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Abstract

Yeasts resulting from the brewing process (RBY) are a valuable by-product,
with an important content of minerals, vitamins and, especially, proteins. The
purpose of the research was the electroactivation of RBY and the simultane-
ous obtaining of two products—protein concentrates and hydrolyzed protein
from residual brewer’s yeast. Electroactivation is a non-residual process, with-
out the use of chemical reagents and relatively inexpensive. The variation of
the electroactivation conditions allowed the separation of 90% - 94% of the
proteins in the form of protein concentrates. During the process, it is attested
to increase the pH value and decrease the redox potential, which characterizes
the multiple redox processes that take place in the cathode cell, including se-
dimentation at the isoelectric point. The presence of albumin in the protein
fractions of RBY allows the formation of protein complexes with calcium, at-
tributing a higher biological value to the obtained products.
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1. Introduction

One of the objectives of the circular economy is the efficient recovery of agro-
industrial waste [1]. The coherent application of separation processes for the re-
covery of value-added compounds, such as bioactive peptides from agro-industrial
and biotechnological by-products depends on the development of integrated
processes adapted to the specificity of these materials. Brewery residues are a
major problem in the brewing business, due to the large volumes generated daily

[2]. The holistic analysis of the exploitation of all residues in the beer industry is
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challenging, and the obtaining of high value-added products requires new ap-
proaches to modern treatment processes [3] [4].

Residual beer yeast (RBY) (known as residual yeast or excess yeast) is a pre-
dominant by-product of the beer industry, obtained as a residue from fermenta-
tion processes in beer production, is no longer useful and requires its elimina-
tion. It is estimated to produce between 15 - 18 tons of residual yeast per 10,000
hL of finished beer and is the second largest by-product in the beer industry [5].
RBY contains significant residual carbohydrates (35% - 45% of dry biomass),
proteins (45% - 60%), amino acids, minerals, lipids and enzymes, as well as
ethanol residues, which require expensive additional separation processing [6].
The chemical composition of RBY according to different sources is shown in
Tables 1-3.

RBY is a protein-rich by-product with a high percentage of essential amino
acids [15]. It has been established that about 40% of the total amino acid content
consists of essential amino acids [16]. The use of RBY is also of great interest in
the animal feed sector or as a source of bioactive compounds, such as polyphe-
nols and p-glycans, as substrates for biotechnological applications [16]. The
amino acid profiles of the extracts, compared to Saccharomyces cerevisiae and
rootlets, another by-product of the beer industry, RBY has a high level of essen-
tial amino acids, as shown in Figure 1 [17] [18] [19].

RBY processing encompasses a wide range of methods or a combination of
several processes. Enzymatic hydrolysis has been used successfully in the pro-
duction of peptides and protein hydrolysates from RBY. The hydrolysates obtained

require further efficient processing, namely the use of membranes, which is an

Table 1. Chemical composition of residual beer yeast.

. Vieira efal.  Cabellero-Cordoba Saksinchai efal. Marson efal. Mathias efal. Jacob et al
Chemical o
Composition (2016) [7], and Sgarbieri (2001) [9],  (2020) [10],  (2015) [11],  (2019) [12],
P (g/100gDM)  (2000) [8], (%) (%w/w) (% DM) (% DM) (g/100g)
Proteins 64.1 £0.2 47.19 n.d. 40,8 45,6 743+ 0.5
a-amino nitrogen 129+ 0.1 n.d. 4.5+0.2 n.d. 4.09 +£0.04 5.81£0.10
Ash 14.0 £ 0.2 8.55 13.3+£0.7 7.0£0.1 5.9 +£0.05 13.5+£23
Lipids 1.32 £ 0.04 3.53 n.d. 0,21 n.d. 0.67 £ 0.01
Humidity 7.70 £ 0.12 n.d. n.d. n.d. n.d. 6.8
Carbohydrates 12.9 £ 0.1 21.52 26.8 £0.3 n.d. n.d. 14.7
21.3+04
(with orcinol)
RNA 4.00 £ 0.16 7.04 1.9+0.1 n.d. 5.518 £ 0.105
23.2+0.6
(UV, 260 nm)
Soluble fiber n.d. 9.65 n.d. 6.6 £0.1 n.d. n.d.
Insoluble fiber n.d. 2.57 n.d. n.d. n.d.
N.d.: Not determined; DM: Dry Matter.
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Table 2. Mineral composition of residual beer yeast extract and recommended dietary

