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Abstract: The biologically-derived polymers polyhydroxyalkanoates (PHAs) are biodegradable and
can be considered a valuable alternative to conventional fossil-based plastics. However, upstream
and downstream processes for PHA production are characterized by high energy and chemical
consumption and are not economically competitive with petroleum-based polymers. Aiming to
improve both the environmental and economical sustainability of PHAs production, in this work,
corn straw was used as raw material to obtain a mixture of fermentable sugars after microwave-
assisted flash hydrolysis (2 min, 0.01 g/L, 50.7% yield). A mixed microbial culture enriched from dairy
industry waste was used for fermentation in a shake flask, allowing us to achieve good poly(hydroxy-
butyrate-co-hydroxy-valerate) yields (41.4%, after 72 h of fermentation). A scale-up in a stirred tank
bioreactor (3 L) gave higher yields (76.3%, after 96 h), allowing in both cases to achieve a concentration
of 0.42 g/L in the fermentation medium. The possibility of producing PHAs from agricultural waste
using a mixed microbial culture from the food industry with enabling technologies could make the
production of biopolymers more competitive.

Keywords: corn straw; mixed microbial cell culture (MMC); microwaves; biopolymers; lignocellulosic
biomass

1. Introduction

The enormous accumulation of non-biodegradable plastics in landfills and in the
environment is one of the main problems of our century. Moreover, the depletion of
fossil fuels has led to the need for new alternative bio-derived, sustainable polymers.
Polyhydroxyalkanoates (PHAs) are fully biodegradable and biobased polyesters [1] which
can be considered a valuable alternative to conventional, non-biodegradable, fossil-based
polyesters. PHAs are biosynthesized by a variety of bacterial genera [2] in the form of
intracellular granules as carbon and energy reserves under stress-feeding conditions, such
as a carbon availability surplus or lack of macronutrients (phosphorous, nitrogen, and
oxygen) [3,4]. In terms of chemical structure, PHAs are polyesters of hydroxy-alkanoic
acids, which can be divided into short chain length (SCL; C3-C5), medium chain length
(MCL; >C6) SCL-MCL copolymers, and long chain length LCL, depending on the number
of carbon atoms per monomer [1].

PHASs’ chemical structure and physicochemical properties mainly depend on the bacte-
rial strain from which they are synthetized, the biosynthesis conditions, and the origin of the
carbon source employed as a fermentation substrate [5]. In fact, in accordance with specific
growth conditions and the PHA producer strain used, PHAs can be both homopolymers
and copolymers with different mechanical properties [6]. Due to their biodegradability
and biocompatibility, PHAs can be used in a wide range of applications such as packaging,
agriculture (e.g., mulching and capsules for controlled pesticides release) [7,8], medicine,
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biomedical, drug encapsulation, and tissue engineering [9,10]. Nevertheless, the indus-
trial large-scale production of PHAs is severely limited by the high production costs [11].
In detail, their price is about six times higher than petrol-based plastics (1.18-6.12 vs.
<1€/Kg) [12]; therefore, their market is reserved only for niche applications with high
added value, such as biodegradable scaffolds for biomedical applications. Industrially,
PHAs are mainly produced from single microbial cultures, using pure enzymatically de-
rived sugars as a substrate. The cost of PHA production is mainly due to the sterilization
of the production plant, the substrate, and the extraction of the polymer from cellular
biomass [13]. The cost of the substrate, consisting for example of glucose, fructose, or
xylose, contributes to about 45% of the total cost of the process [14], while the downstream
processes account for about 50% [15].

One of the strategies to lower substrate costs is to use organic waste raw materials such
as industrial waste streams (e.g., sugarcane molasses from the sugar industry, cheese and
milk whey from the dairy industry, effluents from olive, palm oil, and paper mills [16]), the
organic fraction of municipal solid waste (OFMSW) [17-19], wastewater treatment-derived
sludges [2], volatile fatty acids (VFAs) from sludge [20] and yeast industry wastewaters [21],
crude glycerol (a by-product of biodiesel production) [22,23]. Lignocellulosic biomass (LCB)
has also been exploited as a low-cost substrate. Being a non-edible plant or plant-based
material, they do not threaten the food availability for the growing world population. Exam-
ples of residual LCB used for PHA production are sugarcane bagasse [24,25], straw [26-28],
agro-industrial residues such as corncob [29], corn stover [30,31], and peels [32].

To obtain fermentable sugars from the cellulose and hemicellulose fractions of LCB,
appropriate pretreatments must be performed to break the intramolecular bonds with the
lignin structure (recalcitrant to further biocatalytic processes) and make the cellulose and
hemicellulose more accessible for the enzymatic or chemical hydrolysis. Chemical alkaline
or acid pretreatments are the most commonly used strategies to promote the degradation
of the lignocellulosic matrix. However, they usually determine the release of phenolic
compounds and furfural that act as inhibitors [33]. To avoid the need for detoxification
processes, milder conditions or cavitational treatments [34] could replace the chemical ones
to avoid the need for detoxification processes to remove inhibitors. Only a few biomasses
such as oil palm trunk sap and mango peels were used as substrates without the need for
pretreatments [35,36].

Enzymatic saccharification [37-39] has been the most exploited process to enhance
the production of reducing sugars from LCB [40]. Alternatively, monosaccharides from
pretreated biomasses can be recovered after chemical acid hydrolysis [41,42]. However, to
avoid the acid catalyzed degradation of cellulose and hemicellulose into furan inhibitors
(5-hydroxymethylfurfural and furfural), it is recommended to lower the operating tempera-
tures or the reaction times. In this context, the use of alternative energy sources such as
microwaves (MW), which transform electromagnetic energy into thermal energy, enable
shorter conversion times than those provided by conventional heating. Furthermore, the
effect of MW irradiation, in the case of lignocellulosic biomass, leads to a physical disrup-
tion of the internal composition of plant cells, thus enhancing the accessibility of biomass
components to chemical treatments [43].

Another strategy to lower the cost of PHA production relies on the use of mixed
microbial cultures (MMC), open biological systems that do not require the sterilization
of the productive plant. Furthermore, MMC can facilitate the fermentation of complex
substrates such as LCB due to their robustness (i.e., the ability to preserve metabolic
functions in the presence of internal or external perturbations) and community stability
(i.e., the ability to create alternative metabolic pathways leading to the biosynthesis of the
same product and excluding undesirable microorganisms within the consortium) [44,45].
Therefore, the use of MMC as biocatalysts for PHA production is gaining increasing
attention at both the academic and industrial levels [46]. In addition, the combined use
of MMC and low-value feedstocks is currently under investigation in order to decrease
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operating costs. With this aim, hydrolysates from rubber wood waste [47,48] and poplar
wood waste [49] were used as carbon sources in combination with MMC to produce PHA.

This work describes the conversion of agricultural residues into monosaccharides with
a negligible saline content with an MW-assisted acid hydrolysis and the intensification
of the neutralization and desalination processes. The monosaccharides thus obtained
were then used in combination with MMC recovered from a dairy waste active sludge to
produce PHAs.

2. Materials and Methods
2.1. Residual Lignocellulosic Biomass

Corn straw (CS), a finely milled mixture of cuttings, leaves, and branches that remain
at the end of the corn harvest period, was employed as a raw material. The CS moisture
was calculated as the weight loss after overnight heating at 100 °C, while the organic
content was determined as the weight loss after calcination of the sample at 650 °C for
4 h. The chemical characterization of CS was carried out using an analytical and standard
process based on a Natural Renewable Energy Laboratory (NREL) procedure reported by
Genevini et al. [50], with some modifications. The results are listed in Table 1.

