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Abstract: We propose the treatment of barley straw with 1-ethyl-3-methylimidazolium acetate
[EMIMACcO] ionic liquids (ILs) and subsequent precipitation with antisolvent mixtures, thus allowing
the separation of the sugar-rich fractions (cellulose and hemicellulose) from the lignin fraction. For this
purpose, different concentration ranges of acetone:water antisolvent mixtures were studied. In all
cases, a high recovery percentage and a high and effective separation of fractions was achieved
for 1:1 acetone:water. The fractionated lignocellulosic compounds were studied by using infrared
spectroscopy, scanning electron microscopy and 'H nuclear magnetic resonance characterization
techniques. This method allows the possibility of reusing IL, confirming the versatility of the
established method. The fraction rich in cellulose and hemicellulose was subjected to acid hydrolysis
(0.2 mol/L HySOy) for 5 h at 140 °C, obtaining a yield of total reducing sugars of approximately 80%,
much higher than those obtained in non-pretreated samples.

Keywords: lignocellulosic biomass; ionic liquid; ethyl methyl imidazolium; fractionation; pretreatment;
barley straw

1. Introduction

The exponential growth of the global population and industrial activity in the last century has
compromised the sustainability of life on Earth. The European Commission has set a long-term goal
to develop a competitive, resource-efficient and low-carbon economy by 2050 [1]. The bioeconomy
will play an important role (2.4 billon € market value in 2015). While fossil resources are the major
source of energy and chemicals, biomass will eventually be the most prominent source. Cellulose,
hemicelluloses and lignin are the most abundant biopolymers on Earth [2]. These biopolymers are
the major components of the plant cell wall, where they are present in a dense ordered matrix and
are known as lignocellulose [3,4]. Biomass lignocellulosic used as a feedstock may contain also
minor components like proteins and other nitrogen containing materials, non-structural material
and inorganic material (ashes) structural or extractable [5]. Cellulose is a linear polymer of glucose
units with p-(1—4) links that form a cellulose chain [6-8], and cellulose chains form fibers via
H-bonds. Cellulose can be present in a crystalline or amorphous structure, which determines its
resistance to hydrolysis [9,10]. In contrast to cellulose, the chemical composition of hemicelluloses
differs between lignocellulose sources [3]. Lignin is a complex heterogeneous branched polymer
that consists of 4-phenylpropane units linked by ether and carbon—carbon alkyl-aryl and aryl-aryl
linkages [11]. Various linkages can also exist between lignin and cellulose or hemicelluloses in so-called
‘lignin-carbohydrate complexes’. Lignocellulosic biomass conversion requires, almost unavoidably, a
pretreatment step, which can be physical, chemical, biochemical, biological or a combination thereof.
Pretreatment can reduce the particle size, improve the porosity, alter the cellulose crystallinity and
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fractionate the lignocellulose [10,12-17]. The presence of lignin is considered to be a major barrier
to achieving efficient cellulosic bioconversion because of its negative interaction with the biocatalyst
during enzymatic hydrolysis and microbial fermentation [18,19]. Lignin acts as a cement around
cellulose fibrils, and it is difficult to separate the two components. Typically, harsh conditions are
used, causing chemical and structural changes [20]. Once lignin is isolated as a solid (technical lignin),
the resulting material is even more recalcitrant than its native state. One of the more interesting
lignocellulosic residues are barley wastes. These residues are the second largest biomass feedstock in
Europe [21,22]. The estimated amounts of environmental sustainable of barley straw in the European
Union for 2030 are 25 million tons [23].

Ionic liquids (ILs) are effective in solubilizing crystalline cellulose and lignocellulosic
biomass [24-32], and dissolved cellulose can be regenerated by precipitation with antisolvents.
Interestingly, regenerated cellulose shows lower crystallinity and enhanced subsequent hydrolysis
rates [33,34]. ILs can also deconstruct and fractionate lignocellulose. Once lignocellulosic biomass is
dissolved, it can be fractionated into its principal components by the addition of antisolvents, which
leads to the selective precipitation of lignin, cellulose or hemicellulose [35-41]. There is a plethora of
studies of IL dissolution of lignocellulosic biomass, where ionic liquids of the imidazolium type are the
best solvents [33,42-47]. Among them 1-ethyl-3-methylimidazolium acetate [EMIMACcQO] is the most
popular, because of his physical properties (low boiling point and viscosity) and chemical properties,
absence of halogen as an anion, is not corrosive and practically no reactive with the biomass [30,48-54].

