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Abstract: Biofuel consists of non-fossil fuel derived from the organic biomass of renewable resources,
including plants, animals, microorganisms, and waste. Energy derived from biofuel is known as
bioenergy. The reserve of fossil fuels is now limited and continuing to decrease, while at the same
time demand for energy is increasing. In order to overcome this scarcity, it is vital for human
beings to transfer their dependency on fossil fuels to alternative types of fuel, including biofuels,
which are effective methods of fulfilling present and future demands. The current review therefore
focusses on second-generation lignocellulosic biofuels obtained from non-edible plant biomass (i.e.,
cellulose, lignin, hemi-celluloses, non-food material) in a more sustainable manner. The conversion of
lignocellulosic feedstock is an important step during biofuel production. It is, however, important to
note that, as a result of various technical restrictions, biofuel production is not presently cost efficient,
thus leading to the need for improvement in the methods employed. There remain a number of
challenges for the process of biofuel production, including cost effectiveness and the limitations of
various technologies employed. This leads to a vital need for ongoing and enhanced research and
development, to ensure market level availability of lignocellulosic biofuel.

Keywords: biomass; second-generation biofuel; bioenergy; bioethanol; biodiesel; non-fossil fuel

1. Introduction

The term ‘biofuel’ is applied to fuel derived from renewable, living materials, e.g.,
plants and animals. Biofuels are energy carriers and non-fossil fuels that store the energy
derived from the organic biomass of plants, animals, microorganisms, and waste. Energy
derived from biofuels is known as bioenergy [1–5].

The development of renewable energy from biomass, solar, wind, water, and nuclear
energy has now become an urgent issue as a result of the continued increase in demand for
fossil fuel based petroleum products, along with their established role in global warming
and climate change [1,6]. In addition, petroleum products have a limited reserve stock,
leading to increased global attention being focused on studies of biomass based energy (i.e.,
biofuels) [5,7–20].

Biofuels can take the following forms: (1) liquid (i.e., ethanol and biodiesel); (2) solid
(i.e., charcoal, wood pellets and fuelwood; and (3) gas (i.e., biogas). Biofuels have a renew-
able origin through the photosynthetic solar energy conversion to chemical energy, while
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petroleum products are derivatives of crude fossil fuel, obtained following its processing in
oil refineries.

Based on its origin (i.e., biomass feedstock) and the technology used in biofuel produc-
tion, biofuels are categorized between first- and fourth-generation biofuels [7,11–13,21–25]
(Figure 1).
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(i) First-generation biofuel is primarily derived from parts of edible plants (i.e., grains
and oilseeds). These types of fuel have derived from sugar, starch, vegetable oil, and
fats. Examples of most popular first-generation biofuels are biodiesel, ethanol, biofuel
gasoline, biogas, etc. [7,13,24,26]. Presently, first-generation biofuel (biodiesel and
bioethanol) is mainly produced by using agricultural feedstock such as sugarcane,
corn, sugar beets, etc. [23]. Economic feasibility of biofuel production using crops
(such as oilseed crops) as feedstock is not cost effective presently, therefore, a more
efficient approach is needed to enhance the biofuel production and convert it to an
economically feasible stage. Additionally, more research work is needed to increase
the biodiesel production using first-generation feedstock such as oil [23].
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(ii) Second-generation biofuel is a comparatively advanced biofuel which is derived from
various non-food biomass of plant/or animal. Second-generation (lignocellulosic) bio-
fuel is derived from non-edible plants or non-edible parts of the plants. It is well known
that non-edible lignocellulosic biomass (such as vegetable grasses, forest residues, agri-
cultural waste, etc.) is present abundantly in the natural ecosystem, therefore, it could
be used as a feedstock for biofuel production. Examples of second-generation biofuels
are lignocellulosic ethanol, butanol, mixed alcohols, etc. [4,13,24,27].