Table 1. CS characterization.

Gravimetrical Analysis NREL

Ashes (%)

Moisture (%)

Organic (%)  Cellulose (%) Hemicellulose (%) Lignin (%) Proteins and Lipids (%)

23

4

73 27 26 14 6

2.2. MW-Assisted Acid Hydrolysis

The biomass conversion was carried out in a multimode MW reactor (SynthWave,
Milestone Srl, Bergamo, Italy) designed to perform single or multiple reactions at temper-
atures up to 300 °C and a gas pressure up to 199 bars. Acid hydrolysis reactions were
performed for 2 min at different combinations of HCI concentrations and temperatures
with a N pressure of 40 bar and a 1:10 w/v solid/liquid ratio. The crude reaction was
filtered under a vacuum, and the residual solid fraction was washed with deionized water.
The collected liquid fractions were then freeze-dried. Biomass conversion and product
yields were determined according to Equations (1) and (2), respectively:

CS (g) — Residual solid after reaction (g)
CS (g)

Yield (%) — Organic content in recovered products (g) % 100 @)
7 Sugar fraction in CS

Conversion (%) = x 100 1)

where the sugar fraction accounts for the amount of cellulose and hemicellulose determined
by NREL.

2.3. Concentration and Desalination with Membrane System

Concentration and desalination experiments of the liquid crude reaction were per-
formed with a Hari PB-100 system (Hydro Air Research, Merlino (LO), Italy), equipped
with a polyamide nanofiltration membrane (DKU-1812; 150-300 Da cut-off and 0.38 m?
filtering area). The liquid fractions recovered after filtrations (2.1 L) were collected and
treated with KOH to pH 4.5 and then nano-filtered under a pressure of 5 bar. After 6 min of
nanofiltration, the retentate volume was 1.2 L. To further reduce the saline concentration, an
additional diafiltration step was conducted. For this purpose, 0.9 L of deionized water was
added to the retentate obtained at the end of the nanofiltration. After 5 min of diafiltration,
1.2 L of retentate was collected.
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2.4. Neutralization and Desalination with lon-Exchange Resins

The liquid fraction recovered after filtration was firstly treated with the strong acid
ion-exchange resin Amberlite™IRI20H (Thermo Scientific™, Milan, Italy), which was
dimensioned considering its total exchange capacity (1.8 eq/L). Subsequently, the eluate
from the acid resin was treated with the weak basic ion-exchange resin Amberlite™IRA96
(total exchange capacity 1.25 eq/L). Both resin treatments were performed in a 10 L tank
equipped with a vertical mixer (Stirrer LS, Velp Scientifica, Usmate (MB), Italy) using a
liquid/solid ratio of 15:1 for the optimized protocol. The contact time was 5 min for the
treatment with Amberlite™]R120H and 30 min for the Amberlite™IRA96. At the end of the
whole process, the volume of the monosaccharide solution was reduced from 4 to 1 L using
a 50 L rotary evaporator (Heidolph Instruments GmbH & Co. KG, D-91126 Schwabach ) at
0.09 MPa for the subsequent freeze-drying step conducted with a Lyotest (Telstar) freeze
dryer at a temperature of —70 °C and a pressure of 0.55 bar.

2.5. Chemical Characterization of Monosaccharides Mixture

Qualitative characterization of monosaccharides was performed by GC-MS analysis
with the Agilent 6890 (Agilent Technologies—Santa Clara, CA, USA) gas chromatograph
equipped with an HP-5 capillary column (length: 30 m; internal diameter: 0.25 mm; film
thickness: 0.25 pm) and connected to an Agilent Network 5973 mass detector. The sample
was previously derivatized with BSTFA (N,O-Bis(trimethylsilyl)trifluoroacetamide) in the
presence of 1% TMCS (trimethylchlorosilane). Next, 10 mg of the sample was completely
dissolved into 1 mL of pyridine and 150 uL of BSTFA, stirred at 60 °C for 45 min, filtered
with a 0.45 um PTFE filter and then injected into the gas chromatograph [51].

2.6. Enrichment of PHA-Producer Bacterial Strains

MMC inoculum was enriched from an activated sludge plant in a synthetic medium
containing acetic acid (20 g/L) as carbon source (Table S1) [52]. The enrichment step was
conducted in 500 mL Pyrex glass Erlenmeyer flasks equipped with baffles. The culture
volume was 200 mL, of which 10% v/v was of standardized inoculum (active sludge)
and 90% ©v/v was of Khardenavis fermentation medium. The flasks were incubated in a
thermostatic incubator (Thermo Scientific MaxQ 6000, Thermo Scientific™, Milan, Italy)
at a temperature of 30 °C and the agitation was ensured by a rotary shaker at 120 rpm.
Optical density at 620 nm (ODgpp) was used as a rapid method to monitor the cellular
biomass growth and was measured with Perkin Elmer Lambda 465 spectrophotometer
(PerkinElmer, Inc. Waltham, MA, USA), while the pH of the culture media was measured
with WTW inoLab pH730 pH meter.

2.7. PHA Production

PHA was produced by batch fermentation using modified Khardenavis fermenta-
tion media. In detail, the acetic acid used as a carbon source for the enrichment step
has been replaced by the biomass-derived monosaccharides at the same concentration
(20 g/L). For flask fermentation, 10 flasks with a total volume of 200 mL (10% v/v of
inoculum) were incubated in the thermostatic incubator at a temperature of 30°C, under
agitation at 120 rpm, for a maximum time of 192 h. The inoculum collected from the
enrichment step was properly diluted to have an optical density (ODgpg) value between 0.8
and 1 (standardized inoculum). The ammonium concentration was evaluated using the
Boehringer Mannheim /R-Biopharm Enzymatic BioAnalysis/Food Analysis enzymatic kit
(R-Biopharm AG, Darmstadt, Germany). The amount of sugars was monitored through the
measurements of Brix degrees with a PAL-1 portable refractometer (Atago, Tokyo, Japan).

The PHA yield (Yppa/x) was calculated at different fermentation times (t), as the ratio
of PHA dry weight (g) and biomass dry weight (g) (Equation (3)).

PHA dry weight (g)

Yppa/x(%) = Biomass dry weight (g) o
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The productivity of PHA was calculated at different fermentation times (t) according
to Equation (4), for the same sampling volume of 200 mL.

PHA dry weight (g)

Sampling volume (L)-time (h) @)

Ppua =

For the scale-up of the PHA production, the fermentation was performed in the
R'ALF® (Bioengineering, Wald, Switzerland) fermenter characterized by a total volume of
6.7 L, equipped with an external jacket for the temperature control and a shaft on which two
radial “Rushton” turbines with six blades were mounted. In addition, the presence of four
baffles makes stirring more efficient. The protocol applied for the bioreactor fermentation
was the same as described for flask fermentation, except for the total fermentation media
volume (3 L), stirring speed (125 rpm), and maximum time (96 h). After 96 h, the residual
fermentation media was transferred to two Erlenmeyer flasks equipped with baffles (200 mL
for each flask). The pH of the fermentation media was reported to the initial value by adding
NaOH (10 M) when necessary. Then, both flasks were placed for 72 h in a thermostatic
incubator at 30 °C and stirred at 120 rpm. At the end of PHA production, the cellular
biomass was recovered by centrifugation of the fermentation medium at 4100 rpm for
10 min. The pellet was washed twice with distilled water. The supernatant of the second
wash was then recovered and centrifuged at 12,000 rpm for 5 min. The total pelleted
biomass was dried in a laboratory oven at a temperature of 60 °C for about 72 h and its
quantity was determined by gravimetric means.