In this work, we studied the dissolution of barley straw in [EMIMACcO] and subsequent
precipitation with different concentrations of water:acetone mixtures to improve the fractionation of
lignocellulosic biomass. This combination may be interesting because the presence of water favors
the precipitation of all the main components of biomass (cellulose, hemicellulose and lignin), while
acetone does not favor the precipitation of lignin, according to the literature [55].

2. Materials and Methods

All chemicals were of reagent grade and purchased from Meck Milipore Sigma-Aldrich (Darmstadt,
Germany), except xylan (from beechwood), which was purchased from TCI-Europe, N. V. (Zwijndrecht,
Belgium) and used without any further purification. The lignocellulosic biomass (barley straw) used
was provided and characterized by the Biofuels Unit of CIEMAT.

Analysis of Barley Straw. The methods of characterization of barley straw are procedures adapted
from the standard methods for the analysis of biomass published by the National Renewable Energy
Laboratory (NREL; Colorado, USA) [56]. Determinations of extractives were made in quadruplicate,
and component analysis of the collected samples was performed in triplicate. The average values for
dried samples are summarized in Table 1.

Table 1. Composition analysis (wt.%) of samples of barley straw dried at 105 °C.

Extractives 13.37
Aqueous 10.99 £ 0.31
Organic 2.38 £ 0.26

Cellulose 31.09 £ 1.25

Hemicellulose 27.23 £ 0.44
Xylose 22.06 + 0.47
Galactose 1.3 +0.01
Arabinose + Mannose 3.87 £ 0.03

Insoluble Lignin 16.67 + 1.13

Soluble Lignin 2.1+0.03

Ash 3.89 £ 0.05

Acetyl Goups 1.72 + 0.02
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Dissolution and Precipitation. A total of 0.50 g of barley straw was dissolved in 9.50 g of ionic
liquid (1-ethyl-3-methylimidazolium acetate, [EMIMACcQ]) at 105 °C in a Mettler-Toledo Easy Max
102® reactor equipped with mechanical stirring at atmospheric pressure [34,47,57,58]. Complete visual
dissolution was observed at 3.5 h, and then the carbohydrate-rich material was precipitated by the
addition of an antisolvent (25 mL). The antisolvents tested were water, acetone and mixtures thereof.
The obtained Solid I was separated by vacuum filtration with a nylon membrane (20 uL) such that the
lignin dissolved in the ionic liquid (IL) was not retained in the filter. The filtered solid, which was rich
in carbohydrates, was washed several times with distilled water to remove the remaining IL. Solid II
(carbohydrate-free lignin) was recovered by evaporation of acetone, vacuum filtration with a nylon
membrane (0.2 uL) and washing with distilled water (Figure 1).

EMIMACO < = = = = = = = = o o o o o |

|
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" (antisolvent)
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antisolvent)
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(Lignin) EMIMACO + Partial solvent

Figure 1. The scheme of the process of dissolution of barley straw in [EMIMACcO] and subsequent
precipitation with a water:acetone antisolvent mixture.

The scheme of the dissolution process of barley straw in the ionic liquid [EMIMACcO] and
subsequent precipitation with mixtures of water:acetone is shown in Figure 1, which shows the
methods used to obtain the two types of solids. Solid I (rich in cellulose and hemicellulose) was
obtained after Filtration I, and Solid II (rich in lignin) was obtained after Filtration II from the liquid
obtained in the first filtration after the evaporation of acetone.