(iii) Third-generation biofuel is derived from photosynthetic microbes, e.g., microalgae.
They derived from autotrophic organism. Here, carbon dioxide, light, and other
nutrient sources are used in the synthesis of feedstock (biomass) which is further used
in biofuel production [8,24,25,28]. Biofuels obtained from third-generation sources
(such as microalgae) might be a better energy substitute as compared to previous
generation biofuels, due to their short life cycle and less requirement of valuable
agricultural land and resources for their growth [25]. Algae have rapid growth
and higher rate of the photosynthesis compared to terrestrial plants used in first-
and second-generation biofuel production. Due to their use in biofuel production,
photosynthetic microbes (such as algae/microalgae) have recently received more
attention from researchers worldwide [12].

(iv) Fourth-generation biofuel is not common and at an under developmental stage since
a few years ago. Here, genetically altered photosynthetic microbes (such as cyanobac-
teria, algae, fungi) are used as feedstock. Photosynthetic microbes have the ability to
convert atmospheric CO2 to biofuel [24]. Some studies reported that carbon captur-
ing is undertaken by some crops, taken from the atmosphere and further stored in
their leaves, stems, etc., which is further converted into fuel using second-generation
techniques [12]. Alalwan et al. [24] reported that, in the fourth-generation biofuels,
genetically modified microorganisms are used to obtain more carbon (HC) yield and
reduced carbon emissions [24].

Impact of Environmental Factors on Biofuel Production

Environmental factors also play a major role in the production of biofuels because
growth of various crops and microbes employed in the biofuel production are directly influ-
enced by environmental factors. The impacts of environmental factors on biofuel have been
studied and discussed by several researchers [29–31]. Hosseinzadeh-Bandbafha et al. [30]
described in detail the environmental impacts related to biodiesel. They used life cycle
assessment method to discuss the biodiesel additives and their environmental impacts [30].
Sharma et al. [31] recently focused on the biofuel technologies used for sustainable environ-
mental management. They explained, in detail, issues related to biofuel and its criteria of
sustainability [31].

Since first-generation biofuel is obtained from crops such as sugar beet, grains, oil,
and seeds, it has a number of limitations preventing it from attaining the targets demanded
by the replacement of oil products, i.e., limited production and supply of the raw material.
However, second-generation lignocellulosic biofuel is derived from non-edible parts of the
biomass, therefore, it is more suitable for future applications. In this review, we are going
to focus, in detail, on the second-generation lignocellulosic biofuels (Figure 2).
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2. Second-Generation Lignocellulosic Biofuels

Researchers and companies have now shifted their attention towards second gen-
eration biofuel production, in response to the limitations found in the production and
supply of first-generation biofuels. Second-generation lignocellulosic biofuels are produced
by employing non-edible biomass (e.g., cellulose, lignin, and hemi-celluloses) in a more
sustainable manner rather than first-generation biofuel. Examples of second-generation
biofuels are Fischer–Tropsch fuels and cellulosic ethanol. Such fuels are either carbon
neutral or negative when it comes to CO2 concentration [13,32–34].

Raw plant biomass material employed in the production of second-generation bio-
fuels are generally referred to as lignocellulosic material and other non-food material of
plants [4,20,35–38]. Such lignocellulosic raw material includes: (1) the by-products of plants
(i.e., sugar cane bagasse, forest residues, and cereal straw); (2) the organic constituents of
domestic waste; and (3) other forms of feedstock (i.e., crops, grasses, and short duration
forests) (Figure 3).

Plant biomass is a widely and easily available biological resource for the raw materials
for fuel [13,36,39,40]. There is considerable use of plant biomass in liquid biofuel produc-
tion, due to these comprising cell walls composed largely of polysaccharides [13,40,41].
Badawy et al. [40] aimed to determine the most suitable biodiesel source among vari-
ous sources such as Jatropha, rice straw, sugarcane, algae, etc. During their study, re-
sults showed that Jatropha was the most suitable biodiesel source [40]. Additionally,
Arefin et al. [39] described biofuel production by floating aquatic plants, and discussed the
methods related to biofuel production by aquatic plants (such as Azolla, duckweed, and
water fern). Their observations showed that Azolla and water fern play a much better role
in biofuel production as compared to other plants.
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In addition to its direct use, second-generation biofuel can also be mixed with petroleum-
based fuels in existing engines or used in slightly adapted vehicles with a compatible engine
(e.g., vehicles for DME) [33].