2.8. PHA Extraction

The polymer was extracted from the dried cellular biomass (dried at 60°C for 72 h) using
a 1:1 v/v solution of NaClO and CHClj3. The extraction was conducted in a 50 mL falcon
tube, adding CHCl3; (10 mL) and NaClO (10 mL) to the microbial biomass. The solution
was kept under vigorous stirring for 90 min. A centrifugation step at 4000 rpm for 10 min
allowed the separation of the organic phase from the aqueous one. The organic phase was
recovered and transferred inside a calibrated falcon tube. A second extraction was carried
out by adding CHCl3 (10 mL) and NaClO (10 mL) and stirring for 30 min. The solvent was
evaporated from the collected organic fractions and the recovered PHA was weighed and
characterized.

2.9. Characterization of PHA

For the NMR analysis, 600 uL of CDCl3 was added to the samples, which was fur-
ther filtered with a nylon syringe filter (Whatman® (0.45 pm)-Merck KGaA, Darmstadt,
Germany). The sample was analyzed by 'H-NMR, with a Jeol JNM-ECZ600R spectrometer
(Jeol, Tokyo, Japan) operating at a frequency of 600 MHz. FTIR analyses of PHAs were
carried out with the Perkin Elmer BX FI-IR System spectrometer through the film casting
method, dissolving PHA in CHCls.

3. Results and Discussion
3.1. MW-Assisted Acid Hydrolysis

Acid hydrolysis is one of the most well-known methods to produce simple sugars.
For this purpose, strong acids such as concentrated (10-30%) or diluted (2-5%) H,SO4
and HCl are commonly used [53]. Generally, hydrolysis with concentrated acids requires
more moderate temperatures and results in a high yield in glucose (90%) but involves
corrosion and damage to the instruments, while hydrolysis with dilute acids requires high
temperatures to achieve acceptable yields.

Based on an optimized protocol of a previous work [54], the hydrolysis of CS was
carried out in a multimode MW reactor designed to rapidly reach high temperatures,
using HCl as an acid catalyst. A screening of HCl concentration and temperatures, with a
fixed reaction time of 2 min and 3 g of biomass, was performed to select the best reaction
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conditions aiming to reduce the acid quantity maintaining reasonable biomass conversion
and product yield. The screening data and results are listed in Table 2.

Table 2. Condition screening and gravimetric analysis of the recovered products.

Ent Reaction Screening Gravimetric Analysis
n
v HCl (mol L-1) T (°C) Conversion (%) Yield (%) Organic (%) Ashes (%) Moisture (%)
1 0.5 150 32.7 56.6 729 12.2 14.9
2 0.5 200 58.7 62.0 74.4 15.5 10.1
3 0.1 150 16.7 - - - -
4 0.1 200 37.0 50.7 77.6 14.7 7.7

Despite the highest overall conversion and yield being achieved at 200 °C with 0.5 M
HCI (Table 2, entry 2), levoglucosan was observed in the final product (Figure S1), limiting
monosaccharides selectivity. The presence of levoglucosan is due to high temperatures and
a strong interaction of MW with cellulose through the activation of the CH,OH pendant
groups of the glucose monomeric units [55]. Moreover, the GC-MS pattern showed a
limited variety of monosaccharides, which could limit the MMC growth. The lowest
biomass conversion was observed at 150 °C with HC1 0.1 M (entry 3); thus, no further yield
and organic content evaluations were made, as the higher HCI concentration or higher
temperature were necessary (entries 1 and 4, respectively, Figures S2 and S3). As higher
temperatures (200 °C) allowed us to reach a higher conversion with a lower amount of HCI
(0.1 M), these were selected as reference conditions for further experiments. A scale-up was
performed by hydrolyzing 30 g of CS obtaining the same biomass conversion (37.0%) and a
slightly lower yield (50.1%).

3.2. Concentration and Desalination with Membrane System

To concentrate the filtered crude reaction obtained at the end of the acid hydrolysis
step, a nanofiltration membrane system with a cut-off of 150-300 Da was used. The
moderate acidity of the liquid fraction (pH = 3.5) allowed its direct concentration without
damaging the membrane polymeric structure. After 6 min of nanofiltration with an applied
pressure of 5 bars, the volume (2 L) was reduced by approximately 50%. The nanofiltration
step was performed not only to concentrate the monosaccharide solution, but also as an
alternative attempt for the desalination. For this purpose, an additional diafiltration step
was conducted after nanofiltration using the same membrane system and adding deionized
water (to reach the starting volume of 2 L). Unfortunately, only a slight decrease in the
saline concentration was detected (1.2%). Therefore, no additional diafiltration steps were
performed due to the low desalination efficiency observed.

3.3. Neutralization and Desalination with lon-Exchange Resins

Neutralization and desalination of the crude substrates is a crucial preliminary step
allowing the use of biomass-derived monosaccharides as a carbon source for the fermenta-
tion process without altering the pH and the saline formulation of the liquid fermentation
media. For this purpose, a strong acid ion-exchange resin (Amberlite™IR120H) was firstly
deployed for the crude desalination while a subsequent treatment with a weak basic
ion-exchange resin (Amberlite™]RA96) allowed the neutralization of the solution. Both
treatments were performed in a 10 L flask under stirring with the proper amount (bed
volume) of resin calculated from the resins total exchange capacity and the amount of
salts and HCI protons that had to be removed. Moreover, to establish the minimum treat-
ment time with the two resins, the pH was monitored over time during desalination and
neutralization steps (Figure 1a,b).
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Amberlite™]R120H Amberlite™]RA96

5.58
3.3 3-06 6
3.0 3.5

28
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18 >

15 L5
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Time (min) Time (min)
(a) (b)

Figure 1. Resins’ minimum contact time: (a) strong acid ion-exchange resin Amberlite™]R120;

1.81 3

1.82

(b) weak basic ion-exchange resin Amberlite™]RA96.

During the desalination step, the pH became constant after only 5 min and its de-
crease indicated the effective exchange between the salts’ cations and resin protons. The
neutralization process (to monosaccharides’ natural pH) was longer and required 30 min
of stirring at 1000 rpm with a PTFE blade for stirrer shafts (blade diameter: 105 mm) to
reach a pH = 5.58. The gravimetric analysis of the freeze-dried monosaccharides showed
that the combined use of the two ion-exchange resins was efficient to neutralize the crude
reaction and to reduce the starting saline content to a minimum value of 2.4% (Table 3), an
acceptable value to not alter excessively the saline formulation of the fermentation media,
which allowed the concentration of the organic carbon source.

The GC-MS analysis confirmed the presence of mainly C5 and C6 monosaccharides
inside the recovered product (Figure 2 and Table 4).

sbundance] 16.§57
1.6e+07

17.028
1.5e+07
1.4e+07
1.3e+07
1.2e+07
1.1e+07

Te+07

9000000

8000000

7000000

6000000

5000000

16.108

4000000

17.467

3000000

2000000

16.950

18153

1000000 g3gg 16.43416.582 1667

¢ |
Time-> 15.80 16.00 16.20 1640 1660 16.30 17.00 1720 1740 1760 17330 18.00 1820

Figure 2. GC-MS chromatogram of the resin-treated monosaccharides mixture.
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Table 3. Comparison of organic, ashes, and moisture content of untreated monosaccharides and
resin-treated monosaccharides.

