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Effect of source separated human urine as buffering agent compared to sodium
bicarbonate and water in anaerobic co-digestion of lignocellulosic biomass and poultry
feces was evaluated in laboratory scale reactor for 180 days at 37 4 2°C. Mean biogas
volume ranged from 37 + 8 to 101 + 18mL gVS~! in the urine buffered reactors
which was 1-5 times higher than the bicarbonate and water buffered reactors and the
difference was significant at p = 0. 05. Total volatile fatty acids (VFA) concentration ranged
between 396 and 1,400mg L~" with a pH of 6.9 + 0.3 and 7.8 + 0.1, respectively. In
contrast, VFA concentration ranged between 386 and 3,109 mg L=" (pH 7.6 + 0.2 and
4.8 + 0.4) in sodium bicarbonate buffered digestate and control (water) respectively.
The result indicates buffering capacity of urine on anaerobic co-digestion with positive
effect on biogas production. The Archaeal isoprenoids included markers of aceticlastic
and hydrogenotrophic methanogens with a relative abundance that ranged between
0.71-18, 3-55, and 2-59 pg g~' dry matter in the water (control), bicarbonate and
urine buffered digestate, respectively. The Archaeal abundance was 1.12 and 6 times
higher in the combined female/male urine than the bicarbonate buffered digestate and the
control, and the difference was significant at p = 0.05. Overall, this study demonstrates
that human urine with no pharmaceutical loadings as a wetting and buffering agent
is a promising option for anaerobic co-digestion with competitive edge over sodium
bicarbonate on lignocellulosic biomass saccharification for enhanced biogas production.

HIGHLIGHTS

Source separated human urine served as buffer in anaerobic co-digestion process.
Combined female/male urine exerted an additive effect on biogas production.
Competitive edge offered by the combined female/male urine over sodium bicarbonate
buffer in relation to biogas produced.

Evidence of synergy for enhanced biogas production from high C/N ratio lignocellulosic
biomass combined with low C/N ratio poultry feces.
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INTRODUCTION

Increased human population is associated with high energy
demand from the burning of fossil fuels have been implicated
in environmental pollution with global warming impacts.
These have heightened the search for alternative energy
sources to minimize further damage to the Earth’s ecosystem
(Karagoz et al., 2012). It is common knowledge that renewable
energy production of biofuels such as methane (60-70%) and
stabilized digestate by anaerobic digestion (AD) creates economic
opportunities and can minimize environmental pollution when
the reactor is operated at optimal conditions. The production
harnesses the degrading potential of microorganisms in a
process that is friendly to the environment, reduce odor and
kill pathogenic organisms especially in reactors operated at
thermophilic conditions (Appels et al., 2008).

However, anaerobic digestion is a complex synergistic
biochemical process that involves sequential hydrolysis as a rate-
limiting step, acidogenesis, acetogenesis, and methanogenesis.
The process is mediated by a diverse and complex microbial
community that requires different optimum conditions to
grow, metabolize, and are influenced by factors such as pH,
concentration of free ammonia, alkalinity, volatile fatty acid
accumulation, heavy metals, sodium, hydrogen, and potassium.
Although the AD process has been shown as an efficient
technology for biofuel production, the use of different organic
feedstock material can influence the process stability (Appels
et al., 2008). This is because the organic substrate vary in their
physicochemical characteristics especially the carbon-nitrogen
ratio. In addition, the process is sensitive to changes in pH,
temperature, microbial community composition, presence of
inhibitory substances, and micro-pollutants. Thus, an efficient
process requires a delicate balance of microbial groups, substrate
composition and optimum operating conditions (Kayhanian,
1994; Appels et al., 2008; Wagner et al., 2010).

The use of lignocellulosic biomass in AD provides fermentable
sugars from cheap and readily available substrate (Balat, 2011;
Paul and Dutta, 2018). For instance, cellulose is the most
dominant polysaccharide component in lignocellulosic biomass
made up of linear glucose units linked by p-1, 4 glucosidic bonds.
However, the complex structural composition and crystalline
nature of the biomass requires pre-treatment to increase
permeability, cleave the cellulose-hemicellulose-lignin bonds,
and release the fermentable cellulose for microbial conversion
(Barton, 1988; Jacobsen and Wyman, 2000; Badshah et al.,
2012; Gaur et al,, 2017). Pre-treatment of lignocellulosic biomass
involve the use of methods and substances such as acids, alkali,
steam explosion, organic solvent, alkaline-hydrogen peroxide,
ammonia, and hot water in addition to enzyme hydrolysis
(Sreenath et al., 1999; Torget et al., 2000; Foyle et al., 2007). Most
of the method and substances, for example acid, alkaline, and
alkaline-peroxide pre-treatments enhanced the release of soluble
sugars from lignocellulosic biomass compared to thermal pre-
treatment with low sugars. However, these substances generated
by-products such as furfurals that inhibit microbial growth
and community activity in relation to methane production
(Bolado-Rodriquez et al., 2016). Indeed, the high carbon:nitrogen