Hydrolysis. Hydrolysis reactions were carried out batchwise in a magnetically stirred 100 mL
thermostatic Teflon-lined steel Berghof reactor equipped with a pressure addition funnel [33,34,57].
In a typical run, 0.5 g of barley straw and 40 mL of water were mixed in the reactor, the suspension
was heated to the reaction temperature (140 °C), and 10 mL of H,SO4 (0.2 mol/L) was added to the
reactor. These are the optimal conditions obtained from previous works [33,57]. The reaction time
was measured from this moment; the reaction was stopped at 5 h, and the suspension was quickly
cooled. Aliquots were periodically taken from the reactor. The solution was filtered off and washed
with distilled water, and finally, the solid was dried at 80 °C overnight. The amount of solid isolated
was determined by weighing. The liquid was analyzed by HPLC (Agilent Technologies (Santa Clara,
California, USA) HPLC 1200 and 1260 series). The chromatographic separations were carried outin a
Hi-PLEX H column at 60 °C using 0.6 mL/min sulfuric acid aqueous solution (0.01 M) as the mobile
phase and in a Hi-Plex Pb column at 90 °C using 0.6 mL/min water solution for HPLC as the mobile
phase and a refractive index detector. This method avoids the analysis of sugars (glucose and xylose)
and the secondary products (5-hydroxy-methylfurfural, furfural and levulinic acid). Identification and
quantification of the components was performed by comparison of retention times and using internal
calibration curves by pattern compounds.
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FTIR. Infrared spectra of the solids were recoded with a Jasco FT/IR-6300 spectrophotometer with
KBr pellets made of 5% sample. A total of 180 cumulative scans were performed with a resolution of
4 cm™! in the frequency range of 4000-800 cm~! in absorption mode.

NMR. 'H Nuclear magnetic resonance (NMR) spectra were obtained in DMSO-dg and were
recorded using a Bruker Advance at 300 MHz referenced to DMSO at 2.50 ppm.

Scanning electron microscopy (SEM). SEM micrographs of untreated barley straw and barley
straw pretreated with IL were collected with a Hitachi S-3000 N instrument. The samples were treated
with increasing concentrations of ethanol to fix the structure and to dehydrate the samples. The
samples were metallized in a Balzers SCD 004 gold sputter coater and were sputter-coated with a thin
layer of gold.

X-ray diffraction (XRD). XRD profiles of samples were recorded with an X'Pert Pro PANalitical
diffractometer equipped with a CuK« radiation source (A = 0.15418 nm) and X’Celerator detector based
on real-time multiple-strip (RTMS) detection. The samples were ground and placed on a stainless steel
plate. The diffraction patterns were recorded in steps over a range of Bragg angles (20) between 4°
and 90° at a scanning rate of 0.02° per step and an accumulation time of 50 s. Diffractograms were
analyzed with X’Pert HighScore Plus software.

3. Results and Discussion

3.1. Effect of the Water:Acetone Ratio

The barley straw dissolved in [EMIMAcO] was reconstructed by the addition of an antisolvent.
The antisolvents employed were mixtures of water:acetone (W:A) with different mass ratios: 1:0, 2:1,
1.5:1, 1:1, 1:1.5, 1:2 and 0:1. The solid precipitated after the addition of the solvent was labeled “Solid
1”, and a second solid was obtained after the evaporation of acetone, labeled “Solid II”. To evaluate the
fractionation ability of the antisolvent employed, the mass of each solid was measured and compared
with the theoretical amount that corresponds in Solid I to the sum of cellulose and hemicellulose and
in Solid II to lignin. In addition, the recovered in each solid and total biomass was calculated by
comparing the sum of the masses recovered in the two filtrations and the sum of cellulose, lignin and
hemicellulose present in the biomass added at the beginning of the experiment. The results obtained
from precipitation with the different antisolvents are shown in Table 2.

Table 2. Mass balance of matter based on dry barley straw after precipitating the biomass with different
water:acetone antisolvent mixtures. The barley straw samples were dissolved in [EMIMACcO]) at 105

°Cfor3.5h.
% Solid I % Solid II \ .
. % Recovere
Sample ? Antisolvent o it o e !
/.0 Imtlalb % Expected ¢ /.0 Imtlalb % Expected ¢ Biomass
Biomass Biomass

WA-1:0 Water No separation found 89%

WA-2:1 Water: Acetone 2:1 77.6% 113.4% 10.4% 53.1% 88%
WA-1.5:1 Water:Acetone 1.5:1 79.9% 112.9% 11.1% 55.0% 91%

WA-1:1 Water:Acetone 1:1 71.2% 102.9% 17.8% 90.0% 89%
WA-1:1.5 Water:Acetone 1:1.5 78.6% 113.6% 10.4% 52.5% 89%

WA-1:2 Water:Acetone 1:2 78.1% 114.2% 9.9% 50.4% 88%

WA-0:1 Acetone No separation found 87%

2 The samples are called WA-X:Y, where WA refers to “Water:Acetone” and the numbers X and Y indicate the
water:acetone ratio used. ® % of biomass recovered based on the initial mass of cellulose + hemicellulose + lignin
present in raw barley straw. ¢ % of mass recovered if Solid I is only the sum (cellulose + hemicellulose) and Solid II
is the mass of lignin (Table 1).