Gravimetric Analysis

Sample
Organic (%) Ashes (%) Moisture (%)
Monosaccharide mixture 77.6 14.7 7.7
Resin-treated monosaccharide mixture 94.9 2.7 24
Table 4. GC-MS monosaccharide assignment.
Retention Time (min) Analyte Relative Amount (%)
16.030 a-D-Allopyranose 0.93
16.108 D-(-)-Ribofuranose 9.54
16.196 D-(-)-Lixofuranose 7.33
16.284 D-Allofuranose 2.40
16.327 Arabinose 2.10
16.389 D-Ribose 1.30
16.494 Arabinofuranose 1.32
16.582 Xylulose 1.55
16.678 D-Altrose 0.80
16.757 d-(+)-Xylose 22.84
17.028 a-D-Xylopyranose 18.64
17.142 -D-Xylopyranose 1.85
17.221 a-D-Allopyranose 7.88
17.274 D-(+)-Talopyranose 3.41
17.414 D-(+)-Talofuranose 2.00
17.467 3-DL-Arabinofuranoside 6.98
17.703 a-L-Galactofuranose 1.62
17.747 D-Altrose 341
17.817 D-Altro-2-eptulose 2.43
18.159 B-D-Glucopyranose 1.67

3.4. Enrichment of PHA-Producer Bacterial Strains

The presence of PHA-producing strains in MMC from activated sludge was confirmed
in a previous work, leading to the satisfactory identification of two bacterial strains, Citrobac-
ter freundii and Leuconostoc spp., whose ability to accumulate PHAs in synthetic media was
confirmed [56]. To assess the growth of the MMC and the achievement of the exponential
growth phase during the enrichment fermentation, a pre-culture test was carried out for
140 h. As indicated in Figure 3, the pH of the fermentation media increased from 7.0 to
7.6 due to the consumption of acetic acid from MMC, while the ODg;( indicates that the
stationary phase was reached at about 140 h of enrichment fermentation.

To collect the inoculum in the exponential growth phase for the subsequent flask
fermentation, it was decided to conduct the subsequent enrichment fermentation for a total
time of 69 h reaching an ODgj value of 2.01693.

3.5. Flask PHA Production in Shaking Flasks

To investigate the progress of fermentation, the experiments were performed in
10 flasks, analyzing optical density, pH, NH4" concentration (g/L), Brix degrees (°Br)
expressed as %Brix (Figure 4), and Ypgya /x (Figure 5). To determine Ypypa /x, it was nec-
essary to separate the cellular biomass from the growth medium and then carry out the
subsequent PHA extractions. Two flasks were therefore sacrificed every 24 h from the
beginning of fermentation, starting after 48 h from the set-up of the fermentation line.
Finally, for the last two remaining flasks, the fermentation was prolonged for a further
72 and 96 h, correcting the pH and sacrificing them, respectively, at a total fermentation
time of 168 and 192 h. The recovery of the cellular biomass was conducted as indicated in
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Section 2.7. Subsequently, PHAs were extracted with the conventional procedure described
in Section 2.8.

3 7.7
”s 7.6
7.5
2
g 7.4
=]
15 7.3 WL
8 a, & ODgy
. 7.2 .
7.1 o P
0.5 .
0 6.9

0 20 40 60 2 100 120 140
Time (hours)

Figure 3. Investigation of MMC expansion and enrichment: trends of ODgyg and pH of the flask
fermentation over 140 h.
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Figure 4. Trends of ODgpp, [NH*], %Brix, and pH of the flask fermentation.
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From the ODgy curve of the flask fermentation (Figure 4) and the evaluation of
Ypra/x (Figure 5 and Table 5), it is possible to assess that the stationary phase of growth
was reached between 72 and 96 h, with a maximum Ypga /x (41.4%) at 72 h. The pH
corrections (96 and 168 h) had no impact on microbial growth. In fact, it was observed
that the pH tends to return to the pre-correction values, without however causing an
increase in the concentration of biomass or the Ypiy /x; probably the pH does not have
an inhibiting effect, at least under these conditions. At the stationary phase, constant
values of ammonium concentration and Brix degrees were reached; moreover, a decrease
in the weight of extracted PHA was observed. Indeed, with the decrease in the C/N ratio,
concentrations of nutrients unfavorable for the accumulation of PHA were reached. Under
these conditions, microorganisms, therefore, use intracellular granules as a source of carbon,
resulting in a decrease in the concentration of polymer in the cytoplasm [57].

Table 5. PHA yield, biomass dry weight (BDW), and PHA dry weight values during flask fermentation.

Time (h)
48 72 96 168 192
PHA dry weight (g) 0.0708 0.0846 0.0588 0.0356 0.0483
BDW (g) 0.2014 0.2038 0.4322 0.5114 0.5762
YpHA /X 35.9 414 14.5 7.0 8.4

The extracted PHAs were then characterized by FI-IR analysis and NMR analysis. The
comparison of the FT-IR spectra obtained experimentally (Figure 6) with those reported
in the literature, obtained from the strain Pseudomonas putida [58], and with a commercial
standard, allowed us to hypothesize that the PHA produced by this mixed microbial culture
is poly-(3-hydroxybutyrate-co-3-hydroxyvalerate) (PHBV copolymer).

'S :
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2722 — 1541 -
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O \(’\?’* _ \Q’lq g1
1160
1186
1739 ey
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Figure 6. FT-IR analysis of the extracted PHA.

However, the extracted polymer contained some impurities, including, probably, cel-
lular protein residues and DNA residues (1658.74, 1541.25, and 1244.75 cm~!). Absorption
band assignment is reported in Table 6.
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Table 6. FT-IR absorption bands assignment.

cm~1 Vibrational Mode Functional Group Assignment
3310.92 Stretching -OH Oligomers/ chain terminal group
3310.92 Stretching -NH- Intracellular protein residue
2957.98 Asymmetric stretching -CHj3 Side chain methyl group
2924.36 Asymmetric stretching -CH,- Valerate side chain
2851.54 Symmetric stretching -CH; Side chain methyl group
1739.86 Stretching C=0 ester PHBV
1658.74 Stretching CO-N- (Amide carbonyl) Intracellular protein residue
1541.25 Bending N-H (Amide) Intracellular protein residue
1460.13 Asymmetric bending -CHo- Main polymer chain
1376.22 Symmetric bending -CH; valerate /butyrate side chain
1244.75 Asymmetric stretching P=0O DNA phosphodiester
1186.01 Stretching C-O ester PHBV
1160.83-648.95 Stretching C-Oand C-C PHBV

The comparison of 'H-NMR spectrum obtained experimentally (Figure 7a) with that
reported in the literature related to PHBV extracted from Halomonas campisalis MCM B-
1027 [59], and with a commercial standard (Figure 7b) supports the hypothesis that the
PHA obtained from mixed microbial culture is PHBV with the presence of impurities.
The composition of PHB and PHYV in the copolymer was calculated from the area ratio
of absorption peaks in methyl groups corresponding to the HB and HV groups (1.28 and
0.84 ppm, respectively) according to the method described by Kulkarni et al. [59] (Table 7).
The molar percentage of the HB unit in the copolymer is 47% and the HV unit in the
copolymer accounts for 53%.

Table 7. Assignment of NMR chemical shifts.

Functional Group 4

Shift (5, ppm) 4 8
0.84 -CH; (5) ?HS 0 CH,CHy 0
1.28 CHs @) 0-CH—CHy~C+—0-CH—CH,~C
157 -CHy- (4) 3 % i O-GH—Ch,~C
2.25-2.34 -CHp- (2,2)) 3HB 3HV ¥
5.34 -CH- (3-3)

3.6. PHA Production in Bioreactor Test

To scale-up the fermentation process, a stirred tank reactor equipped with two radial
turbines of the “Rushton” type with six blades and the presence of four baffles (Figure 8a)
was used. This system is more efficient and ensures better turbulence and aeration, com-
pared to the stirred flask, due to the formation of pairs of counter-rotating vortices, one
above and the other under the impeller disc, on the back of each blade (Figure 8b).