(C/N) ratio of lignocellulosic biomass is a major limiting factor
for higher biogas generation during anaerobic digestion. To
circumvent this, a low C/N ratio biomass combined with high
C/N ratio lignocellulosic biomass can provide the required
complement for efficient anaerobic co-digestion and biogas
production (Paul and Dutta, 2018).

In most cases, a stable AD process is maintained by the use
of buffers such as sodium bicarbonate, potassium bicarbonate,
potassium carbonate, sodium nitrate, and anhydrous ammonia
(Lin et al., 2013) to keep the pH between 6.8 and 7.2. On the
other hand, anaerobic co-digestion of organic waste has gained
acceptance because the process can remain stable and efficient
without the use of chemical buffers, and with a minimal or no
post AD processing of digestate for disposal. In spite of this,
establishing the right feedstock combination for anaerobic co-
digestion is a challenge and can significantly influence biogas
production (Gaur and Suthar, 2017). A different perspective
on this will involve natural substances and/or waste material
with relevant or similar composition as the chemical buffers to
offer an alternative option, augment nutrient, and moisture for
stable AD process. For example, the human urine is a body
fluid and waste expected to be disposed of without any major
application. In terms of composition in the domestic sewage,
urine supplies approximately 70-80% of the nitrogen, 50-70%
of the phosphorus, and 60-70% of the pharmaceutical loadings
(Jimenez et al., 2015). In recent years, however, there is increased
understanding that the composition of source separated urine
suggests it can serve as nutrient and growth inducer for
plant and microorganisms (Larsen et al., 2004; Akpan-Idiok
et al, 2012; Andreev et al, 2017). Further to this, urine
source separation commonly called NoMix-technology in urban
wastewater management is accepted as innovative approach
to increase water quality, reduce pharmaceutical loadings, and
enhance nutrient recovery (Lienert and Larsen, 2010; Ekama
etal., 2011; Jimenez et al., 2015; Landry and Boyer, 2016).

To assess the effect of urine on the anaerobic co-digestion of
lignocellulosic biomass (sawdust) and poultry feces performance,
the biomethane potential assay (BMP) was used. In addition,
microorganisms in the inoculum (cow dung) were exposed to
unspiked sawdust and poultry manure (control) for comparison.
The effect was evaluated using microbial community abundance,
biogas production and volatile fatty acids (VFA). The significance
and implications of source separated human urine with no
pharmaceutical loadings on the key steps of anaerobic digestion
performance are also highlighted.

MATERIALS AND METHODS
Substrate, Buffer and Wetting Agent

Lignocellulosic biomass (sawdust) and poultry feces were used
in this study as substrate for the AD process. Water, sodium
bicarbonate anhydrous (Na;CO3, 99.5% pure) and fresh human
urine (male and female separately and in combination) were
used as wetting and buffering agents in the reactors. The source
separated urine samples were provided anonymously from the
male and female toilets of the University of Uyo. To ensure that
the research study conforms with appropriate ethical principles
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and standards, the research was submitted and approved by
the Uyo University’s Research Ethics Committee. Accordingly
donors were informed of the purpose, method and intended use
of the research and written informed consent was obtained from
all participants. Early morning urine samples from the human
subjects not on any drug therapy for at least 7 days prior to the
sampling period were collected in clean sterile containers. We
adopted this approach rather than random sample collection to
minimize the influence of pharmaceutical loadings in the urine
which inhibited the microorganisms and contributed to the low
biogas produced in our previous experimental setup. In addition,
the choice of the substrates was based on the carbon-nitrogen
(C/N) ratios. For instance, the poultry feces is relatively a lower
C/N value material (C/N ratio: 5-15) whereas the sawdust is a
higher C/N value material (C/N ratio: 200-500) (Hagos et al.,
2017). The sawdust from untreated wood/timber and poultry
feces were collected from the Ultra-modern Timber Market,
Uyo and the University of Uyo Farms respectively. The samples
in polyethylene bags were transported to the Microbiological
laboratory, University of Uyo for the biomethane potential
assay.

