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Hydrolysis for Biorefinery Systems
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Abstract A biorefinery system scheme has developed great interest in researchers
and industries to obtaining products. A biorefinery is based on efficient use of
different types of raw material, such as biomass, for integrated or simultaneous
obtaining of several kinds of value-added products. Among used biomass, it is
highlighted the vegetable sources, which can come from agro-industrial crops or
from waste of biomass processing. There is an extensive variety of biomass that
implicates diverse conversion process. Lignocellulosic biomass, in particular, can be
transformed into biobased products by different conversion stages. Biofuels, bio-
polymers, and others bioproducts come from several types of biomass and various
processes. One of the most important phases in the transformation process is the
hydrolysis, which can be performed by conventional (chemical) and
non-conventional (biological) routes. Enzymatic hydrolysis process allows to break-
down chemical structures into smaller molecules, which can be took in advantage for
generation of value-added products at subsequent stages in biorefineries.
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VB Vegetal biomass
XOS Xylooligosaccharides

9.1 Introduction to a Biorefinery

In 2018, non-renewable fossil sources share 84.7% to sustain the world energy
consumption matrix; among those, oil was the main contributor with 33.6% (British
Petroleum 2019). Thanks to its chemical composition, oil is considered as a versatile
raw material that allows to obtain different chemical products through refinery
process (U.S. Energy Information Administration 2012). Despite this, crude oil
systems for refining are great CO, producers and are generally placed in water-
stress sites (Guedes et al. 2019). Besides this, oil has serious problems related to its
depletion, non-uniform distribution of reserves, price fluctuations and various neg-
ative impacts in human health and environment caused mostly by combustion of its
derivatives (Hoegh-Guldberg et al. 2018; Statista 2020). According to this context,
world and local researches have been developed to replace oil with renewable
sources (biological material) that can be used in a similar process route than oil
(refinery). Refinery operating with biological raw material (biomass) and basing on
integrated or simultaneous generation of different types of products is named
“biorefinery” (BRF).

BRF system can be described through the basic process scheme shown in
Fig. 9.1, where vegetal biomass (VB) is turned into value-added products by four
main stages: pretreatment, hydrolysis, co-production process (conversion or trans-
formation stage), and adjustment process (separation or purification stage). Raw VB
generally is dried before get in BRF system in order to eliminate water content
avoiding microorganism activity that causes modifications in physical-chemical
properties and thus can be stored (Rentizelas 2016). In some cases, when VB is
waste from any type of productive chain like fruits, flowers, or another type of
vegetal species, an extraction step into a BRF can be considered important. Some
fruit peels, barks, leaves, and others vegetal waste (petals, seeds, bagasse, etc.) have
special substances in their chemical structure that can be extracted (McCabe et al.
2007; Seader et al. 2011). According to some researches, from fruit peels, vegetal
barks, and leaves it is possible to obtain essential oils, antioxidants, or repellent
substances, which have a high interest for some industrial sectors (Asha et al. 2015;
Ortiz et al. 2017; Asadollahi et al. 2019).

After extracting stage, BRF process obtains its first value-added products
(extracts in liquid fraction 1) and solid biomass, which can be either directly sent
to transformation (third stage) or be transported to pretreatment process (first stage)
where biomass chemical structure is modified. Pretreatment outflows are solid and
liquid fractions of chemically modified biomass.

The main characteristic of pretreated biomass is that access to compounds of its
chemical structure is enhanced, which is really helpful for subsequent procedures in
BREF (Shimizu et al. 2020; Coral Medina et al. 2015). Liquid fraction generated after
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pretreatment (identified with number 2) incorporates soluble substances such as
oligosaccharides and others that can be sent to the third stage for transformation
(Silva et al. 2018). Pretreated biomass can be directly sent to conversion and
obtaining of new products (biobased products 1) or be transported to hydrolysis
process (second stage), where chemical structure is broken into smaller molecules
such as monosaccharides (Loow et al. 2016). After hydrolysis, a hydrolyzed biomass
(solid fraction 2) and hydrolysate (liquid fraction 3) are generated.

Depending on applied pretreatment and hydrolysis procedures, hydrolyzed solid
fraction and liquid hydrolysate will have specific chemical compositions, which will
determine the conversion route at co-production stage for product obtaining. From
hydrolyzed solid fraction can be obtained products (biobased products 2) such as
active carbon, lignin, biofilms, adsorption material, micro-fibrillated cellulose,
biochar, bio-oil, electricity, etc. (Nanda et al. 2014; Coral Medina et al. 2015; Li
and Kumar 2016; Vassileva et al. 2016; Virtanen et al. 2017; Rosales-Calderon and
Arantes 2019). From liquid hydrolysate that contains soluble substances such as
monosaccharides can be obtained a huge variety of products (biobased products 3);
among them are bioethanol, furfural, hydroxymethylfurfural, carboxylic acids
(itaconic, glutamic, lactic, and succinic), biopolymers, etc. (Sorokina et al. 2017,
Steinbach et al. 2017; Rosales-Calderon and Arantes 2019; Dulie et al. 2020). After
any kind of transformation process (chemical, physical, biological, or mixed) each
crude outcome generally is sent to an adjustment stage, where separation operations
occur for product quality improvement (Geankoplis 1993; Seader et al. 2011).

Aside to known processes involved in BREF, it is essential to find the best type of
raw material (biomass) to employ in the process. Raw VB can come from agro-
industrial crops or from waste of biomass processing; the last one usually is burnt in
situ at rural fields as practice for solving accumulation problem (Almsatar 2020).
This burning practice caused by human activities has generated significant concerns
as a result of greenhouse gases and others chemical substances emitted into the
atmosphere, both considered as pollutants (Zhang et al. 2016). Although burning
raw VB waste solves accumulation problem in situ, this condition enlarges negative
effects on environment (Onoja et al. 2018). To avoid this disadvantage, it is
convenient to use mainly VB waste for transformation into value-added products
by a BRF process.

9.2 Biomass Composition and Recalcitrance

Biomass is defined as any biological resource that can be turned into value-added
products (including those energy producers). Biomass can be used in a direct way,
when biological matter is consumed in its natural form; such as wood for firewood,
and indirectly, when biological material undergoes some conversion process for
product obtaining, such as biodiesel from oilseeds, carboxylic acids and biopolymers
from lignocellulosic (LC), and bioethanol from starchy sources (Pervez et al. 2014;
Sorokina et al. 2017; Rosales-Calderon and Arantes 2019). In addition, any kind of
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biomass is originated from spontaneous or induced biochemical processes occurring
in biological sources that belong to vegetal, animal, and algae kingdoms (Allen et al.
2018; Jha and Kumar 2019; Sharma et al. 2019). Due to huge availability of
biomass, chemical compositions are vast and different from one another, depending
on source.

In the biosphere, VB is the largest biological biomass; around 450 gigatons of
carbon are distributed over the Earth, meaning that 81.82% of the world biomass
belongs to dominant kingdom of (mostly terrestrial) plants. Besides this, it is
estimated that its renewal rate rises 3% per year. Bacteria biomass shares 12.73%,
fungi 2.18%, archaea 1.27%, protists 0.73%, animal (predominantly oceanic)
0.36%, and others 0.90% (Gandini and Belgacem 2008; Bar-On et al. 2018).
Thus, biomass from plants has caused great interest for scientific and industrial
sectors. All plants have the common characteristic of being constituted by millions
of cells, which are considered as the basic functional unit and the fundamental unit of
life. These have enormous variety in shape, structure, and functions allowing
existence of huge diversity of plant species (Revilla and Zarra 2013). Plants are
multicellular organism constituted by eukaryotic cells, which have a nucleus, other
organelles, a plasma membrane and a cell wall.