It should be noted that the current production of such biofuels is not yet cost ef-
fective, due to various technical restrictions that require improvements in the methods
employed [42].

3. Feedstock for Second-Generation Lignocellulosic Biofuels

Feedstock for second-generation lignocellulosic biofuels primarily consists of forms
of biomass that are unfit for human consumption, hence, it does not compete with the
production of food. Potential raw materials for second-generation biofuels consist of:
(1) crop residue biomass; (2) non-food energy crops; (3) Jatropha; (4) wood residues; and
(5) bacteria [7,22,34,43–46].

Second-generation biofuels production can also be enhanced by the growth of bio-
energy crops in locations unsuitable for the farming of food crops, leading to maximum
utilization of marginal land for second-generation biofuel production. Improving current
methods will also enable the efficient creation of biofuels from the inedible parts of crops
and forest trees. In addition, there is a potential for using waste-products for processing
second-generation biofuels.

Firouzi et al. [44] used a hybrid Multi-Criteria Decision Making (MCDM) approach
for the screening of biomass for the biofuel production. They noticed that wastes from
municipal sewage, forest, and poultry were the most important resources for biofuel
production. Narwane et al. [45] also discussed the integrated MCDM approach in the
biofuel industry.
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4. Lignocellulosic Feedstocks

The lignocellulosic biomass synthesized by photosynthesis on earth reaches more
than 100 billion tons every year. However, only a small part is used by human activities,
causing a great waste of resources. It is estimated that the lignocellulosic biomass that
can be collected and utilized in the United States during a year is around 1.3 billion
tons, and China has about 800 million tons [47]. In addition, although the use of fossil
resources has brought great convenience to the development of human society, it has
also brought a series of problems, such as environmental pollution and an energy crisis.
Therefore, countries around the world are stepping up efforts to develop the conversion
and utilization of lignocellulose, a renewable resource, to alleviate problems such as energy
crises, environmental pollution, and sustainable development [48–52].

The major constituents of lignocellulosic feedstock consist of cellulose and hemicellu-
loses (i.e., about two thirds of the dry mass of plants), which are converted into sugars by
means of thermochemical and biological processes. These lignocellulosic feedstocks are
grouped into three types: (1) herbaceous and woody energy crops; (2) agricultural residues;
and (3) forest residues. The cellulose present in the cell wall should split to form sugar,
which can be further converted either to ethanol [53] or a fuel such as biodiesel or butanol.
However, it should be noted that, due to its morphological characteristics, cell walls of the
plant obstruct the cellulosic biofuel production.

For the synthesis of improved raw material, such as carbohydrates (which are further
processed into biofuel), bioenergy crops should be grown on marginal land, employing
the latest genomics and breeding technologies. Growing bioenergy crops on marginal land
will lead to the production of sustainable biofuels.

There is a considerable variety of agricultural feedstock, which differ in their structural
and chemical composition, leading to the production of a variety of biofuels, as discussed
in the following sections.

5. Pretreatment of the Lignocellulosic Biomass

Pretreatment of raw material is an important step during biofuel production. It is
applied during the process of biofuel and bioenergy production. It consists of mainly:
(i) physical and chemical pretreatment and (ii) biological pretreatment.

(i) Physical and chemical pretreatment is widely used during biofuel production to
improve quality of the substrate to be used for further digestion. Methods using
heat, pressure, steam, hot water, ultrasonics, etc., are employed during the physical
pretreatment process, while the oxidation, ozonization, acid or base pretreatment are
used during chemical pretreatment methods [48]. These methods generally used in a
combined way to obtain better results.

(ii) Biological pretreatment is mainly used for breaking lignin coatings and disrupting the
cellulose structure so that it would be more susceptible for enzymatic or microbial di-
gestion. During biological pretreatment methods, microorganisms play an important
role and useful by-products are also produced [48].