The fermentation was performed with 3 L of the medium inoculated following the
same procedure described in the previous paragraph, at 30 °C, with an agitation speed of
125 rpm, for a total time of 68 h. For the monitoring of fermentation parameters, aliquots
of samples (10 mL) were taken at regular intervals for the measurement of optical density,
ammonium concentration, and Brix degrees, while a larger volume (200 mL) was taken
every 24 h for PHA extraction.
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Figure 7. IH-NMR spectra of the extracted (a) PHA and of a commercial PHBV standard (b).



Fermentation 2022, 8, 556

13 0f 18

Rushton turbines

Direction of

rotation

Figure 8. (a) Stirring system used inside the bioreactor; (b) scheme of vortex generated by a Rushton
turbine; (c) fermentation in bioreactor.

As shown in Figure 9, the stationary phase of growth was reached between 48 and
72 h, earlier than what was observed in the tests in flask (between 72 and 96 h). However,
the highest Ypiya /x (76.3%) was observed at 96 h (Figure 10 and Table 8). Furthermore,
no change in the value of Brix degrees was observed throughout fermentation. This
phenomenon could be attributed to the fluid dynamics of the bioreactor, which would
allow the continuous solubilization of solid monosaccharides in suspension, as well as
influencing the pH on the solubility of the substrate. In fact, assuming that the driving force
of the solubilization process is the same both in the flask and bioreactor, the different stirring
efficiency could influence this parameter. A minimum pH value lower than that observed
in flask fermentation (4.65 vs 5.75) was achieved. This, probably, could be ascribed to the
fact that, due to the greater efficiency of agitation, a greater amount of monosaccharides was
present in the culture medium, which were converted into organic acids by microorganisms.
The characterization of PHA extracted at the end of the bioreactor fermentation confirms the
presence of PHBV (FT-IR and 'H-NMR analysis results are reported in Figures S4 and S5).
Comparing the yields obtained during the flask and the bioreactor tests (Figure 11), the
last one allowed us to obtain a higher yield (41.4% and 76.3%, respectively). In addition,
the maximum Ypyyp /x Was observed at a time postponed by 24 h compared to what was
observed in the flask.

Table 8. Yppja /X, biomass dry weight (BDW), and PHA weight values during fermentation.

Time (h)
24 48 72 96
PHA weight (g) 0.0045 0.0494 0.0229 0.0836
BDW (g) 0.1018 0.1058 0.1023 0.1095
Ypra/x (%) 44 46.7 329 76.3
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The maximum productivity of PHA (Ppya) (Equation (4)) in the bioreactor test was
0.0052 g*L."1*h~! while in flask fermentation it was 0.0074 g*L.~1*h . For both tests, the
highest productivity of PHA was obtained after 48 h of fermentation. These results are in
accordance with those previously reported using the same MMC in bioreactor fermentation
with Scotta whey cheese as a carbon source (52% PHA yield, [56]), even if the productivity
was lower, thus requiring us to replicate the experiments and undergo further investigation.

After 96 h of fermentation in the bioreactor, a part of the fermentation media was
transferred to two flasks (200 mL each) and subsequently incubated for a further 72 h
(for a total time of 168 h from the beginning of bioreactor fermentation) at 30 © C in the
thermostatic incubator. On one of the two flasks (FlaskA), a pH correction was made,
bringing it to neutrality, while the other (FlaskB) was incubated as it is. The biomass from
the two flasks was extracted with the conventional protocol. The results of this fermentation
phase are shown in Table 9.

Table 9. Results of the additional 72 h of fermentation.

Parameters FlaskA (pH Correction) FlaskB (No Correction)
pHat9%h 7.0 (after neutralization) 43
End of fermentation (168 h)
pH 4.4 4.0
ODgy9 3.1942 3.2166
%Brix 15 1.7
BDW (g) 0.2399 0.2345
Ypria,/x (%) 29.51 23.26

Despite the pH correction, the fermentation broth tends to return to the pH value before
correction, probably due to the acids produced by the microbial consortium. Although the
pH variation did not seem to influence microbial growth, it could affect the accumulation
of PHA. It is possible that, for the same weight of biomass, the flask where the pH was
adjusted contained a greater number of PHA producers than the flask without correction.
The decrease in Brix degrees observed in the flask, compared to the bioreactor, could confirm
the hypothesis of the effect of stirring efficiency on the solubilization of suspended solids
and pH variation. However, these preliminary results would need further confirmation
by replicates.

4. Conclusions

A new protocol was developed for the conversion of agri-food waste into polyhydroxy-
alkanoates, according to an integrated biorefinery concept was developed. Corn straw
was used as a negative-cost source of fermentable sugars. MW irradiation allowed a fast
hydrolysis reaction (2 min) with a very low amount of HCI (0.1 M), yielding a mixture
of monosaccharides obtained with a low salt content (2.4%) after nanofiltration. Dairy
industry waste was the source of a mixed microbial culture used for sugar fermentation
without sterility requirements, avoiding the costs associated with sterilization protocols. A
good Yprra /x value (41.4%) was obtained after 72 h of flask fermentation, but scale-up in a
3 L bioreactor resulted in a 76.3% yield of poly(hydroxybutyrate-co-hydroxyvalerate) after
96 h.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/fermentation8100556/s1, Figure S1: GC-MS chromatogram of the
reaction performed at 200 °C with 0.5 M HClL. (Rt = 18.729, Levoglucosan); Figure 52: GC-MS
chromatogram of the reaction performed at 150 °C with 0.5 M HCl. Figure S3: GC-MS chromatogram
of the reaction performed at 200 °C with 0.1 M HCI. Figure S4: FT-IR of the PHA extracted after
bioreactor fermentation. Figure S5: 'H-NMR of the PHA extracted after bioreactor fermentation.
Table S1: Khardenavis’ fermentation medium composition.


https://www.mdpi.com/article/10.3390/fermentation8100556/s1
https://www.mdpi.com/article/10.3390/fermentation8100556/s1

Fermentation 2022, 8, 556 16 of 18

Author Contributions: Conceptualization, S.T. and EB.; data curation, FM.; formal analysis, C.M.
and A.C,; investigation, EV,; methodology, S.T. and EM.; project administration, G.C.; resources,
G.C,; supervision, S.T. and E.C.G,; validation, EV,, CM. and E.C.G.; writing—original draft, FV.;
writing—review and editing, S.T. and F.B. All authors have read and agreed to the published version
of the manuscript.

Funding: This research received no external funding.
Data Availability Statement: The data presented in this study are available in Supplementary Materials.
Acknowledgments: This work was supported by the University of Turin (Ricerca locale 2021).