The plant cell wall encloses three main layers; the middle lamella, the primary
wall, and the secondary wall (together with plasma membrane), respectively, from
external to internal side. The first one is plentiful in pectic compounds and protein.
The primary wall is subsequent to middle lamella and comprises cellulose microfi-
brils inserted in a matrix made of pectic compounds, hemicelluloses, and
glucoproteins. The secondary wall is the thickest layer made of cellulose (CL),
hemicelluloses (HC), and lignin (LG) (Manavalan et al. 2015). This three-layer
structure is responsible for allowing the transit of benefit substances into cell and
for protection against different kinds of chemical, thermal, physical, or biological
attacks that can negatively affect the cell functions (Alberts et al. 2014). As the
thickest layer makes up most of cell wall, then, the CL, HC, and LG contents are a
determinant factor for using it as raw material in a BRF. Considering the latest,
Table 9.1. shows different mass compositions (dry basis) of CL, HC, and LG of
several VB.

The three-layer structure is rigid in order to act as protection system, which is very
important when it comes to cell preserving; however, this cell wall characteristic is
not useful when it is intended to use VB waste as raw material in a BRF (Bichot et al.
2018). This drawback is named recalcitrance, which is generated by complex
interactions among LC fibers made of CL, HC, and LG. Besides, it is well-known
that recalcitrance is a crucial issue when using plant biomass (preferably waste) in a
BRF system (Holwerda et al. 2019). With the aim of overcoming the described
impedement caused by reclacitrance, BRF has the pretreatment stage, which allows
to disrupt rigid LC fibers into a looser material and to improve component (CL, HC,
and LG) accessibility for its utilization in subsequent steps (Melati et al. 2019;
Antunes et al. 2019).
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Table 9.1 Cellulose (CL), hemicelluloses (HC), and lignin (LG) composition in some vegetal
biomass (VB)

CL HC LG

Biomass (%) (%) (%) Reference

Tropical corn 25.6 34.6 20.5 Chen et al. (2020)

bagasse

Sweet sorghum 30.0 17.3 21.4 Chen et al. (2020)

bagasse

Sugarcane 14.8—- |15.5- |16.3— |Silva et al. (2018), Hirunsupachote and
bagasse 42.8 27.7 24.28 | Chavalparit (2019), Chen et al. (2020)
Wheat bran 32 26 20 Annamalai and Sivakumar (2016)

Sunflower stalk | 38.5 33.5 21.9 Kim et al. (2016)
Waste triticale 31.9 25.4 18.4 Kucharska et al. (2020)
Meadow grass 27.1 22.6 16.8 Kucharska et al. (2020)

Beech 38.6 19.9 28.3 Kucharska et al. (2020)

Mixed municipal |49.5 23.0 18.4 Rosen et al. (2019)

trimming

Corn cobs 38.8 44.4 11.9 Pocan et al. (2018)

Pomegranate 26.2 10.8 5.7 Pocan et al. (2018)

peels

Walnut shell 322 (262 |369 Ozsin et al. (2019)

Orange bagasse | 19.8 6.4 4.2 Cypriano et al. (2017)

Napier grass 26.7 37.9 3.8 Hirunsupachote and Chavalparit (2019)
Acacia leaves 18.8 14.3 17.4 Hirunsupachote and Chavalparit (2019)
Empty fruit 26.9- |[22.7- |14.5- |Medina et al. (2016), Hirunsupachote and
bunches 28 24.1 20 Chavalparit (2019)

9.3 Biomass Pretreatment to Improve Cellulose
Accessibility

Many kinds of processes can be employed before pretreatments, such as milling,
extraction, and drying. Material can be milled in order to reduce particle size and
increase the exposed surface area, and thus raising effectiveness of pretreatment and
subsequent enzymatic hydrolysis (Da Silva et al. 2013). The most commonly
employed mills are ball mill (crushes material using spheres) (Lin et al. 2010) and
discs mill (employs serrated plates to pulverize biomass) (Hideno et al. 2009).
However, this milling step is expensive and hard to achieve in large scale. Some
factors such as dry material and milling coupled with pretreatments affect hydrolysis
performance. Milling process is pivotal to enable efficient pretreatments.

Pretreatments employing acid are known for solubilizing HC. These processes
commonly use sulfuric acid at high temperature and pressure conditions (Brienzo
et al. 2017). This pretreatment is sectioned roughly in these events (Herrera et al.
2003):
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Table 9.2 Acid, alkaline, and oxidative pretreatment effect on chemical composition after enzy-
matic hydrolysis of sugarcane biomass (node)

Pretreatment Glucan (%) Hemicelluloses (%) Lignin (%)
Untreated 38.61 (£0.91) 29.47 (£ 1.53) 30.46 (£2.61)
Acid 5% 38.47 (£ 2.82) 9.65 (£ 0.87) 33.59 (£2.14)
Acid 10% 42.20 (£ 2.69) 7.56 (£0.32) 41.96 (£ 13.39)
Acid 20% 41.96 (£ 3.67) 5.20 (£ 0.17) 42.67 (£0.72)
Alkaline 5% 39.61 (£5.29) 13.72 (£ 1.50) 27.28 (£ 1.53)
Alkaline 10% 40.75 (£ 2.00) 11.18 (£0.93) 17.33 (£0.14)
Alkaline 20% 53.59 (£ 6.65) 14.08 (£0.73) 12.59 (£0.21)
Alkaline 30% 42.55 (£ 10.55) 13.11 (£ 1.70) 7.63 (£ 0.04)
Oxidative 0.5 h 38.20 (£ 1.95) 29.02 (£ 1.95) 34.21 (£ 4.26)
Oxidative 1 h 38.50 (£ 0.03) 28.47 (£ 1.56) 28.90 (£5.70
Oxidative 2 h 39.38 (£ 0.26) 28.49 (£ 2.80) 23.40 (£ 1.82)
Oxidative 3 h 41.08 (£ 3.55) 28.45 (£ 1.64) 11.65 (£5.21)

Lignin = soluble + insoluble lignin; Oxidative pretreatment was executed by adding new charges of
acetic acid and sodium chlorite at longer reaction times

* Proton scattering through damp LC material;

¢ Protonation of ether-oxygen binds chaining monomeric sugars;
* Rupture of glycosidic bond;

¢ Generation of intermediate carbocation;

* Solvation of carbocation in liquid;

* Reconstruction of protons and sugars;

 Distribution of products in liquid phase.