Experimental Design

The biomethane potential (BMP) assay was used as an index of
the anaerobic bioconversion to measure the volume of biogas
produced per gram of volatile solid in the substrate. We measured
the substrate digested and biogas produced by a modified
approach as described by Owen et al. (1979) and Angelidaki et al.,
(2003, 2009) by subjecting the lignocellulosic biomass to solid
state fermentation with a near absence of free moisture from
water or urine. Briefly, 200 g each of sawdust and poultry feces
as the co-substrate were separately moistened with either 10 mL
of distilled water or source separated fresh urine samples, mixed
in a wooden trough and allowed to stand for 14 days at room
temperature (28 £ 2°C) as a form of pre-treatment. The biogas
assay was set up in a batch mode and involved the use of 100 mL
amber serum bottles (Gerresheimer 61020G, USA) and 20 mm
aluminum cap with central molded septum combination seal
(FB 67567, Fisher Scientific, UK) as reactor. 10 g subsample of
the pre-treated substrate was inoculated with 5g VS~! aged-cow
dung and fed into the 100 mL amber serum bottles. Cow dung
was used as inoculum because of the associated methanogenic
microorganisms with the potential for anaerobic co-digestion
and biogas production (Gaur and Suthar, 2017). Prior to
inoculation of the pre-treated substrate, the seed inoculum (cow
dung) was incubated at 37.0 £ 0.2°C for 25 days until no
biogas was detected from the reactor. The wetting/buffering
agent used in the BMP assay was 45 mL of distilled water, male
urine, female urine, and combined male/female urine respectively
were added to separate pre-treated substrate and resulted in
a total reaction volume of 60 mL. The combined female/male
urine was 22.5mL each. In another set up used as positive
control, pH of the blended substrate was adjusted with sodium
bicarbonate anhydrous (Na;CO3, 99.5% pure) to 7.2 £ 0.2 and
were determined using standard methods (APHA, 2005). The
content of the reactors were allowed to equilibrate for 1h at
45°C and sealed using standard hand operated crimper, 20 mm

cap size (JG Finneran 9300-20, USA). Triplicate reactors for
each treatment were incubated in a thermostatically regulated
water bath maintained at 37 = 0.2°C with 15 min discontinuous
manual agitation every 12h for 180 days. At 3 days interval,
gas volume was determined by volumetric method (Valcke and
Verstraete, 1983) by connecting each reactor to a graduated
reverse cylinder device containing water as a barrier solution
and the liquid displacement measured and converted to biogas
volume using the formula:

k+H—-h
k

Biogas [mL] = 7r*h %

where r = internal radius of the column (cm); h = production of
biogas as water level decreased in the column (cm); H = working
length of gas collection column (cm); k = standard atmospheric
pressure (1,033 cm water gauge).

Measurement of Volatile Fatty Acids (VFAs)
The VFA composition was measured using the approach
described in Eduok et al. (2017) in which 10 mL duplicate
digestate samples were centrifuged at 5,000 rpm for 20 min
and filtered through 0.45pum and then 0.2 um syringe filter.
9mL of filtered sample was inactivated and stabilized by adding
10 pL of sulphuric acid and frozen until needed for analysis.
VFA concentrations were determined by high performance liquid
chromatography (HPLC) on Kontron 535 detector (Bio-Tek,
Vermont, USA) with a Bio-Rad (California, USA) HPLC column
for fermentation monitoring. The column temperature was
maintained at 60°C with an eluent of 1 mM H,SO4 with a flow
rate of 0.8 mL min~!. Detection of VFA concentrations was done
with ultraviolet light at 208 nm.

PLEL Markers

We measured the phospholipid etherlipid (PLEL) of the
microbial biomass in the digestate by the approach as described
by Gattinger et al. (2003). Briefly, Citrate buffer-chloroform-
methanol of 0.8:1:2 (v/v/v) was used to extract 5 g of lyophilized
digestate, subjected to solid-phase fractionation followed by
transesterification through mild alkaline methanolysis. Aliquots
of the phospholipid fraction equivalent to ~12.5g dry matter
were subjected to PLEL analysis (Gattinger et al, 2003).
Acid hydrolysis and methylated cleavage of the polar head
group was performed using 2mL of methanol: chloroform:
37% hydrochloric acid (10:1:1, v/v/v). The dried ether-linked
isoprenoids were then reconstituted in 0.2mL of hexane and
analyzed by gas chromatography coupled to mass spectrometry
(GC-MS Agilent Technologies 6890N) according to the operating
conditions (Gattinger et al., 2003). 200 pL nonadecanoic acid
methyl ester (Sigma, UK) was added as an internal standard
to each sample after solid phase extraction. In accordance with
other studies, Archaeal biomass was estimated using a conversion
factor of 5.9 x 10'2 cells per 2.5 wmol PLEL (Bai et al., 2000).

