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Abstract

This thesis presents an investigation into the biohydrogen production potential of Lig-
nocellulosic Aquatic Residue (LAR), a byproduct of an industrial process. A detailed
examination of the substrate and inoculum characterization, pretreatment methods,
biohydrogen production via dark fermentation at different Substrate-to-Inoculum Ra-
tios (SIRs), and kinetics modelling was conducted. The study aims to illustrate that
LAR can serve as an effective substrate for renewable biohydrogen production via dark
fermentation.

After mild acid hydrolysis and lipid extraction pretreatment, LAR showed a high carbo-
hydrate and lipid content. However, the pretreatment process needs to be optimized to
avoid the introduction or release of inhibitory compounds since no gas production was
observed from those pretreated LAR. Further examination revealed an optimal SIR of
2.7, where Hydrogen Yield (HY) of LAR reached around 280 mL H2 g−1 VS.

A Continuous Flow Stirred-Tank Reactor (CFSTR) was built to upscale the biohydrogen
production, which produced promising preliminary results. Energy output estimation
indicated that biohydrogen production from LAR could contribute between 2.6 to 3.5
TWh per year, equating to 1.2 to 1.6 % of Norway’s total energy demand. This approach
turns an otherwise waste product into a source of renewable energy.

These findings suggest that the utilization of LAR for biohydrogen production via dark
fermentation holds significant potential for future green energy solutions. Continued
research is necessary to optimize pretreatment methods, operational conditions, and to
fully understand this unique biomass resource.

Keywords: Lignocellulosic Biomass, Dark Fermentation, Biohydrogen, Biohydrogen
Potential (BHP), Pretreatment, Substrate-to-Inoculum Ratio, AMPTS, CFSTR
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Chapter 1

Introduction

This chapter provides an overview of the potential of lignocellulosic for renewable energy.
It also presents the objectives and the structure of this thesis.

1.1 Background

The increasing global population and industrialization are driving the demand for energy.
The primary sources of energy have traditionally been fossil fuels, but their non-renewable
nature, along with the environmental problems caused by their extensive use, makes
the search for alternative energy sources crucial. Hydrogen stands out among these
alternatives because of its renewable nature and high energy content. It can be derived
from both natural and bioresources [1], thereby making biological processes and techniques
for biohydrogen production more relevant in the current era. The key benefits of these
processes include renewable energy production, resource recovery, and waste management.

Lignocellulosic Biomass (LCB) represents a vast resource of renewable carbon which
could support carbon sequestration and provide an alternative to fossil fuel-derived raw
materials, which in turn could reduce our reliance on such finite resources and reduce
greenhouse gas. LCB residues such as spent coffee grounds, jatropha waste, coconut husk,
potato peel, empty fruit bunches, sugarcane bagasse, wheat straw, etc., are all abundant in
cellulose, hemicellulose, and lignin. These components can be converted into a wide range
of valuable bioproducts encompassing biofuels, chemicals, and bioenergy. Additionally,
this can also yield value-added products like biopolymers, acids, and pigments. This
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transformation is made possible through a holistic biorefinery approach that incorporates
processes like hydrolysis, fermentation, and extraction [2].

Given these facts, biohydrogen produced from LCB can theoretically significantly con-
tribute to the global hydrogen supply. However, the complex and diverse characteristics
of LCB pose substantial obstacles for those conversion techniques. Around 4.6 billion
tons of lignocellulosic biomass waste are generated from agricultural residues annually,
and merely a quarter of these residues are being effectively utilized [3]. Pretreatment
technologies aim to tackle these challenges by degrading lignin and hemicellulose, thereby
enhancing the accessibility of cellulose for further conversion [4].

In Europe, it is considered unpleasant to handle undesirable forms of a type of LCB,
those washed ashore, known as seaweed or macroalgae, to prevent them from becoming
an environmental issue [5]. This aquatic LCB is, in fact, a critical resource, serving as the
principal source of hydrocolloids such as alginate, agar, and carrageenan, which are widely
used as thickeners in the food industry. Beyond their role in food production, these marine
plants are also harvested for their invaluable compounds, which find diverse applications.
These include being processed into food additives, integrated into animal feed, and
utilized as ingredients in health products and bio-medicines. Furthermore, extracts
from seaweeds are used as bio-stimulants and fertilizers, and they are increasingly being
explored as potential sources of biofuels. Seaweed cultivation is becoming increasingly
attractive to businesses due to high growth rate, low resource requirements, various
applications and potential mitigation for climate change [6][7]. Norway, blessed with the
second-longest coastal line in the world, is the biggest macroalgae producer in Europe
with total annual production of more than 160,000 tons [8].

Seaweed needs to go through several processes to be applicable or ready for elemental
extraction. However, such additional steps are usually not optimized, hence generating a
large amount of residue which needs to be treated as waste. According to Phyconomy
database [9], only 27 over 1203 recorded companies are able to fully utilize 100 % of the
macroalgal biomass. In addition, Porse and Rudolph [10] reported that more than 236,000
tons (dry weight) of alginate-bearing seaweeds harvested in 2015 were transformed into
approximately 93,000 tons of products, which accounted for only 40 % of the feedstock,
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while the rest has been turned out to be waste. This tremendous volume of organic waste
poses challenges in both waste and resources management, which requires the industry
to improve their utilization of the substrate to minimize the discarded biomass, recover
more resources and earn better income.

1.2 Research objectives

The main aim of this research is to assess the Biohydrogen potential (BHP) of residual
seaweed biomass obtained from an industrial entity. This primary objective can be
divided into several sub-objectives as follows:

• Investigate the BHP of residual seaweed biomass as a feedstock for biohydrogen
production via dark fermentation using the Automated Methane Potential Test
System II (AMPTS).

• Determine the optimal substrate pre-treatment method and Substrate-to-Inoculum
Ratio (SIR) for dark fermentation of this biomass based on the experimental results.

• Build and operate a Continuous Flow Stirred-Tank Reactor (CFSTR) under the
optimal conditions determined from findings of the AMPTS experiments to upscale
the biohydrogen production.

• Apply the modified Gompertz model to the experimental data and discuss biohy-
drogen production performance via kinetics modelling parameters.

• Estimate and discuss the theoretical annual energy output based on the experimental
results.

1.3 Brief overview of the thesis structure

This thesis is divided into five chapters and is structured as follows:
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Chapter 1: Introduction - This chapter provides an overview of the potential of
lignocellulosic biomass for renewable energy, setting the context of the research, and
outlines the objectives of this thesis.

Chapter 2: Literature Review - This chapter presents a comprehensive review of the
existing literature on the topic of biohydrogen production from lignocellulosic biomass.

Chapter 3: Materials and Methods - In this chapter, the research design and
methodology adopted for this study are explained in detail.

Chapter 4: Results and Discussion - This chapter presents the findings from the
experiments conducted. The results are analyzed, discussed, and compared with relevant
studies in the field of biohydrogen production.

Chapter 5: Conclusion and Outlook - The final chapter summarizes the key findings
of the research and their implications. It also provides recommendations for future
research in this area.



Chapter 2

Literature review

2.1 Biohydrogen production using lignocellulosic

biomass

In 2021, the global hydrogen production reached approximately 94 million tonnes (MT),
but the majority of this production heavily relied on fossil fuels. Unfortunately, this
reliance on such finite resouces led to the release of more than 900 MT of CO2 into the
atmosphere. Both green hydrogen, produced through electrolysis, and blue hydrogen,
generated from fossil fuels with Carbon Capture, Utilization and Storage (CCUS),
accounted for less than 1 % of the total annual production [11].

Biomass typically refers to any type of organic material. They are renewable and fossil-
free compounds formed naturally or anthropogenically. As shown in Figure 2.1, biomass
can be classified into first-, second- and third-generation. Food crops such as corn, potato,
sugarcane, cereals are considered first-generation biomass. Utilization of these feedstocks
to produce biofuels often faces controversies related to food security and land use changes.
Lignocellulosic biomass e.g. wood, straw, grasses is the main ingredient for production
of second-generation biofuels, but the process primarily faces the problems of limited
cultivation area and high content of lignin - a rigid natural polymer that shapes plant
tissues and defends against insect and microbial attacks [12]. Third-generation biomass
includes micro- and macro-algae. As mentioned in previous sections, algae have numerous
advantages over other types of substrates like greater productivity, no land competition,
low resource requirement, high CO2 fixation capacity, wide range of applications, and
zero to very low lignin content.
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Figure. 2.1 A holistic overview of the first-, second-, and third-generation biomass and their
respective fundamental processes for biofuel production. From [12]

Additionally, different types of organic solid waste from municipalities, industrial com-
plexes, livestock farms, fish farms, slaughterhouses, sewage etc. are also considered
third-generation biomass. Interestingly waste biomass is further arranged into three
groups depending on the amount of energy released through a complete combustion
process or so-called calorific value [13]. High potential biomass is defined as having high
calorific values from 24 to 40 MJ/kg, typically including industrial waste, algal biomass
and biomedical waste. While biomass with calorific values ranging from 19 - 22 MJ/kg
and from 2 - 4.3 MJ/kg are called medium (e.g. food waste, municipal solid waste,
agricultural residues) and low potential waste (e.g. animal manure) respectively.

The major interest of resource recovery has indeed lied in second- and third-generation
biomass, especially the latter, as they offer better utilization of resources and potential
alternatives to energy generation solutions without compromising food security, bio-
diversity and land usage. Those organic matters are widely available anywhere and
carry a variety of fermentable sugars, but a thoughtful and systematic process design is
required to produce biohydrogen efficiently. Kumar et al. [14] suggested an oversimplified
synergetic step-by-step procedure for biofuels generation as follows: 1/ pre-treat raw
material to disintegrate the refractory polymeric structure of the lignocellulosic complex;
2/ hydrolyze the unbound cellulose and hemicellulose fractions to obtain monosaccha-
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rides; 3/ convert monomeric sugars into biofuels using adequate microorganism culture in
optimally controlled bioprocesses. In this case, using third-generation waste streams also
has another advantage that the biomass could have gone through some form of process
(e.g. extraction, size reduction), hence reducing the cost and effort for the pre-treatment
step.

2.2 Dark fermentation under mesophilic and ther-

mophilic conditions

Biological techniques for hydrogen synthesis using different types of bioresources come into
play to potentially replace the current carbon-intensive hydrogen production processes.
Fermentation process is known to be effective as an environmentally friendly process
that does not rely on hydrocarbons and offers enhanced resource utilization and recovery.
This biological conversion process is generally categorized into dark fermentation and
photofermentation. Photofermentation uses phototrophic microorganisms whose light is
an energy source for splitting water molecules into hydrogen and oxygen. Despite the
benefits of increased biomass productivity and reduced atmospheric carbon dioxide, its low
hydrogen yield remains the main obstacle which requires more research on strain selection,
light intensity, and oxygen accumulation to become an efficient and profitable method [14].
On the other hand, dark fermentation method involves several light-independent steps i.e.
hydrolysis (hydrolyze carbohydrates into monosaccharides), acidogenesis (acidify sugars
into Volatile Fatty Acids (VFAs) under enzymes activities) and acetogenesis (convert
VFAs into acetate and hydrogen). It is necessary to collect the biohydrogen produced
here and avoid its ultimate conversion into methane via methanogenesis. The liquor
mixture contains a variety of VFAs, solvents (e.g. acetic acid, butyric acid, lactic acid,
etc.) and alcohol (e.g. ethanol). Since these compounds can be used as immediate
feedstocks for other processes, putting dark fermentation into a biorefinery concept can
possibly generate more value-added products. Note that the mixture composition varies
depending on the type of utilized culture and operational conditions, and this could
be challenging for post-treatment processes. Despite the limitations, dark fermentation
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is often deemed more practical than the phototrophic process. This is largely due to
its operational independence from external energy sources and the elimination of the
need for a vast surface area to harness light, making it more feasible for integration
into existing infrastructure. It leverages current reactor technologies to process organic
wastes effectively, serving a dual purpose of energy generation and waste management.
One of the significant benefits of the dark fermentation process is its versatility in
handling diverse feedstocks, including particulate organic matter. Unlike phototrophic
processes that require consistent light exposure, dark fermentation can run continuously,
irrespective of the time of day, which enhances its overall productivity and efficiency.
This unique characteristic makes dark fermentation a favorable approach in harnessing
bioenergy, especially in settings with particulate organic feedstocks. It thus presents a
sustainable and practical strategy for renewable energy production and resource recovery
[15].

In principle, dark fermentation harnesses the activity of obligate and/or facultative
anaerobic microorganisms in an oxygen-free environment for hydrogen production. Pri-
marily, hydrogen is generated through the acetate and butyrate pathways. The final
fermentation solution usually consists of a variety of compounds derived from multiple
pathways. Thus, instead of obtaining the maximum of 12 mol H2/mol glucose—which
would be the theoretical yield if only the most efficient pathway were utilized—the
practical yield is often significantly lower. For instance, using the acetate pathway, the
theoretical maximum H2 yield is 4 mol H2/mol glucose consumed and 3.33 mol H2/mol
pentose consumed. These yields correspond to 550 and 275.4 ml H2/g COD removed,
respectively, as shown in Equations 2.1 and 2.2. However, in reality, the yield achieved is
usually even lower than these theoretical maximums. This discrepancy can be attributed
to various factors, such as sub-optimal conditions for the microorganisms, the presence
of inhibitors, or the occurrence of side reactions that compete with hydrogen production.

C6H12O6 + 6 H2O −−→ 2 CO2 + 2 CH3COOH + 4 H2 (2.1)

C6H12O6 + 6 H2O −−→ 2 CO2 + CH3CH2CH2COOH + 2 H2 (2.2)
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Dark fermentation using biomass as a substrate for hydrogen production can be carried
out by mixed, co- or pure cultures usually at mesophilic temperatures (20 − 40oC)
[16]. But thermophilic (40 − 60oC) and hyperthermophilic (>60oC) cultures have also
been studied [16][17][18][19][20] as high temperature operation is one of the proposed
techniques to increase its net energy production [15].

Studies on combined dark and photo-fermentation were carried out to explore the
feasibility of biological H2 production. In dark fermentation, glucose was used as
substrate. This was followed by a photo-fermentation process utilizing the spent medium
from the dark process. This combination could achieve higher yields of H2 by complete
utilization of the chemical energy stored in the substrate. The effects of the threshold
concentration of acetic acid, light intensity and the presence of additional nitrogen sources
in the spent effluent on the amount of H2 produced during photofermentation were was
found to be higher compared to a single stage process [21]. Despite the higher hydrogen
yield exceeding the maximum theoretical yield (4 mol H2/mol glucose), the net energy
gain was negative [15] due to high energy input demand, especially in large-scale systems
[22]. Therefore, more experimental studies in mesophilic dark fermentation have been
recently conducted [16].