Looking at CL, this pretreatment can remove up to 20% of its content in biomass
(Trajano and Wyman 2013). Acid process enhances acid hydrolysis accomplish-
ment, but generates degradation products such as furfural and
hydroxymethylfurfural (Alonso et al. 2013). Enzymatic hydrolysis is considerably
influenced by HC and LG contents (Meng et al. 2017); lowering these contents is an
essential step of biomass transformation. HC does not possess a linear structure,
making it more exposed to acid pretreatments than CL. Therefore, HC content can be
totally removed with mild pretreatments that will not degrade CL within biomass
(Aguilar et al. 2002). Steam explosion pretreatment uses SO, at high temperatures to
reduce HC content in corn straw up to 65%, being an alternative to acid pretreat-
ments (Ohgren et al. 2005). The kind of acid employed can also enhance HC
removal. LC materials pretreated with sulfuric acid showed complete HC removal
while steam explosion using SO, showed minor promising results. Even though it
removed most of HC, acid pretreatment produces more degradation products due to
its severity, damaging obtained sugars and producing furfural (Martin et al. 2002).
Sugars present in HC are solubilized into oligomers or monomers (influenced by
reagent concentration, temperatures, and reaction times) (Trajano and Wyman
2013). Higher temperatures (Excoffier et al. 1991) and acid concentrations improve
removal of HC content (Table 9.2) (Kumar et al. 2009).
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Acid pretreatments are much less effective concerning LG removal regardless of
acid employed (Kumar et al. 2009). Normally, severe conditions cause lower LG
solubilization, resulting in condensation in fiber surface (Schmatz et al. 2020).
During the process of LG removing (via acid route), usually occurs generation of
aromatic molecules and different types of phenolic compounds (Du et al. 2010).
Solid fraction microscopy shows considerable change in LG structure and content,
presenting LG droplets within plant cells (Schmatz et al. 2020). These characteristics
suggest a trend of rupture and aggregation that could cause less efficiency in LG
content removal (Selig et al. 2007).

Many substances can be employed during alkaline pretreatments (NaOH, Ca
(OH),, KOH, etc.). During these pretreatments, solvation and saponification pro-
cesses happen first, resulting in swelling and higher accessibility for enzymes to act
within LC material. Aggressive alkaline pretreatments can cause dissolution, peel-
ing, decomposition, and degradation of polysaccharides (Hendriks and Zeeman
2009). The focus of alkaline pretreatments is LG content reduction, clearing a path
for enzymatic hydrolysis and enhancing polysaccharide reactivity (Table 9.2). Stud-
ies show that this trend is related to intermolecular saponification of ester links
among HC and LG, increasing pore density (Da Silva et al. 2013). Peroxide pre-
treatments are also quite capable of HC and LG removal, generating a pretreated
biomass with improved enzymatic digestibility (Monte et al. 2011). This
pretreatment can successfully solubilize HC and leaves only residual LG (Brienzo
et al. 2009).

9.4 Lignocellulosic Biomass Hydrolysis

Many variables are involved in LC biomass conversion into sugars through enzy-
matic hydrolysis. For example, accessibility issues and costs of employed technol-
ogies are obstacles often encountered. CL accessibility is crucial since it is closely
tied to enzymatic hydrolysis (Crowe et al. 2017). Shortly, accessibility is a way to
measure how much CL can be reached by enzymes during hydrolysis. Biomass on
its own has an impact on accessibility since it is a heterogenic material, has variable
crystallinity, polymerization degree, and HC and LG contents creating a physico-
chemical barrier. Actually, one of the hardest obstacles to jump is the difficulty to
reach a large portion of CL covered by robust and organized microfibrils.

It is safe to say that there is a close connection between internal surface area and
enzymatic hydrolysis (Cosgrove 2005), being one of the obstacles in the way of
biomass hydrolysis (Huang et al. 2010). Accessibility is also heavily tied to pore size
distribution, significantly more than what is observed with external surface area
(Wang et al. 2012). With that in mind, enzymes are able to reach internal surface
through big enough pores (Harmoko et al. 2016). Pores smaller than 5.1 nm are not
wide enough for enzymes to hydrolyze LC material. It is important to note that most
studies use dried biomass, which shows lower digestibility due to shrinkage of pores
(Luo and Zhu 2011).
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LG and HC contents have a close relation to accessibility, influencing pore
distribution, pretreatment efficiency, and enzymatic hydrolysis (Zhao et al. 2017).
LC biomasses are heterogeneous, possessing its area sectioned into external and
internal areas, presenting different characteristics. Regarding internal surface, acces-
sibility can be inferred by looking at its rifts, voids, and openings generated by HC
and LG removal by employing many kinds of pretreatments (steam explosion,
peroxide, diluted acid, alkaline, and others) (Karimi and Taherzadeh 2016). It has
been reported that HC removal could be a more important asset to accessibility than
delignification (Leu and Zhu 2013). HC present barriers to enzymatic hydrolysis as it
is placed between and around fibers within cell walls (Zhu et al. 2010).

LG inherently hinders enzymes by forming a physicochemical wall that adsorbs
enzymes (Ximenes et al. 2011). By employing correct pretreatments, lower contents
of LG and HC may diminish or stop enzymatic hydrolysis hindrance (Chen et al.
2015). While a complete removal of LG would be too expensive in large scale (Yang
et al. 2015), mild delignification increases accessibility and can increase enzymatic
hydrolysis yield dramatically (Shimizu et al. 2020).

Digestibility can also be influenced by particle size. Quantifying particle size is a
problem since they have variable shapes and commonly agglomerate (Ek et al.
1994). Particle size can be visualized by employing microscopy, image analysis,
or mechanized particle analyzers. On the down side, these techniques do not
discriminate between material’s topology and ruptures that can increase exposed
surface areas. However, it is expected that small particles provide higher digestibility
by presenting a wider exposed surface area for enzyme action. In sum, HC and LG
removal is related to accessibility just as much as physicochemical properties of
biomass (Shimizu et al. 2020).

Lower degrees of polymerization present an increase in the number of linkage
sites for enzymes, enhancing biomass hydrolysis. Regardless, CL needs to be
exposed to be reached by enzymes. Altering of polymerization degree usually
involves meddling with porosity and crystallinity, as the milling process rips fibers
and increases pore size distribution (Zhao et al. 2012). Depolymerization happens
when polysaccharides are broken into monomers (Goufo and Mugisha 2018).
Depolymerization of CL chains within LC biomasses is a step of enzymatic hydro-
lysis process. For example, cellulases are capable of depolymerizing CL in order to
obtain glucose (a specific monomer) (Yiicel and Goycincik 2015). Enzymes used
and substrate employed are also important. The spread of enzymes through pores,
the binding sites occupied during hydrolysis, inhibition products and other enzymes
used to attack cell wall are properties related to accessibility (Zhao et al. 2017).

9.5 Enzymatic Hydrolysis

Cellulases are an enzymatic cocktail of various enzymes that depolymerize CL into
sugars by breaking its glycosidic links. Cellulases are actually three enzymes:
exo-f-1,4-glucanases, endo-f-1,4-glucanases, and f-glucosidases. These enzymes
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Fig. 9.2 Increased cellulose accessibility by pretreatment allows an efficient enzymatic hydrolysis
(sugarcane bagasse node)

work in synergic manner, where their efficiency combined is higher than if they were
used separately (Yiicel and Goycincik 2015). Among these enzymes,
endoglucanases are capable of breaking chains through interchain,
exo-p-1,4-glucanases attack free ends of chains created by endo-fp-1,4-glucanases
deploying water-soluble cellobiose, and f-glucosidases finish the process by hydro-
lyzing cellobiose into monomers. Difficulty is faced if LC materials possess HC and
LG, which makes enzymes unable to reach and hydrolyze
CL. Endo-f-1,4-glucanases role is most likely affected during hydrolysis since it
starts the action on CL. The exposed surface area by pretreatments accessible to
enzymes is closely related to glucose yield (Fig. 9.2) (Brienzo et al. 2017). Enzy-
matic hydrolysis of CL chain can be sectioned in these parts (Walker and Wilson
1991): Moving enzymes from liquid medium to LC material; Adsorption and
generation of enzyme—substrate complex; Hydrolysis of CL chain; Moving of sugars
obtained from biomass surface to the liquid medium; Hydrolysis of cellobiose and
oligomers into monomers in liquid medium.