Several researchers around the globe have discussed the importance of the pretreat-
ment process used during biofuel production [2,48–52,54–60]. Wagner et al. [48] described
the pretreatment methods to increase the production of biogas employing lignocellulosic
biomass. Galbe and Wallberg [49] also described the common efficient pretreatment meth-
ods for lignocellulosic feedstock. Similarly, Sivamani et al. [54] studied acid pretreatment
for the production of bioethanol.

Recently, Ab Rasid et al. [51] presented and discussed the lignocellulosic biomass
pretreatment. They presented and focused on the green pretreatment strategies such as ionic
liquids, ozonolysis, deep eutectic solvents, etc., for biomass pretreatment. Afolalu et al. [2]
and Beig et al. [52] also discussed the different challenges related to the pretreatment of
lignocellulosic biomass. Afolalu et al. [2] described the chemical, physical, and biological
pretreatment processes.
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Dionísio et al. [55] used dilute sulfuric acid for the pretreatment, which leads to
89.5% of hemicellulose solubilization. Lima et al. [56] discussed the ozone pretreatment of
sugarcane for the ethanol and biogas integrated production. Morales-Martínez et al. [57]
described the chemical pretreatment for ethanol production employing coffee husk waste.
Mund et al. [58] discussed enzymatic hydrolysis and pretreatment of the leaf waste for
biofuel production (Figure 4).
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6. Conversion of Feedstock into Biofuels

Conversion of feedstock is an important step. There are primarily two processing
routes followed for biofuel production from lignocellulosic raw materials:

(i) Biochemical route,
(ii) Thermochemical route.

6.1. Biochemical Route

Microorganisms and different enzymes are employed to convert various components
of feedstocks (i.e., cellulose and hemicellulose) to sugars, followed by fermentation for
ethanol production [27]. Generally, the reaction conditions of biochemical methods are rela-
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tively mild where pretreatment temperature is 60–220 ◦C, enzyme hydrolysis temperature
is about 50 ◦C, and fermentation temperature is 20–60 ◦C [61].

This route employs various enzymes during conversion of feedstocks to biofuels,
although it still requires a considerable amount of work to improve the characteristics of
feedstocks and their cost effectiveness, i.e., lowering the production cost, and other related
features, such as the efficacy of the enzymes and an improvement in the complete process
of conversion [27,59,62–70].

It should be noted that, before the enzymatic hydrolysis, pre-treatment of the cellulosic
and related feedstocks is a highly decisive step, which can be undertaken in either a physical
manner, or chemically or biologically [71]. This reduces the cost of the overall process.

6.2. Thermochemical Route

Biomass changes into liquid fuel, employing gasification technologies and a number of
different biofuels, i.e., ethanol, synthetic diesel, and aviation fuel. The Fischer–Tropsch con-
version techniques may be used. Thermochemical methods include pyrolysis, liquefaction
and gasification.

Pyrolysis is one of the important processes for biofuel production. The pyrolysis
takes place at 300–1000 ◦C under oxygen-free conditions [72]. The pyrolysis products are
synthesis gas (CO, CO2, CH4, and H2, etc.), bio-oil, and bio-char. According to different
conditions, the major rapid pyrolysis product is bio-oil, and bio-carbon is a major yield
of slow pyrolysis. Various researchers around the globe have discussed and reported on
the pyrolysis in biofuel production [60,72–74]. Djandja et al. [73] reported on the pyrolysis
process and its use in the sewage sludge conversion in biofuel. They described the sewage
sludge pyrolysis methods. Fombu and Ochonogor [74] designed a semi-batch pyrolysis
reactor for enhanced biofuel production.

High temperature liquefaction is the biomass conversion into bio-oil at 250–370 ◦C
under conditions containing more moisture [75].

Gasification is the conversion of biomass to CO, CO2, H2O, H2, CH4, etc., at 900–1200 ◦C,
as well as the formation of by-products tar and coke [76].

This technique is also referred to as the biomass-to-liquids method. In this method,
gasification/pyrolysis produces a gas (CO + H2) that enables a broad range of carbon biofu-
els (i.e., aviation fuel and synthetic diesel) to be synthesized, employing the Fischer–Tropsch
conversion. Recently, Cai et al. [77] studied the co-gasification methods for biomass and
solid waste in the gasifier.

