in the same
area in the ground of the barn, and the period of measurement was 15 min every week. In
the last stage, the collected data were transferred using a computerized instrument part.

2.2.2. Manure Collection

In this research, fresh manure samples were collected from the milking area for 4 cattle,
using their unique dairy cattle ID tags. Five subsamples of each faeces pad were collected
to represent a single faecal pad for each cow. Faecal materials were placed in a small food
grade polyethylene bags after removing the air before sealing. All the manure samples
were kept in a chilled thermally insulated container. After that, the manure samples with
and without PAC supplements were sent to the laboratory in the University of Queensland
(Gatton, QLD, Australia) for manure chemical components testing.

2.2.3. Archaeal and Bacterial 165 rRNA Gene Sequencing

Five grams (g) of each faecal subsample collected as per Section 2.2.2 from cattle
diets with and without PAC (n = 4 in both cases) were analysed. All the manure samples
were kept in a chilled thermally insulated container and sent to the Federation University
in Ballarat, Victoria (VIC), Australia for DNA extraction. DNA was extracted using a
Power Soil kit (Qiagen, USA), following the manufacturing conditions and quality of the
DNA assessed using nanodrop technology. Extracted DNA was processed at the Aus-
tralian Genome Research Facility Ltd. (Brisbane, QLD, Australia) for microbial community
identification, using the Illumina MiSeq platform, target 341F, 300 bp, Forward Primer
CCTAYGGGRBGCASCAG.

Reverse Primer GGACTACNNGGGTATCTAAT were used for PCR-amplification.
INlumina paired-ends reads were assembled by aligning the forward and reverse reads
using PEAR (version 0.9.5). Primers were identified and trimmed. Trimmed sequences
were processed using quantitative insights into microbial ecology (QIIME 1.8.4), USEARCH
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(version 8.0.1623) and UPARSE software. Using USEARCH tools, sequences were quality
filtered full-length duplicate sequences were removed and sorted by abundance. Singletons
or unique reads in the data set were discarded. Sequences were clustered, and chimeric
sequences were filtered using the “rdp_gold” database as a reference. To obtain the number
of reads in each OTU, reads were mapped back to OTUs with a minimum identity of 97%.
Taxonomy was assigned using QIIME.

2.2.4. Microbiome Beta and Alpha Diversity Analysis

For «-diversity indexes both rarefaction and nonfiltering of the abundance table were
performed using R studio. Measurements of alpha diversity were computed using the
“Phyloseq” R package, and the computed indices were compared for significance differ-
ences post-PAC treatment using independent 2-group Mann-Whitney U Test = wilcox.test
test using the ggrub package. For the rarefaction method, the set.seed (123) was used to
initialize repeatable random subsampling [23-25].

For beta diversity, the Aitchison distance method was used with a centred log-ratio
transformation approach as described by Gloor et al. [26] for compositional datasets. Prior
to transformation the dataset was filtered to only contain OTU that were detected at least 1
in 2 of the 8 samples. ps4 <— core (ps, detection = 1, prevalence = 2/n samples (ps)). Using
this method to calculate ordination scores (eigenvalues), a redundancy analysis performed
and plotted. To generate a distance matrix, the Euclidean method was selected, and the
Adonis function from the Vegan R package was used to compute a PERMANOVA for
identification of significant clustering based on treatment using p < 0.05. The betadisper
function from the Vegan R package was used to test for homogeneity.

2.3. Statistical Analysis

The Statistical Package for the Social Sciences (SPSS-version 23) software was used to
analyse the experimental data as in [27] and involved the analysis of variance (ANOVA).
Statistical means of milk production, GHG emissions, Archaeal and bacterial relative
abundance were compared using Duncan’s test at 5% levels of probability. Statistical
analyses were graphically assessed by means of residual plots, and normalisation of the
data was not required. Linear regression analyses were used to describe the relationships
between GHG emissions and times of measurement (before, during and after milking).
The cofactors were intervals of milking and PAC rates used. Analytical values are reported
in this study as the mean =+ standard deviation (SD).