Many factors influence the enzymatic hydrolysis process, such as HC and LG
contents present in LC material, generating a physicochemical barrier against
enzymes (Fig. 9.3). Furthermore, during hydrolysis LG content increases, slowing
down the process. While enzymatic hydrolysis process occurs, the material loses CL
content, increasing LG/CL ratio and hindering hydrolysis (Wallace et al. 2016).

Mild delignification of VB enhances glucose yield, more so when LG content
reaches 10% (Mooney et al. 1989). Other than that, it increases hydrolysis efficiency
due to larger quantity of enzymes retrieved, caused by less unproductive binding to
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LG. High LG contents can cause redepositing, occupying pores that could be
penetrated by enzymes. Enzymes are unproductively adsorbed by LG within bio-
mass, severely hindering enzymatic hydrolysis (Schmatz et al. 2020). In addition,
LG amounts in LC material can be used as a discrimination parameter for enzymatic
hydrolysis (Brienzo et al. 2014).

9.5.1 Cellulases Performance

Enzymes that play a synergistic important role on CL depolymerization into cello-
biose and glucose molecules at saccharification step are denominated cellulases or
cellulolytic enzymes, which can be synthesized during growth of some microorgan-
ism (fungi or bacteria) in LC substrates through solid-state or submerged fermenta-
tions (Aruwajoye et al. 2020; Barbosa et al. 2020). CL hydrolysis requires
participation of three types of cellulolytic enzymes, all of them characterized by
cleaving glycosidic linkages B-(1—4).

Cellulases performance is synergistic, which means that if one of them does not
act, then hydrolysis stage will have low yield and therefore BRF process will not be
technically feasible. These drawbacks can occur by different factors such as tem-
perature, pH, chemicals (that can come from pretreatment), or products generated by
own cellulases action (Hsieh et al. 2014; Teixeira da Silva et al. 2016). Recent
studies have confirmed inhibitory effects on cellulases by cellobiose and some
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monosaccharides like glucose, mannose, and galactose (Hsieh et al. 2014). Although
inhibitory compounds concentration can vary, there is evidence of a generality;
CMCases activity can be inhibited by cellobiose, CBHs can be deactivated by
glucose, and B-glucosidases sensibility can be greater in glucose presence than
mannose and galactose (Murphy et al. 2013; Hsieh et al. 2014; Vianna Bernardi
et al. 2019). Nevertheless, one of the principal challenges is focus on researching
minimum level of inhibitory concentration that can affect negatively the cellulases
activities and that inhibitory effects can be reversible or irreversible.

In addition to mentioned inhibitors, others chemical compounds can affect
cellulohydrolytic system performance, among them are ionic liquids, some salt
and metal ions, phenolics and furans (Teixeira da Silva et al. 2016; Zhai et al.
2016; Summers et al. 2017).

9.5.2 Xylanases Performance

Because HC is a branched heteropolysaccharide constituted by several kinds of
molecules, a multienzyme system that works synergistically is required for its
depolymerization. These enzymes are denominated xylanases or xylanolytic
enzymes, which can be synthesized by some microorganism (fungi, bacteria,
yeast, or algae) using xylan-containing substrates through solid or submersed fer-
mentations (Bhardwaj et al. 2019). Xylan hydrolysis needs contribution of various
types of xylanolytic enzymes, which acted both on xylan main chain cleaving
chemical bonds B-(1—4) and on main chain sides cleaving linkages a-(1—2) and
a-(1—3) principally (Chakdar et al. 2016). In main chain, endoxylanases
(EC 3.2.1.8) are responsible for depolymerizing the xylan backbone (B-(1—4)
bonds) to obtain xylobiose and shorter xylooligomers. -xylosidases (EC 3.2.1.37)
breakdown xylobiose and other soluble xylooligomers into xylose molecules
(Bosetto et al. 2016; Puchart et al. 2018). Accessory enzymes act on xylan side
chains, among them are a-arabinofuranosidases (EC 3.2.1.55), a-glucuronidases
(EC 3.2.1.131), p-galactosidases (EC 3.2.1.23), acetyl-xylan esterases
(EC 3.1.1.6), ferulic acid esterases (EC 3.1.1.73), and p-coumaric acid esterases
(EC 3.1.1.73) (Malgas et al. 2019).

The first one, also called a-arabinosidases, break o-(1—2), a-(1—3), and
a-(1—5) bonds, and release arabinose from xylose—arabinose linkage (Terrone
et al. 2020; Yeoman et al. 2010). a-glucuronidases disrupt a-(1—2) bonds and
split off methyl glucuronic acid from acid-xylose linkages (Dashnyam et al. 2018).
[-galactosidases are responsible to cleave f-(1—4) linkages, which allows galactose
to unlink from galactose—xylose bonds (Khosravi et al. 2015). Acetyl-xylan ester-
ases attack acetyl groups located at xylan branches, these type of enzymes release
acetyl groups allowing endoxylanases to work on the main chain (Pawar et al. 2016;
Razeq et al. 2018). Feruloyl and p-coumaroyl esterases are capable to cleave ester
bonds in arabinose—ferulic acid linkages and in arabinose-p-coumaric acid linkages,
respectively (Lopes et al. 2018).
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The complex system of xylanolytic enzymes act to breakdown xylan (as is
mentioned above), the process can develop some difficulties related to inhibitory
effects in xylanases activities. Among factors that can negatively modify their
activities are temperature, pH, chemicals (that can come from pretreatment), or
products generated by own xylanases action (Bajpai 2014a, b). Although inhibitory
substance concentration can differ, it exists an overview; endoxylanases activity can
be susceptible to xylobiose and xylotriose presence, and p-xylosidases can be
deactivated by xylose (Yeoman et al. 2010; Fu et al. 2019). It is necessary to expand
and deepen studies of inhibitory effects on accessory enzymes; these could include
analysis of dimmers and monomers produced in pretreatment stage.

Although xylanases and cellulases can be synthesized extracellularly by different
fungi or bacteria species, few microorganisms are able to produce the whole set of
hydrolytic enzymes. For this reason, it is important to continue with researches
involving analysis of microorganisms, methods, and variables for hydrolytic
enzymes production.

9.5.3 Cellulolytic Enzymes Synthesized by Fungi
and Bacteria

CL is the main constituent of plant cell wall, in addition to being the most abundant
natural polymer available (George and Sabapathi 2015). CL is chemically composed
of linear chains of 7000 to 15,000 glucose residues joined by f-1,4 glucosidic bonds,
without branches. pB-type bond causes a 180° rotation alternating glucose unit,
resulting in a linear chain. CL is hydrolyzed by the action of microbial enzymes,
such as endoglucanases, exoglucanases, and f-glucosidases (Pino et al. 2018;
Bagewadi et al. 2017; Sorensen et al. 2014).