allowance.
Elements Vieira et al. (2016) Jacob et al (2019) RDA (FSAI)
[7], mg/100g DM [12], mg/100g DM [13]
Macro elements
Sodium (Na) 1228 + 22 88.1 £ 0.001 1600 mg
Potassium (K) 9148 + 69 6248.7 £ 21 2000 mg
Calcium (Ca) 27.1 £0.40 16.4 £ 0.1 800 mg
Magnesium (Mg) 273 %2 210.2 +3.1 375 mg
Oligo elements
Chrome (Cr) 0.019 + 0.00 n.d. 40 pg
Iron (Fe) 1.76 £ 0.03 3.672 £0.010 14 mg
Manganese (Mn) 0.564 + 0.013 0.15 +0.01 2 mg
Cobalt (Co) 0.030 + 0.001 0.252 £ 0.010 n.a
Molybdenum (Mo) 0.003 +.001 n.d. 50 pg
Zinc (Zn) 11.9 £ 0.29 9.963 + 0.031 10 mg
Copper (Cu) 0.364 + 0.001 0.221 £0.011 1 mg
Selenium (Se) 0.030 = 0.00 n.d. 55 ug

N.d.: Not determined; DM: Dry Matter; RDA: Recommended Dietary Allowance; N.a.:

Not allocated.
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Figure 1. RBY amino acid profiles compared to Saccharomyces cerevisiae and rootlets (essential amino acids are inserted in yel-

low) [17] [18] [19].
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Table 3. Vitamin content of residual beer yeast extract and recommended dietary allow-

ance.
Vieira et al. Jacob et al. Pinto et al. RDA

Vitamins (2016), [7],  (2019), [12],  (2013), [14], (FSAI),

mg/100g DM mg/100g DM mg/100g DM [13]

Thiamine n.q. 7.46 £ 0.5 n.q. 1.1 mg
Nicotinic Acid (B3) 772+ 1.1 78.6 £2.0 0.79 £ 0.06 16 mg
Pyridoxine (B6) 55.1%£2.5 5.90£0.5 9.99 +0.06 1.4 mg
Folic Acid (B9) 3.01 +£0.02 529 +0.1 0.25+0.03 200 pg
Riboflavin (B2) n.q. (0.329) 10.6 £ 0.5 2.34 £ 0.03 1.4 mg
Cyanocobalamin (B12)  n.q (0.256) 0.16 £0.1 n.q. 2.5ug

DM: Dry matter; RDA: Recommended dietary allowance; N.q.: Not quantified.

important tool for recovering thermolabile and sensitive compounds from com-
plex mixtures, with low energy consumption and high specificity.

The integration of techniques with the use of membranes allows the separa-
tion by different filtering mechanisms and those based on the difference in load
are of great interest for improving the purity of the extracted fractions. Separa-
tion processes with the use of membranes offer several advantages: easy operat-
ing conditions without state changes, low energy consumption, compared to
conventional concentration processes, high selectivity, wide range of applica-
tions, modular design, simplicity in continuous operation and integration. It
usually offers a high yield associated with very good purity of the product, thus
allowing an efficient approach to wastewater treatment, as well as the recovery of
several valuable components of by-products [20] [21] [22] [23].

Extraction of peptides in protein hydrolysates from RBY is of particular inter-
est in non-residual processing. The properties of peptides and proteins depend
on their profile and structure. Thus, their separation from mixtures with com-
plex composition must be achieved by light methods (low temperatures and
neutral pH values) with high selectivity, in order to maintain the structural and
physico-chemical characteristics of the molecules [24] [25] [26]. Separation per-
formance is determined by membrane selectivity and permeate flow, which are
dependent on operating conditions (temperature, pressure, process configura-
tion, module characteristics, cleaning procedure), membrane properties (mem-
brane material and structure, pore size) and feed characteristics (pH, concentra-
tion, composition and physico-chemical characteristics) [27]. The objective of
selective separation is also an important aspect of the design of the fractionation
process [20].

In the context of protein hydrolysate extraction, membrane processes have the
ability to maintain protein stability throughout the process and allow for high-
efficiency separation, which is possible at low temperatures. They do not require

the use of solvents and other chemicals [28]. Several biotechnological and phar-
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maceutical applications rely on these advantages to obtain high quality fractions
[29]. RBY has a high value of chemical oxygen use (COD) of 0.53 kg/hL, it can-
not be eliminated in wastewater streams without prior treatment, which has a
severe negative effect on the environment [30].

Separation technologies with the application of membranes are used success-
fully and can be considered an integral part of the continuous processing of
agro-industrial, food, pharmaceutical and biotechnological products [31]. RBY
treatment processes require productive technologies that are efficient and robust
enough to explain the intrinsic variability and sometimes fluctuating availability
of by-products throughout the year [32] [33] [34].