Table 2.1 shows numerous studies of dark fermentative hydrogen conducted with pure,
co- and mix cultures using different types of substrate under various temperature ranges
and operating parameters. Simple substrates are often used for isolated culture setups
where the biohydrogen potentials of those particular strains are investigated. While co-
or mixed cultures are often used to consume more structurally complex materials e.g.
food waste, sludge, animal manure, algal biomass, etc. Members of such consortia are
capable of communicating with each other by exchanging molecular signals to separate
the tasks of degrading different compounds, hence enhanced substrate utilization is
observed in numerous studies. Additionally, they are also more adaptable to varying
environmental parameters like pH or temperature, whereas an isolated strain may be
more susceptible to contamination under nonsterile environment which is the case in
most industrial operations [23].
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Levin et al. [24] compared a number of processes and dark fermentation has appeared
promising to become a practically viable method with high hydrogen yield and a reason-
able bioreactor size. In another study, dark fermentation with biomass as the substrate
is also considered one of the most promising hydrogen production methods, with the net
energy ratio (renewable energy output/non-renewable energy input) of 1.9 as compared
to 0.64 of steam methane reforming [25]. In recent years, numerous projects on dark
fermentative hydrogen production have been done to improve its yield, performance and
efficiency via different perspectives e.g. feedstock usage, strain selections, bioreactor engi-
neering, downstream hydrogen recovery and purification [14]. A large number of studies
reported that dark fermentation is currently the best-understood process among available
biotechnological methods. A study conducted by Fan et al. [26] meticulously gathered
and evaluated results from numerous studies that spanned a spectrum of Technology
Readiness Levels (TRLs) - a measure used to assess the maturity of evolving technologies.
In this scale, TRL1 signifies the lowest level of readiness, primarily referring to conceptual
research conducted at the laboratory benchtop level. In contrast, TRL9 indicates the
highest readiness level, marking a technology as commercially available and mature. In
this comprehensive evaluation, dark biohydrogen fermentation was categorized under
TRL7. Fan et al. [26] essentially forecast that it may take less than a decade for this
method to be both technically and economically viable for large-scale implementation.
Such positioning in the TRL scale highlights the potential of dark biohydrogen fermen-
tation as a promising bioenergy technology. It underscores the importance of further
research and development in this field, aiming to bridge the gap between the lab-scale
prototypes and commercially viable technologies. Consequently, it would be interesting
to investigate how different factors, such as reactor design, substrate type, pretreatment
methods, microbial inoculum, and process conditions, could influence the efficiency of
biohydrogen production via dark fermentation. This could pave the way for the transition
from the current TRL status to a higher, commercially ready state.
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2.3 Process parameters optimization and enhance-

ment for biohydrogen production

As many different factors can alter the fermentative hydrogen yield, study objectives
are often to optimize those parameters to achieve the yield close to the theoretical
maximum. Apart from substrate-related factors like structure, composition, concen-
tration, pretreatment and detoxification methods, hydrogen production process can be
influenced by 1/ types of cultures, microbial strains, inoculum preparation methods;
2/ environmental conditions such as temperature, initial pH or fixed pH, Hydraulic
Retention Time (HRT), Solid Retention Time (SRT) and hydrogen partial pressure; 3/
type of bioreactors and the operating mode e.g. batch, semi-continuous or continuous
[44]. pH and temperature are the most critical variables which determining the metabolic
pathways of hydrogen production and hydrogen consumption processes. Initial pH of 5.5
has been reportedly effectively inhibiting methanogenesis and homoacetogenesis, which
are hydrogen-consuming, in both mesophilic and thermophilic conditions [45]. It should
be noted that the optimal operational pH value varies with substrate types and organic
loading rates. The continuous production of VFAs resulting in decreased pH can hinder
the hydrogen production because the alcohol pathway is favoured at pH value lower than
< 4.5 [27]. To address this issue, buffer solution shall be supplemented in an appropriate
amount in order to maintain the initial pH value which encourages hydrogen generation.

Selection of operating temperature directly affects the microbial community and their
enzymatic activities. The optimum temperature relies on the type of inoculum and the
utilized substrate. Evidently, high temperature helps accelerate the hydrolysis process
of complex biomass such as agricultural residues or food waste, Due to the increased
activity of hydrolytic enzymes and the loosened biomass structure. It should also be
noted that hydrogenase works most efficiently in the thermophilic range and hydrogen
solubility drastically decreases as temperature increases [46]. All these factors could
sufficiently explain the greater hydrogen yield under thermophilic conditions. On the
contrary, readily biodegradable substrates are effectively consumed and converted under
mesophilic conditions [27].
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Elevated hydrogen gas concentration can inhibit the substrate conversion process of
the bacterial community as non-hydrogen-producing pathways are thermodynamically
preferred. Therefore, immediate removal of hydrogen gas is necessary. Application of
different methods such as enhanced agitation, CO2 and N2 sparging, selective membranes
and vacuum pumps has effectively lifted hydrogen yield. However, these methods all
have their own issues related to cost-benefits and/or process controls [44].

2.4 An industrial connection to the hydrogen econ-

omy

In industrial settings, the utilization of LCB typically requires multiple processing steps
to prepare the material for subsequent elemental extraction. However, these processes
are often not perfectly optimized, leading to the generation of significant amounts of
residual waste material. Porse and Rudolph [10] reported that more than 236,000 tons
(dry weight) of seaweed biomass harvested in 2015 were transformed into approximately
93,000 tons of products. This translates to less than 40 % of the original feedstock
being utilized, while the remainder was disposed of as waste. Such a high volume of
residual waste not only creates challenges in waste management but also poses significant
concerns regarding resource utilization efficiency. The industrial sectors dealing with
LCB thus face an imperative need to improve their extraction and processing procedures.
By enhancing feedstock utilization, they could minimize the volume of discarded biomass,
promote more efficient resource recovery, and potentially increase their overall economic
returns.

Table 2.2 consists of some roughly estimated values based on the available data collected
via the internet.
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Table 2.2 Rough estimation of total carbohydrate remaining in the residue biomass of an
industry in 2019

Production Product Residue
Carbohydrates (% dry weight) 45a - 23.5c

Total dry weight (tons) 236, 820b 93, 035b 143,785
Total carbohydrates (tons, dry) 106,569 - 33,790

a - from [47]
b - from [10]
c - from this study (section 4.1)

Therefore, total dry weight of products equals 40 % of total dry weight of this biomass.
As a result, 143,785 tons of residual biomass was generated annually.

Annual carbohydrates (dry) in fresh biomass = 236,829 × 45 % = 106,569 (tons)

Annual carbohydrates (dry) in residual biomass = 143,785 × 23.5 % = 33,790 (tons)

According to Lorenzo et al., most monosaccharides in this biomass are hexose (C6).
Assuming that optimization of bioprocesses in a biorefinery scheme, dark fermentation of
this residue for hydrogen production achieves maximum theoretical yield (550 ml H2/g
COD), the total amount of hydrogen produced is calculated as follows:

550 m3 H2

ton COD
× 33, 790 tons c6 × 1.07 ton COD

ton c6
= 19, 885, 415 m3 H2 @STP = 1.8MT H2

Standard T emperature and P ressure (0oC & 1 atm)

Normal T emperature and P ressure (20oC & 1 atm)

Total energy generation: 1.8 MT H2 × 33.33 MWh/T H2* = 60 TW

* Lower heating value of hydrogen. From [48].

By applying these projections, it is estimated that biohydrogen production from this
particular seaweed biomass could potentially contribute up to 60 TWh of energy. To
offer a sense of scale, this amount of energy could supply more than a quarter of the
entire energy demand of Norway for a year, given that the total energy consumption for
the country was reported to be 223 TWh in 2021 [49]. This is a considerable fraction of
the national energy demand, and it emphasizes the immense potential that biohydrogen
production holds for contributing to our energy requirements. Furthermore, adopting
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biohydrogen as an alternative energy carrier to fossil fuels is not just about energy
production. This process could play a significant role in addressing some of the most
pressing environmental concerns of current time. The most immediate benefit is the
significant reduction in greenhouse gas emissions. Unlike fossil fuels, which release large
amounts of harmful gases such as carbon dioxide when burned, biohydrogen is clean and
sustainable, producing only water as a byproduct when used as a fuel. Moreover, the
implementation of this process could offer a viable solution to the increasingly challenging
issue of waste management. The seaweed biomass used in the process is essentially a form
of waste from the industry, and its utilization in biohydrogen production thus provides a
valuable method for waste reduction and resource recovery. Instead of disposing of this
organic waste, which can contribute to environmental pollution and the overfilling of
landfills, it can be transformed into a valuable source of renewable energy.

While the theoretical potential of biohydrogen production from seaweed biomass is indeed
promising, there are several practical considerations and challenges that might limit the
actual energy production. The actual efficiency of the biohydrogen production process
can be significantly lower than the theoretical maximum due to various factors such
as incomplete conversion of biomass to hydrogen, energy losses in the process, and the
energy required for the process itself. Scaling up lab-scale processes to industrial scales
often comes with numerous technical challenges. Overcoming these obstacles can be
time-consuming and expensive [50]. Moreover, gathering, handling, and transporting this
large volume of biomass from various sources to processing facilities can pose logistical
challenges and additional costs, which could make the process less economically viable.
[51] estimated the cost of producing biohydrogen to be between $10/GJ and $20/GJ,
which is not even close to competitive with gasoline ($0.33/GJ). The recognized potential
of hydrogen as a green energy source brings with it significant transitional challenges,
especially when it comes to shifting from existing fossil fuel-focused infrastructure to one
that’s hydrogen-centric. Current energy systems, encompassing production, storage, and
distribution, are primarily engineered around fossil fuels. This implies substantial financial
investments would be required to retrofit or rebuild this infrastructure to accommodate
hydrogen. In conclusion, while the theoretical potential for energy generation from
seaweed biomass is high, the practical implications and obstacles mean that actual energy
production could be significantly lower.



Chapter 3

Materials and methods

3.1 Analysis methods

3.1.1 Substrate

In this research, a form of tertiary lignocellulosic biomass sourced from a local industrial
collaborator with the University of Stavanger. To maintain the privacy and confidentiality
of the partner, this substrate will be referred to as Lignocellulosic Aquatic Residue (LAR)
throughout this study. The LAR was cut into small pieces, cooked for several hours at pH
12 under atmospheric pressure. Then it entered a pressurized vessel (approximately 7.5
bar) to continue the process. Finally, the mixture was filtered and decanted with a bowl
separator. The major extracted components are monosaccharides and polysaccharides.
Due to confidentiality constraints, specific information about the origin and exact nature
of the LAR cannot be disclosed. However, it should be noted that it is a byproduct
of an industrial process, and its utilization for biohydrogen production aligns with the
principles of waste valorization and circular economy.

The characterization of the LAR was conducted to understand its composition and
potential for biohydrogen production. Detailed analysis was conducted on this LAR
to determine its COD, TS, VS, FS, moisture, lipid, and carbohydrate content. The
measurements for TS, VS, FS, and moisture content were performed according to the
guidelines provided in Section “2540 Solids” listed in [52]. Ceramic crucibles were pre-
treated before the experiment by being burned in a muffle oven at 550oC for 3 hours, then
cooled in a desiccator before being weighed (mcup), ensuring that any potential traces of
organic matter were effectively removed. The LAR samples were weighed (mwet sample)
into these crucibles and then dried in a muffle oven at 105oC for 12 hours. After cooling
in a desiccator, the samples were weighed again (mdried total), then ignited in a muffle
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oven at 550oC for 6 hours. Finally, they were weighed once more (mash total) after being
cooled down to room temperature. The TS, moisture, VS, and FS were calculated using
the following formulas:

TS (%) = mdried total − mcup

mwet sample

× 100 (3.1)

Moisture (%) = 100 % − TS (%) (3.2)

FS (%) = mash total − mcup

mwet sample

× 100 (3.3)

V S (%) = mdried total − mash total

mwet sample

× 100 (3.4)

Sample preparation involved spreading the LAR evenly on a baking paper sheet and
drying it at 60oC in an atmospheric pressure oven overnight until the moisture content
dropped below 10 % weight. The dried LAR was then ground to a size of 200 µm using
a classic mortar and pestle. The ground biomass was hydrolyzed and defatted as per the
recommended procedure [53] utilizing the Soxtec 8000 Extraction System and Hydrotec
8000 Hydrolysis System manufactured by FOSS, Denmark. The resulting product from
the hydrolysis process was referred to as Hydrolyzed Lignocellulosic Aquatic Residue
(HLAR), while the output of the defatting process was called Defatted Lignocellulosic
Aquatic Residue (DLAR) throughout this study.

The lipid extraction procedure involved several steps. First, 1.5 - 2.0 g sample was
weighed into each thimble (msample). Then all thimbles were placed in a capsule holder
and put into the beaker of the Hydrotec 8000 Hydrolysis System. After hydrolized in 3M
HCl solution and rinsed, the thimbles were dried overnight in a 55oC oven. A thin wad
of de-fatted cotton was placed on top of the sample in each thimble, carefully pushing it
down in the center to prevent overflow of biomass. All the thimbles were then attached
onto the sample holders, and dry and cool extraction cups (mcup before) containing 85
mL of solvent were docked onto the hotplate of the Soxtec 8000 Extraction Sytem. The
extraction program was then started. The samples were cooked in the solvent, and the
lipids were extracted into the cups. After extraction, the cups were dried and cooled
before weighing and recording the weight (mcup after). The lipid content was calculated
using the following formula:

Lipid (%) = mcup after − mcup before

msample

× 100 (3.5)
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Table 3.1 provides the detailed configuration of the extraction process.