Cellulases are produced by several species of fungi (Narra et al. 2014).
Endoglucanases can be produced by Myceliophthora sp. (Zanelato et al. 2012),
Streptomyces sp. (Chellapandi and Jani 2008), Trichoderma viride (Irfan et al.
2012), Trichoderma harzianum (Bagewadi et al. 2017), and Aspergillus oryzae
(Kotaka et al. 2008). Exoglucanases, as well as endoglucanases, are also produced
by a wide variety of fungal species, such as Rhizopus oryzae (Mukherjee et al. 2011),
Aspergillus niger (Chandra et al. 2008), Aspergillus fumigatus (Mahmood et al.
2013), Trichoderma reesei (Elshafei et al. 2014), Trichoderma viride, and
Ganoderma lucidum (Shahzadi et al. 2014).

In addition to endo and exoglucanases, B-glucosidases can be produced by
Trichoderma reesei (Juhasz et al. 2005), Penicillium funiculosum (Ramani et al.
2012), Aspergillus niger (Garcia-Kirchner et al. 2005), Debaryomyces
pseudopolymorphus (Barbosa et al. 2010), Pichia pastoris, (Batra et al. 2014) and
Aspergillus saccharolyticus (Sorensen et al. 2014). Besides fungi, bacteria also
produce cellulases of industrial importance. Endoglucanases can be produced by
Bacillus agaradhaerens (Hirasawa et al. 2006), Clostridium thermocellum
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(Romaniec et al. 1992), Clostridium thermocellum (Fauth et al. 1991).
Exoglucanases have also been identified in bacteria of species Clostridium
stercorarium (Creuzet et al. 1983), Cellulomonas fimi (Duedu and French 2016),
and Xanthomonas oryzae pv. oryzae (Tayi et al. 2018). Additionally, p-glucosidases
can be produced by bacteria of species Dyella koreensis sp. nov. (An et al. 2005),
Burkholderia ginsengisoli sp. nov. (Kim et al. 2006), Microbacterium ginsengisoli
sp. nov. (Park et al. 2008), Lactobacillus kimchicus sp. nov. (Lian et al. 2011),
Brevibacillus panacihumi (Kim et al. 2009), most of which are species that had
never been described before.

Cellulases, in general, are enzymes that are of great use in several industrial
sectors. Endoglucanases, exoglucanases, and p-glucosidases are enzymes widely
used in bioethanol production (Kotaka et al. 2017; Singhania et al. 2017).
Endoglucanases are used in textile and food industries (Narra et al. 2014).
Exoglucanases are used mainly in textile and in pulp and paper industries (Castro
and Pereira 2010).

Beside from cellulases, other enzymes play fundamental roles in the development
of products with high added value, such as hemicellulases, which for industrial
sector may be essential in obtaining medicines, packaging and products of relevance
in the medical field. Hemicellulases, like cellulases, can also be produced by fungi
(Liu et al. 2010) and bacteria (Walia et al. 2014).

9.5.4 Hemicellulolytic Enzymes Synthesized by Fungi
and Bacteria

Basically, xylan hydrolysis, the most abundant compound of HC in nature, occurs
through endo-enzymes action, which act internally on main chain, and exo-enzymes
or auxiliary enzymes that hydrolyze oligosaccharides and produce monosaccharides
(Kalogeris et al. 2001). Some enzymes produced by microorganisms hydrolyze
xylan in specific regions of its main chain and side chains, leading to monosaccha-
rides production that are used by microorganisms themselves as carbon source for
cellular metabolism.

Among microbial enzymes that hydrolyze xylan into monosaccharides, it can be
highlighted endo-p-1,4-D-xylanases (EC 3.2.1.8), which acts on xylan main chain
and generates low polymerization xylooligosaccharides that are substrates for
exo-p1,4-xylanases (EC 3.2.1.37), that act through non-reducing terminals generat-
ing D-xylose (Beg et al. 2001; Wong et al. 1988).

In addition to the enzymes that hydrolyze xylan main chain, there are still some
enzymes that hydrolyze the pendant-side groups. Among these accessory enzymes,
o-arabinofuranosidases (EC 3.2.1.55) stands out, which removes arabinose,
a-glucuronidases (EC 3.2.1.131) which removes glucuronic acids, acetyl-xylan
esterases (EC 3.1.1.72), which removes acetyl groups (Juhasz et al. 2005), and
feruloyl esterases which remove ester bonds between hydroxycinnamic acids and
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sugars (Mathew and Abraham 2004). The consequent action of accessory enzymes
produces debranched xylan, which is of great interest for industrial applications.

a-glucuronidases are classified into two families: GH 67, which cleaves uronic
acids linked to non-reducing terminals of xylosyl residues of small
xylooligosaccharides, and GH 115, which hydrolyze 4-O-D-methylgluvuronic
acids linked to non-reducing terminals of xylopropanosyl residues and also
those linked to internal xylosyl residues. They are produced by bacteria (about
70 kDa) and fungi (about 90 kDa) (Yeoman et al. 2010; Dimaragona and
Topakas 2016).

Acetyl-xylan esterases are enzymes produced by bacteria and fungi. They are
responsible for cleaving acetyl groups from heteroxylans. Microorganisms that
produce these enzymes become capable of degrading acetylated xylans. Feruloyl
esterases cleave bonds between esterified hydroxycinnamic acids for
arabinoxylans. They are also produced by fungi and bacteria, and its production
can be induced according to presence of certain substrates in microbial growth
(Wong et al. 1988).

Complete hydrolysis of xylan requires joint action of enzymes that hydrolyze its
main chain (xylanases and f-xylosidases) and accessory enzymes responsible for
hydrolyzing its branches (o-arabinofuranosidases, acetyl-xylan esterases,
a-glucuronosidases, and feruloyl esterases) (Yang et al. 2017). Several microorgan-
isms have the capacity to produce xylanolytic enzymes, which in turn have great
potential for industrial uses. Below, more details of some xylanase-producing
microorganisms are presented.

Xylanolytic enzymes are usually best induced by xylan-containing substrate
(Espinar et al. 1994). However, some authors show inducing effect with xylan
fragments (Aro et al. 2005) and its repression by readily assimilable sugars such as
glucose, lactose, and xylose (Gaspar et al. 1997). LC substrates are used to obtain
xylanolytic enzymes on a large scale and at low cost in submerged or solid culture
(Mishra et al. 1990).

Biochemical properties of endoxylanases from bacteria and fungi vary in terms of
molecule size (8.5-85 KDa) and isoelectric point (4.0-10.3 pI) (Chakdar et al.
2016). Table 9.3 shows some xylanase-producing microorganisms found in special-
ized literature (Chakdar et al. 2016; Goswami and Pathak 2013; Walia et al. 2017),
showing optimal conditions for action of such hemicellulases and then, its respective
molecular sizes.

Among the products of high added value obtained by hemicellulases use, it can be
highlighted: xylooligosaccharides (XOS), xylitol, hydrogel, dressings and substi-
tutes for human skin, films for biodegradable packaging, medicine encapsulation,
substitute for fat in cheeses, additives in paper production, substitute for gelatin and
in food gums, additives in textile and cosmetic industries, production of new bio-
materials such as glucagel, etc. (Ebringerova 2006).