3. Experimental Results
3.1. The Effect of PAC on Dairy Milk Production

Figure 2 shows the effect of PAC at 0.5% by DM of diet on milk production quantity
and quality for a working dairy farm. These results combine the milk production from
180 dairy cattle located in Brymaroo, QLD and Australia. Figure 2a presents the daily
milk production before and after adding 0.5% of PAC to their pellet diet. Although not
significant (p = 0.171), this addition improved the daily milk production by 3.43% on
average for the herd. Figure 2b compares the percentage of milk protein with and without
PAC. Supplementation with PAC significantly increased milk protein (p < 0.05) by 2.63%,
and milk fat was significantly increased (p < 0.001) by an average of 6.32% as shown in
Figure 2b.
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Figure 2. (a) Effect of PAC on daily milk production (kg), (b) milk protein and fat (%).
3.2. Measuring Total GHG Emissions before, during and after Milking
3.2.1. Methane Emissions (CHy)
CH4 emissions were measured over four weeks (first test is called term one). CHy
emissions were affected by all two factors: PAC concentrations and terms, as shown in
Figure 3a—c. CH4 measurements were taken under the same circumstances and condi-
tions. Figure 3a,c presents the effect of two percentages of PAC concentrations on the CHy
emissions before, during and after milking processes in the dairy cattle farm. PAC concen-
tration contributed to reducing the CHy emissions during milking from 25.03 to 16.55 ppm
(8.48 ppm reduction or 33.8%) when it was added into the feed with 0.5%.
@
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Figure 3. (a) Effect of PAC concentrations on the CH4 emissions and (b) effect of interaction between PAC, period and terms

on the CH, emissions. Polynomial (Poly), Term one: First test (four weeks); Term two: Second test (four weeks). (c) Overall

effect of PAC concentrations on the CHy emissions before, during and after milking.
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Figure 3b,c shows the effect of the interaction between two factors: PAC concentrations
and terms. Before milking, the ambient CH4 emissions were varied slightly going from
3.84 to 4.59 ppm for the various terms. Importantly, CHy emissions during milking in term
one also declined significantly (p < 0.001) by adding 0.5% of PAC from 29.25 to 15.97 ppm,
respectively. In term two, CH4 emissions were also reduced significantly (p < 0.001) from
20.81 to 17.13 ppm by adding 0.5% PAC. The difference between terms one and two
was 9.6 ppm. Besides that, CH, emissions declined significantly (p < 0.001) after milking
dairy cattle in both terms (one and two). In term one, CH, production reduced from
6.10 to 4.95 ppm by adding PAC. In term two, CHy dropped from 7.05 to 4.24 ppm by
adding PAC (Figure 3b,c).

3.2.2. CO, Emissions

In the in vivo experiment, on-farm measurement of CO, emissions before, during and
after milking dairy cattle were measured for the two terms. The PAC slightly reduced the
amount of CO; before, during and after milking of dairy cattle as shown in Figure 4a,b.
The amount of CO, before milking was 463 and 452 ppm at 0% and 0.5% PAC, respectively,
as shown in Figure 4a. The amount of CO, during milking was 563 and 548 ppm at 0%
and 0.5% of PAC, respectively, as shown in Figure 4a. The amount of CO, after milking
was 472 and 470 ppm at 0% and 0.5% PAC, respectively, as shown in Figure 4a.
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(@ (b)
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%00 700 i
2 . .Ai;-;,::-,‘.:::::i::::::::::::;-,._: 333333 gmo L
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Figure 4. (a) Effect of PAC concentrations on the CO, emissions and (b) effect of interaction between PAC, period and terms

on the CO; emissions. Polynormial (Poly), Term one: First test (four weeks); Term two: Second test (four weeks).