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Naser, A.; Debiab, I.; Darras, M.B. Poly(lactic acid) (PLA) and polyhydroxyalkanoates (PHAs), green alternatives to petroleum-
based plastics: A review. RSC Adv. 2021, 11, 17151. [PubMed]

2. Vogli, L.; Macrelli, S.; Marazza, D.; Galletti, P,; Torri, C.; Samori, C.; Righi, S. Life Cycle Assessment and Energy Balance of a Novel
Polyhydroxyalkanoates Production Process with Mixed Microbial Cultures Fed on Pyrolytic Products of Wastewater Treatment
Sludge. Energies 2020, 13, 2706. [CrossRef]

3. Raza, A.Z.; Abid, S.; Banat, M.I. Polyhydroxyalkanoates: Characteristics, production, recent developments and applications. Int.
Biodeterior. Biodegrad. 2018, 126, 45-56. [CrossRef]

4. Poli, A; Di Donato, P.; Abbamondi, G.R.; Nicolaus, B. Synthesis, Production, and Biotechnological Applications of Exopolysac-
charides and Polyhydroxyalkanoates by Archaea. Hindawi Publ. Corp. Archaea 2011, 2011, 693253. [CrossRef]

5. Mekonnen, T.; Mussone, P.; Khalil, H.; Bressler, D. Progress in bio-based plastics and plasticizing modifications. ]. Mater. Chem. A
2013, 1, 13379-13398. [CrossRef]

6. Sharma, PK.; Munir, R.I; Blunt, W.; Dartiailh, C.; Cheng, J.; Charles, T.C.; Levin, D.B. Synthesis and Physical Properties of
polyhydroxyalkanoate Polymers with Different Monomer compositions by Recombinant Pseudomonas putida LS46 Expressing a
Novel PHA SYNTHASE (PhaC116) Enzyme. Appl. Sci. 2017, 7, 242. [CrossRef]

7.  Tian, Y.; Wang, ]. H. Polyhydroxyalkanoates for Biodegradable Mulch Films Applications. ACS Symp. Ser. Am. Chem. Soc. 2020,
1373, 145-160.

8. Roy, A,; Singh, S.; Bajpai, J.; Bajpai, A. Controlled pesticide release from biodegradable polymers. Open Chem. 2014, 12,
453-469. [CrossRef]

9. Zinn, M.; Witholt, B.; Egli, T. Occurrence, synthesis and medical application of bacterial polyhydroxyalkanoate. Adv. Drug
Delivery Rev. 2001, 53, 5-21. [CrossRef]

10. Philip, S.; Keshavarz, T.; Roy, 1.]. Polyhydroxyalkanoates: Biodegradable polymers with a range of applications. Chem. Technol.
Biotechnol. 2007, 82, 233-247. [CrossRef]

11.  Chen, G.Q.; Chen, X.Y,; Wu, FQ.; Chen, ].C. Polyhydroxyalkanoates (PHA) toward cost competitiveness and functionality. Adv.
Ind. Eng. Polym. Res. 2020, 3, 1-7. [CrossRef]

12.  Saavedra del Oso, M.; Mauricio-Iglesias, M.; Hospido, A. Evaluation and optimization of the environmental performance of PHA
downstream processing. Chem. Eng. ]. 2020, 412, 127687. [CrossRef]

13. Reis, M.A.M,; Serafim, L.S.; Lemos, P.C.; Ramos, A.M.; Aguiar, ER.; Van Loosdrecht, M.C.M. Production of polyhydroxyalkanoates
by mixed microbial cultures. Bioprocess Biosyst. Eng. 2003, 25, 377-385. [CrossRef] [PubMed]

14. Bhatia, S.K.; Gurav, R.; Choi, T.R,; Jung, H.R.; Yang, S.Y.; Moon, Y.M.; Song, H.S.; Jeon, ].M.; Choi, K.Y.; Yang, Y.H. Bioconversion
of plant biomass hydrolysate into bioplastic (polyhydroxyalkanoates) using Ralstonia eutropha 5119. Bioresour. Technol. 2019, 271,
306-315. [CrossRef] [PubMed]

15. Pérez-Rivero, C.; Lopez-Gomez, ].P.; Roy, I. A sustainable approach for the downstream processing of bacterial polyhydroxyalka-
noates: State-of-the-art and latest developments. Biochem. Eng. J. 2019, 150, 107283. [CrossRef]

16. De Donno Novelli, L.; Sayavedra, S.M.; Rene, E.R. Polyhydroxyalkanoate (PHA) production via resource recovery from industrial
waste streams: A review of techniques and perspectives. Bioresour. Technol. 2021, 331, 124985. [CrossRef]

17.  Valentino, F; Moretto, G.; Lorini, L.; Bolzonella, D.; Pavan, P.; Majone, M. Pilot-Scale PHA Production from Combined Treatment
of OFMSW and Sewage Sludge. Ind. Eng. Chem. Res. 2019, 58, 12149-12158. [CrossRef]

18. Valencia, A.IS.; Zamora, U.R.; Rodriguez, M.M.; Ramirez, J.A.; Pelaez, M.L.S; Ortiz, C.F. Effect of C/N ratio on the PHA
accumulation capability of microbial mixed culture fed with leachates from the organic fraction of municipal solid waste
(OFMSW). J. Water Process. Eng. 2021, 40, 101975. [CrossRef]

19. Izaguirre, ].K,; Barafiano, L.; Castanon, S.; Santos, ].A.L.; Cesario, M.T.; da Fonseca, M.M.R.; Alkorta, I.; Garbisu, C. Economic and
environmental assessment of bacterial poly(3-hydroxybutyrate) production from the organic fraction of municipal solid waste.
Bioresour. Bioprocess. 2021, 8, 39. [CrossRef]

20. Montiel-Jarillo, G.; Gea, T.; Artola, A.; Fuentes, ].; Carrera, ].; Suarez-Ojeda, M.E. Towards PHA Production from Wastes: The

Bioconversion Potential of Different Activated Sludge and Food Industry Wastes into VFAs Through Acidogenic Fermentation.
Waste Biomass Valorization 2021, 12, 6861-6873. [CrossRef]


http://www.ncbi.nlm.nih.gov/pubmed/35479695
http://doi.org/10.3390/en13112706
http://doi.org/10.1016/j.ibiod.2017.10.001
http://doi.org/10.1155/2011/693253
http://doi.org/10.1039/c3ta12555f
http://doi.org/10.3390/app7030242
http://doi.org/10.2478/s11532-013-0405-2
http://doi.org/10.1016/S0169-409X(01)00218-6
http://doi.org/10.1002/jctb.1667
http://doi.org/10.1016/j.aiepr.2019.11.001
http://doi.org/10.1016/j.cej.2020.127687
http://doi.org/10.1007/s00449-003-0322-4
http://www.ncbi.nlm.nih.gov/pubmed/13680343
http://doi.org/10.1016/j.biortech.2018.09.122
http://www.ncbi.nlm.nih.gov/pubmed/30290323
http://doi.org/10.1016/j.bej.2019.107283
http://doi.org/10.1016/j.biortech.2021.124985
http://doi.org/10.1021/acs.iecr.9b01831
http://doi.org/10.1016/j.jwpe.2021.101975
http://doi.org/10.1186/s40643-021-00392-4
http://doi.org/10.1007/s12649-021-01480-4

Fermentation 2022, 8, 556 17 of 18

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.
43.

44.

45.

46.