Extraction of peptides from RBY requires several steps of chemical or me-
chanical transformation of the cell wall and proteolytic hydrolysis to ensure the
transformation of proteins into peptides [35]. The resulting yeast extract con-
tains several macro and micronutrients that must be separated correctly before
applying them as new ingredients. Thus, having a more purified product, with
higher protein content and fewer unwanted secondary substances, the hydroly-
sate requires further processing. The separation and fractionation of yeast pro-
teins can be performed by chromatographic methods that have high selectivity,
but very high operating costs [36] [37] [38].

The potential of reuse and transformation of this material has been addressed
by several authors in an attempt to reduce environmental impact of beer pro-
duction and promote the recovery of a nutrient-rich by-product [37] [38] [39].
Electroactivation of biological media has a non-residual process, without the use
of chemical reagents and relatively inexpensive, which allows the fractionation
and obtaining of high quality products [40].

The aim of the research was to simultaneously obtain two products—protein
concentrates from residual brewer’s yeast (PCRBY) and hydrolyzed protein from

residual brewer’s yeast (HPRBY) by the electroactivation method.

2. Materials and Methods

The fresh residual brewer’s yeast was collected at JSC “VITANTA”, Chisinau,
Moldova. PCRBY and HPRBY were extracted from RBY upon electroactivation
with the EDP-0.5 electrolyzer, which has the ratio of the processed volume to the
surface of the electrode, V/S = 5 ml/cm® (Figure 2). The electroactivation was
performed at different processing regimes—the density of the electric current j=
20 mA/cm’, remaining constant during the processing, stationary regime of cut-
ting the working liquid (RBY) in the cathode cell (CC) and the secondary liquid
(2% CaCl, solution) in the anode cell (CA). Cationic heterogeneous membrane
MK-40 was used [40].

The protein content (Q, %) was determined by the Warburg method [41]. The
Warburg spectrophotometric method allows the quantitative determination of
proteins by the property of aromatic amino acids (tyrosine, tryptophan and

phenylalanine) to absorb ultraviolet light at the wavelength A = 278 nm. The

DOI: 10.4236/fns.2021.1212086

1181 Food and Nutrition Sciences


https://doi.org/10.4236/fns.2021.1212086

R. Tarna et al.

Working  Secondary
fluid liquid
Cathode Anode

Dielectric

housing — |
® @

| Cationic
membrane
Evacuationy ]
=l | .
1 - Electric curent
@ Cathode cell source

@ Anode cell

Figure 2. Scheme of the EDP-0.5 diaphragm electrolyzer.

mass concentration of proteins depending on the content of aromatic amino ac-
ids has a different absorption range of ultraviolet waves. Conventionally, it is
considered that at an average protein concentration in solution, equal to 1
mg/ml, the optical density is equal to 1.0 at the wavelength A = 278 nm, at the
thickness of the liquid layer equal to 1 cm.

Collection of the mixture of PCRBY and HPRBY were performed every 5 mi-
nutes as a foam, then separation of the fractions of PCRBY and HPRBY by sub-
sequent centrifugation (1500 G) in the following configurations:

* Configuration 1—undiluted RBY processing; electric current density j = 20
mA/cm’.
* Configuration 2—diluted RBY processing (dilution 1:3); j= 20 mA/cm’.
* Configuration 3—diluted RBY processing (dilution 1:5); j= 20 mA/cm’.
All tests were performed in triplicate. Results were expressed as mean + stan-

dard deviation (SD) and were statistically evaluated (p < 0.05).

3. Results and Discussion

Undiluted RBY electroactivation, according to configuration 1, allowed the ex-
traction of protein fractions in PCRBY of approximately 93% - 94% in the first 5
- 10 min of processing. Towards the end of the process (20 - 25 min) there was
an increase in the protein content (HPRBY, approximately 10%) (Figure 3).

The protein profile of RBY consists of low molecular weight proteins (caseins,
albumin), which are subjected to hydrolysis and form peptide-rich hydrolysates.

The variation of pH values and redox potential (E, mV) at undiluted RBY
electroactivation characterizes the multiple redox processes that take place in the
cathode cell, including sedimentation at the isoelectric point (pI) (Figure 4).

The processing of undiluted RBY was difficult, conditioned by the formation
of several active complexes, which tend to migrate through the membrane,
which led to its intense soaking, confirmed by the rapid increase in voltage.

Dilution of RBY (1:3) allowed more intense hydrolysis of protein content and
extraction of about 16% protein in HPRBY (Figure 5).
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Figure 3. Variation of protein content at undiluted RBY electroactivation. j = 20 mA/cm?
(C1); protein content in PCRBY (Qp, %) and HPRBY (Qs, %).
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Figure 4. Variation of pH values and redox potential (E, mV) when electroactivating un-
diluted RBY (C1). j = 20 mA/cm?* CC S—Cathode cell content (foam phase); CC L—
Cathode cell content (liquid phase).
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Figure 5. Variation of protein content upon electroactivation of diluted RBY (1:3). j= 20
mA/cm? (C1); protein content: PCRBY (Qp, %) and HPRBY (Qs, %).