Figure 4b shows the effect of interaction between PAC and terms (1 and 2) (before,
during and after milking) on the CO, emissions from dairy cattle on the farm. Before
milking, in term one, the CO, emissions increased slightly from 444 to 451 ppm at 0%
and 0.5% of PAC, respectively, while they were reduced significantly (p < 0.05) in term
two, in which it was 484 and 452 ppm at 0% PAC and 0.5% PAC, respectively. CO,
emissions during milking in term one increased slightly with the addition of 0.5% of
PAC, from 440 to 451 ppm, while in term two, CO, emissions were reduced slightly from
683 to 646 ppm by adding 0% and 0.5% of PAC, respectively. At the same time, CO,
emissions increased after milking dairy cattle in term one. In term one, CO, production
rose from 444 to 451 ppm by adding 0% and 0.5% of PAC, respectively, whereas, in term
two, CO; did not affect production when 0.5% was added to the diet of dairy cattle, as
shown in Figure 4b.

3.3. Measuring Total GHG Emissions and Chemical Compounds in Dairy Cattle’s Manure
3.3.1. CHy4 Emissions

We also tested the dairy cattle manure to investigate how the addition of PAC in the
diet affected the GHG emissions and other parameters. GHG emissions were measured
before and after the addition of PAC in the dietary pellets. Figure 5a shows the overall
results of CHy emissions from manure with and without PAC. Although there was a slight
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increase in the manure CHy emissions, from 7.42 to 7.49 ppm with the addition of 0.5%
PAC, this was barely significant (p < 0.10). In this study, three manure test sites in the
common area were studied to give an indication of any changes in manure emissions. In
order to evaluate if this slight change is real or otherwise, a comparison of samples from
specific cattle with and without treatment would be required.

@ , ) . ,
14  P-value> 0.10 . o - P-value> 0.10 Term 1 0% PAC
H0%PAC a a ® Term 1 0.5% PAC

-2 =0.5% PAC g0 uTerm 2 0% PAC
i 10 g s | = Term 2 0.5% PAC
= £ a a
5 s a b £
S Z 6
Z 2
§ ¢ 5 4
= 4 5
O 2

2 0

0 . ) 0% PAC | 0.5% PAC | 0% PAC | 0.5% PAC

0%PAC 0.5% PAC Term 1 Term 2
PAC concentration PAC* Term

Figure 5. (a) Effect of PAC concentrations on the CH, emissions from manure and (b) Effect of interaction between PAC
and terms on the CH,4 emissions from manure. Term one: First test (four weeks), Term two: Second test (four weeks). (*)
means the interactions between PAC and Term.

Figure 5b presents the interaction between PAC and term on CHy emissions from
dairy cattle manure before and after the cattle were fed PAC. CH, emissions in term one
with and without PAC did not change. They were 9.14 and 9.2 ppm at 0% and 0.5% of
PAC, respectively, for term one, while there was no effect in term two. Therefore, it can be
concluded that the PAC had not reduced CHy from the manure of dairy cattle.

3.3.2. CO, Emissions

CO; emissions were affected by PAC concentrations over time and terms, as shown in
Figure 6a,b. Figure 6a presents the effect of two percentages of PAC concentrations on the
CO, emissions from manure before and after being fed PAC. The presence of 0.5% PAC
in the diet significantly reduced (p < 0.001) the CO, emissions from 1631 to 1464 ppm.
Figure 6b shows the interaction effect of the PAC and terms to estimate the PAC be-
haviour. In term one, the CO, emissions dropped (approximately 9.8% reduction) from
1461 to 1318 ppm at 0% and 0.5% PAC, respectively. Similar results showed in term two
and the effect of PAC was clear, as shown in Figure 6b. CO, emissions were reduced from
1789 to 1609 ppm. The effect of PAC has had a similar trend in terms one and two as shown
in Figure 6b.
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Figure 6. (a) Effect of PAC concentrations on the CO, emissions and (b) Effect of interaction between PAC and terms on the
CO, emissions, from the manure dairy cattle manure. Term one: First test (four weeks); Term two: Second test (four weeks).
(*) means the interactions between PAC and Term.
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3.4. The Effect of PAC on the Bacterial and Archaeal Microbial in Dairy Cattle’s Manure
3.4.1. Microbial Community Analysis

Herein, 165 rRNA Gene Sequencing was performed by next generation sequencing
to determine the collective population of prokaryotic bacteria and Archaea to characterize
the specific methanogenic communities in dairy cattle manure from cattle fed one of two
pelleted diets: either a basic diet or an equivalent diet supplemented with 0.5% PAC. By the
use of an array of specific primer pairs, the next generation sequencing captured a diverse
range of bacteria in both manure groups. The sequencing and classification of microbiota
following quality control methods resulted in an abundance table of 1379 taxa. The average
library size was 27,419.625 sequences with the lowest library size being 7814 sequences,
the largest library size being 53750.