Statistical Analysis

Kruskal-Wallis test was performed using Statistica software®
version 11 (Statsoft, Tulsa, OK, USA) and values are presented as
mean = standard deviation with levels of significance maintained
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at 95% for each test. PLEL profiles were log-transformed to
minimize skewed distribution and subjected to group-averaged
hierarchical cluster analysis based on Bray-Curtis similarity
measure using PRIMER version 6 (Clarke and Warwick, 2001).

RESULTS AND DISCUSSION

Effect of Urine Buffer on Biogas Production
and pH

The BMP assay at 180 days recorded a mean biogas volume
ranging between 19 & 5 and 102 + 17 mL gVS d ™! in the control
(water) and female/male urine buffered digester, respectively
(Figure 1). The daily biogas production showed rapid biogas
production for the first 40 days, followed by a decrease in
biogas production between days 40 and 180 (Figure 2). The high
initial biogas production was due to the preferential digestion
of readily biodegradable organic materials. The dissipation of
the readily degradable materials may have then caused biogas
production decrease between days 40 and 180 (Figure 1). The
sodium bicarbonate buffered reactor produced 1.1 times higher
cumulative biogas than the female/male urine buffered reactor in
the first 45 days but the trend was reversed after 55 days up to
180 days (Figure 2). The result indicates a lag period for a stable
performance in relation to biogas produced from the female/male
urine buffered reactor compared with sodium bicarbonate
buffered reactor (Figure2). In addition, the urine exerted
a positive effect on the different groups of microorganisms
associated with the saccharification of the lignocellulosic biomass
and methanation than water. Further to this, the breakdown
of lignocellulosic biomass into fermentable sugars by urine
hydrolysis was more pronounced in the source separated urine
buffered digestate. For instance, biogas volume from the male,
female and male/female urine buffered digestate was 2, 3, and 5

times higher than in the control (water), respectively. However, in
the combined female/male urine treatments, biogas production
was 1.04, and 1.5 and 3 times higher than in the bicarbonate,
female and male urine buffered digestate, respectively. Whereas,
the biogas produced in the female urine buffered digestate was
2 times higher than in the male urine treatment and suggests a
competitive advantage over the male urine as a buffer. Overall,
the response of the methanogens from the female/male buffered
digester in relation to biogas volume produced ranged from 1.04
to 5 times higher than all other treatments and the difference
was significant at p = 0.05. The result has evidenced the
synergy for enhanced biogas production from high C/N ratio
lignocellulosic biomass combined with low C/N ratio poultry
feces.

Similar to the commonly known ammonia fiber explosion
(AFEX) approach used in the hydrolysis of lignocellulosic
biomass (Bals et al, 2010), the results suggest that the fresh
human urine and urea from the poultry feces with an initial pH
that ranged between 5.3 & 0.3 and 6.2 &£ 0.2 in the water and
female/male urine mixture, respectively served as a mild acid and
contributed to the cellulose-hemicellulose-lignin bond cleavage
which subsequently contributed to the release of the sugars for
microbial metabolism. However, as the sugars were metabolized,
the pH was expected to decrease due to an accumulation of VFA
into the system. Notwithstanding this, the pH in the female/male
urine buffered digestate was stable at 7.8 £ 0.1 (Figure 3) which
indicated there was no imbalance as a result of accumulated
VFAs. As a result of this, no significant negative effect was
observed on the growth of the methanogens and biogas produced
in the reactors. In relation to the control digestate, the pH
reduced to 4.8 & 0.4 which resulted in the minimal growth
and metabolic activities of the methanogens and hence biogas
production. In addition, the difference in the pH of the digestate
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FIGURE 1 | Daily biogas volume produced from anaerobic co-digestion of lignocellulosic biomass pre-treated with human urine, water and sodium bicarbonate. The
combined female/male urine buffer in relation to other treatments enhanced biogas production. The biogas volume in a set of triplicate reactors were not significantly
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Na bicarbonate

Buffer

ranged between 2.2 (male urine) and 3.1 (female/male urine) and
was significant at p = 0.05.