Table 3.1 Configuration of the extraction process using the Soxtec 8000 and Hydrotec 8000 by
FOSS

Programs and instruments Configurations
Hydrolysis program Hydrolysis acid: HCl 3M

Boiling Power: 70 %
Boiling time: 60 min
Cooling: OFF
Numbers of rinses: 15

Glass extraction cups Drying time (minutes)
Before extraction, dry at at 103oC for >= 50 min
After extraction, dry at at 103oC for 50 min
Cool in desiccator with cup stand for 75 min

Lipid extraction program Solvent: Petroleum Ether 40 − 60oC

Solvent volume: 85 mL
Temperature: 16oC

Boiling/Rinsing/Recovery time: 30/45/15 min

To determine the carbohydrate content, samples of LAR, HLAR, and DLAR were
prepared in accordance with section 10.1 and 10.3 of NREL’s Laboratory Analytical
Procedure [54]. Initially, 25 mg of each sample was digested with 250 µL of a 72 %
(w/w) H2SO4 solution in a 30oC water bath. After one hour, 7 mL of deionized water
was added to each tube to dilute the acid concentration to 4 %. Following this, the tubes
were capped and autoclaved for one hour at 121oC using the liquid setting. After the
autoclaving process, the carbohydrate content was measured by subjecting the hydrolyzed
samples to the phenol-sulfuric acid method proposed by [55]. This involved reacting
the samples with a 5 % phenol solution and concentrated sulfuric acid, resulting in an
orange-yellow color of which absorbance was then measured at 490 nm using a standard
spectrophotometer. A standard glucose curve (Appendix A) was previously constructed
as a reference for the quantification of sugar content.

For the COD analysis, methodologies from the novel studies by [56][57] were referred to.
The dried LAR was initially milled using Fritsch’s Pulverisette 7 planetary mill with 2
mm grinding balls and 2 zirconium oxide grinding bowls. The mill’s rotational speed was
set at 800 rpm with a process involving 25 cycles of 20-minute grinding periods, each
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followed by a 10-minute pause. From the resultant fine LAR powder, approximately 7
mg was combined with 0.1 mL of deionized water and added into a Spectroquant COD
cell test kit #1.01797.0007 (5000 - 90000 mgCOD/L). This experiment was conducted
six times to ensure accuracy. The COD measurements were subsequently determined
using a Spectroquant Prove 300 spectrophotometer.

3.1.2 Inoculum

Seed sludge was originated from a local municipal wastewater treatment plant, known as
Sentralrenseanlegg Nord Jæren (SNJ), operated by IVAR in Randaberg, Norway.

For the AMPTS batch 1, the sludge underwent a thermal pre-treatment at 105oC for 24
hours and was subsequently ground to a particle size of 200 µm, following the methodology
proposed by [58][59]. For the second batch, the inoculum was heated in a 95oC water-bath
for 45 minutes, following the approach used in many previous studies [34][60]. The aim of
employing these treatments was to restrict the activity of hydrogenotrophic methanogens,
while simultaneously promoting the enrichment of endospore-forming bacteria that are
efficient in biohydrogen production.

The sludge was also subjected to several analyses to determine its pH, COD, TS, VS, FS,
ALK and VFA. The measurements for TS, VS, FS, and moisture content were performed
according to the guidelines provided in Section “2540 Solids” listed in [52]. A similar
procedure to the one used for LAR sample was adopted here. The only difference is that
25 mL (Vsample) of the sludge was added to each ceramic crucible. The corresponding
TS, VS, FS formulas are as follows:

TS (mgTS/L) = mdried total − mcup

Vsample

(3.6)

V S (mgV S/L) = mdried total − mash total

Vsample

(3.7)

FS (mgFS/L) = mash total − mcup

Vsample

(3.8)

The COD values were estimated using the COD test kit #1.09773.0001 (100 - 1500
mgCOD/L). This involved pipetting 2 mL of well-mixed sludge into the vials provided in
the kit. The COD measurements were subsequently determined using a Spectroquant
Prove 300 spectrophotometer.
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3.1.3 Post-fermentation broth

Post-fermentation broths were subjected to an array of measurements including pH,
COD, TDS, conductivity, ALK, and total VFA. COD measurements were conducted
in the same manner as with the sludge mentioned previously. TDS measurements were
performed in accordance with the guidelines provided in Section “2540 Solids" listed
in [52]. The broth was centrifuged at 5000 rpm for 20 minutes using an Eppendorf
Centrifuge 5804R, equipped with a rotor radius of 155 mm. Then, the supernatants
were filtered through 2 µm filters. 5 mL of each supernatant was added to pre-weighed
aluminum dishes (mdish) and subjected to a 2-hour drying process at 180oC to determine
TDS. The dishes were then cooled to room temperature and weighed again (mdried total).
TDS was calculated with the following formula:

TDS (mgTDS/L) = mdried total − mdish

Vsample

(3.9)

The same samples were analyzed for Alkalinity (ALK) via an automatic titration using
the TitroLine 5000, equipped with a WTW SenTix 21 pH Electrode and 40 mM HCl
as the titrant. 5 mL of each sample was diluted into 20 mL of deionized water. The
titration process was initiated, and the volumes of acid used at pHs 6.7, 5.9, 5.2, and 4.3
were recorded.

Conductivity values of these supernatants were measured using the VWR phenomenal
CO 3100L equipped with a CO11 probe. ALK and total VFA were determined using
a 5-point titration method as proposed by [61], aided by the supplementary software
“TITRA 5”. This software automatically calculates VFA and ALK concentrations after the
relevant variables such as pH, TDS, conductivity, volume of the titrant, and temperature
have been specified.

For samples obtained from the CFSTR (at day 5, 10 and 16), where the initial pH was
below 6.7, 3N NaOH was used to raise the pH to above 6.7. Following this pH adjustment,
the samples underwent titration as described previously.

The titration involves diluting 5 mL of samples into 20 mL of deionized water, the
titration commenced and the volumes of acid used at pHs 6.7, 5.9, 5.2, and 4.3 were
noted.
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3.2 Experimental setup and reactor configuration

3.2.1 BHP assay (AMPTS)

BHP was determined using an AMPTS produced by Bioprocess Control Instruments.
This system represents a state-of-the-art solution for conducting biochemical hydro-
gen/methane potential tests, delivering reliable and precise measurements of gas produc-
tion.

In our experiment, the AMPTS system was configured specifically to evaluate the BHP
of the investigated substrate. The operational principle of the AMPTS for BHP testing
revolves around an integrated system where the produced gas is collected and measured
in real-time using a highly sensitive flowmeter.

The sample substrate is loaded into 500-mL Schott glass bottles as reactors of the
system, which are subsequently sealed to maintain anaerobic conditions necessary for
dark fermentation. Each bottle was added 22.6 mL nutrients and buffer solution (Table
3.2), prepared as guided in [58], to ensure a stable environment for the microorganisms.
Fifteen 360mL-filled Schott bottles were each installed a rotating motor head on top
and were submerged in a 37oC water bath (Figure 3.1). The process is initiated by
inoculating the substrate with a specific amount of microbial culture. For this study,
two sequential batches were conducted, the details of which will be further elaborated in
the following tables (Table 3.3). The objective of Batch 1 was to investigate the impact
of various pretreatment methods on the substrate, whereas Batch 2 aimed to examine
higher SIR (from 6 - 90), using the optimally pretreated substrate as identified in Batch
1.
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Table 3.2 Nutrients and buffers solution [58]

Reagents Added amount to 1L of deionized water (mg)
NH4Cl 41,600
2-(N-Morpholino) ethanesulfonic acid
(MES)

19,520

MgCl2•6 H2O 2,000
FeSO4•7 H2O 1,600
CoCl2•6 H2O 40
MnCl2•4 H2O 40
KI 40
NiCl2•6 H2O 8
ZnCl2 8
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Table 3.3 AMPTS Batch 1 & 2 compositions

Caldicellulosiruptor saccharolyticus
DSM 8903

Reactor Name Substrate Substrate weight
(gTS)

Inoculum weight
(gVS)

SIR
(gTS/gVS)

Ba
tc

h
1

1 Blank B1 - 0.00 0.67 -
2 Blank B2 - 0.00 0.67 -
3 Blank B3 - 0.00 0.67 -
4 Control C1 Glucose 1.80 0.67 2.7
5 Control C2 Glucose 1.80 0.67 2.7
6 Control C3 Glucose 1.80 0.67 2.7
7 Defatted DF1 DLAR 2.94 1.09 2.7
8 Defatted DF2 DLAR 2.94 1.09 2.7
9 Defatted DF3 DLAR 2.94 1.09 2.7
10 Hydrolized HD1 HLAR 4.06 1.51 2.7
11 Hydrolized HD2 HLAR 4.06 1.51 2.7
12 Hydrolized HD3 HLAR 4.06 1.51 2.7
13 Wet W1 LAR 7.71 2.85 2.7
14 Wet W2 LAR 7.71 2.85 2.7
15 Wet W3 LAR 7.71 2.85 2.7

Ba
tc

h
2

1 Blank B1 - 0.00 2.47 -
2 Blank B2 - 0.00 1.23 -
3 Blank B3 - 0.00 0.25 -
4 Blank B4 - 0.00 0.12 -
5 Blank B5 - 0.00 0.08 -
2 Blank B6a - 0.00 1.60 -
3 Blank B7a - 0.00 3.19 -
4 Blank B8a - 0.00 3.99 -
5 Blank B9a - 0.00 4.79 -
6 SIR 6.3-1b LAR 7.71 1.23 6.25
7 SIR 6.3-2b LAR 7.71 1.23 6.25
8 SIR 31.3-1 LAR 7.71 0.25 31.25
9 SIR 31.3-2 LAR 7.71 0.25 31.25
10 SIR 31.3-3 LAR 7.71 0.25 31.25
11 SIR 62.5-1 LAR 7.71 0.12 62.5
12 SIR 62.5-2 LAR 7.71 0.12 62.5
13 SIR 62.5-3 LAR 7.71 0.12 62.5
14 SIR 93.8-1b LAR 7.71 0.08 93.75
15 SIR 93.8-2b LAR 7.71 0.08 93.75

a - replaced blanks 2, 3, 4, 5 after they failed to produce any gas.
b - bottles with SIR 6.3 and 93.8 were done only in duplicates due to the limited capacity
of AMPTS.

As the microorganisms begin to consume the substrate, hydrogen is continuously gener-
ated. The gas produced in each bottle passes through an individual vial containing 80
mL 3N NaOH solution, which serves to remove any CO2 and H2S that could interfere
with the accurate measurement of biohydrogen. The thymolphthalein pH indicator in the
alkaline solution will change from blue to colorless when the CO2 absorption capacity of
the NaOH solution drops below the optimum. At 22oC, approximately 2.9 L of CO2 can
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be absorbed in each vial before the alkaline solution needs to be changed [58]. However,
the slight overestimation of gas volume was reported due to the incomplete absorption of
carbon dioxide [62].

The cleaned gas then enters a Gas Volume Measuring Device, which is capable of measur-
ing gas volume using a wet gas flow measuring device with a multi-flow cell arrangement.
This measuring device works according to the principle of liquid displacement & buoyancy
and can monitor ultra-low gas flows; a digital pulse is generated when a defined volume
of gas flows through the device.

The experiment setup is demonstrated in Figure 3.1.

Figure. 3.1 AMPTS experiment setup (from left to right: Sample Incubation Unit – CO2
Absorbing Unit – Gas Measuring Unit)

Gas volume data is automatically recorded by an integrated data acquisition system
and transmitted to a connected computer, where it can be monitored and analyzed
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in real time. The AMPTS’s automated nature not only reduces the risk of manual
errors but also allows for continuous monitoring and high-resolution data, facilitating
detailed kinetic analyses of the process. The AMPTS allowed for systematic evaluation
of the biohydrogen production potential of the substrates under consistent and controlled
conditions, leading to accurate and reliable results that provide key insights into the
mechanisms and efficiencies of biohydrogen production.

3.2.2 CFSTR

As part of the efforts to upscale biohydrogen production, a CFSTR was set up. The
reactor, with a working volume of 2740 L, was operated at a constant temperature of
37oC with a water jacket. A schematic representation and the bench-top model of the
reactor configuration is presented in Figure 3.2 and Figure 3.3. Additionally, the required
components with some specifications are listed in Table 3.4.

Figure. 3.2 Schematic diagram of the CFSTR
1. Feed bottle
2. Feed pump
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3. Bioreactor
4. Liquid/gas separator
5. Effluent pump
6. Effluent tank
7. Total gas counter
8. CO2 absorber
9. Biohydrogen counter

10. pH meter
11. ORP meter
12. Needle for pH adjustment
13. Water jacket system

Figure. 3.3 CFSTR setup at the lab
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Table 3.4 Bench-top CFSTR setup components and their specifications

Equipment Manufacturer Specification
Feed/discharge pump Shishin Technology Type: peristaltic pump

Model: SH-P100
Flowrate: 0.0002 - 380 mL/min

Gas counter Ritter Model: MGC-1 V3.4 PMMA
Flowrate: 1 - 1000 mL/h
Pressure: 8 - 100 mbar
Packing liquid: HCl 1.8 %

Heating coil N/A N/A
Temperature controller Walfront N/A
Water jacket pump Behr Labor-Technik

GmbH
Type: peristaltic pump
Model: PLP 1000
Flowrate: 250 - 1000 mL/min

pH probe and meter Kidd Co., Ltd N/A
ORP probe and meter Kidd Co., Ltd N/A
Agitator motor and
controller

Sesame Motor Model: M315 – 402
Output: 15W
Speed range: 90 - 1700 rpm

The substrate feed was pumped from a continuously stirred Schott bottle into the reactor
using a peristaltic pump with adjustable flow rates. The generated gas traveled through
a liquid/gas separator to a total gas counter and, subsequently, to a carbon absorber and,
finally, a biohydrogen gas counter. The liquid/gas separator and the carbon absorber
were continuously stirred with magnetic stirrers in order to enhance gas release and CO2
absorption, respectively. Monitoring of pH and ORP was ensured through two separated
probes attached to the reactor.

The reactor was inoculated with 500 mL of pretreated inoculum and was fed with the
same nutrient and buffer solution as was introduced to the 500 ml reactors in the AMPTS
assay. To maintain the pH value above 5.5, the reactor was manually fed with 3N NaOH
solution.

Initially, the reactor was fed with 580 mL of a 50 g/L glucose solution and was acidified
to pH 5.5 to upstart the microorganism activities. The plan was to maintain in batch
mode for 2 days then transition to a continuous mode from day 3 with a HRT of 24 hours,
with an estimated feed/discharge rate of 90 mL/h. However, due to various practical
challenges, the reactor’s flow stabilization was achieved only after 2 weeks.