The study of HC applications is constant, such as XOS with high purity (Reddy
and Krishnan 2016), XOS for fermentation (Chen and Liu 2017), mucus adhesive
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Table 9.3 Hemicellulases from bacteria and fungi

Optimal conditions
Temperatue | Molecular
Microorganism pH “C) Weight (kDa) Reference
Bacteria
Bacillus pumilus SSP 35 |6 50 20 Subramaniyan (2012)
Bacillus halodurans 9 78 40 Kumar and
Satyanarayana (2013)
Cellulosimicrobium 8 60 58 Walia et al. (2014)
cellulans CKMX1
Paenibacillus macerans | 4.5 60 Dheeran et al. (2012)
1IPSP3
Paenibacillus sp. NF1 6 60 37 Zheng et al. (2014)
Fungi
Aspergillus niger 5.5 45 13.5-14 Okafor et al. (2007)
ANL-3019
Geotrichum candidum 4 50 60-67 Radionova et al.
(2000)
Trichoderma reesei 5-5.4, 454 20, 19 Tenkanen et al.
4-4.5 (1992)
Penicillium capsulatum 5-5.5, 48 22 Ryan et al. (2003)
4-4.5
Penicillium sp. CGMCC | 3.8 40 21 Liu et al. (2010)
1669

film (Hanif and Zaman 2017), xylan-based thermoplastic-lactate copolymer (Zhang
et al. 2017) and also desirable for biomedical applications (Jungles et al. 2017).

9.5.5 Enzymes Purification Systems

Over the past five decades, it has been a great development of techniques and
methods for separation and purification of biological macromolecules such as
enzymes. As a result, advances in biosciences and biotechnology have become
increasingly important (Ersson et al. 2011; Yimer and Tilahun 2018).

In order to acquire knowledge about structural and functional properties of
enzymes, the purification process is an essential step. Enzyme purification often
requires the use of multiple purification steps applying different methods in suitable
order to obtain the highest possible yield. However, it should be kept in mind that the
more steps of purification, the lower the yield. Therefore, knowledge of enzyme’s
properties is of upmost importance to reduce purification steps (General Electric
Healthcare 2010).

The most common method for enzyme purification is chromatography (General
Electric Healthcare 2010). Enzyme characteristics that should be taken into
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Table 9.4 Purification methods, fold, and yield of cellulases from different microorganisms

Purification Yield Purification
Microorganism methods (%) fold Reference
Aspergillus oryzae DEAE-cellulose | 65.7 15.0 Begun and Absar
Sephadex G-75 |27.4 41.4 (2009)
Bacillus vallismortis Ammonium sul- | 83.8 4.7 Gaur and Tiwari
fate 75.4 11.6 (2015)
Q-Sepharose 28.8 39.1
Sephadex G-75
Aspergillus terreus Ammonium sul- | 96.2 16.0 Megha et al. (2015)
fate 42.6 135.5
DEAE-cellulose
Anoxybacillus gonensis | Ammonium sul- | 30.7 55.1 Genc et al. (2014)
fate 20.7 74.4
DEAE-
sepharose
Paenibacillus sp. Ammonium sul- |91.8 1.7 Islam and Roy (2018)
fate 78.9 59
DEAE-cellulose | 35.7 9.7
CM-cellulose
Trichoderma Ammonium sul- | 95.8 1.1 Hamdan and Jasim
longibrachiatum fate 78.1 7.8 (2018)
DEAE-cellulose | 68.8 9.7
Sephadex G-200
Pseudomonas sp. Ammonium sul- | 37.7 4.1 Goel et al. (2019)
fate 334 14.5
DEAE-cellulose

consideration when choosing a purification method are solubility, size, charge, and
specific binding affinity (Berg et al. 2002; Yimer and Tilahun 2018).

Cellulases purification, an enzyme group that plays an important role in hydro-
lysis of renewable LC materials, can be carried out using different methods. Purifi-
cation efficiency is generally analyzed in terms of yield and purification fold, as is
presented in Table 9.4, along with purification methods used for cellulases reported
in specialized literature.

Salting out and dialysis are methods that are usually used as first steps. Protein
solubility usually decreases at high salt concentrations, causing its precipitation.
Different proteins precipitate in different concentrations of salt; therefore, salting out
can be used to fractionate proteins (Wingfield 2016; Duong-Ly and Gabelli 2014).
Ammonium sulfate is commonly used as a precipitate agent to separate other pro-
teins from cellulase (Farinas et al. 2011). Dialysis is usually used after salting out to
remove salt or other small molecules through a semipermeable membrane, which
can come in a variety of pore sizes (Berg et al. 2002; Yimer and Tilahun 2018).

Different types of chromatography can be used for cellulases purification. Ion
exchange chromatography (Fig. 9.4) separates proteins based on their charge.
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Fig. 9.4 Ion exchange chromatography

Protein with positive charge will usually bind to a column negatively charged with
sulfopropyl (SP) or carboxymethyl (CM). Likewise, negatively charged proteins will
bind to a positively charged column containing quaternary amines (Q) or
diethylaminoethyl (DEAE) (Berg et al. 2002). When above its isoelectric point
(pD), an enzyme tends to bind to a positively charged anion exchanger, and when
below its pl, a cation exchanger negatively charged matrix is where the enzyme will
bind (Bauer and Schnapp 2007; General Electric Healthcare 2010).

Depending on pH, cellulases can be negatively or positively charged; however,
several researches show that most of them present better purification when using
anion exchange chromatography (Begun and Absar 2009; Genc et al. 2014; Gaur
and Tiwari 2015; Megha et al. 2015; Goel et al. 2019). DEAE is a positively charged
matrix commonly used as the stationary phase, where cellulases will bind if nega-
tively charged. In order for cellulases to be eluted from the matrix, a linear sodium
chloride gradient from zero to 1 mol/L is generally used. Chloride ions will compete
with negatively charged groups on cellulases for binding to the column (Bauer and
Schnapp 2007).

Size exclusion chromatography (Fig. 9.5) allows separations of substances with
different molecular sizes. Large molecules that cannot enter into pores of the
chromatography beads will elute first, while smaller molecules will penetrate the
pores and therefore will take longer to elute (General Electric Healthcare 2010).
Sephadex is the most popular matrix for gel exclusion chromatography. Molecular
weight of cellulases produced by different microorganisms can vary from 12 to
126 kDa; therefore, column packing material with different beads sizes can be used
for purification (Tao et al. 2010; Chandra and Madakka 2019).
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Fig. 9.5 Size exclusion chromatography

Specific activity of cellulases is usually twofold lower than of other hydrolytic
enzymes. For industrial purposes, large quantity of cellulases is needed and this
production becomes a “metabolic burden” even for native cellulolytic organisms.
Therefore, heterologous expression of cellulases in industrial microorganisms, such
as E. coli, Pichia pastoris, and Saccharomyces cerevisiae, enables robust and cost-
effective production (Vinuselvi and Lee 2012). Several researches with this goal
have been carried out in the past years, mainly focusing on heterologous expression
of cellulases produced by different microorganisms and termites in E. coli or other
model microorganisms (Wei et al. 2015; Zeng et al. 2016; Chahed et al. 2018;
Trollope et al. 2018; Zeeshan et al. 2018; Zhang et al. 2018; Raza et al. 2020).