The plausible reason we deduced for the observed effect
was that the hydrolysed urine contributed to the stable reactor
performance as a buffering agent. Indeed, the hydrolysed urine
has a high buffering capacity (Andreev et al., 2017) and
therefore minimized the inhibitory effect of accumulated VFAs
to the methanogens (Nicol et al., 2004; Franke-Whittle et al,,
2014; Eduok et al, 2017). Although acid pre-treatment is a
low cost and efficient process in hemicellulose hydrolysis to

release monomeric sugars, corrosive and toxic compounds are
produced (Talebnia et al., 2010; Ferreira et al., 2013), whereas
alkaline pre-treatment of lignocellulosic biomass with hydroxides
of ammonia, potassium, calcium and sodium modifies the
structure and solubilize lignin with minimal inhibition of biogas
production (Ferreira et al, 2013; Krishania et al, 2013). In
contrast, the use of urine as a buffer can be compared to
a combined alkaline treatment and ammonia fiber explosion
(AFEX) with positive effect on the AD performance and biogas
production.
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At the moment, the mechanistic structure of the bond cleavage
and continuous release of the fermentable sugars (cellulose) for
microbial use and subsequent biogas production is unclear. From
the result of the biogas generation, it appears that the biological
and chemical components of the female urine in relation to
that of the poultry feces, and probably the physicochemical
constituent of the lignocellulosic biomass exerted either an
additive, synergistic and/or potentiation effects or a combination
of any two or all effects on the cellulose-hemicellulose-lignin
bond cleavage to release the cellulose. For example, apparently
healthy female genital microbiota is lactobacilli-dominated

involved in regulatory and immune functions (Witkin et al,
2007; O’Hanlon et al., 2013) and poultry feces includes the
lactic acid bacteria (Nazef et al., 2008) which are implicated
in lignocellulosic biomass breakdown (Boguta et al, 2014).
Specifically, Lactobacillus and Pediococcus strains from female
genital microbiota were implicated in the bioconversion of
lignocellulosic biomass. These strains were also able to resist
common inhibitory substances such as the phenolic compounds,
acetate, and furfurals from pre-treated lignocellulosic biomass
(Boguta et al., 2014). It is possible that the presence of these
organisms in the female urine enhanced the conversion of the
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substrate to simple sugars for biogas production. In addition,
component of the hydrolysed female urine probably stimulated
growth of the microorganisms associated with catalysis of the
rate-limiting step of anaerobic digestion (hydrolysis) compared
to the male urine and water. The result does not rule out the
presence or influence of different components in the sawdust,
poultry feces, and urine that played a role in the digestion
and biogas production. Other confounding factors that could
have exerted synergistic effect on the microbial activity and
reactor performance include yeast in female urine and probably
the hormones in male and female urine. The result from
the female/male buffered reactor suggests a complimentary
interaction that resulted in a synergistic or additive effect on
the methanogenic activity and biogas production. What is not
established is whether other components of the urine apart from
the microorganisms played any role but it does suggest that our
perception of urine that is free from pharmaceutical loading as
waste maybe compositionally flawed and its potential effect on
microorganisms and in particular, the methanogens has been so
far underestimated.

Effect on Volatile Fatty Acids (VFAs)

Accumulation Over 180 Days

The total VFAs concentration in the digestate was 1,400 mg L™*
(male), 1,098 mg L™ (female), 396 mg L~! (Female 4+ Male),
386 mg L~! (Na bicarbonate), and 3,109 mg L' (water) with
a difference ranging between 2 and 8 times higher in control
(water) than the urine buffered digestate (Figure4). This
difference was significant at p = 0.05. However, the ¥VFAs in
the female/male urine buffered digestate was 1.02 times higher
than in the sodium bicarbonate buffered digester. The main VFAs
in the digestate were acetic and propionic acids (24 and 32%,
respectively of the maximum total VFAs at 180 day), whereas the
other VFA concentration ranged between 9% (n-valeric acid) and
13% (n-butyric acid). In the female/male urine buffered digestate,
the VFA concentrations were below 100 mg L™! similar to the
concentration in the sodium bicarbonate buffered digestate and

indicates enhanced microbial conversion of the metabolites to
biomass and biogas.