The discharge was managed by pumping out from the gas-liquid separator, maintaining
a smooth flow throughout the process. Upon reaching a stable flow, an altered substrate
feed, integrating a blend of LAR and glucose was made. This mixture was designed to
ensure that the theoretical COD remained on par with the 50 g/L glucose solution. This
strategy was intended to prevent drastic changes in organic loading and to maintain the
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previous flow rate. However, the integration of LAR presented unexpected challenges,
leading to changes in the feed solution’s properties, such as pH, viscosity (based on
personal observation), and consistency. As a result, the task of controlling the flow rate
had to be redone and adjusted accordingly.

3.3 Kinetics modelling

The modified Gompertz model, proposed by [63] is a nonlinear regression model that has
been widely used to describe microbial growth, specifically in the context of cumulative
biogas or biohydrogen production during anaerobic digestion [64][65].

The model’s equation is as follows:

H(t) = Hmaxexp

{
−exp

[
e × Rmax

Hmax

(λ − t) + 1
] }

(3.10)

where:

H represents the cumulative biohydrogen production at time t (mL),

Hmax is the maximum cumulative biohydrogen production capacity (mL),

Rmax is the maximum biohydrogen production rate (mL/day),

λ is the lag phase time (day), and

e is the base of the natural logarithm (approximately equal to 2.71828).

In this equation, the parameters Hmax, Rmax, and λ are estimated based on experimental
data, and they provide insights into the biohydrogen production process. Hmax indicates
the maximum potential for biohydrogen production from the substrate. The Rmax

parameter indicates the maximum rate of gas production, which can provide an indication
of the kinetics of the microbial process. The lag phase time, λ, is the period before the
microbes adapt to the conditions in the reactor and start producing biogas/biohydrogen
at a significant rate. In this thesis, GraphPad Prism 9 and Microsoft Excel were utilized
to perform the nonlinear regression needed to estimate the parameters in this model.



Chapter 4

Results and discussion

All experiments in this study were conducted in triplicate, unless stated otherwise. The
results are presented as mean ± standard deviation.

4.1 Substrate and inoculum characterization

Table 4.1 Substrate and inoculum characterization

Parameter Unit Substrate
(residual seaweed)

Inoculum
(anaerobic sludge)

TS

a, b

23.85 ± 0.23a 22495.4 ± 132.0b

VS 13.74 ± 0.17a 15950.9 ± 102.8b

FS 10.11 ± 0.17a 6544.5 ± 35.2b

Moisture 76.15 ± 0.23a -
VS/TS ratio - 0.58 0.71
COD c, d 0.96 ± 0.01c 34433.3 ± 625.2d

pH - - 7.31 ± 0.05
ALK mgCaCO3/L - 3813.6 ± 123.1
VFA mgCH3COOH/L - 480.5 ± 72.3
VFA/ALK ratio - - 0.13

a - % weight of wet sample
b - mg/L
c - gCOD/gTS
d - mgCOD/L
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Table 4.2 Substrate compositions comparison [27][66][67]

Parameters LAR
Spent coffee
ground

Food
waste

Buffalo
manure

Olive
pomace

Potato
waste

Pumpkin
waste

TS (% wet matter) 23.85 38.31 10 7.03 28.8 16.87 11.6
VS (% wet matter) 13.74 37.61 8.8 5.76 25.2 15 8.4
FS (% wet matter) 10.11 0.71 1.2 1.27 3.6 1.87 3.2
VS/TS 0.58 0.98 0.88 0.82 0.88 0.89 0.72
COD (gCOD/gTS) 0.96 1.49 0.99 - - - -

The LAR and inoculum was analyzed for several key parameters as displayed in Table
4.1.

The inoculum results were comparable to previous studies which also used anaerobic
sludge from IVAR [68][67]. The LAR’s TS were found to be 23.85 ± 0.23 % of the wet
weight, indicative of a substantial moisture content amounting to 76.15 ± 0.23 % of the
wet weight. This can be attributed to the inherent aquatic nature of the biomass and
its significant alteration through industrial alkaline treatment. Comparing with other
frequently studied substrates in Table 4.2, LAR’s VS is relatively low, amounting to
13.74 % of wet matter, whereas its FS is substantially higher. Consequently, the VS/TS
ratio, which serves as a crucial indicator of substrate biodegradability and potential
biogas/biohydrogen yield, is approximated to be 0.58. This VS/TS ratio is lower than
most other substrates, suggesting that LAR might offer a moderate level of degradable
organic material and a potentially lower biohydrogen yield. Furthermore, the COD of
LAR is also relatively low at 0.96 ± 0.01 mgCOD/L, reinforcing the assessment that
LAR encompasses a significant proportion of non-biodegradable or inorganic components
due to high FS content. Despite these traits, LAR constitutes an interesting substrate for
additional investigation into its utilization for biohydrogen production and potentially
other side-stream products.

Table 4.3 Substrate composition

Parameter Unit
Experimental data Composition conformed to

parameters defined by [47][69]LAR HLAR DLAR
Moisture % 76.15 ± 0.23 - - 70 - 85
Lipid % of dry matter 9.78 ± 0.75 20.20 ± 0.12 - 2 - 7
Carbohydrates % of dry matter 23.46 ± 1.97 44.33 ± 1.44 61.30 ± 0.53 45 - 60
Protein % of dry matter - - - 5 - 10
Ash % of dry matter 42.4 - - 15 - 25; 17 - 20
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Carbohydrates content of LAR is determined to be 23.46 ± 1.97 % dry weight, much lower
than reported in fresh biomass [47]. This is definitely due to the industrial extraction
process which primarily aims at several mono- saccharides and poly-saccharides. As a
result, lipid content turned out to increase to 9.78 ± 0.75 % dry weight. Notably, HLAR
and DLAR have significantly high carbohydrates (44.33 ± 1.44 % and 61.30 ± 0.53 %
respectively), while HLAR constitutes 20.20 ± 0.12 % of lipid.

4.1.1 LAR oil extraction – potential by-product stream

The LAR investigated in this research project exhibits characteristics that make it a
promising feedstock for oil extraction, comparable to traditionally exploited oil-bearing
materials like rice bran. The lipid content of the HLAR stands at 20.20 ± 0.12 % of dry
matter, fitting comfortably within the range typically found in rice bran (15 % to 25
%), which is directly subjected to solvent extraction without prior mechanical expression
for oil recovery [70]. Furthermore, the LAR displays a high carbohydrate composition,
especially noticeable post hydrolysis and defatting, aligning with the high-carbohydrate
nature of rice bran. This positions the LAR as a potential dual-purpose feedstock not
only for energy recovery processes but also oil extraction that take advantage of its
relatively high lipid and carbohydrates contents. Lastly, also similar to rice bran, the
LAR is assumed to contain less than 10 % protein content [47]. On the flip side, it’s
important to note that while this oil source could have diverse industrial applications,
its refinement for use in edible or feeding purposes may pose various challenges due to
stringent requirements in those sectors [71]. This, however, does not diminish the value
of the oil extracted from LAR, as it opens up possibilities for various industrial uses.

4.2 BHP assay and biohydrogen production

In the first batch of the AMPTS, various substrates were employed, including glucose,
HLAR, DLAR, and LAR. However, most of these substrates, with the exception of the
LAR, did not yield any appreciable gas. The non-production of gas from glucose was
attributed to operational issues related to the CO2 capture system. Due to the formation
of a vacuum inside the control reactors C1, C2 and C3, a considerable volume of 3N
NaOH solution from the absorption bottles was inadvertently siphoned into these control
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reactors. This incident was attributed to the submersion of the hoses (Figure 4.1), leading
to the unanticipated inflow of the NaOH solution.

Figure. 4.1 NaOH siphoned into reactors

The unexpected lack of gas production from HLAR and DLAR samples might be at-
tributed largely to the presence of toxic or inhibitory compounds. The processing of LAR,
which involved exposure to a strong acid during hydrolysis, a solvent during defatting,
and high pH environment at industrial levels, could have inadvertently introduced or
released these compounds. Long-chain fatty acids hydrolyzed from lipids are the main
dragging components that have been identified as the main inhibitory factor on microbial
activity of anaerobic consortium [72]. While pretreatment methods are crucial in dis-
rupting lignocellulosic structures and liberating fermentable sugars, they often culminate
in the formation of undesirable byproducts, often referred to as fermentation inhibitors
[14]. The principal objective of these pretreatments is to enhance the accessibility to
carbohydrate fractions while simultaneously minimizing the production of these inhibitory
compounds. However, it’s evident that the formation of these inhibitors is inevitable
but rather reduced through careful management and optimization of the pretreatment
conditions [14][73]. In further studies after this thesis, a comprehensive reassessment of
these parameters is definitely necessary to prevent such detrimental occurrences.

The cumulative H2 production kinetics obtained from both AMPTS batches with LAR
at different SIR and the corresponding curves followed modified Gompertz’s model are



4.2 BHP assay and biohydrogen production 33

Figure. 4.2 Experimental and modeled cumulative biohydrogen production of LAR at different
SIR

presented in Figure 4.2. The most significant hydrogen volume and the shortest lag phase
were recorded at an SIR of 2.7, yielding a total production of 1209 NmL of hydrogen and
an acclimation period of 16.2 days. As the SIR escalated, a decline in both cumulative
biohydrogen production and the duration of the lag phase was observed. Notably, once
SIR exceeded 30 gTS/gVS, minimal variations were found in the growth curves, with a
relatively constant lag phase between 20.6 and 22.5 days, and the maximal production
around 800 NmL. These observations suggest that while more substrate availability
(beyond SIR 2.7) may provide such abundant ’nutrient’ concentration for the microbial
community that it caused signs of inhibition (less gas, longer lag). When it reached a
threshold beyond 30, further substrate addition neither enhanced the energy yield nor
contributed to microbial inhibition.

Figure 4.3 illustrates the daily variations in biohydrogen production rates at different
SIRs. The findings are normalized to express the volume of hydrogen produced per gram
of volatile solids per day (NmL H2 g−1 VS d−1). Each experimental run is marked by
two noticeable peaks in flow rate. The initial peak, observed around day 1, indicates
an immediate conversion of readily available COD. The second peak, however, emerges
after a delay of approximately five days following the lag phase. This delayed response
can be attributed to the time taken by the hydrogen-producing bacteria to adapt to
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Figure. 4.3 Daily flowrate variations in biohydrogen production at different SIR

the new substrate environment, break down the complex structure of LAR into readily
fermentable sugars, and initiate the biohydrogen production pathway. The maximum
daily production rate was achieved at SIR 2.7, reaching a peak at 48.3 NmL H2 g−1

VS d−1. At SIR 6.3, the cumulative biohydrogen production reached a satisfactory
level of 980 mL (Figure 4.2), with a decent flow rate peak of 36.7 NmL H2 g−1 VS
d−1. However, as the substrate concentration was more than doubled the SIR 2.7, these
production parameters began to decline. This reduction in biohydrogen production and
flow rate suggest the inhibitory effects caused by the high substrate concentration. The
concentration of substrate directly influences the microbial activity and the balance
of metabolic processes. When this concentration is too high, it can lead to reduced
conversion into biogas, and increased in production of short-chain fatty acids e.g lactic
acid and its compounds [74]. The least effective scenario was observed at SIRs 93.8,
where the peak daily production rate dropped to 20.2 NmL H2 g−1 VS d−1 on the 33rd

day of the second batch of experiments. It shoule be noted that the SIRs beyond 30 all
hovered around a peak flow rate close to 20 NmL H2 g−1 VS d−1. This again suggest
that excessively high SIRs limiting the biohydrogen production efficiency.
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4.2.1 Kinetic modelling results

Table 4.4 Biohydrogen production performance and the modified Gompertz equation parameter
values

SIR (gTS/gVS)
Max total bioH2

(NmL)

Modified Gompertz equation parameters
(GraphPad Prism 9)

Modified Gompertz equation parameters
(Microsoft Excel)

Hmax

(NmL)
Rmax

(NmL/d)
λ (d) R2 Hmax

(mL)
Rmax

(mL/d)
λ (d) R2

2.7 1209.7 1245 153.3 16.2 0.9901 1247.2 155.4 16.3 0.9965
6.3 955.4 952.4 116.7 20.2 0.9793 970.3 113.2 20.1 0.9941
31.3 730.6 806.9 70.5 22.5 0.9644 934.4 72.6 22.5 0.9859
62.5 664 760.2 54.7 20.6 0.9596 732.6 58 20.9 0.9753
93.8 760.5 940.4 52.4 21.8 0.9741 969.2 54.3 22 0.9878

Figure. 4.4 Maximal H2 productivity and yield

The parameters derived from the modified Gompertz model showed a good fit with
microbial growth curve parameters, returning R2 values of at least 0.9596, which indicates
high reliability. The equation parameters were computed using two different software
applications: GraphPad Prism 9 and Microsoft Excel. To further evaluate the conversion
efficiency of the dark fermentation process, Hydrogen Yield (HY) [mL H2 g−1 TS] and
Hydrogen Productivity (HP) [mL H2 g−1 TS h−1] were calculated (as shown in Figure
4.4). These measures facilitate more straightforward comparisons with other studies
and provide insights into the suitability of this substrate for biohydrogen production.
Notably, as the SIR increased, both HY and HP displayed a decreasing trend, with an
optimum around SIR 2.7, which was suggested in the standardized protocol by [58].



4.2 BHP assay and biohydrogen production 36

Remarkably, the peak HY, which occurred at SIR 2.7, was approximately 280 mL H2

g−1 VS (equivalent to 161 mL H2 g−1 TS). These figures are notably higher than most
outcomes reported in previous dark fermentation investigations (in Chapter 2) that
primarily utilized different substrates. Therefore, while these results are not directly
comparable due to the variance in substrates, this substantial yield does suggest that the
LAR could be a promising substrate for biohydrogen production via dark fermentation.