Purification of recombinant proteins can be influenced by molecular biology of
gene isolation and expression. For an economical production, efficient implementa-
tion of purification methods to maintain a high yield of the heterologous protein is of
great importance. Affinity chromatography is one of the most efficient methods for
heterologous proteins purification due to its high recovery yield and purity achieved
(Evangelista and Suttnar 1997; Pina et al. 2014; Mahmoodi et al. 2019).

Affinity chromatography (Fig. 9.6) separates molecules based on a reversible
interaction between the protein of interest and a specific ligand attached to a
chromatography matrix. In this method, specific tag sequence is attached to the
protein of interest at DNA level, generally fused to N- or C-terminal, which leads to
expression of a tagged protein. Besides facilitating the purification process, theses
tags also enhance protein stability and increase expression levels. Metal ions such as
zinc, copper, and nickel have been found to bind favorably with histidine residues in
proteins (Evangelista and Suttnar 1997; General Electric Healthcare 2010; Pina et al.
2014; Mahmoodi et al. 2019).

For purification of heterologous cellulases, the use of a nickel-nitrilotriacetic acid
matrix, in which metal ions interact with histidine residues in the affinity tag, is
commonly found in literature. Several methods can be used for cellulases elution
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Fig. 9.6 Affinity chromatography

from the matrix. High concentration of imidazole buffer, use of strong chelating
agents such as ethylenediamine tetraacetic acid (EDTA) and lowering pH in order to
protonate histidines are conditions that decrease cellulase affinity to the nickel resin,
thus enabling enzyme recovery (Reverbel-Leroy et al. 1997; Campen et al. 2017; Ni
et al. 2005; Shi et al. 2013; Zeng et al. 2016).

There are several strategies for purifying cellulases. It must be taken into consid-
eration the best system to obtain the highest yield with the highest catalytic activity
of the enzymes. Purity degree will depend on its end use; however, most of
purification systems used in laboratory researches can be scaled up to industrial
processes (Bajpai 2014a, b).

9.5.6 Interference Among Enzymes

Conversion process of polysaccharides on LC biomass into simple sugars through
enzymatic hydrolysis is a crucial and limiting step for biofuel production (Sheldon
2014). Enzymatic hydrolysis is a heterogeneous process that involves close contact
between enzyme and substrate, enzyme activity and reaction conditions such as
temperature and pH (Saini et al. 2016).

Enzymatic hydrolysis of lignocellulose can be affected by several factors, mainly
substrate-related since the presence of LG and HC in biomass can decrease acces-
sible area to cellulases (Shimizu et al. 2020). Polymerization and crystallinity
degrees of CL also play a role on enzymatic hydrolysis yield. Interaction between
CL and cellulases can be inhibited by LG in different ways depending on its
structural properties (Ying et al. 2018).
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Inhibition of cellulases by LG can occur by three major factors: exposure to
soluble lignin-derived compounds, non-productive binding of cellulase into LG, and
physical barrier of cellulases progress (Fig. 9.7). Enzyme inhibition due to LG is a
complex process and will depend on biomass botanical origin and pretreatments
applied to it, since both affect localization and chemical properties of LG (Saini et al.
2016).

Phenolic compounds can cause loss of cellulases activity as the length of expo-
sure to them increases. This occurs due to cellulases precipitation and can vary
depending on microbial source of enzymes, type of cellulases, and type of phenolic
compound (Saini et al. 2016). In addition to act as a shield preventing enzymes to
reach CL, LG can also adsorb cellulases irreversibly by hydrophobic, electrostatic,
or hydrogen-bonding interactions (Kumar et al. 2012).

All of these factors led to decrease of glucose release in enzymatic hydrolysis
process. Therefore, a way to reduce cellulases—lignin interaction is widely studied.
Some of the strategies used are chemical modification of LG or its complete removal,
cellulases modification, and addition of LG blocking additives. Pretreatment of LC
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biomass can remove or modify LG and HC contents, which can raise accessibility
for cellulases (Shimizu et al. 2020; Melati et al. 2019; Saini et al. 2016).

The rate of LC biomass enzymatic hydrolysis usually decreases during hydroly-
sis. Steam pretreated sugarcane bagasse was enzymatic hydrolyzed for 72 h, show-
ing an initial phase with fast conversion of 61.7% glucose and a final conversion of
86%. As hydrolysis progressed, rate of conversion decreases as well as glucan
content while LG, phenolic compounds, and ash increased. In addition, enzyme
activity was lost during the first 24 h of hydrolysis. Recalcitrance increasing during
hydrolysis and deactivation of enzymes due to thermal stability are factors that
contribute for slowdown and incomplete hydrolysis (Wallace et al. 2016).

After different pretreatments, sugarcane biomass (external fraction, node, inter-
node, and leaf) presented improve on CL conversion into glucose after enzymatic
hydrolysis. A complete conversion of CL into glucose was possible after oxidative
pretreatment of the internode fraction. LG removal of 15% and 10%, respectively,
resulted in at least 60% of glucose yield (Shimizu et al. 2020). Addition of a lignin-
blocking agent to sugarcane bagasse can increase hydrolysis yield by 40% or even
60%, depending on agent concentration. They prevent non-productive adsorption of
cellulases by blocking exposed LG surfaces (Azar et al. 2020).

Steam explosion and alkaline sulfate pretreatments on sugarcane bagasse resulted
in more accessible substrate, with approximately 90% of CL hydrolyzed using high
enzyme loadings. Besides, after pretreatment with sodium sulfate and sodium
hydroxide hydrolysis using low loading of a modern enzyme preparation used in
industrial processes, Cellic CTec3, resulted in 70% conversion into glucose
(Siqueira et al. 2017). In contrast, the presence of vanillin, a lignin-derived phenolic,
can cause cellulases deactivation and precipitation, resulting in a decrease of 20% in
CL conversion with a concentration of 5 mg/mL vanillin and 50% with 10 mg/mL.
(Qin et al. 2016).

The majority of P-glucosidases from commercial cellulases (Cellic CTec 2),
derived from T. reesei, adsorb to LG, whereas the same enzyme derived from
A. niger presents less inhibition. Therefore, engineering robust cellulases that are
highly active and stable is a strategy to mitigate non-productive adsorption. Modi-
fication of cellulase from 7. reesei surface charge by succinylation, converting
positively charged primary amine groups to negatively charged acid and neutral
acetyl groups, resulted in greater than twofold increase in Avicel conversion after
170 h (Nordwald et al. 2014).

Several techniques can be used to improve enzymatic hydrolysis of LC biomass;
however, for economic feasible process a multi-disciplinary research involving areas
of plant biotechnology, enzyme engineering, lignin-cellulase interactions, and pro-
cess development is important (Sipponen et al. 2017).
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9.5.7 Assistance Elements for Improving Enzyme Activity

For industrial applications, knowledge about enzymes activators and inhibitors is
relevant. Many compounds can influence on enzymes activities and may be present
in water and/other reagents employed in industrial processes or can be a result of
equipment corrosion. Metal ions can activate or inhibit enzyme activity by
interacting with amine or carboxylic acid group of amino acids. They can act like
electron donors or acceptors by forming complexes with other molecules linked to
enzymes, besides help reduce non-productive adsorption of enzymes. lonic charge
and ion radius size are properties that can influence activity and stability of enzymes
(Pereira et al. 2017).