The vast majority of bacteria in the manure samples (over 90%) belonged to two phyla:
Bacteroidetes and Firmicutes Figure 7. However, whether or not the diet was supplemented
with PAC, there were no significant changes in the percentages representing Bacteroidetes
and Firmicutes populations 53-51% and 42—41%, respectively; Figure 8a,b.
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Figure 7. Sequencing and classification of microbiota with and without PAC additions.
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Figure 8. (a) Average pre of microbial community and (b) average post of microbial community.

By contrast, there were also very small percentages of members from other phylums
including Protoeobacteria, Spirochaetes, Tenericutes, Verrucomicrobia, Actinobacteria and
Archeobacteria (ranging overall from 0% to 5%). Since there were no significant changes
with the two major phyla (Bacteroidetes and Firmicutes), we removed them from the
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graph to allow better-quality comparison of changes within the minor phyla due to PAC
supplementation (Figure 9a,b).
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Figure 9. (a) Average pre-PAC of microbial community (minor phyla) and (b) aAverage postPAC of microbial community

(minor phyla).

There were no significant changes in the levels of some of the minor phyla; specifi-
cally, TM7, Actinobacteria and “other” groups (remaining at 1%, 9% and 1%, respectively).
Among the other minor phyla, there were some significant changes after PAC supplemen-
tation (Figure 9a,b). There was a significant decrease in the proportion of Proteobacteria
(from 57% to 23%). All other phyla groups showed significant increases: Spirochaetes (from
11% to 21%); Cyanobacteria (from 3% to 9%); Verrucomicrobia (from 4% to 11%); Teneri-
cutes (from 13% to 18%); Elusimicrobia (from 0 to 1%); and Fibrobacteres (from 1% to 2%)
(Figure 9a,b).

Specifically, for the members of the phylum Euroarchaeota within the Kingdom
Archeae, which harbors the methanogen bacteria, there was a significant increase, when
the diet was supplemented with PAC (from 1% to 4%). Figure 10a shows the methanogen
species in dairy cattle manure with no PAC supplementation. The majority of archaea were
members of the genera Methanobrevibacter (83%) and genera of the family Methanocorpus-
culaceae (42%) with very low levels of Methanosphaera (3%) and vadin CAll-related genera
of the family Methanomassiliicoccaceae (2%). By contrast, there was a significant change
within the methanogenic community in the manure from dairy cattle supplemented with
0.5% PAC Figure 10b. There was a significant decrease in the proportion of members of
the genera Methanobrevibacter (from 83% to 51%) with a concurrent significant increase in
genera of the family Methanocorpuscuralceae (from 12% to 42%). The percentages of the
other two minor genera also showed a minor increase, although their proportion remained
low Methanosphaera (an increase from 3 to 4%) and members of Methanomassiliicoccacea
(from 2% to 3%).
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Faecal samples (n = 4) from randomly selected animals pre- and post-PCA supple-
mentation were tested for changes in alpha and beta diversity. For alpha diversity, using
both the rarefaction Figure 11 and nonrarefaction approaches, there was an increase in the
different methods used to measure species richness. Rarefaction resulted in a reduced sam-
ple size of 7776 sequences in each sample for comparison. Significance increases in alpha
diversity using the methods of Observed and Shannon index were identified Figure 11.
PAC supplementation was also shown to result in a difference in overall microbiota com-
position between the two groups. Filtering of the dataset resulted in a reduced number of
taxa (n = 773). Redundancy analysis identified that 26% of the variation between the two
datasets could be explained by the first component of Figure 12a. Ordination analysis re-
sulted in the unsupervised clustering into treatment groups, as shown in Figure 12b, with a
PERMANOVA indicating that treatment had a significant effect on microbiota composition
(r? =0.22, p = 0.035).
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Figure 11. Alpha diversity calculations on a rarefaction dataset (7814 sequences per sample).
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Figure 12. Overall microbiota composition difference between treatments (a) with and (b) without PAC addition.
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3.4.2. Chemical Compounds of Manure