Figure. 4.5 HY and HP of previous studies on different types of lignocellulosic biomass;
adopted from [14][75][76][77][78][79][80]

Although the LAR demonstrated high HY, its HP was somewhat modest. The recorded
HP was 0.84 mL H2 g−1 TS h−1 (or 1.46 mL H2 g−1 VS h−1), which is lower than most
previous studies on other substrates (Figure 4.5). This low productivity rate could be
linked to the nature of LAR and its associated inhibitors introduced during the alkaline
pretreatment processes conducted before these experiments. It implies that a more
comprehensive analysis of the substrate and improvement in treatment methods are
needed for optimizing this fermentation process to achieve maximum production. Despite
this shortcoming, the high HY establishes LAR as a potential substrate for biohydrogen
production. Its other weaknesses could be addressed with better understanding and
appropriate pretreatment, which can enhance the availability and digestibility of LAR’s
fermentable components. It is suggested that further effort should focus on refining
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inoculum preparation methods, aimed at increasing the microorganisms’ activity and
resilience. Such enhancements would facilitate more efficient conversion of LAR into
biohydrogen, thereby increasing the process’s practicality and environmental sustainability.
It emphasizes the necessity for continued research in this field, with a focus on optimizing
the process and mitigating inhibitory effects, to fully tap into LAR’s bioenergy potential.

4.3 Post-fermentative broth and COD balance

Table 4.5 Post-fermentative broth analysis

SIR Initial pH
Adjusted
pH

Final
pH

TDS
(mg/L)

Conductivity
(mS/cm)

ALK
(mgCaCO3/L)

VFA
(mgHAc/L)

VFA/ALK
ratio

COD (mg/L)

2.7 8.12 7.53 7.21 9439 12.08 2935 159 0.05 26000 ± 2372
6.3 8.06 6.55 7.8 9693 12.48 2306 159 0.07 25575 ± 106
31.3 8.21 6.53 7.45 8989 11.1 1693 182 0.11 21500 ± 557
62.5 7.82 6.52 7.29 9508 11.07 1776 138 0.08 25500 ± 707
93.8 7.83 6.54 7.5 9140 10.9 1869 91 0.05 19875 ± 177

HAc - Acetic acid

During the fermentation process, significant pH changes are typically attributed to
an increase in VFA concentration. In this study, however, as shown in Table 4.5, the
estimated VFA production was quite low, which consequently led to low VFA/ALK values.
As mentioned earlier, high substrate concentration commonly results in an increase in
VFA. In this study, however, despite low gas production in high substrate concentration
bottles, the estimated VFA production remained unexpectedly low. A possible factor is
that the microorganisms may have absorbed or utilized the produced VFA, leading to a
lower recorded concentration. This can also likely be explained by the high buffering
capacity (high ALK) of the final liquors in this experiment, which was able to neutralize
the acids produced, maintaining or even increasing the pH.

Table 4.6 COD balance

SIR
Influent Effluent

Balance
COD LAR
(gCOD)

COD inoculum
(gCOD)

Total (gCOD)
COD H2

(gCOD)
Post-fermetative broth
(gCOD)

Total (gCOD)

2.7 7.42 N/A 7.42 0.8 9.36 10.16 1.37 ± 0.12a

6.3 7.42 2.66 10.08 0.62 9.21 9.83 0.98 ± 0.01
31.3 7.42 0.53 7.95 0.47 7.74 8.21 1.03 ± 0.03
62.5 7.42 0.27 7.68 0.44 9.18 9.62 1.25 ± 0.03
93.8 7.42 0.18 7.59 0.5 7.16 7.65 1.01 ± 0.01
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a - Batch 1’s inoculum COD values were not measured due to lack of materials.

Table 4.6 presents the total COD of different inlet and outlet streams, derived from the
initial inputs and the end products of the experiment. The COD mass balance in the
table is fairly comprehensive, with most experiments nearing a 100 % balance. This
successful mass balance offers a robust validation for the experimental methodology
and the accuracy of the measurements obtained, thereby ensuring the reliability of the
findings of this study.

However, an exception was observed in the case of the SIR 2.7 experiment, where the
COD balance was reported as 1.37 ± 0.12. This deviation can be primarily attributed to
the lack of COD measurements for the dried inoculum. The absence of this measurement
might have led to an overestimation of the balance. If the COD of the dried inoculum
was accounted for, it is likely that a balance close to 100 % would have been achieved.

4.4 Discussion on the theoretical energy output

Thru private communication with the industrial engineers, 30,000 T LAR could be
produced per annually based on the current production activity, and that was originated
from around 100,000 T per annually fresh harvested biomass.

According to gas production data, SIR 2.7 was taken as the optimal SIR for dark
fermentation, while 31.3 has the least biohydrogen as increasing SIR beyond this point
yielded no obvious advantage or even inhibition effects.

Table 4.7 Annual production of H2 for 30,000 T LAR per year

SIR
Total H2 production
(metric tons)

Total energy content
(TWh)

Contribution to total
Norway’s energy demand (%)

2.7 104,096 3.5 1.6
31.3 77,784 2.6 1.2

Table 4.7 demonstrates that, according to the results from this study, the dark fermenta-
tion of LAR could theoretically contribute between 2.6 to 3.5 TW per year, approximately
accounting for 1.2 to 1.6 % of Norway’s energy demand. It’s important to note, however,
that these estimates provide a broad overview and do not take into account the substantial
energy required for the operation, transport, collection, and storage of H2, which are
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significant factors in a real-world scenario. Nonetheless, within the scope of this thesis,
the results suggest that if properly utilized, LAR, or Lignocellulosic Biomass (LCB) in
general, can contribute clean and renewable energy to help meet the ongoing increase in
global energy demand. Furthermore, the environmental benefits of utilizing LCBs for
clean energy production should not be overlooked. These include not only reductions
in greenhouse gas emissions but also the potential for waste minimization and resource
recovery. While there are still many challenges to overcome, the dark fermentation
of LCBs, specifically LAR, presents a promising avenue for sustainable and renewable
energy production, capable of contributing to global energy needs in a significant manner.
Continued research and development efforts are essential to unlock the full potential of
this resource.

4.5 CFSTR control and monitoring

In this study, an attempt was made to upscale hydrogen production using a CFSTR.
Figure 4.6 illustrates some of the operational parameters throughout a month of operation.

Figure. 4.6 CFSTR’s monitoring recordings in three distinctive phases

During the start-up phase, the high biodegradability of glucose led to strong microbial
activity, with the substrate rapidly being converted and causing multiple quickly drops
in pH from 5.5 to 4.2. This necessitated pH adjustment to maintain favorable conditions
for hydrogen production which reached 800 mL in total gas with very high H2 content
from 90 to 95 %. In the second phase, the reactor primarily operated in an intermittent
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mode due to adjustments of the flow configuration. Despite this irregular operation,
hydrogen-producing bacteria appeared to continue thriving, as indicated by the onset of
biohydrogen production. However, it should be noted that the recording of gas production
was probably delayed, likely due to the transfer from gas phase into the liquid phase, then
to the liquid/gas separator, and finally to the gas counter. Theoretically, gas production
should have initiated from day one. Throughout this second phase, the ORP remained
at a notably low range of -500 - -550, indicating a highly reducing environment within
the reactor. In the third phase, the substrate was altered from glucose to a mixture
of glucose and LAR, with a similar theoretical COD. This transition appeared to slow
down microbial activity, which could be due to the complex structure of LAR, despite it
being heavily processed. As seen in two AMPTS batches, this structural complexity may
have impeded the bacterial conversion process (long lag phases). It is also worth noting
that the introduction of LAR increased the alkalinity and exerted a pH-increasing effect.
The combined effect could explain the more gradual pH decline observed in this phase
compared to previous ones. Regarding gas production, not much was recorded at the
transition point. This may have resulted from the bacteria undergoing an adaptation
phase to the new substrate mix. Nonetheless, continuous monitoring and analysis are
necessary to optimize the conditions for maximizing hydrogen production in this setup.

4.6 Limitations and challenges

4.6.1 Limitations

1. AMPTS
• Blanks: The study used raw experimental data without adjustment for back-

ground gas production, assuming the blanks produced negligible to zero gas.
While this approach was deemed to have minimal impact on the overall data
interpretation, it may have resulted in some discrepancies.

• Possible error in pH adjustment: Due to the viscosity and alkalinity of LAR,
pH adjustments may have been prone to errors. The thickness of the LAR
could have caused unequal mixing during pH reading and interfered with the
pH probe, leading to potentially inaccurate measurements of the true pH
levels of the fermentation broth.

2. CFSTR
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• Time constraints and unpredictable pump flow rates forced operation primarily
in batch mode for most of the research period. This limitation may have
influenced the effectiveness and efficiency of biohydrogen production.

3. Lab Equipment and Instrument
• The inability to analyze produced gas composition due to an out-of-service gas

chromatograph presented another limitation. Assuming the CO2 adsorbers
functioned as intended, recorded gas values were considered to be largely
hydrogen with negligible amounts of other gases like H2S.

4.6.2 Challenges

1. AMPTS
• The non-production of gas from glucose was attributed to operational issues

related to the CO2 capture system. Due to the formation of a vacuum
inside the control reactors C1, C2 and C3, a considerable volume of 3N
NaOH solution from the absorption bottles was inadvertently siphoned into
these control reactors. This incident was attributed to the submersion of
the hoses (Figure 4.1), leading to the unanticipated inflow of the NaOH
solution. Upon identification of this issue, immediate corrective measures
were taken. The hoses were promptly removed. However, it is important
to note that this sudden change in pH and composition likely disrupted the
reactors’ environment, skewing the experimental outcomes. This incident had
me reevaluate and modify the experimental setup to prevent the recurrence of
such events. Following the adjustment, the rest of batch 1 duration and the
second batch of experiments proceeded smoothly without further incidents.

2. CFSTR
• The assembly and operationalization of the CFSTR proved challenging, requir-

ing significant time and effort. Understanding the functioning of the system,
the connection of wires and connectors, and addressing potential issues were
difficult tasks that contributed to the complexity of the experiment. Despite
these challenges, the CFSTR was assembled and initial operations yielded
promising preliminary data, indicating its potential for upscaled biohydrogen
production.
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Conclusion and Outlook

5.1 Conclusion

This study set out to explore the potential of LAR as a source for biohydrogen production
via dark fermentation. Multiple aspects were addressed, including the substrate and
inoculum characterization, pre-treatment methods, BHP of LAR at different SIRs, kinetics
modelling, and the estimated energy output.

Initial investigation revealed that the composition of LAR is characterized by a high
FS content, a moderate VS/TS ratio, and relatively low COD and VS values. After
undergoing mild acid hydrolysis and lipid extraction, the resulting HLAR and DLAR
exhibited high carbohydrate and lipid contents. However, it was also noted that the
presence of inhibitory compounds released during the pre-treatment processes could
significantly hamper biohydrogen production. As a result, it became clear that although
pre-treatment methods are critical for substrate preparation, they need to be carefully
optimized to prevent the introduction of inhibitory effects.

Two batches of AMPTS examined the BHP of LAR at different SIRs yielded promising
results. An optimal SIR of 2.7 yielded a significant HY of approximately 280 mL H2 g−1

VS, thus confirming LAR as a viable feedstock for biohydrogen production. However, it
was also observed that the HP of LAR was modest, averaging at only around 1.46 mL
H2 g−1 VS H2 h−1.

The estimated theoretical energy output showed the promise of this research, as the
30,000 tons of LAR, produced annually from about 100,000 tons of harvested biomass,
could potentially contribute 2.6 to 3.5 TWh per year to Norway’s energy demand. It’s
an innovative approach that effectively utilizes an otherwise waste material to generate
renewable energy.
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The Modified Gompertz modelling parameters fit optimally with the fermentation process,
returning a regression of 95 % and higher, thereby reinforcing the validity of the model
for predicting the kinetics of the biohydrogen production process as well as that of the
experimental results.

In an attempt to upscale the biohydrogen production, a CFSTR was constructed and
operated under optimal conditions determined from AMPTS experiments. Although the
CFSTR operation and monitoring were challenging, preliminary data showed a promising
start in terms of biohydrogen production.

5.2 Future work recommendation

Future work should aim to

• deepen the understanding of this unique biomass resource by analyzing specific
carbohydrates content, protein, total N, total P, etc.

• refine hydrolysis and lipid extraction pre-treatment methods
• explore other pretreatment methods e.g. using fungi in solid state fermentation
• optimize operational conditions for upscaling in CFSTR

Continued investigation in these directions is critical for unlocking the full potential of
LAR for biohydrogen production and contributing to a green energy future.

5.3 Outlook

The world’s focus is increasingly shifting towards sustainable and renewable energy
sources, and the abundant availability of lignocellulosic biomass presents a significant
opportunity in this context. Such biomass has the potential to be utilized as substrates
in biological hydrogen production processes, offering a renewable source for one of the
cleanest forms of energy – hydrogen.

Dark fermentation for hydrogen production is a promising avenue that demands further
exploration. This technology holds the potential to revolutionize green energy production
within the next decade, significantly contributing to a cleaner and more sustainable
energy sector. More specifically, it allows for better utilization of lignocellulosic biomass,
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especially waste streams from various industries, offering an innovative solution for both
waste management and renewable energy production.

The exploratory examination undertaken in this thesis, focused on using residual biomass
from industrial sources, has underscored the immense potential that waste streams hold
when paired with optimized dark fermentation processes for hydrogen production. From
this standpoint, it’s evident that these waste resources can be effectively harnessed for
beneficial use, rather than ending up as environmental pollutants.

However, realizing the maximum theoretical yield of hydrogen via dark fermentation
requires further research and understanding. The next stage involves meticulously
investigating and fine-tuning multiple operational parameters to optimize hydrogen
yield. Factors such as substrate-to-inoculum ratios, pre-treatment methods, reactor
configurations, and fermentation conditions, etc. all needs further investigation. The
work presented in this thesis lays a solid foundation for future studies, promising to drive
us further along the path of clean, renewable, and sustainable energy generation.

This is the outlook that drives this study forward and will hopefully inspire many more
in the quest for sustainable solutions to our energy needs.



References

[1] Surbhi Sharma, Soumen Basu, Nagaraj P. Shetti, and Tejraj M. Aminabhavi.
Waste-to-energy nexus for circular economy and environmental protection: Recent
trends in hydrogen energy. Science of The Total Environment, 713:136633, April
2020. ISSN 0048-9697. doi: 10.1016/j.scitotenv.2020.136633. URL https:
//www.sciencedirect.com/science/article/pii/S0048969720301431.

[2] J. Rajesh Banu, Preethi, S. Kavitha, Vinay Kumar Tyagi, M. Gunasekaran, Obu-
lisamy Parthiba Karthikeyan, and Gopalakrishnan Kumar. Lignocellulosic biomass
based biorefinery: A successful platform towards circular bioeconomy. Fuel, 302:
121086, October 2021. ISSN 0016-2361. doi: 10.1016/j.fuel.2021.121086. URL
https://www.sciencedirect.com/science/article/pii/S0016236121009650.