Effects of each metal ion can differ from cellulases, depending on its type and
source. Addition of Cu®*, Fe>*, Co®*, and Mn>* at 2 mmol/L in the reaction medium
increased activity of endoglucanases from A. niger, especially manganese, which
improved activity by 57%. However, pB-glucosidases from the same microorganism
showed increase of activity by 33% after Co>* addition. Glucose releasing after
enzymatic hydrolysis of acid pretreated bagasse increased 34% after addition of
10 mM Mn** (Vasconcellos et al. 2012).

Some metal ions can be cellulases inhibitors. Chelating agents such as EDTA
(ethylene diamine tetra acetic acid) can be used to enhance cellulases activity since
they act by sequestering inhibitors metal ions and as protease inhibitor. EDTA forms
a complex with metal ions in the reaction medium, allowing the enzyme site to react
with the substrate. After an addition of 2 mmol/LL EDTA, endoglucanases from
A. aculeatus presented increasing of 1.5-fold in its enzymatic activity and enzyme
stability also increased (Naika and Tiku 2011).

The high crystallinity of CL structure makes cellulases penetration difficult.
Surfactants tend to decrease surface tension of aqueous systems and their addition
during enzymatic hydrolysis can modify cellulases surface and improve CL conver-
sion. CL conversion increased 38.4% after addition of 0.5% (v/v) Triton X-100 and
60% after addition of azobenzene-based surfactant (Nurul Adela et al. 2015; Seidel
and Lee 2020).

Although there are few studies about the effect of ultrasound on enzymes
performance, the use of ultrasonic treatment at appropriate frequencies and intensity
levels can increase enzymatic activity and favorably change enzymes without
altering its structural integrity. After a 17.33 W/cm2 intensity and time of 30 min,
ultrasonic treatment was able to increase cellulases activity by 25% (Subhedar and
Gogate 2014).

Some HC, mostly xylan, can still remain in LC biomass after mild pretreatment
conditions and this can influence cellulases accessibility. Xylanases supplementation
along with cellulases can potentially improve glucose yield. The partial combination
of cellulases with xylanases in enzymatic hydrolysis contribute to increase CL
conversion to glucose from 70% to 86%. This improvement shows that there is a
synergistic interaction between xylanases and cellulases, since xylanases can hydro-
lyze the remaining xylan improving CL accessibility (Hu et al. 2011).
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9.6 Challenges on Industrial Scale of Cellulose Hydrolysis
Via Enzymatic

Comparing biological hydrolysis with its chemical homologous process, it can be
observed that the former presents more favorable characteristics, among them are:
slight temperature conditions (up to 50-55 °C), possibility to raise sugar yields
(especially when commercial enzymes are used), low operation costs, low energy
supply, no use of corrosive chemicals (like inorganic acids), and no production of
inhibitory substances (such as furfural and hydroxymethylfurfural principally) that
contribute with conversion, low yields (Amezcua-Allieri et al. 2017; Jahnavi et al.
2017; Steinbach et al. 2017; Chen and Liu 2017). Nevertheless, enzyme hydrolysis
has difficulties related to elevated process time, high cost of enzyme (in synthesis
and purification, or purchasing), enzymatic loads, pH and temperature sensibility,
mixing modes, stirring intensity, low degree of synergy, recovery system of used
enzymes and some good experiences obtained in laboratory have not been tested in
large scale (Balan 2014; Hu et al. 2016; Kadi¢ 2017; Kumar et al. 2018; Singhvi and
Gokhale 2019).

In the particular case of CL hydrolysis by biological route, it can be enlisted
several strains found mainly in pilot-scale experiences. Elevated viscosity,
unsuitable mass and heat transference, and significant inhibitory concentrations are
reasons for decreasing in enzyme hydrolysis yields specially when high solid
biomass loads are used (Agrawal et al. 2018). According to this, the research
principle challenges are to focus on different solutions to design non-conventional
units that let a continuous or fed-batch process; free-fall horizontal devices and
helical impellers could be promising (Da Silva et al. 2020). Also regarding reactor
design, it could be researched a reaction-separation system that allows a simulta-
neous extraction of intermediate-products while these are obtained, avoiding inhib-
itory effects (Kiss 2014). However, if conventional BRF process (hydrolysis and
adjustment stages separately) is carried on, a recovery system of enzymes and how
many times they could be used again as a recycling strategy into the BRF would be a
great approach (Mesa et al. 2016).

On the other hand, physical issues associated with surface tension and viscosity
are also treated. Currently, to correct surface tension problems in the system of
solubilized enzymes in aqueous medium—pretreated biomass, different surfactant
agents that do not destabilize enzymatic activity and reduce superficial tension in the
aqueous medium can be added to improve enzymes access into biomass (Wang et al.
2018; Zhou et al. 2019; Yusuf and Kresnowati 2019). Taking viscosity into account,
an intermittent or split feed of biomass and aqueous medium enzymes can improve
hydrolysis yield since system viscosity decreases and enzyme contact to inhibition
chemicals is reduced (Agrawal et al. 2018).

In addition to above, techno-economic studies are necessary to analyze the best
configuration of BRF systems; considering variety, availability, and quality of raw
material (biomass), desired outflows (biobased products), type and yield of pre-
treatments, and co-production and adjustment stage category (separation and
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purification process). Finally, it should reminded that enzymes are sensible to
temperature and pH; therefore, it is suggested to conserve constant thermal and pH
ranges in pretreatment and hydrolysis stages or to continue investigating thermal and
pH tolerance in both processes working in sequential way.

9.7 Concluding Remarks

In each stage of proposed BRF, there is flexibility to use several types of processes
(chemical, physical, biological, or combined). However, biological pretreatment and
hydrolysis presents a special interest for new researches due to its mild conditions
and lesser energy inputs compared with chemical route. These factors could be taken
into account as potential for large-scale production. Different stages of configura-
tions (extraction, pretreatment, hydrolysis, co-production, and adjustment) and types
of processes (chemical, physical, biological, and combined) in the proposed BRF
approach should be further researched and investigated in order to analyze limita-
tions for BRF efficiency improvement.

Despite its recalcitrance behavior, LC biomass remains as a significant alternative
to generate biobased products such as biofuels, biopolymers, and others biochemi-
cals. Breaking CL and HC to obtain smaller molecules (monomers) is not a stress-
free activity, the specific chemical bonds in both macromolecules and its curious
configuration in the cell wall leads to continuous scientific developments in this area.
The LC biomass is the most abundant resource in the world and is found in several
categories; agro-industrial and industrial residues are attractive to take advantage and
obtain different biobased products.

Cellulases purification can be carried out by different methods; however, all of
them should aim for high yield and catalytic activity. Although addition of pure
cellulases in LC biomass enzymatic hydrolysis process is an important factor to
obtain great conversion to glucose, LG can negatively interfere in this process.

LG creates a barrier that undermines cellulases action by non-productive binding
and its derived compounds can inhibit their activity; therefore, its removal increases
enzymatic hydrolysis yield. Some other strategies such as cellulases modification
and addition of LG blocking additives are also known to minimize this problem. On
the other hand, some compounds can enhance cellulases activities such as few metal
ions, surfactants, and auxiliary enzymes such as xylanases.

The co-work multisystem of hydrolytic enzymes in pilot-scale units for hydroly-
sis should be more explored in order to analyze how to increase mass and heat
transfer efficiency, how to reduce viscosity effects (rtheology), how to decrease
surface tension effects and thus improve hydrolysis performance.
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