Manure samples were collected to evaluate the effect of PAC on chemical compounds
of manure as shown in Table 2. Dry matter (DM) is significantly increased (p < 0.001) by
adding 0.5% PAC. The percentages of DM were 88.56% and 89.11% at 0% and 0.5% PAC,
respectively, in the dairy cattle manure. Organic matter also was increased (p < 0.02) by
0.92% at 0.5% PAC in the dairy cattle manure, while Ash was reduced by 0.93% at 0.5% PAC.
The percentage of curd protein (CP) significantly dropped (p < 0.001) in the dairy cattle
manure. The percentages of CP were 13.11% and 10.37% at 0% and 0.5% PAC, respectively.
Neutral detergent fibre (NDF) and lignin did not affect by adding PAC to the dairy cattle
diet while acid detergent fibre (ADF) was significantly increased (p < 0.001). ADF levels
were 26.56% and 28.34% at 0% and 0.5% PAC, respectively, as per Table 2.

Table 2. Effect of PAC on the chemical compound of dairy cattle’s manure.

Items 0% PAC 0.5% PAC p-Value <
Dry matter 88.56 89.11 0.001
Organic matter 77.7 78.62 0.02
Ash 22.3 21.37 0.02
Curd protein 13.11 10.37 0.001
NDF% 43.15 43.06 0.10
ADF% 26.56 28.34 0.001

Lignin% 9.63 8.99 0.1

4. Discussion
4.1. Milking Production and GHG Emissions

To meet the growing demand for dairy products such as milk, methods of increasing
milk production for herds are investigated. This study is focused on an important topic:
whether the addition of 0.5% PAC could reduce GHG emission without impairing milk
quantity and quality. Other reports using in vitro PAC have also investigated the beneficial
effects of biochar on GHG emissions [21,28-31]. As far as we know, this is the first study
showing the beneficial effects of PAC on dairy products and the reduction of GHG emissions
in the dairy farm. The reduction of GHG emissions by adding Biochar (PAC) to the diet
corroborates our earlier findings in an in vitro experimental incubation with rumen fluid
and different varieties of PAC substrates, including the form used in this work [28,29,32].

Our findings showed that adding 0.5% PAC did not greatly affect dairy milk yield
(3.43%), although it significantly improves both the protein and fat concentrations in the
milk. These improvements in milk quality could be reflected in the effect of PAC in altering
rumen fermentation and biohydrogenation. Our reports show that the addition of the PAC
to the diet of cattle also had a significant effect on milk fat and protein.

There was a significant reduction in both carbon dioxide (CO;) and methane (CHy)
emissions eructated from the dairy farm cattle when their pellet diet was supplemented
with 0.5% PAC, compared to the control treatment (containing no PAC). Methane (CH,) and
carbon dioxide (CO,) are two major greenhouse gases released by ruminants such as dairy
cows. CHy is considered an important indicator of farming productivity because it is related
to the conversion of feed in the production of livestock [32-34], whereby the higher the
levels of CHy emitted, the greater the loss of energy. Enteric CH4 emissions are produced
by microbial fermentation of feed components, with CH4 produced predominantly in the
rumen (87%) and to a lesser extent (13%) in the large intestines [35,36].

Our results were consistent with those of Xie et al. [37], who found that adding
0.6% of biochar (Rice husk) to cattle diet reduced CHy4 emissions by 22%. Further re-
search and development of novel technologies to better understand the efficacy of PAC
on GHG emissions in dairy cattle farms are still required, such as increasing the levels
of PAC in the pellets.

Several studies have also revealed that the addition of biochar to soil can effectively
reduce GHG and CH, emissions from the soil, presumed to be due to macropores in
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biochar [37-40]. However, conflicting results found that when PAC that was coapplied
with manure to a basic soil, it did not reduce GHG emissions [41]. This conundrum may be
related to the differences in the structures of the biochar substrates.