The lower concentration of acetic acid compared to propionic
acid suggests that the archaeal community was dominated by
aceticlastic than hydrogenotrophic methanogens. Further to this,
the result indicates that propionic acid accumulated and its
oxidation was reduced in the control because of low abundance of
hydrogenotrophic methanogens, whereas acetic acid was readily
converted by aceticlastic methanogens (Figure 4).

The propionic:acetic acid ratio with the value of 1.4 is required
to create unstable condition during AD process (Hill et al,
1987) and was not exceeded in the urine buffered digesters. For
instance, the ratio of propionic:acetic acid in the urine buffered
digestate was 1.2 (male), 1.03 (female), 0.92 (Female/male)
compared to 0.97 (sodium bicarbonate) and 1.5 in the negative
control (water). The result indicates that VFAs accumulated
in the control digestate and resulted in the reduced pH with
a negative influence on the AD process performance, whereas
the urine similar to the sodium bicarbonate served as a buffer
and mitigated the inhibitory effect exerted by the VFAs in the
digesters. The result corroborates the findings from other studies
(Nicol et al., 2004; Franke-Whittle et al., 2014; Eduok et al.,
2017) in which high concentration of VFAs was unable to cause
AD process imbalance in a buffered system. Thus, the use of
source separated human urine with no pharmaceutical loadings
in anaerobic co-digestion is a promising option for a balanced
reactor performance to enhance biogas production.

Effect on Methanogenic Microbial Diversity

and Abundance

The PLEL markers associated with the archaeal community in the
digestate included the saturated (i15:0, 120:0, 140:0, and 140:0-1cy)
and unsaturated (i20:1) isoprenoids (Figure 5). The total PLEL
concentration in the urine buffered reactors ranged between 55
and 155 g g~ ! compared to 26 jLg g~! in the control reactor.
The result indicates that the PLEL concentration was 2-6 times

———— M3
L AM

I v M2

[ e F2
< Nabi 3
w7 Nabi 1
x F/M1
¢Fl
l 0 Nabi 2
F/M3

Samples

*x F/M2
+E3
w3

oWl
A W2

! ! 1

50 60 70

Bray-Curtis similarity

FIGURE 6 | Dendrogram of the Archaeal PLEL markers influenced by different buffers in the digestate based on group-averaged clustering from Bray-Curtis
similarities. The relative abundance of PLEL content was 94.67% similar in the sodium bicarbonate and female/male urine buffered digestate, and 58.10% in the water
(W), male (M), female (F), female/male (F/M), sodium bicarbonate (Nabi) buffered digestate (1, 2, and 3 denote sample number).

80 90 100

Frontiers in Environmental Science | www.frontiersin.org

7 July 2018 | Volume 6 | Article 67


https://www.frontiersin.org/journals/environmental-science
https://www.frontiersin.org
https://www.frontiersin.org/journals/environmental-science#articles

Eduok et al.

Lignocellulose and Poultry Feces Co-digestion

higher in the urine buffered digestate than that in the control and
these differences were significant at p = 0.05.

A higher abundance of Archaea PLEL markers identified
as aceticlastic methanogens (i15:0, i20:0, i40:0, and i40:0-1cy)
and hydrogenotrophic methanogens (i40:0) was recovered in
the urine buffered digestate in relation to the low abundance
observed in the control reactor. Further to this, biogas
production which directly relates to the methanogenic activity
and hence PLEL concentrations in the digesters evidenced a
strong positive correlation (r = 0.85) with the pH. For instance,
the control (water) digestate with the lower pH (4.8 + 0.4)
and total VFAs of 3,109 mg L™! had ZPLEL concentration of
26 pg g . In contrast, the near alkaline pH of 7.6 £ 0.2
with total VFAs of 396mg L™! and EPLEL of 155 pg g~ ! in
the female/male urine spiked digestate indicates the buffering
effect on the methanogens and AD process performance.
In terms of PLEL abundance, 58% was similar in all the
treatments and reflected the common source of the methanogens
(Figure 6).

On the other hand, the relative abundance of PLEL markers
in the female/male buffered digestate had 95% resemblance to
that in the sodium bicarbonate buffered digestate and indicates
that the treatments influenced the growth and proliferation of
methanogens and provided a stable, non-toxic condition for
microbial metabolism in the reactor. Indeed, the combined
female/male urine exerted a buffering effect similar to the
sodium bicarbonate and in addition, increased the growth of
methanogenic microorganisms. Overall, the PLEL marker in the
urine buffered digestate was higher than in the control digestate
and directly correlates with the increased volume of biogas
produced.
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