Ospina-Betancourth, C.; Echeverri, S.; Rodriguez-Gonzalez, C.; Wist, J.; Combariza, M.Y.; Sanabria, J. Enhancement of PHA
Production by a Mixed Microbial Culture Using VFA Obtained from the Fermentation of Wastewater from Yeast Industry.
Fermentation 2022, 8, 180. [CrossRef]

Freches, A.; Lemos, P.C. Microbial selection strategies for polyhydroxyalkanoates production from crude glycerol: Effect of OLR
and cycle length. New Biotechnol. 2017, 39 Pt A, 22-28. [CrossRef] [PubMed]

Borrero-de Acufia, ].M.; Rohde, M.; Saldias, C.; Poblete-Castro, I. Fed-Batch mcl- Polyhydroxyalkanoates Production in Pseu-
domonas putida KT2440 and A phaZ Mutant on Biodiesel-Derived Crude Glycerol. Front. Bioeng. Biotechnol. 2021, 9, 642023.
[CrossRef] [PubMed]

Saratale, R.G.; Cho, S.K.; Kadam, A.A.; Ghodake, G.S.; Kumar, M.; Bharagava, R.N.; Varjani, S.; Nair, S.; Kim, D.S.; Shin, H.S,;
et al. Developing Microbial Co-Culture System for Enhanced Polyhydroxyalkanoates (PHA) Production Using Acid Pretreated
Lignocellulosic Biomass. Polymers 2022, 14, 726. [CrossRef] [PubMed]

Rijuta GaneshSaratale, R.G.; Cho, S.K; Saratale, G.D.; Ghodake, G.S.; Bharagava, R.N.; Kim, D.S.; Nair, S.; Shin, H.S. Efficient
bioconversion of sugarcane bagasse into polyhydroxybutyrate (PHB) by Lysinibacillus sp. and its characterization. Bioresour.
Technol. 2021, 324, 124673.

Cesario, M.T.; Raposo, R.S.; de Almeida, M.C.M.; Van Keulen, F; Ferreira, B.S.; da Fonseca, M.M.R. Enhanced bioproduction of
poly-3-hydroxybutyrate from wheat straw lignocellulosic hydrolysates. New Biotechnol. 2014, 31, 104-113. [CrossRef]

Liu, C.; Wang, X.; Yang, H.; Liu, C.; Zhang, Z.; Chen, G. Biodegradable polyhydroxyalkanoates production from wheat straw by
recombinant Halomonas elongata Al. Int. ]. Biol. Macromol. 2021, 187, 675-682. [CrossRef]

Ahn, J.; Jho, E.H.; Nam, K. Effect of acid-digested rice straw waste feeding methods on the 3HV fraction of bacterial poly(3-
hydroxybutyrate-co-3-hydroxyvalerate) production. Process Biochem. 2016, 51, 2119-2126. [CrossRef]

Getachew, A.; Woldesenbet, F. Production of biodegradable plastic by polyhydroxybutyrate (PHB) accumulating bacteria using
low cost agricultural waste material. BMC Res. Notes 2016, 9, 509. [CrossRef]

Sawant, S.S.; Salunke, B.K.; Kim, B.S. Degradation of corn stover by fungal cellulase cocktail for production of polyhydroxyalka-
noates by moderate halophile Paracoccus sp. LL1. Bioresour. Technol. 2015, 194, 247-255. [CrossRef]

Wu, J.; Wei, X.; Guo, P; He, A.; Xu, J.; Jin, M.; Zhang, Y.; Wu, H. Efficient poly(3-hydroxybutyrate-co-lactate) production from
corn stover hydrolysate by metabolically engineered Escherichia coli. Bioresour. Technol. 2021, 341, 125873. [CrossRef] [PubMed]
Valdez-Calderon, A.; Barraza-Salas, M.; Quezada-Cruz, M.; Islas-Ponce, M.A.; Angeles-Padilla, A.E; Carrillo-Ibarra, S.; Rodriguez, M.;
Rojas-Avelizapa, N.G.; Garrido-Hernandez, A.; Rivas-Castillo, A.M. Production of Polyhydroxybutyrate (PHB) by a novel Klebsiella
pneumoniae strain using low-cost media from fruit peel residues. Biormass Convers. Biorefin. 2020, 12, 4925-4938. [CrossRef]
Corchado-Lopo, C.; Oscar Martinez-Avila, O.; Marti, E.; Llimés, J.; Busquets, A.M.; Kucera, D.; Obruca, S.; Llenas, L.; Ponsa, S.
Brewer’s spent grain as a no-cost substrate for polyhydroxyalkanoates production: Assessment of pretreatment strategies and
different bacterial strains. N. Biotechnol. 2021, 62, 60-67. [CrossRef] [PubMed]

Verdini, F.; Calcio Gaudino, E.; Grillo, G.; Tabasso, S.; Cravotto, G. Cellulose Recovery from Agri-Food Residues by Effective
Cavitational Treatments. Appl. Sci. 2021, 11, 4693. [CrossRef]

Lokesh, B.E.; Hamid, Z.A.A ; Arai, T.; Kosugi, A.; Murata, Y.; Hashim, R.; Sulaiman, O.; Mori, Y.; Sudesh, K. Potential of oil palm
trunk sap as a novel inexpensive renewable carbon feedstock for polyhydroxyalkanoate biosynthesis and as a bacterial growth
medium. Clean-Soil Air Water. 2012, 40, 310-317. [CrossRef]

Gowda, V.; Shivakumar, S. Agrowaste-based Polyhydroxyalkanoate (PHA) production using hydrolytic potential of Bacillus
thuringiensis IAM 12077. Braz. Arch. Biol. Technol. 2014, 57, 55-61. [CrossRef]

Yin, F; Li, D.; Ma, X; Li, J.; Qiu, Y. Poly(3-hydroxybutyrate-3-hydroxyvalerate) production from pretreated waste lignocellulosic
hydrolysates and acetate co-substrate. Bioresour. Technol. 2020, 316, 123911. [CrossRef]

Ashby, R.D.; Qureshi, N.; Strahan, G.D.; Johnston, D.B.; Msanne, J.; Lin, X. Corn stover hydrolysate and levulinic acid: Mixed
substrates for short-chain polyhydroxyalkanoate production. Biocatal. Agric. Biotechnol. 2022, 43, 102391. [CrossRef]

Kiselev, E.G.; Demidenko, A.V.; Zhila, N.O.; Shishatskaya, E.I.; Volova, T.G. Sugar Beet Molasses as a Potential C-Substrate for
PHA Production by Cupriavidus necator. Bioengineering. 2022, 9, 154. [CrossRef]

Guo, H.; Chang, Y.; Lee, D.J. Enzymatic saccharification of lignocellulosic biorefinery: Research focuses. Bioresour. Technol. 2018,
252,198-215. [CrossRef]

Morais Junior, W.G.; Pacheco, T.E,; Corréa, P.S.; Martins, A.A.; Mata, T.M.; Caetano, N.S. Acid pretreatment of sugarcane biomass
to obtain hemicellulosic hydrolisate rich in fermentable sugar. Energy Rep. 2020, 6, 18-23. [CrossRef]

Meryemoglu, B. Biomass hydrolysis with phosphotungstic acid. Catal. Commun. 2021, 149, 106248. [CrossRef]

Gaudino, E.C.; Cravotto, G.; Manzoli, M.; Tabasso, S. From waste biomass to chemicals and energy via microwave-assisted
processes. Green Chem. 2019, 21, 1202-1235. [CrossRef]

Sabra, W.; Zeng, A.P. Mixed Microbial Cultures for Industrial biotechnology: Success, Chance and Challenges. In Industrial
Biocatalysis; Grunwald, P, Ed.; Pan Stanford Publishing: New York, NY, USA, 2014; ISBN 978-981-4463-88-1.