4.2. Microbial Community

The study also focused on comparisons of methanogen diversity and bacterial popula-
tions in pre- and post-treatment (postdiet supplemented with 0.5% PAC) in dairy cattle
manure, allowing at least 14 days for the rumen microbial community to adapt to the new
diet. Results showed that despite a small subset of samples analysed that PAC supplemen-
tation causes a significant increase in species richness and abundance (Alpha diversity)
and resulted in a different microbiota composition (Beta diversity).

The microbiota of an animal’s intestinal tract plays important roles in the animal’s
overall health, productivity and well-being. Using rDNA bacterial tag-encoded FLX am-
plicon pyrosequencing analysis, Devore [42], revealed that dairy cows displayed a high
diversity of bacterial species and genera in their faeces, including Clostridium, Bacteroides,
Porpyhyromonas, Ruminococcus, Alistipes, Lachnospiraceae, Prevotella, Lachnospira,
Enterococcus, Oscillospira, Cytophage, Anaerotruncus and Acidaminococcus spp. The
general proportion of phyla determined in the manure with and without supplementation
with PAC is similar to that reported in literature [43—46]. The microbiotia was dominated
by members of the phyla Firmicutes, with 53% of the OTUs belonging to this taxonomic
group. Bacteroidetes was the second dominant phylum, representing 41% of the OTUs and
Proteobacteria (5% of the OTUs). Firmicutes and Bacteroidetes were also reported as the
predominant phyla, with 25 most common genera accounted for over 85% of the faecal
bacterial populations. Our results differ slightly to those reported by Tobita et al. [47],who
measured higher levels of Firmicutes (81.3%), lower levels of Bacteroidetes (14.4%), Acti-
nobacteria (2.5%) and Proteobacteria (1.4%). Bhatt and Maheshwari [48] recently reported
supporting evidence to the above reports and also extended the knowledge of faecal flora
by reporting the additional presence of a few fungal sp., (Aspergillus and Trichoderma),
about 100 species of protozoa and 2 yeast species, members of the manure population that
we did not investigate.

None of these reports specifically investigated members of the phylum Euryarchaeota,
containing important methanogenic bacteria. Our results specifically investigated the pres-
ence of members of the Phylum Euryarchaeota, explicitly four groupings of methanogenic
bacteria responsible for production of the GHG methane.

Rumen methanogens are divided into three functional groups, the hydrogenotrophs
(Methanobrevibacter, Methanomicrobium and Methanobacterium spp) which are the
most common consisting of 95% of the dung methanogens and convert hydrogen and/or
formate to CHy; the methylotrophs (Methanosphaera spp and members of the order
Methanomassiliicoccales) which produce CHy from methyl compounds such as methanol
and methylamines; and the acetoclastic methanogens (such as Methanosarcina), which can
utilise acetate to produce CHj in addition to the hydrogenotrophic and methylotrophic
pathway and usually are 6.5% of dung methanogens.

Members of the archaea phylum representing all three of these groups were detected in
the faeces from the control diet as well as the diet supplemented with 0.5% PAC. However,
they represented only a minor proportion of the bacterial flora in the fresh cow faeces.
Furthermore, within the methanogenic archaeal OTUs, there was a significant decrease in
the relative abundance of Methanobrevibacter (from 83% to 51%) with a concurrent three-
fold increase in genus Methanocorpusculum in the family Methanocorpuscuralceae (from
12% to 42%). The percentages of the other two minor genera also showed minor increases,
although their proportion remained low; Methanosphaera (increased from 3% to 4%) and
members of the vadin CA11 genera in Methanomassiliicoccacea (from 2% to 3%).

The identified genera are identical and proportional to that reported by who reported
Methanomicrobiales (81.7%), Methanobacteriales (11.8%) and Methanosarcinales at (6.5%)
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in fresh dung samples using mcrA sequencing (which detects the methyl coenzyme M
reductase gene unique to methanogens).