[3] Nicolaus Dahmen, Iris Lewandowski, Susanne Zibek, and Annette Weidtmann.
Integrated lignocellulosic value chains in a growing bioeconomy: Status quo and
perspectives. GCB Bioenergy, 11(1):107–117, 2019. ISSN 1757-1707. doi: 10.111
1/gcbb.12586. URL https://onlinelibrary.wiley.com/doi/abs/10.1111/gcbb.12586.
_eprint: https://onlinelibrary.wiley.com/doi/pdf/10.1111/gcbb.12586.

[4] Chang Geun Yoo, Xianzhi Meng, Yunqiao Pu, and Arthur J. Ragauskas. The critical
role of lignin in lignocellulosic biomass conversion and recent pretreatment strategies:
A comprehensive review. Bioresource Technology, 301:122784, April 2020. ISSN
0960-8524. doi: 10.1016/j.biortech.2020.122784. URL https://www.sciencedirect.co
m/science/article/pii/S0960852420300535.

[5] Engracia Madejón, Marco Panettieri, Paula Madejón, and Alfredo Pérez-de Mora.
Composting as Sustainable Managing Option for Seaweed Blooms on Recreational
Beaches. Waste and Biomass Valorization, 13(2):863–875, February 2022. ISSN
1877-265X. doi: 10.1007/s12649-021-01548-1. URL https://doi.org/10.1007/s12649
-021-01548-1.

[6] Pierrick Stévant, Céline Rebours, and Annelise Chapman. Seaweed aquaculture
in Norway: recent industrial developments and future perspectives. Aquaculture
International, 25(4):1373–1390, August 2017. ISSN 0967-6120, 1573-143X. doi: 10.1
007/s10499-017-0120-7. URL http://link.springer.com/10.1007/s10499-017-0120-7.

[7] Sander W. K. van den Burg, Arie Pieter van Duijn, Heleen Bartelings, Marinus M.
van Krimpen, and Marnix Poelman. The economic feasibility of seaweed production
in the North Sea. Aquaculture Economics & Management, 20(3):235–252, July
2016. ISSN 1365-7305, 1551-8663. doi: 10.1080/13657305.2016.1177859. URL
https://www.tandfonline.com/doi/full/10.1080/13657305.2016.1177859.

[8] FAO. Global seaweeds and microalgae production. page 172, June 2021. URL
https://www.fao.org/3/cb4579en/cb4579en.pdf.

[9] Steven Hermans. A database of seaweed organisations, 2022. URL https://phycon
omy.net/database/.

https://www.sciencedirect.com/science/article/pii/S0048969720301431
https://www.sciencedirect.com/science/article/pii/S0048969720301431
https://www.sciencedirect.com/science/article/pii/S0016236121009650
https://onlinelibrary.wiley.com/doi/abs/10.1111/gcbb.12586
https://www.sciencedirect.com/science/article/pii/S0960852420300535
https://www.sciencedirect.com/science/article/pii/S0960852420300535
https://doi.org/10.1007/s12649-021-01548-1
https://doi.org/10.1007/s12649-021-01548-1
http://link.springer.com/10.1007/s10499-017-0120-7
https://www.tandfonline.com/doi/full/10.1080/13657305.2016.1177859
https://www.fao.org/3/cb4579en/cb4579en.pdf
https://phyconomy.net/database/
https://phyconomy.net/database/


References 46

[10] Hans Porse and Brian Rudolph. The seaweed hydrocolloid industry: 2016 updates,
requirements, and outlook. Journal of Applied Phycology, 29(5):2187–2200, October
2017. ISSN 1573-5176. doi: 10.1007/s10811-017-1144-0. URL https://doi.org/10.1
007/s10811-017-1144-0.

[11] IEA. Global Hydrogen Review 2022. Technical report, Paris, 2022. URL https:
//www.iea.org/reports/global-hydrogen-review-2022.

[12] Sonil Nanda, Rachita Rana, Prakash K. Sarangi, Ajay K. Dalai, and Janusz A.
Kozinski. A Broad Introduction to First-, Second-, and Third-Generation Biofuels.
In Prakash Kumar Sarangi, Sonil Nanda, and Pravakar Mohanty, editors, Recent
Advancements in Biofuels and Bioenergy Utilization, pages 1–25. Springer, Singapore,
2018. ISBN 9789811313073. doi: 10.1007/978-981-13-1307-3_1. URL https:
//doi.org/10.1007/978-981-13-1307-3_1.

[13] Sudalyandi Kaliappan, Rajesh Banu, and Kavitha S. Bioenergy: Process, Technology
and Viability. July 2018. ISBN 978-613-9-86329-7.

[14] G. Kumar, P. Bakonyi, S. Periyasamy, S. H. Kim, N. Nemestóthy, and K. Bélafi-Bakó.
Lignocellulose biohydrogen: Practical challenges and recent progress. Renewable
and Sustainable Energy Reviews, 44:728–737, April 2015. ISSN 1364-0321. doi:
10.1016/j.rser.2015.01.042. URL https://www.sciencedirect.com/science/article/pii/
S1364032115000520.

[15] Karnayakage Rasika J. Perera, Balachandran Ketheesan, Venkataramana Gad-
hamshetty, and Nagamany Nirmalakhandan. Fermentative biohydrogen production:
Evaluation of net energy gain. International Journal of Hydrogen Energy, 35(22):
12224–12233, November 2010. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2010.08.037.
URL https://www.sciencedirect.com/science/article/pii/S0360319910016769.

[16] Angel Mario Lopez-Hidalgo, Adam Smoliński, and Arturo Sanchez. A meta-analysis
of research trends on hydrogen production via dark fermentation. International
Journal of Hydrogen Energy, 47(27):13300–13339, March 2022. ISSN 0360-3199. doi:
10.1016/j.ijhydene.2022.02.106. URL https://www.sciencedirect.com/science/articl
e/pii/S0360319922007182.

[17] Ayse Cakır, Serpil Ozmihci, and Fikret Kargi. Comparison of bio-hydrogen pro-
duction from hydrolyzed wheat starch by mesophilic and thermophilic dark fer-
mentation. International Journal of Hydrogen Energy, 35(24):13214–13218, De-
cember 2010. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2010.09.029. URL
https://www.sciencedirect.com/science/article/pii/S0360319910018161.

[18] Tien Anh Ngo and Sang Jun Sim. Dark fermentation of hydrogen from waste glycerol
using hyperthermophilic eubacterium Thermotoga neapolitana. Environmental
Progress & Sustainable Energy, 31(3):466–473, 2012. ISSN 1944-7450. doi: 10.1002/
ep.10578. URL https://onlinelibrary.wiley.com/doi/abs/10.1002/ep.10578. _eprint:
https://onlinelibrary.wiley.com/doi/pdf/10.1002/ep.10578.

[19] Onyinye Okonkwo, Stefano Papirio, Eric Trably, Renaud Escudie, Aino-Maija
Lakaniemi, and Giovanni Esposito. Enhancing thermophilic dark fermentative
hydrogen production at high glucose concentrations via bioaugmentation with

https://doi.org/10.1007/s10811-017-1144-0
https://doi.org/10.1007/s10811-017-1144-0
https://www.iea.org/reports/global-hydrogen-review-2022
https://www.iea.org/reports/global-hydrogen-review-2022
https://doi.org/10.1007/978-981-13-1307-3_1
https://doi.org/10.1007/978-981-13-1307-3_1
https://www.sciencedirect.com/science/article/pii/S1364032115000520
https://www.sciencedirect.com/science/article/pii/S1364032115000520
https://www.sciencedirect.com/science/article/pii/S0360319910016769
https://www.sciencedirect.com/science/article/pii/S0360319922007182
https://www.sciencedirect.com/science/article/pii/S0360319922007182
https://www.sciencedirect.com/science/article/pii/S0360319910018161
https://onlinelibrary.wiley.com/doi/abs/10.1002/ep.10578


References 47

Thermotoga neapolitana. International Journal of Hydrogen Energy, 45(35):17241–
17249, July 2020. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2020.04.231. URL
https://www.sciencedirect.com/science/article/pii/S0360319920316426.

[20] Alma Toledo-Cervantes, Francisco Villafán-Carranza, Jorge Arreola-Vargas, Elías
Razo-Flores, and Hugo Oscar Méndez-Acosta. Comparative evaluation of the
mesophilic and thermophilic biohydrogen production at optimized conditions using
tequila vinasses as substrate. International Journal of Hydrogen Energy, 45(19):
11000–11010, April 2020. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2020.02.051.
URL https://www.sciencedirect.com/science/article/pii/S0360319920305814.

[21] Debabrata Das. Advances in biohydrogen production processes: An approach
towards commercialization. International Journal of Hydrogen Energy, 34(17):7349–
7357, September 2009. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2008.12.013. URL
https://www.sciencedirect.com/science/article/pii/S0360319908016893.

[22] Balachandar Gopalakrishnan, Namita Khanna, and Debabrata Das. Chapter 4 -
Dark-Fermentative Biohydrogen Production. In Ashok Pandey, S. Venkata Mohan,
Jo-Shu Chang, Patrick C. Hallenbeck, and Christian Larroche, editors, Biohydrogen
(Second Edition), Biomass, Biofuels, Biochemicals, pages 79–122. Elsevier, January
2019. ISBN 978-0-444-64203-5. doi: 10.1016/B978-0-444-64203-5.00004-6. URL
https://www.sciencedirect.com/science/article/pii/B9780444642035000046.

[23] G. Balachandar, Namita Khanna, and Debabrata Das. Chapter 6 - Biohydrogen
Production from Organic Wastes by Dark Fermentation. In Ashok Pandey, Jo-
Shu Chang, Patrick C. Hallenbecka, and Christian Larroche, editors, Biohydrogen,
pages 103–144. Elsevier, Amsterdam, January 2013. ISBN 978-0-444-59555-3. doi:
10.1016/B978-0-444-59555-3.00006-4. URL https://www.sciencedirect.com/science/
article/pii/B9780444595553000064.

[24] David B Levin, Lawrence Pitt, and Murray Love. Biohydrogen production: prospects
and limitations to practical application. International Journal of Hydrogen Energy,
29(2):173–185, February 2004. ISSN 0360-3199. doi: 10.1016/S0360-3199(03)00094-6.
URL https://www.sciencedirect.com/science/article/pii/S0360319903000946.

[25] S. Manish and Rangan Banerjee. Comparison of biohydrogen production processes.
International Journal of Hydrogen Energy, 33(1):279–286, January 2008. ISSN
0360-3199. doi: 10.1016/j.ijhydene.2007.07.026. URL https://www.sciencedirect.co
m/science/article/pii/S0360319907004065.

[26] Zhiyuan Fan, Emeka Ochu, Sarah Braverman, Yushan Lou, Griffin Smith, Amar
Bhardwaj, Dr Jack, Dr Colin Mccormick, and Dr Julio Friedmann. Green Hydrogen
in a Circular Carbon Economy: Opportunities and Limits. Technical report, The
Center on Global Energy Policy (CGEP), New York, 2021. URL https://www.ener
gypolicy.columbia.edu/research/report/green-hydrogen-circular-carbon-economy
-opportunities-and-limits.

[27] Anish Ghimire, Luigi Frunzo, Francesco Pirozzi, Eric Trably, Renaud Escudie, Piet
N. L. Lens, and Giovanni Esposito. A review on dark fermentative biohydrogen
production from organic biomass: Process parameters and use of by-products. Applied

https://www.sciencedirect.com/science/article/pii/S0360319920316426
https://www.sciencedirect.com/science/article/pii/S0360319920305814
https://www.sciencedirect.com/science/article/pii/S0360319908016893
https://www.sciencedirect.com/science/article/pii/B9780444642035000046
https://www.sciencedirect.com/science/article/pii/B9780444595553000064
https://www.sciencedirect.com/science/article/pii/B9780444595553000064
https://www.sciencedirect.com/science/article/pii/S0360319903000946
https://www.sciencedirect.com/science/article/pii/S0360319907004065
https://www.sciencedirect.com/science/article/pii/S0360319907004065
https://www.energypolicy.columbia.edu/research/report/green-hydrogen-circular-carbon-economy-opportunities-and-limits
https://www.energypolicy.columbia.edu/research/report/green-hydrogen-circular-carbon-economy-opportunities-and-limits
https://www.energypolicy.columbia.edu/research/report/green-hydrogen-circular-carbon-economy-opportunities-and-limits


References 48

Energy, 144:73–95, April 2015. ISSN 0306-2619. doi: 10.1016/j.apenergy.2015.01.045.
URL https://www.sciencedirect.com/science/article/pii/S0306261915000616.

[28] Alei Geng, Yanling He, Changli Qian, Xing Yan, and Zhihua Zhou. Effect of
key factors on hydrogen production from cellulose in a co-culture of Clostridium
thermocellum and Clostridium thermopalmarium. Bioresource Technology, 101(11):
4029–4033, June 2010. ISSN 0960-8524. doi: 10.1016/j.biortech.2010.01.042. URL
https://www.sciencedirect.com/science/article/pii/S0960852410000994.

[29] Narendra Kumar and Debabrata Das. Enhancement of hydrogen production by
Enterobacter cloacae IIT-BT 08. Process Biochemistry, 35(6):589–593, January
2000. ISSN 1359-5113. doi: 10.1016/S0032-9592(99)00109-0. URL https:
//www.sciencedirect.com/science/article/pii/S0032959299001090.

[30] Astrid E. Mars, Teun Veuskens, Miriam A. W. Budde, Patrick F. N. M. van
Doeveren, Steef J. Lips, Robert R. Bakker, Truus de Vrije, and Pieternel A. M.
Claassen. Biohydrogen production from untreated and hydrolyzed potato steam peels
by the extreme thermophiles Caldicellulosiruptor saccharolyticus and Thermotoga
neapolitana. International Journal of Hydrogen Energy, 35(15):7730–7737, August
2010. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2010.05.063. URL https://www.scie
ncedirect.com/science/article/pii/S0360319910010153.

[31] Chin-Chao Chen, Yeong-Song Chuang, Chian-Yu Lin, Chyi-How Lay, and Biswarup
Sen. Thermophilic dark fermentation of untreated rice straw using mixed cultures
for hydrogen production. International Journal of Hydrogen Energy, 37(20):15540–
15546, October 2012. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2012.01.036. URL
https://www.sciencedirect.com/science/article/pii/S0360319912000869.