Maki, M,; Leung, K.T.; Qin, W. The prospects of cellulase-producing bacteria for the bioconversion of lignocellulosic biomass. Int.
J. Biol. Sci. 2009, 5, 500-516. [CrossRef] [PubMed]

Frison, N.; Reis, M.; Sommer Ferreira, B.; Villano, M.; Majone, M.; Valentino, F. Characterization of Polyhydroxyalkanoates
Produced at Pilot Scale from Different Organic Wastes. Front. Bioeng. Biotechnol. 2021, 9, 628719.


http://doi.org/10.3390/fermentation8040180
http://doi.org/10.1016/j.nbt.2017.05.011
http://www.ncbi.nlm.nih.gov/pubmed/28587886
http://doi.org/10.3389/fbioe.2021.642023
http://www.ncbi.nlm.nih.gov/pubmed/33796510
http://doi.org/10.3390/polym14040726
http://www.ncbi.nlm.nih.gov/pubmed/35215639
http://doi.org/10.1016/j.nbt.2013.10.004
http://doi.org/10.1016/j.ijbiomac.2021.07.137
http://doi.org/10.1016/j.procbio.2016.09.014
http://doi.org/10.1186/s13104-016-2321-y
http://doi.org/10.1016/j.biortech.2015.07.019
http://doi.org/10.1016/j.biortech.2021.125873
http://www.ncbi.nlm.nih.gov/pubmed/34523584
http://doi.org/10.1007/s13399-020-01147-5
http://doi.org/10.1016/j.nbt.2021.01.009
http://www.ncbi.nlm.nih.gov/pubmed/33516825
http://doi.org/10.3390/app11104693
http://doi.org/10.1002/clen.201000598
http://doi.org/10.1590/S1516-89132014000100009
http://doi.org/10.1016/j.biortech.2020.123911
http://doi.org/10.1016/j.bcab.2022.102391
http://doi.org/10.3390/bioengineering9040154
http://doi.org/10.1016/j.biortech.2017.12.062
http://doi.org/10.1016/j.egyr.2020.10.015
http://doi.org/10.1016/j.catcom.2020.106248
http://doi.org/10.1039/C8GC03908A
http://doi.org/10.7150/ijbs.5.500
http://www.ncbi.nlm.nih.gov/pubmed/19680472

Fermentation 2022, 8, 556 18 of 18

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

Li, D.; Yan, X; Li, Y,; Ma, X; Li, J. Achieving polyhydroxyalkanoate production from rubber wood waste using mixed microbial
cultures and anaerobic—aerobic feeding regime. Int. J. Biol. Macromol. 2022, 199, 162-171. [CrossRef]

Li, J.; Li, D,; Su, Y,; Yan, X,; Wang, F,; Yu, L.; Ma, X. Efficient and economical production of polyhydroxyalkanoate from sustainable
rubber wood hydrolysate and xylose as co-substrate by mixed microbial cultures. Bioresour. Technol. 2022, 355, 127238. [CrossRef]
Yin, F; Li, D.,; Ma, X.; Zhang, C. Pretreatment of lignocellulosic feedstock to produce fermentable sugars for poly(3-
hydroxybutyrate-co-3-hydroxyvalerate) production using activated sludge. Bioresour. Technol. 2019, 290, 121773. [CrossRef]
Genevini, P; Adani, F.; Villa, C. Rice hull degradation by co-composting with dairy cattle slurry. Soil Sci. Plant Nutr. 1997, 43,
135-147. [CrossRef]

Becker, M.; Zweckmair, T.; Forneck, A.; Rosenau, T.; Potthast, A.; Liebner, F. Evaluation of different derivatisation approaches
for gas chromatographic-mass spectrometric analysis of carbohydrates in complex matrices of biological and synthetic origin.
J. Chromatogr. A 2013, 1281, 115-126. [CrossRef]

Khardenavis, A.A.; Suresh Kumar, M.; Mudliar, S.N.; Chakrabarti, T. Biotechnological conversion of agro-industrial wastewaters
into biodegradable plastic, polyb-hydroxybutyrate. Bioresour. Technol. 2007, 98, 3579-3584. [CrossRef] [PubMed]

Shahbazi, A.; Zhang, B. Dilute and concentrated acid hydrolysis of lignocellulosic biomass. In Bioalcohol Production: Biochemical
Conversion of Lignocellulosic Biomass; Chapter 5; Waldron, K.W., Ed.; Woodhead Publishing Ltd.: Sawston, UK, 2010.

Tabasso, S.; Montoneri, E.; Carnaroglio, D.; Caporaso, M.; Cravotto, G. Microwave-assisted flash conversion of non-edible
polysaccharides and post-harvest tomato plant waste to levulinic acid. Green Chem. 2014, 16, 73-76. [CrossRef]

Fan, J.; De Bruyn, M.; Budarin, V.L.; Gronnow, M.].; Shuttleworth, P.S.; Breeden, S.; Macquarrie, D.].; Clark, ].H. Direct Microwave-
Assisted Hydrothermal Depolymerization of Cellulose. J. Am. Chem. Soc. 2013, 135, 11728-11731. [CrossRef]

Bosco, E; Cirrincione, S.; Carletto, R.; Marmo, L.; Chiesa, F; Mazzoli, R.; Pessione, E. PHA Production from Cheese Whey
and “Scotta”: Comparison between a Consortium and a Pure Culture of Leuconostoc mesenteroides. Microorganisms 2021, 9, 2426.
[CrossRef] [PubMed]

Escapa, LF; Garcia, J.L.; Biihler, B.; Blank, L.M.; Prieto, M. A. The polyhydroxyalkanoate metabolism controls carbon and energy
spillage in Pseudomonas putida. Environ. Microbiol. 2012, 14, 1049-1063. [CrossRef]

Gumel, A.M.; Annuar, M.S.M.; Heidelberg, T. Biosynthesis and Characterization of Polyhydroxyalkanoates Copolymers Produced
by Pseudomonas putida Bet001 Isolated from Palm Oil Mill Effluent. PLoS ONE 2012, 7, e45214. [CrossRef]

Kulkarni, S.0.; Kanekar, PP; Nilegaonkar, S.S.; Sarnaik, S.S.; Jog, ].P. Production and characterization of a biodegradable poly
(hydroxybutyrate-co-hydroxyvalerate) (PHB-co-PHV) copolymer by moderately haloalkalitolerant Halomonas campisalis MCM
B-1027 isolated from Lonar Lake, India. Bioresor. Technol. 2010, 101, 9765-97771. [CrossRef]


http://doi.org/10.1016/j.ijbiomac.2021.12.132
http://doi.org/10.1016/j.biortech.2022.127238
http://doi.org/10.1016/j.biortech.2019.121773
http://doi.org/10.1080/00380768.1997.10414722
http://doi.org/10.1016/j.chroma.2013.01.053
http://doi.org/10.1016/j.biortech.2006.11.024
http://www.ncbi.nlm.nih.gov/pubmed/17207999
http://doi.org/10.1039/C3GC41103F
http://doi.org/10.1021/ja4056273
http://doi.org/10.3390/microorganisms9122426
http://www.ncbi.nlm.nih.gov/pubmed/34946028
http://doi.org/10.1111/j.1462-2920.2011.02684.x
http://doi.org/10.1371/journal.pone.0045214
http://doi.org/10.1016/j.biortech.2010.07.089

	Introduction 
	Materials and Methods 
	Residual Lignocellulosic Biomass 
	MW-Assisted Acid Hydrolysis 
	Concentration and Desalination with Membrane System 
	Neutralization and Desalination with Ion-Exchange Resins 
	Chemical Characterization of Monosaccharides Mixture 
	Enrichment of PHA-Producer Bacterial Strains 
	PHA Production 
	PHA Extraction 
	Characterization of PHA 

	Results and Discussion 
	MW-Assisted Acid Hydrolysis 
	Concentration and Desalination with Membrane System 
	Neutralization and Desalination with Ion-Exchange Resins 
	Enrichment of PHA-Producer Bacterial Strains 
	Flask PHA Production in Shaking Flasks 
	PHA Production in Bioreactor Test 

	Conclusions 
	References