A comparison of both conversation methods reveals differing yields in terms of feed-
stock, while demonstrating a similarity in terms of energy. A comparison with different feed-
stocks reveals a complex picture. One major difference in biochemical and thermochemical
methods is ethanol production in the biochemical method, while a range of higher hydro-
carbons are synthesized by the thermochemical route (example: jet fuel). Doliente et al. [78]
described in detail about the supply chain components of the bio-aviation fuel.

The biofuel costs of both pathways are not fixed, and vary between companies, thus
leading to the potential for an alternative process to benefit the industry.

7. Other Approaches for Enhanced Biofuel Production

A change in the composition of cell walls may improve biofuel production. This
may lead to improvement in biofuel production from lignocellulosic biomass through
the employment of modern approaches of molecular biology, along with synthetic and
systemic biology, to improve plant cell wall digestibility [31,79,80].

7.1. Synthetic Biology and System Biology

In recent years, vast development of synthetic and systems biology technology has
provided a new perspective and tools for the research of lignocellulose biorefinery. The
metagenomic, transcriptome, and metagenomics technologies developed in recent years can
skip microbial pure-breeding and directly read the genome, transcriptome, and proteome
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information of the microbial community in the original environment to identify cellulase
genes. Research related to expression level and mechanism of enzymes laid the foundation
for the subsequent study of new cellulase gene extraction, heterologous protein expression,
purification, and degradation mechanisms [81,82]. A number of research institutions such
as the US Department of Energy directly extracted total DNA and total RNA from termite
intestines and established a metagene library. By employing sequencing techniques, it
become evident that there are a large variety of cellulose, hemicellulose hydrolysis related
genes, which further enhances people’s understanding of the richness of cellulase [83,84].

7.2. Microbial Community-Based Approaches

The genome, metabolome, flux group, and computational simulation techniques of
systems biology and synthetic biology also provide rich tools for microbial community
research [85]. At present, screening of microbial communities that degrade cellulose
efficiently from nature, identifying their community structure, studying the fermentation
kinetics, analyzing the mechanism of their efficient degradation and transformation, and
then simulating the construction of similar systems or further strengthening their functions
through transformation will provide us with new ideas for the establishment of a new
cellulose degradation system [86–88].

Lipase producing or lipolytic bacteria are also our future hope since lipases used
in the transesterification reaction further lead to biodiesel production [17]. Al Mak-
ishah et al. [17] isolated a bacterial stain (Micrococcus luteus) which has novel lipolytic
transesterification activity.

7.3. Metabolic Engineering Techniques

Due to the complexity of sugar utilization and stress resistance traits, which involve
multiple levels of genes, proteins, regulatory factors, and stress behaviors, it is difficult to
achieve the desired result through simple genetic or metabolic engineering [89]. Adaptive
evolutionary engineering based on metabolic engineering can allow microorganisms to
quickly obtain excellent phenotypes, but there are problems such as unclear gene targets
and negative mutation interference [90,91]. The multi-omics technology development has
opened up a new perspective for evolutionary engineering, and also provided a reliable
target for reverse metabolic engineering [92].

Systems and synthetic biology have improved people’s knowledge about microbial
physiology and metabolic processes, along with the complexity of interactions between
metabolic pathways and their regulatory networks. Using accurate computer simulations
of complex metabolic networks, the ability to optimize growth or produce a product under
specific conditions can be obtained with minimal changes and printing [93].

7.4. Nanotechnology-Based Approaches

Nanotechnology has a very vast scope for the industries related to biofuel production.
Nanotechnology along with its nanomaterials have emerged as an effective solution for
the biofuel field in achieving cost-effective and efficient approaches to enhance biofuel
production [94]. Worldwide, several researchers have reported and discussed the use of
nanotechnology in the enhanced biofuel production [40,94–96]. Nizami and Rehan [94]
discussed the use of nanotechnology and its tremendous ability to develop a cost-effective
and efficient biofuel industry. Similarly, Sekoai et al. [95] discussed use of nanoparticles in
the biofuel processes (such as biogas, biodiesel, bioethanol production), towards improving
its process yields.