[32] Hang-Sik Shin, Jong-Ho Youn, and Sang-Hyoun Kim. Hydrogen production from
food waste in anaerobic mesophilic and thermophilic acidogenesis. International
Journal of Hydrogen Energy, 29(13):1355–1363, October 2004. ISSN 0360-3199. doi:
10.1016/j.ijhydene.2003.09.011. URL https://www.sciencedirect.com/science/articl
e/pii/S0360319903002507.

[33] G. Venkata Subhash and S. Venkata Mohan. Deoiled algal cake as feedstock for
dark fermentative biohydrogen production: An integrated biorefinery approach.
International Journal of Hydrogen Energy, 39(18):9573–9579, June 2014. ISSN
0360-3199. doi: 10.1016/j.ijhydene.2014.04.003. URL https://www.sciencedirect.co
m/science/article/pii/S036031991400994X.

[34] Sang-Hyoun Kim, Sun-Kee Han, and Hang-Sik Shin. Feasibility of biohydrogen
production by anaerobic co-digestion of food waste and sewage sludge. International
Journal of Hydrogen Energy, 29(15):1607–1616, December 2004. ISSN 0360-3199.
doi: 10.1016/j.ijhydene.2004.02.018. URL https://www.sciencedirect.com/science/
article/pii/S0360319904000989.

[35] Mao-Lin Zhang, Yao-Ting Fan, Yan Xing, Chun-Mei Pan, Gao-Sheng Zhang, and
Jiunn-Jyi Lay. Enhanced biohydrogen production from cornstalk wastes with
acidification pretreatment by mixed anaerobic cultures. Biomass and Bioenergy, 31
(4):250–254, April 2007. ISSN 0961-9534. doi: 10.1016/j.biombioe.2006.08.004. URL
https://www.sciencedirect.com/science/article/pii/S0961953406001814.

https://www.sciencedirect.com/science/article/pii/S0306261915000616
https://www.sciencedirect.com/science/article/pii/S0960852410000994
https://www.sciencedirect.com/science/article/pii/S0032959299001090
https://www.sciencedirect.com/science/article/pii/S0032959299001090
https://www.sciencedirect.com/science/article/pii/S0360319910010153
https://www.sciencedirect.com/science/article/pii/S0360319910010153
https://www.sciencedirect.com/science/article/pii/S0360319912000869
https://www.sciencedirect.com/science/article/pii/S0360319903002507
https://www.sciencedirect.com/science/article/pii/S0360319903002507
https://www.sciencedirect.com/science/article/pii/S036031991400994X
https://www.sciencedirect.com/science/article/pii/S036031991400994X
https://www.sciencedirect.com/science/article/pii/S0360319904000989
https://www.sciencedirect.com/science/article/pii/S0360319904000989
https://www.sciencedirect.com/science/article/pii/S0961953406001814


References 49

[36] Xi-Yu Cheng and Chun-Zhao Liu. Hydrogen Production via Thermophilic Fer-
mentation of Cornstalk by Clostridium thermocellum. Energy & Fuels, 25(4):
1714–1720, April 2011. ISSN 0887-0624. doi: 10.1021/ef 2000344. URL
https://doi.org/10.1021/ef2000344. Publisher: American Chemical Society.

[37] Christophe Collet, Nevenka Adler, Jean-Paul Schwitzguébel, and Paul Péringer.
Hydrogen production by Clostridium thermolacticum during continuous fermentation
of lactose. International Journal of Hydrogen Energy, 29(14):1479–1485, November
2004. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2004.02.009. URL https://www.scie
ncedirect.com/science/article/pii/S0360319904000734.

[38] Biswajit Mandal, Kaushik Nath, and Debabrata Das. Improvement of Biohydro-
gen Production Under Decreased Partial Pressure of H2 by Enterobacter cloa-
cae. Biotechnology Letters, 28(11):831–835, June 2006. ISSN 1573-6776. doi:
10.1007/s10529-006-9008-8. URL https://doi.org/10.1007/s10529-006-9008-8.

[39] Thomas A. Kotsopoulos, Ioannis A. Fotidis, Nikolaos Tsolakis, and Gerassimos G.
Martzopoulos. Biohydrogen production from pig slurry in a CSTR reactor system
with mixed cultures under hyper-thermophilic temperature (70 °C). Biomass and
Bioenergy, 33(9):1168–1174, September 2009. ISSN 0961-9534. doi: 10.1016/j.biom
bioe.2009.05.001. URL https://www.sciencedirect.com/science/article/pii/S0961953
409000877.

[40] Yao-Ting Fan, Ya-Hui Zhang, Shu-Fang Zhang, Hong-Wei Hou, and Bao-Zeng
Ren. Efficient conversion of wheat straw wastes into biohydrogen gas by cow dung
compost. Bioresource Technology, 97(3):500–505, February 2006. ISSN 0960-8524.
doi: 10.1016/j.biortech.2005.02.049. URL https://www.sciencedirect.com/science/
article/pii/S0960852405001665.

[41] Liliana M. Alzate-Gaviria, P. J. Sebastian, Antonino Pérez-Hernández, and D. Eapen.
Comparison of two anaerobic systems for hydrogen production from the organic
fraction of municipal solid waste and synthetic wastewater. International Journal of
Hydrogen Energy, 32(15):3141–3146, October 2007. ISSN 0360-3199. doi: 10.1016/j.
ijhydene.2006.02.034. URL https://www.sciencedirect.com/science/article/pii/S036
0319907000596.

[42] Sun-Kee Han and Hang-Sik Shin. Performance of an Innovative Two-Stage Process
Converting Food Waste to Hydrogen and Methane. Journal of the Air & Waste Man-
agement Association, 54(2):242–249, February 2004. ISSN 1096-2247. doi: 10.1080/10
473289.2004.10470895. URL https://doi.org/10.1080/10473289.2004.10470895. Pub-
lisher: Taylor & Francis _eprint: https://doi.org/10.1080/10473289.2004.10470895.

[43] Ze-Kun Lee, Shiue-Lin Li, Pei-Chen Kuo, I. Chieh Chen, Yu-Min Tien, Yu-Jung
Huang, Chung-Po Chuang, Son-Chi Wong, and Sheng-Shung Cheng. Thermophilic
bio-energy process study on hydrogen fermentation with vegetable kitchen waste.
International Journal of Hydrogen Energy, 35(24):13458–13466, December 2010.
ISSN 0360-3199. doi: 10.1016/j.ijhydene.2009.11.126. URL https://www.sciencedir
ect.com/science/article/pii/S0360319909019594.

[44] Rafał Łukajtis, Iwona Hołowacz, Karolina Kucharska, Marta Glinka, Piotr Ry-
barczyk, Andrzej Przyjazny, and Marian Kamiński. Hydrogen production from

https://doi.org/10.1021/ef2000344
https://www.sciencedirect.com/science/article/pii/S0360319904000734
https://www.sciencedirect.com/science/article/pii/S0360319904000734
https://doi.org/10.1007/s10529-006-9008-8
https://www.sciencedirect.com/science/article/pii/S0961953409000877
https://www.sciencedirect.com/science/article/pii/S0961953409000877
https://www.sciencedirect.com/science/article/pii/S0960852405001665
https://www.sciencedirect.com/science/article/pii/S0960852405001665
https://www.sciencedirect.com/science/article/pii/S0360319907000596
https://www.sciencedirect.com/science/article/pii/S0360319907000596
https://doi.org/10.1080/10473289.2004.10470895
https://www.sciencedirect.com/science/article/pii/S0360319909019594
https://www.sciencedirect.com/science/article/pii/S0360319909019594


References 50

biomass using dark fermentation. Renewable and Sustainable Energy Reviews, 91:
665–694, August 2018. ISSN 1364-0321. doi: 10.1016/j.rser.2018.04.043. URL
https://www.sciencedirect.com/science/article/pii/S1364032118302776.

[45] Gang Luo, Dimitar Karakashev, Li Xie, Qi Zhou, and Irini Angelidaki. Long-
term effect of inoculum pretreatment on fermentative hydrogen production by
repeated batch cultivations: Homoacetogenesis and methanogenesis as com-
petitors to hydrogen production. Biotechnology and Bioengineering, 108(8):
1816–1827, 2011. ISSN 1097-0290. doi: 10.1002/bit .23122. URL ht
tps://onl inel ibrary.wi ley.com/doi/abs/10.1002/bit .23122. _eprint:
https://onlinelibrary.wiley.com/doi/pdf/10.1002/bit.23122.

[46] Yee Meng Wong, Ta Yeong Wu, and Joon Ching Juan. A review of sustainable
hydrogen production using seed sludge via dark fermentation. Renewable and
Sustainable Energy Reviews, 34:471–482, June 2014. ISSN 1364-0321. doi: 10.1016/
j.rser.2014.03.008. URL https://www.sciencedirect.com/science/article/pii/S13640
32114001658.

[47] Egil Baardseth. Synopsis of Biological Data on Knobbed Wrack Ascophyllum Nodosum
(Linnaeus) Le Jolis. Food and Agriculture Organization of the United Nations, 1970.
Google-Books-ID: CK4aAQAAIAAJ.

[48] Ludwig-Bölkow-Systemtechnik. Hydrogen Data, 2022. URL http://www.h2data.de/.

[49] Statistics Norway. Production and consumption of energy, energy balance and
energy account, June 2022. URL https://www.ssb.no/en/energi-og-industri/energi
/statistikk/produksjon-og-forbruk-av-energi-energibalanse-og-energiregnskap.

[50] Ahmed I. Osman, Tanmay J. Deka, Debendra C. Baruah, and David W. Rooney.
Critical challenges in biohydrogen production processes from the organic feedstocks.
Biomass Conversion and Biorefinery, 13(10):8383–8401, July 2023. ISSN 2190-6823.
doi: 10.1007/s13399-020-00965-x. URL https://doi.org/10.1007/s13399-020-00965
-x.

[51] Shams Forruque Ahmed, Nazifa Rafa, M. Mofijur, Irfan Anjum Badruddin, Abrar
Inayat, Md Sawkat Ali, Omar Farrok, and T. M. Yunus Khan. Biohydrogen
Production From Biomass Sources: Metabolic Pathways and Economic Analysis.
Frontiers in Energy Research, 9, 2021. ISSN 2296-598X. URL https://www.frontier
sin.org/articles/10.3389/fenrg.2021.753878.

[52] American Public Health Association, American Water Works Association, and Water
Environment Federation, editors. Standard methods for the examination of water
and wastewater. American Public Health Association, Washington, DC, 23rd edition
edition, 2017. ISBN 978-0-87553-287-5.

[53] FOSS. Application Note AN320: Extraction of Total Fat Using Soxtec™ 8000
Extraction System and Hydrotec™ 8000 Hydrolysis System. Technical report,
January 2013.

https://www.sciencedirect.com/science/article/pii/S1364032118302776
https://onlinelibrary.wiley.com/doi/abs/10.1002/bit.23122
https://onlinelibrary.wiley.com/doi/abs/10.1002/bit.23122
https://www.sciencedirect.com/science/article/pii/S1364032114001658
https://www.sciencedirect.com/science/article/pii/S1364032114001658
http://www.h2data.de/
https://www.ssb.no/en/energi-og-industri/energi/statistikk/produksjon-og-forbruk-av-energi-energibalanse-og-energiregnskap
https://www.ssb.no/en/energi-og-industri/energi/statistikk/produksjon-og-forbruk-av-energi-energibalanse-og-energiregnskap
https://doi.org/10.1007/s13399-020-00965-x
https://doi.org/10.1007/s13399-020-00965-x
https://www.frontiersin.org/articles/10.3389/fenrg.2021.753878
https://www.frontiersin.org/articles/10.3389/fenrg.2021.753878


References 51

[54] Stefanie Van Wychen and Lieve M. L. Laurens. Determination of Total Carbohydrates
in Algal Biomass: Laboratory Analytical Procedure (LAP). Technical Report
NREL/TP-5100-60957, National Renewable Energy Lab. (NREL), Golden, CO
(United States), January 2016. URL https://www.osti.gov/biblio/1118073.

[55] Michel. DuBois, K. A. Gilles, J. K. Hamilton, P. A. Rebers, and Fred. Smith.
Colorimetric Method for Determination of Sugars and Related Substances. Analytical
Chemistry, 28(3):350–356, March 1956. ISSN 0003-2700. doi: 10.1021/ac60111a017.
URL https://doi.org/10.1021/ac60111a017. Publisher: American Chemical Society.

[56] L. André, A. Pauss, and T. Ribeiro. A modified method for COD determination of
solid waste, using a commercial COD kit and an adapted disposable weighing support.
Bioprocess and Biosystems Engineering, 40(3):473–478, March 2017. ISSN 1615-7605.
doi: 10.1007/s00449-016-1704-8. URL https://doi.org/10.1007/s00449-016-1704-8.

[57] Georgeio Semaan. Optimization of the Inoculum-to-Substrate Ratio in Solid-State
Spent Coffee Grounds Anaerobic Digestion Biorefineries Using Anaerobic Sludge for
Maximal Bio-CH4 Production. Master’s thesis, University of Stavanger, Norway,
2020. URL https://uis.brage.unit.no/uis-xmlui/handle/11250/2683881. Accepted:
2020-10-20T11:31:52Z.

[58] Julián Carrillo-Reyes, Germán Buitrón, Iván Moreno-Andrade, Aida Cecilia Tapia-
Rodríguez, Rodolfo Palomo-Briones, Elías Razo-Flores, Oscar Aguilar-Juárez,
Jorge Arreola-Vargas, Nicolas Bernet, Adriana Ferreira Maluf Braga, Lucia Braga,
Elena Castelló, Lucile Chatellard, Claudia Etchebehere, Laura Fuentes, Eliza-
beth León-Becerril, Hugo Oscar Méndez-Acosta, Gonzalo Ruiz-Filippi, Estela
Tapia-Venegas, Eric Trably, Jorge Wenzel, and Marcelo Zaiat. Standardized
protocol for determination of biohydrogen potential. MethodsX, 7:100754, De-
cember 2019. ISSN 2215-0161. doi: 10.1016/j.mex.2019.11.027. URL
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC6993000/.