The faster increase of the pH values and, respectively, the decrease of the re-
dox potential values are an obvious indication of the multiple processes that take
place at the electroactivation of diluted RBY, confirming the intensification of
the dilution process by increasing the activation surface (Figure 6). The low
values of the redox potential highlight the reduction reactions, which lead to the
hydrolysis of proteins and, respectively, the obtaining of hydrolysates.

Diluted (1:5) RBY electroactivation (configuration 3) allowed more intense
hydrolysis of proteins, thus obtaining in the liquid phase a mixture of protein
hydrolysates almost three times larger for the end of processing in the liquid
phase of CC (Figure 7).

The pH values towards the end of the process are intensely alkaline, creating
favorable conditions for obtaining protein hydrolysates from RBY. Negative
values of redox potential (E, mV) at 15 - 20 min of processing (C3), confirm the
reduction reactions to diluted RBY electroactivation. This can be explained by
increasing the activation area (Figure 8).

The obtained results demonstrate that the electroactivation of RBY allows ob-
taining two fractions: protein concentrates and protein hydrolysates. Multiple
mechanisms require confirmation by supplementation by electrophoretic research
of protein concentrates from residual brewer’s yeast (PCRBY) and hydrolyzed
protein from residual brewer’s yeast (HPRBY).

The intense flow of calcium ions through heterogeneous MK-40 membranes
in the anode cell allows the ennobling of protein concentrates and hydrolysates
with these ions. The presence of albumin in the protein fractions of RBY allows
the formation of protein complexes with calcium, attributing a higher biological
value to the obtained products.

The presence of caseins in RBY most likely leads to the aggregation of protein
compounds by the formation of the calcium-phosphate caseinate complex. Cal-
cium caseinate is formed at the interaction of calcium ions with the carboxyl and
phosphoserine groups of casein. In this case calcium reacts with two groups

-COOH and -OH- at short distances, forming intermolecular calcium bridges:
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Figure 6. Variation of pH and redox potential (E, mV) values at 1:3 diluted RBY elec-
troactivation (C2). j = 20 mA/cm 2; CC S—Cathode cell content (foam phase); CC L—
Cathode cell content (liquid phase).
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Figure 7. Variation of protein content upon electroactivation of diluted RBY (1:5). j= 20
mA/cm? (C3); protein content: PCRBY (Qp, %) and HPRBY (Qs, %).

-R-Ca-R-. It is assumed that hydrophosphate ions may also participate in the

formation of structural bridges, between two phosphoserine groups: -R-Ca-HPO -
Ca-R- or -R-Ca-HPO,-Ca-HPO,-Ca-R-.

DOI: 10.4236/fns.2021.1212086

1185 Food and Nutrition Sciences


https://doi.org/10.4236/fns.2021.1212086

R. Tarna et al.

pH
14 -
12 10.03 10.23 9.95
9.29

10 -/

g | 6.84

6 -4

4 -

2 -+

0 T T T T T 1

in 5 min 10 min 15 min 20 min CC

E, mV

100

50 I

3
=7
0 T T T T T
in 5 min 10 min 15 min 20 min’ CC
-50 -
-100 -
-150 - =158
-183 -182

=200 -199

Figure 8. Variation of pH and redox potential (E, mV) values at 1:5 diluted RBY elec-
troactivation (C3). j= 20 mA/cm’.

4. Conclusions

RBY electroactivation allowed the separation of fractions and the obtaining of
protein concentrates and protein hydrolysates. In the fractionation of peptides
and proteins, the effects associated with electroactivation and processing para-
meters were taken into account, which allowed the recovery of economically vi-
able peptides. The integration of load-based separation techniques as well as the
elucidation of the underlying separation mechanisms can improve the efficiency
of bioseparations.

Several possibilities involve the recovery of value-added compounds from
RBY. The production of fractions with a high content of peptides, but with a low
content of polysaccharides and fibers is a great challenge.

Preventive dilution of RBY allowed to increase the activation surface and
quantitatively intensified the obtaining of protein hydrolysates. The flow of cal-
cium ions through the heterogeneous membrane ennobles the products obtained

by electroactivation with these ions.
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Recovery of different fractions enriched in different high value-added com-
ponents, such as peptides for different applications, oligosaccharides, minerals
and amino acids is possible through multiple fractionation processes. This can

increase the economic viability of the RBY processing.
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