The total recovered biomass was high, approximately 90%, in all cases, respect the sum of
hemicellulose + cellulose + lignin present in the starting barley straw. In Solid II the recovery is
between 70 and 80% while in Solid II is 10-17%, depending on the mixture of antisolvent employed.
This effect was also observed in the % expected which depends also on the mixture employed. When
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pure solvent (water or acetone) was employed, only Solid I was obtained, which implies no separation
of components by selective precipitation. However, the properties of the obtained solid were quite
different depending on the pure solvent employed. When water was used as an antisolvent, Solid I was
easy to manipulate, wash and filter, but in the case of acetone, the solid obtained was very difficult to
handle, wash and filter. However, when the antisolvent was a mixture of water:acetone, the presence
of two solids (Solid I and Solid II) was observed (Table 2). In all cases, the amount of Solid I was higher
than the theoretical sum of cellulose and hemicellulose (>100%), and the amount of Solid Il was lower
than the theoretical amount of lignin (<100%). The values of mass recovered indicate that in Solid I,
some lignin was incorporated with the cellulose and hemicellulose. However, these amounts changed
with the W:A ratio The most interesting results were obtained for the ratio 1:1, where both Solid I and
Solid II were close to 100%. Based on these results, the optimal antisolvent used was the W:A = 1:1
mixture. However, these mass balance calculations do not guarantee that Solid I is a cellulose- and
hemicellulose-rich phase and Solid II is lignin or a lignin-rich phase. For this reason, we proceeded to
analyze each of the solids obtained.

3.2. FTIR Analysis

FTIR spectroscopy has been extensively employed to study the functional groups of cellulose,
xylan-like hemicellulose and lignin in the literature. Changes in the composition of Solid I and Solid II
were monitored using FTIR. The spectra of Solid I and Solid II are very different. Figure 2 demonstrates
that the IR spectra of the raw barley straw, Solid I and Solid II show a broad and intense band in
the region of 3800-2600 cm™!, which is associated with OH groups and their interactions with water
molecules via H-bridging bonds [59]. In addition, a set of overlapping peaks appears between 3000
and 2800 cm™! due to the stretching vibration modes of C-H bonds. The relative intensity of these
peaks increases in Solid II with respect to the spectra of raw barley straw and Solid I, indicating an
enrichment of lignin, the component containing a greater proportion of C-H bonds than O-H groups.

e Barley Straw
Solid | (WA 1:1)
Solid Il (WA 1:1)

3385

883
850

Absorbance (U.A.)

— T T T T T T T T T T
3800 3600 3400 3200 3000 2800 2600
Wavenumber (cm™)

Figure 2. FTIR spectra of Solid I, Solid II and raw barley straw.

The spectra of Solid I, Solid II and references of commercial cellulose, xylan and lignin are displayed
in the region between 1800 and 800 cm™! in Figures 3 and 4, respectively. The bands are assigned to the
characteristic bending or stretching modes of different specific groups of lignocellulosic biomass in the
“fingerprint” region. The peak structure of this region is quite complicated, but the peaks can be assigned
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as follows [60-63]: 1735 cm™! indicates unconjugated C=0 in xylans (hemicellulose); 1653 cm™! indicates
absorbed O-H and conjugated C-O in lignin; 1593 cm™! and 1508 cm~! indicate C=C skeletal vibrations
(aromatic ring) in lignin; 1457 cm~! and 1420 cm™! indicate C-H deformation in lignin and carbohydrates;
1375 cm~! indicates C-H deformation in cellulose and hemicellulose; 1336 cm™! and 1318 cm™! indicate
C-H vibration in cellulose and C-O vibration in syringyl derivatives; 1264 cm™! indicates guaiacyl ring
breathing, C-O stretching in lignin and C-O linkages in guaiacyl aromatic methoxyl groups; 1157 cm™!
indicates C-O-C vibration in cellulose and hemicellulose; 1118 cm™! indicates aromatic skeletal vibration;
1085 and 1035 cm™! indicate C-O deformation in aliphatic ether and guaiacyl aromatic methoxyl groups,
respectively; 1048 cm~! indicates C-O stretching in cellulose and hemicellulose; and 896 cm™! indicates
C-H deformation in cellulose [60-63].