We also detected members of the vadin CA11 genera (order Thermoplasmatales) in pre-
and post-diet faeces. In our analyses, members of the vadin CA11 genus cluster, increased
50% from 2% to 3% in the PAC-supplemented diet. Members of the vadin CA11 are a novel
group of rumen archaeal sequences with no closely related cultivable isolates, which have
been implicated in the reduction of methane emissions) [49]. CA11 members were also
detected by Zhou et al. [50] using archaeal 16S rRNA in rumen fluid and also identified
by Kumar et al. [51] in the dairy cattle rumen but contributed to <1% of abundance.
Godon et al. [52] reported that higher levels of hydrogenotrophic methanogens (93.5%)
and acetoclastic methanogens were 6.5%. Within Methanomicrobiales, 81.7% were of the
genus Methanocorpusculum, and 6.5% of total clones were related to acetoclastic lineages
belonging to Methanosarcinales.

The methanogen community of fresh dung should reflect the same trend as observed
in a typical cattle rumen such as the greater abundance of hydrogenotrophic methanogens
than the acetoclastic methanogens. The results of the present study corroborate earlier
observations reported by wherein the fresh dung mcrA library 93.5% clones belonged to the
hydrogenotrophic methanogens, while the acetoclastic methanogens representing merely
6.5% of the total cloneacetoclastic methanogens normally make up only a small percentage
of total methanogen community in cattle rumen [53].

The reduction in both methanogen species, Thermoplasmata and Methanomicrobia,
and an increase in the Methanosphaera in post-treatment PAC supplementation, compared
to the control, suggests that the presence of PAC has affected the growth and function of
the archaea members. Further research on the effect of PAC on the microbial community
both within the rumen and in faecal samples is necessary.

The positive effect of Biochar on methanogen communities has been well documented
in other environments [54,55]. Biochar supplementation in rice paddies had little effect
on bacterial diversity but significantly changed the archaeal community structure [56].
The abundances of methanogenic archaea in the paddy were decreased by biochar ap-
plication, while the methanotroph abundances were increased after biochar was applied,
although the differences were not significant due to the large variations in a given treatment.
This showed that biochar addition decreased CH4 emissions, which may be due to de-
creased methanogenic archaea abundance; hence, CHy4 could be utilized by Methanotrophs.
Liu et al. [57] reported that methanogenic archaea were not inhibited by biochar amend-
ments, but there was a decreased ratio of methanogenic to methanotrophic microorganisms
in paddy soils.

We highly recommend further investigations for using PAC at higher concentrations
in the diet of dairy cattle because the results of our pilot trial show significant changes
to the methanogenic population. Higher concentrations of PAC within the diet have the
potential to further mitigate GHG such as CH4 emissions. They may also further increase
milk fat and protein production, which, although increased in our trial, did not meet a
statistically significant change.

5. Conclusions

Feed supplementation with powdered activated carbon (PAC) is a promising method
for reducing GHG and CHjy emissions and increasing milk quality and quantity of dairy
cattle. Two supplementation levels (0% and 0.5%) were tested, with PAC being incorporated
into a pelleted compound feed. When pelleted feed was supplemented with PAC, milk
production increased by 3.34% on average for the herd. The PAC supplementation had a
significant increase (p < 0.05) in milk protein by 2.63%. Milk fat was significantly increased
(p < 0.001) to an average of 6.32%.

The PAC supplementation had a significant increase (p < 0.05) in milk protein by
0.03%/cow. Milk fat was significantly increased (p < 0.001) to an average of 0.06%. PAC
supplementation reduced CHy emissions significantly (p < 0.001) before during and af-
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ter milking of dairy cattle. The PAC slightly reduced the amount of CO; before, during
and after milking of dairy cattle. The PAC did not reduce CH, emissions from the dairy
cattle manure, while it had significantly reduced (p < 0.001) the CO; emissions. There
was a significant decrease (p < 0.001) in the proportion of Proteobacteria and the gen-
era Methanobrevibacter. However, the genera of the family Methanocorpuscuralceae
was significantly increased by PAC addition. PAC did not affect Methanosphaera and
Methanomassiliicoccacea. The incorporation of PAC into pelleted feed used in this study
appears to be an effective way to introduce a low-emissions feed product into the Australian
dairy industry.
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