7.5. Integration of Various Approaches

A new strategy to systematically integrate microbiome data, gene expression profiling,
proteomics, and metabolomics has enabled researchers to study cell metabolism in depth,
so that they can know that they are rationally designing strains. Now, new tools provided
by synthetic biology could introduce a wide range of genetic diversity into a microbial host.
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Combined together with breeding, higher throughput technology, and adaptive evolution,
a series of genetic transformations can be completed to optimize biological process project
objectives [60,97–100]. Recently, Patel and Shah [100] discussed the integrated lignocellu-
losic biorefinery to obtain biofuel as well as more than 200 value added products. Sarkar
and Sarkar [99] discussed the multi-stage smart system for the sustainable biofuel produc-
tion, especially to generate purified biofuel using less energy and less carbon emissions.
During their study, waste and consumed energy was reduced [99].

Advanced bio-refineries may prove beneficial for reducing second-generation biofuel
costs, while the efficiency of the processing methods will be improved by using the entire
biomass in advanced biorefineries. An additional significant method would be second-
generation biofuel production from wood industries and pulp.

Apart from the above approaches, Rosson et al. [101] described the use of raw
waste animal fats as bioliquids. It is also opening a new area for renewable energy.
Al Hatrooshi et al. [102] used waste shark liver oil (WSLO) for making biodiesel as cost
effective as possible, which is also a non-edible feedstock.

8. Challenges to Be Overcome

There are several constraints faced during biofuel production including production
cost, environmental factors (loss of soil and land area), and others. Here, a number of
challenges are presented.

The first major challenge is the production cost, i.e., high cost of the biofuel (bioethanol)
production and its economic feasibility compared to the price of crude oil [29,38,42,59].

Mizik et al. [38] recently discussed the various constraints, specifically on the econom-
ical aspect, in detail. The authors raised various concerns associated to biofuel production
and stated that higher generation biofuels are not price competitive due to their production
costs and technology limitations [38].

The second major challenge is technology-based limitations, which need to improve in
order to achieve cost effective and commercially suitable second-generation biofuels. The
advancement in new techniques is proving a challenging task, in particular, when it comes
to addressing the cost barriers linked with biofuel production [15,42].

Another major challenge may be the source of funding for continuous and enhanced
research and development to raise the biofuel to a market level. This includes: (1) specific
and enhanced support for higher yields of energy crops; (2) sustainable biomass production;
(3) lowering the cost of the supply chain; and (4) improving the process of conversion.

9. Conclusions

During the present study we discussed the various aspects related to biofuels (espe-
cially second-generation lignocellulosic biofuels), concepts surrounding biofuels, and the
challenges. Previously, the main focus was on the first-generation biofuels which have
direct consequences/effects on various products obtained from agricultural resources,
therefore, food prices might be affected. Additionally, poorer countries showed their re-
sistance towards biofuels due to the lower cost effectiveness. Various research around
the globe is going now to obtain solutions in the form of sustainable energy sources, i.e.,
second-generation lignocellulosic biofuels, which would be environmentally friendly and
cost effective. Additionally, to avoid the negative impact of first-generation biofuel produc-
tion on food supplies, use of agricultural waste residues and lignocellulosic feedstock (i.e.,
second-generation biofuel) might be a better option in a possible short-term period.

However, as first-generation biofuels include various challenges in their production and
use, shifting to next generation lignocellulosic biofuel might become more economically feasible.

Current processes for production of these alternative fuels are still in development. It
is expected that bio-refining plants based on derivatives of lignocellulose would be able
to use a broader range of raw organic materials. This may lead to incorporation of the
operational procedure and catalytic design, in order to increase the efficiency of biofuel
production in a specific biofuel process. The prime objectives of any bio-refinery are to
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generate a variety of products using different biomass combinations. Finally, organic
chemistry commitment requires the concepts of biological products and bioprospecting
systems, thus forcing technological combination and chemical biological transformation of
the materials.
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