['s)
— Xylan 3
Cellulose

71

Solid I (WA1:1)

1800 1600 1400 1200 1000 800
Wavenumber (cm-1)

Figure 3. FTIR spectra of Solid I, commercial cellulose and xylan.

— Lignin
— Solid Il (WA 1:1)

1800 1600 1400 1200 1000 800
Wavenumber (cm-1)

Figure 4. FTIR spectra of Solid II and commercial lignin.

The presence of a peak at 1508 cm™~! is usually taken as an indication of the presence of lignin,
especially when a weak band at 1520 em~1is present [63] (Figure 4), whereas the 1735, 1157, 1048 and
897 cm™~! peaks are characteristic of polysaccharides [60,63]. There are some weak bands typical of
lignin in Figure 4, confirming that low amounts of lignin are retained in Solid I, as can be deduced
from the mass balance data (Table 2). However, no peaks attributed to polysaccharides are evident in
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the spectrum of Solid II (Figure 4). In summary, the spectrum of Solid I is similar to that corresponding
to the pure cellulose reference, whereas the spectrum of Solid Il is similar to that corresponding to
lignin. These data indicate that selective precipitation occurred, except for small amounts of lignin
incorporated into Solid I.

3.3. NMR Analysis

The Solid I and Solid IT samples were analyzed by 'H magnetic resonance in DMSO-dg solution
and were compared with commercial reference materials of cellulose, xylans and lignin (Figures 5-9).
The spectra of Solid I and Solid II are very different.

The 'H spectrum of Solid I (Figure 5), obtained after the first filtration, was compared with
the reference 'H spectra of commercial samples of cellulose and hemicellulose (Figures 6 and 7).
A combination of the structural skeletons of both sugars in the range of 5.5-3.5 ppm is observed [64,65].
This observation indicates that Solid I is mainly a combination of carbohydrates; however, in the
spectrum of Solid I, peaks corresponding to aromatic rings at 7.8 and 7.7 ppm and aldehyde at 9.0
ppm, associated with lignin, were observed. These data are consistent with the mass balance, which
indicated that the mass recovered in the first filtration was slightly higher than expected. This analysis
confirms that a small amount of lignin was present in Solid 1.

The 'H spectra of Solid II (Figure 8) and commercial lignin (Figure 9) are quite similar. In both
spectra, signals appear at 9.2 ppm, corresponding to the strong shielding among guaiacyl groups,
although a greater intensity is observed in the 'H spectrum of Solid II than that of the reference lignin.
Methoxyl group protons are in the region of 4.0-3.4 ppm, very close to the water protons of aldehyde
groups. signals in the region of 8.5-8.0 ppm correspond to the phenolic hydroxyl protons of lignin, and
in the range of 8.0-6.0, the observed proton signals belong to the aromatic rings and vinyl protons of
syringyl and guaiacyl. In the range of 6.0-4.0 ppm, signals of protons belonging to «, 3, and y saturated
carbons of 3-O-4, 3-5 and B-f linkages appear because the lignin and Solid II are not completely dry
and the DMSO-d6 is not 100% pure [66,67]. Finally, in the range of 2.0-1.0 ppm, the signals correspond
to CHy, the aliphatic protons belonging to methyl or methylene groups, while the signals between 1.0
and 0.8 ppm were attributed to the protons in saturated aliphatic chains in lignin [66]. In summary,
Solid II is essentially lignin. These observations are in agreement with the IR characterization: Solid I
is a carbohydrate-rich solid with a small amount of lignin, and Solid II is essentially lignin.
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Figure 5. 'H NMR spectrum of Solid I.
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Figure 9. 'H NMR spectrum of commercial lignin.

3.4. X-ray Diffraction

X-ray diffraction was employed to analyze the crystallinity of the materials. XRD profiles of the
original barley straw and Solid I are depicted in Figure 10. The diffractogram of the original barley
straw shows peaks typical of the crystalline structure of cellulose [57,68]. A prominent peak at 23°
corresponds to the (200) reflection, and a wide peak from 15-17° represents the combination of the
two reflections corresponding to (110) and (110). The pattern of Solid I, obtained after treating barley
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straw and selective precipitation, showed that the crystallinity was lost because these reflections were
not found; the only peak found was at 21°. In this sample, almost no diffraction peaks are observed,
indicating the nearly total disappearance of its crystallinity. This study indicates that the original
barley straw has a certain crystallinity that is lost after [EMIMAcO] treatment. Other authors have also
reported this behavior in different samples of lignocellulosic biomass and cellulose when the samples
were treated with ionic liquids [33,55].