[59] Gopalakrishnan Kumar, Guangyin Zhen, Takuro Kobayashi, Periyasamy Sivagu-
runathan, Sang Hyoun Kim, and Kai Qin Xu. Impact of pH control and heat
pre-treatment of seed inoculum in dark H2 fermentation: A feasibility report using
mixed microalgae biomass as feedstock. International Journal of Hydrogen Energy, 41
(7):4382–4392, February 2016. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2015.08.069.
URL https://www.sciencedirect.com/science/article/pii/S0360319915021989.

[60] Gopalakrishnan Kumar, Biswarup Sen, Periyasamy Sivagurunathan, and Chiu-Yue
Lin. High rate hydrogen fermentation of cello-lignin fraction in de-oiled jatropha
waste using hybrid immobilized cell system. Fuel, 182:131–140, October 2016. ISSN
0016-2361. doi: 10.1016/j.fuel.2016.05.088. URL https://www.sciencedirect.com/sc
ience/article/pii/S0016236116304033.

[61] R E Moosbrugger, M C Wentzel, G A Ekama, and GvR Marais. Simple Titration
Procedures to Determine H2CO3 Alkalinity and Short-chain Fatty Acids in Aqueous
Solutions Containing Known Concentrations of Ammonium, Phosphate and Sulphide
Weak Acid/bases. Water Research Commission, 1993. ISBN 978-1-874858-54-6.
Google-Books-ID: VD_PAQAACAAJ.

https://www.osti.gov/biblio/1118073
https://doi.org/10.1021/ac60111a017
https://doi.org/10.1007/s00449-016-1704-8
https://uis.brage.unit.no/uis-xmlui/handle/11250/2683881
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC6993000/
https://www.sciencedirect.com/science/article/pii/S0360319915021989
https://www.sciencedirect.com/science/article/pii/S0016236116304033
https://www.sciencedirect.com/science/article/pii/S0016236116304033


References 52

[62] Sten Strömberg, Mihaela Nistor, and Jing Liu. Towards eliminating systematic errors
caused by the experimental conditions in Biochemical Methane Potential (BMP)
tests. Waste Management, 34(11):1939–1948, November 2014. ISSN 0956-053X. doi:
10.1016/j.wasman.2014.07.018. URL https://www.sciencedirect.com/science/articl
e/pii/S0956053X14003237.

[63] Jiunn-Jyi Lay, Yu-You Li, and Tatsuya Noike. Mathematical Model for Methane
Production from Landfill Bioreactor. Journal of Environmental Engineering, 124(8):
730–736, August 1998. ISSN 0733-9372. doi: 10.1061/(ASCE)0733-9372(1998)124:
8(730). URL https://ascelibrary.org/doi/10.1061/%28ASCE%290733-9372%281998
%29124%3A8%28730%29. Publisher: American Society of Civil Engineers.

[64] Jiunn-Jyi Lay, Young-Joon Lee, and Tatsuya Noike. Feasibility of biological hydrogen
production from organic fraction of municipal solid waste. Water Research, 33(11):
2579–2586, August 1999. ISSN 0043-1354. doi: 10.1016/S0043-1354(98)00483-7.
URL https://www.sciencedirect.com/science/article/pii/S0043135498004837.

[65] Silvia Bolado-Rodríguez, Cristina Toquero, Judit Martín-Juárez, Rodolfo Travaini,
and Pedro Antonio García-Encina. Effect of thermal, acid, alkaline and alkaline-
peroxide pretreatments on the biochemical methane potential and kinetics of the
anaerobic digestion of wheat straw and sugarcane bagasse. Bioresource Technology,
201:182–190, February 2016. ISSN 0960-8524. doi: 10.1016/j.biortech.2015.11.047.
URL https://www.sciencedirect.com/science/article/pii/S0960852415015801.

[66] Canto-Robertos Manuel, Quintal-Franco Carlos, Ponce-Caballero Carmen, Vega-
De Lille Marisela, and Moreno-Andrade Iván. Fungal solid-state fermentation
of food waste for biohydrogen production by dark fermentation. International
Journal of Hydrogen Energy, 47(70):30062–30073, August 2022. ISSN 0360-3199.
doi: 10.1016/j.ijhydene.2022.06.313. URL https://www.sciencedirect.com/science/
article/pii/S0360319922030063.

[67] Georgeio Semaan, M. R. Atelge, Roent Dune Cayetano, Gopalakrishnan Kumar,
and Roald Kommedal. Spent coffee grounds anaerobic digestion: Investigating
substrate to inoculum ratio and dilute acid thermal pretreatment. Fuel, 331:125598,
January 2023. ISSN 0016-2361. doi: 10.1016/j.fuel.2022.125598. URL https:
//www.sciencedirect.com/science/article/pii/S0016236122024310.

[68] Jenny Kristine Mazarino. Anaerobic Co-digestion of Aquaculture and Municipal
Waste. Master’s thesis, University of Stavanger, Norway, June 2018. URL https:
//uis.brage.unit.no/uis-xmlui/handle/11250/2568336. Accepted: 2018-10-
16T14:06:37Z.

[69] Gaurav Rajauria. Chapter 15 - Seaweeds: a sustainable feed source for livestock and
aquaculture. In Brijesh K. Tiwari and Declan J. Troy, editors, Seaweed Sustainability,
pages 389–420. Academic Press, San Diego, January 2015. ISBN 978-0-12-418697-2.
doi: 10.1016/B978-0-12-418697-2.00015-5. URL https://www.sciencedirect.com/sc
ience/article/pii/B9780124186972000155.

[70] Vivekanand Sadashiv Vadke. Principles of Vegetable Oil Extraction. CRC Press, Boca
Raton, 1 edition, May 2023. ISBN 978-1-00-330947-5. doi: 10.1201/9781003309475.
URL https://www.taylorfrancis.com/books/9781003309475.

https://www.sciencedirect.com/science/article/pii/S0956053X14003237
https://www.sciencedirect.com/science/article/pii/S0956053X14003237
https://ascelibrary.org/doi/10.1061/%28ASCE%290733-9372%281998%29124%3A8%28730%29
https://ascelibrary.org/doi/10.1061/%28ASCE%290733-9372%281998%29124%3A8%28730%29
https://www.sciencedirect.com/science/article/pii/S0043135498004837
https://www.sciencedirect.com/science/article/pii/S0960852415015801
https://www.sciencedirect.com/science/article/pii/S0360319922030063
https://www.sciencedirect.com/science/article/pii/S0360319922030063
https://www.sciencedirect.com/science/article/pii/S0016236122024310
https://www.sciencedirect.com/science/article/pii/S0016236122024310
https://uis.brage.unit.no/uis-xmlui/handle/11250/2568336
https://uis.brage.unit.no/uis-xmlui/handle/11250/2568336
https://www.sciencedirect.com/science/article/pii/B9780124186972000155
https://www.sciencedirect.com/science/article/pii/B9780124186972000155
https://www.taylorfrancis.com/books/9781003309475


References 53

[71] Vivekanand Sadashiv Vadke. Preparation Prior to Solvent Extraction. In Principles
of Vegetable Oil Extraction. CRC Press, 2023. ISBN 978-1-00-330947-5. Num Pages:
25.

[72] Jingwei Ma, Quan-Bao Zhao, Lieve L. M. Laurens, Eric E. Jarvis, Nick J. Nagle,
Shulin Chen, and Craig S. Frear. Mechanism, kinetics and microbiology of inhibition
caused by long-chain fatty acids in anaerobic digestion of algal biomass. Biotechnology
for Biofuels, 8(1):141, September 2015. ISSN 1754-6834. doi: 10.1186/s13068-015-0
322-z. URL https://doi.org/10.1186/s13068-015-0322-z.

[73] Florian Monlau, Quentin Aemig, Eric Trably, Jérôme Hamelin, Jean-Philippe Steyer,
and Hélène Carrere. Specific inhibition of biohydrogen-producing Clostridium
sp. after dilute-acid pretreatment of sunflower stalks. International Journal of
Hydrogen Energy, 38(28):12273–12282, September 2013. ISSN 0360-3199. doi:
10.1016/j.ijhydene.2013.07.018. URL https://www.sciencedirect.com/science/articl
e/pii/S0360319913017187.

[74] Lamia Ben Gaida, Hana Gannoun, Laurence Casalot, Sylvain Davidson, and Pierre-
Pol Liebgott. Biohydrogen production by Thermotoga maritim from a simplified
medium exclusively composed of onion and natural seawater. Comptes Rendus.
Chimie, 25(S2):129–143, 2022. ISSN 1878-1543. doi: 10.5802/crchim.136. URL
https://comptes-rendus.academie-sciences.fr/chimie/articles/10.5802/crchim.136/
#body-html-3.

[75] Yu Wang, Hui Wang, Xiaoqiong Feng, Xiaofang Wang, and Jianxin Huang.
Biohydrogen production from cornstalk wastes by anaerobic fermentation with
activated sludge. International Journal of Hydrogen Energy, 35(7):3092–3099,
April 2010. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2009.07.024. URL
https://www.sciencedirect.com/science/article/pii/S0360319909010520.

[76] Shenghua Ma, Hui Wang, Yu Wang, Huaiyu Bu, and Jinbo Bai. Bio-hydrogen
production from cornstalk wastes by orthogonal design method. Renewable Energy,
36(2):709–713, February 2011. ISSN 0960-1481. doi: 10.1016/j.renene.2010.08.019.
URL https://www.sciencedirect.com/science/article/pii/S0960148110003897.

[77] Maojin Cui and Jianquan Shen. Effects of acid and alkaline pretreatments on the
biohydrogen production from grass by anaerobic dark fermentation. International
Journal of Hydrogen Energy, 37(1):1120–1124, January 2012. ISSN 0360-3199. doi:
10.1016/j.ijhydene.2011.02.078. URL https://www.sciencedirect.com/science/articl
e/pii/S0360319911004320.

[78] Maojin Cui, Zhuliang Yuan, Xiaohua Zhi, and Jianquan Shen. Optimization of
biohydrogen production from beer lees using anaerobic mixed bacteria. International
Journal of Hydrogen Energy, 34(19):7971–7978, October 2009. ISSN 0360-3199. doi:
10.1016/j.ijhydene.2009.08.022. URL https://www.sciencedirect.com/science/articl
e/pii/S0360319909012695.

[79] Lei Zhao, Guang-Li Cao, Ai-Jie Wang, Wan-Qian Guo, Hong-Yu Ren, and Nan-Qi
Ren. Simultaneous saccharification and fermentation of fungal pretreated cornstalk
for hydrogen production using Thermoanaerobacterium thermosaccharolyticum

https://doi.org/10.1186/s13068-015-0322-z
https://www.sciencedirect.com/science/article/pii/S0360319913017187
https://www.sciencedirect.com/science/article/pii/S0360319913017187
https://comptes-rendus.academie-sciences.fr/chimie/articles/10.5802/crchim.136/#body-html-3
https://comptes-rendus.academie-sciences.fr/chimie/articles/10.5802/crchim.136/#body-html-3
https://www.sciencedirect.com/science/article/pii/S0360319909010520
https://www.sciencedirect.com/science/article/pii/S0960148110003897
https://www.sciencedirect.com/science/article/pii/S0360319911004320
https://www.sciencedirect.com/science/article/pii/S0360319911004320
https://www.sciencedirect.com/science/article/pii/S0360319909012695
https://www.sciencedirect.com/science/article/pii/S0360319909012695


References 54

W16. Bioresource Technology, 145:103–107, October 2013. ISSN 0960-8524. doi:
10.1016/j.biortech.2013.01.144. URL https://www.sciencedirect.com/science/articl
e/pii/S0960852413001764.

[80] Hongliang Han, Liling Wei, Biqian Liu, Haijun Yang, and Jianquan Shen. Op-
timization of biohydrogen production from soybean straw using anaerobic mixed
bacteria. International Journal of Hydrogen Energy, 37(17):13200–13208, Septem-
ber 2012. ISSN 0360-3199. doi: 10.1016/j.ijhydene.2012.03.073. URL
https://www.sciencedirect.com/science/article/pii/S0360319912007203.

https://www.sciencedirect.com/science/article/pii/S0960852413001764
https://www.sciencedirect.com/science/article/pii/S0960852413001764
https://www.sciencedirect.com/science/article/pii/S0360319912007203


Appendix A

Glucose’s standard curve

Table A.1 Phenol-Sulfuric Acid Method - Glucose’s standard curve preparation

Agents and results
Vial number
Blank 1 2 3 4 5

Glucose stock (1g/L) (µL) 0 20 40 60 80 100
Deionized water (µL) 1000 980 960 940 920 900
Phenol 5 % (mL) 1 1 1 1 1 1
Concentrated H2SO4 (mL) 5 5 5 5 5 5
Glucose concentration (mg/L) 0 20 40 60 80 100
Triplicate 1 (ABS@490nm) 0 0.180 0.377 0.550 0.655 0.820
Triplicate 2 (ABS@490nm) 0 0.159 0.343 0.553 0.761 0.974
Triplicate 3 (ABS@490nm) 0 0.167 0.335 0.470 0.607 0.816
Average 0 0.169 0.352 0.524 0.674 0.870

Figure. A.1 Glucose’s standard curve
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Appendix B

Original License Information

This work is based on the Cambridge University Engineering Department PhD thesis
template, originally licensed under the MIT License (MIT). The original license terms
have been adhered to, and the original license can be found below.

The MIT License (MIT)
Copyright (c) 2013 Krishna Kumar
»Permission is hereby granted, free of charge, to any person obtaining a
copy of this software and associated documentation files (the “Software”),
to deal in the Software without restriction, including without limitation the
rights to use, copy, modify, merge, publish, distribute, sublicense, and/or
sell copies of the Software, and to permit persons to whom the Software is
furnished to do so, subject to the following conditions:
»The above copyright notice and this permission notice shall be included in
all copies or substantial portions of the Software.
»THE SOFTWARE IS PROVIDED “AS IS”, WITHOUT WARRANTY OF
ANY KIND, EXPRESS OR IMPLIED, INCLUDING BUT NOT LIMITED
TO THE WARRANTIES OF MERCHANTABILITY, FITNESS FOR A
PARTICULAR PURPOSE AND NONINFRINGEMENT. IN NO EVENT
SHALL THE AUTHORS OR COPYRIGHT HOLDERS BE LIABLE FOR
ANY CLAIM, DAMAGES OR OTHER LIABILITY, WHETHER IN AN
ACTION OF CONTRACT, TORT OR OTHERWISE, ARISING FROM,
OUT OF OR IN CONNECTION WITH THE SOFTWARE OR THE USE
OR OTHER DEALINGS IN THE SOFTWARE.
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