—— Barley Straw
—— Solid | (WA 1:1)

10 20 30 40 50 60

20

Figure 10. X-ray diffraction (XRD) spectra of raw barley straw and Solid L.
3.5. Scanning Electron Microscopy (SEM)

Solid I and raw barley straw were analyzed by SEM. The micrographs show a large difference
between the starting sample and the precipitated sample (Figure 11). The sample of original barley
straw (Figure 11) shows a regular structure typical of the vascularization of straw. However, the Solid I
sample (Figure 11) lost practically all of its vascular structure. In addition, the images with higher
magnification indicate that the treated sample was more porous than the original. These morphological
changes are compatible with the structural changes observed in X-ray diffraction. The structure of the
starting biomass was modified, giving rise to a more amorphous structure, which favors accessibility
to the biomass components, making the material easier to transform. Destruction of the structure of
lignocellulosic biomass has been observed in previous works [47] by other authors [69] and with other
pretreatments [70].
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Figure 11. Scanning electron microscopy (SEM) images of raw barley straw (left) and barley straw
treated with [EMIMACcO] (Solid I, WA 1:1) (right).

3.6. Catalytic Activity

Original barley straw, cellulose and Solid I were subjected to hydrolysis in water media at 140 °C
with 0.2 mol/L HySOj4. In Table 3, a comparison of the conversion values obtained with Solid I, the
original barley straw and Avicel cellulose without treatment are shown. The conversion values were
calculated by the weight difference between the sample initially added to the reaction and the sample
obtained after reaction. The conversion values were different among the three samples studied; the
lowest value was obtained for the cellulose sample, while the conversion values were higher for the
other two samples. This trend is expected because the most complicated material to hydrolyze is
cellulose, and samples of untreated barley straw only contain approximately 31% cellulose (Table 3).
In Solid I, impurities of lignin in the sample were not taken into account to avoid complicating the
calculations and reduce error since the amount of lignin in the sample was very small. The conversion
of 90% in Solid I appears to be slightly high.

Table 3. Results of conversion obtained after hydrolysis of untreated cellulose, untreated barley straw
and barley straw treated (Solid I) with [EMIMAcO]. Reaction conditions: H;SOy4 (0.2 mol/L), 140 °C

and 5 h.
Sample % Conversion
Cellulose 25
Barley Straw 83
Solid I 93

However, the conversion data are not conclusive because the hydrolysis schemes of cellulose and
hemicellulose are complicated by consecutive reactions and can lead to the formation of humics and
other products. For this reason, it is interesting to analyze the yields of the main products derived from
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glucans, glucose and levulinic acid, and the main products of xylans, xylose and furfural. It should
be noted that under these reaction conditions and in aqueous media in the presence of an acid, the
concentration of 5-hydroxymethylfurfural is very small because it easily transforms into levulinic acid.

In Figure 12A, the yield of glucose decreases in the following order: Solid I > original barley
straw > cellulose. Cellulose gave a very low yield of glucose (11%) after 5 h of reaction. The barley
straw sample gave a higher yield of approximately 30%. However, with the Solid I sample, a yield of
65% was reached, which substantially affects acid hydrolysis to sugars. These glucose yield values
follow an order inverse to that of sample crystallinity, as shown in Figure 10. This is because greater
crystallinity (order) hinders the breakdown of the £3(1—4)-p-glucosidic bonds of cellulose because they
are less accessible. However, treatment that reduces the crystallinity and increases the accessibility of
said bonds favors hydrolysis, giving rise to higher yields of glucose [33,34,46,71].

60 20
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Figure 12. Yield of glucose (A) and levulinic acid (B) from the hydrolysis of cellulose, untreated barley
straw and barley straw treated (Solid I) with [EMIMACcO].

The yield of levulinic acid follows a profile very similar to that of glucose (Figure 12B) because
levulinic acid is a byproduct of glucose; therefore, at higher glucose concentrations, more levulinic
acid can be formed, but in all cases, the yield of levulinic acid is low with respect to that of glucose.

We compared the raw barley straw sample without treatment and Solid I in acid hydrolysis
to obtain the concentration curves of the compounds xylose and furfural (Figure 13A,B) in both
cases. The yield of xylose increased quickly with reaction time, reaching a maximum in both cases
(Figure 13A). At 2 h, the barley straw obtained a yield of 45%, and Solid I achieved a yield of 58%, but
the yield of Solid I reached a maximum of 60% at 3 h and then decreased until the end of the reaction,
at which point the yield of xylose was 25% in barley straw and 35% in Solid I. This fact indicates that
the pretreated sample (Solid I) can more easily hydrolyze hemicellulose, obtaining a higher yield of
xylose more quickly, although the differences are less evident than with glucose (Figure 12A). This
is because hemicellulose (polymer of origin of xylose) is much easier to hydrolyze than glucose and,
therefore, even without treatment, hydrolysis can be effectively performed. In addition, presenting
behavior typical of an intermediate reaction compound in consecutive reactions, the source of the
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xylose is consumed when in contact with the acid catalyst in the medium; then, dehydration takes
place, and the material is transformed into furfural (Figure 13B).

80 80 -
—e—Solid | (WA 1:1) A —e—Solid | (WA 1:1) B
7o —&-Barley Straw 70 —&-Barley Straw
60 [ 60
= )
= 50 - T 50-
8 ] [
S £
>
40 4 S 40
x i
° s
% 30 2 30
— T (1) -
> P
20 20 -
10 10
0 T T T T T 0 T T T T T T T T T T
0 60 120 180 240 300 0 60 120 180 240 300

Time (min) Time (min)

Figure 13. Yields of xylose (A) and furfural (B) of barley straw treated and not treated with [EMIMAcO]

The furfural yield profiles indicate that the yield increases with reaction time, reaching, 36% with
Solid I and 20% with untreated barley straw at 5 h. The Solid I sample had a higher concentration
because the xylose concentration was higher than in the untreated sample.

In the hydrolysis process, the polymeric chains of cellulose and hemicellulose become smaller, and
some of them become soluble in water; therefore, the reaction medium not only contains monomers
such as glucose or xylose but can also contain oligomers with several units that are soluble. For this
reason, we analyzed the final reaction samples and calculated the total reducing sugars (TRS) content,
including the sugars in monomeric and oligomeric forms. The obtained results are shown in Table 4.
The values of TRS are clearly higher than those obtained by the sum of sugars measured with HPLC
(monomeric), which indicates that in the reaction medium, there is an appreciable amount of oligomeric
sugars; this discrepancy is more evident for straw samples (original and Solid I). The yield to sugars
decreases according to the order Solid I > original barley straw > cellulose, which coincides with the
conversion values described in Table 3. However, the selectivity of total reducing sugars does not
follow this trend (Table 4). It is clear that the selectivity of TRS is much higher for the Solid I sample
than the untreated samples of cellulose and barley straw. The combination of high conversion and high
selectivity in the Solid I sample produced one of the highest sugar yields in acid catalyzed hydrolysis
of lignocellulosic biomass among those described in the literature [72-78].

Table 4. Total reducing sugars (TRS) measurements obtained from the samples after the hydrolysis reaction.

% Yield of Sugars % Selectivity of Total Monomeric

Sample TRS (g/L) (TRS) Sugars (TRS) Sugars (g/L)
Cellulose 1.7 15 60 1.5
Barley Straw 2.9 45 54 1.8

Solid I (WA 1:1) 6.1 72 80 34
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4. Conclusions

Dissolution of barley straw in [EMIMACcO] and subsequent precipitation with water:acetone
mixtures can be employed in the fragmentation of the main components. A water:acetone ratio of
1:1 is optimal for the efficient separation of carbohydrates with respect to lignin, with a high biomass
recovery efficiency of approximately 90% with respect to the initial sample. The first precipitate (Solid
I) is clearly enriched in carbohydrates (cellulose and hemicellulose), and the second precipitate is a
lignin-rich solid, as evidenced by IR and NMR. The enriched carbohydrate solid (Solid I) presented
large changes in structure (SEM) and crystallinity (XRD) with respect to those of the original barley
straw. This carbohydrate-rich fraction is easier to hydrolyze, with a yield of total reducing sugars that
is among the highest described in the literature.
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