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Abstract

Sooro Renner Nutri¢do S.A. company is found in the Western Region of Parané/Brazil, which is highlighted nationally
and in Latin America concerning the production of whey protein concentrate (WPC). During the production of WPC,
performed in ultrafiltration membranes, the subproduct cheese whey permeate (CWP) is generated, which is rich in
nutrients, such as lactose, minerals, and vitamins. This subproduct is reported as a potential culture medium to grow
microorganisms. Thus, this research, performed in partnership with the Sooro company, aimed to develop
biotechnological products employing sequential fermentations to fully use this subproduct bioconverting the ethanol
obtained from CWP into vinegar employing the acetic bacterium Acetobacter aceti and different methods - Orleans,
aerated, and stirred. The biotransformation into ethanol was performed by Kluyveromyces marxianus (alcoholic
fermentation step) using a 23 factorial experimental design to investigate the influence of lactose concentration,
temperature, and pH. The maximum ethanol production was 47.18+0.05 g L*, employing the conditions 88 g L™ of
lactose, 29 °C, and pH 4.5 in 45 h. Besides ethanol, probiotic cellular biomass, prebiotic galacto-oligosaccharides, and
organic acids were also produced. In the oxidation stage, the Orleans method presented the best production: 42.30+0.08
g L* of acetic acid in 21 days. After this production, reductions of chemical oxygen demand and biochemical oxygen
demand of the CWP were 60 and 65%, respectively. The results showed the great potential of CWP as a fermentation
medium to obtain biotechnological products as a rentable and viable alternative to fully use CWP.

Keywords: Cheese whey; Cheese whey permeate; Acetic acid; Ethanol; Acetate overoxidation; Orleans.
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Resumo

Na regido Oeste do Parana encontra-se a empresa Sooro Renner Nutrigdo S.A., a qual é destaque nacional e na America
Latina quanto a producdo de concentrado proteico de soro de leite (CPS). Durante sua producédo, realizada em
membranas de ultrafiltracdo, ocorre a geracdo do subproduto permeado de soro de leite (PSL), o qual é rico em
nutrientes, como lactose, minerais e vitaminas. O PSL é relatado como um meio de cultura potencial para o crescimento
microbiano. Assim, esta pesquisa, realizada em parceria com a empresa Sooro, objetivou desenvolver produtos
empregando fermentacBes sequenciais para aproveitamento integral deste subproduto bioconvertendo o etanol obtido
do PSL em vinagre pela bactéria acética Acetobacter aceti e diferentes métodos-Orleans, aerado e agitado. A
biotransformacdo em etanol foi realizada por Kluyveromyces marxianus (fermentacdo alcodlica) utilizando um
planejamento experimental fatorial 23 investigando a influéncia da concentracdo de lactose, temperatura e pH. A
producdo maxima de etanol foi de 47,18+0,05 g L™, nas condicGes de 88 g L™ de lactose, 29 ° C e pH 4,5 em 45 h.
Além do etanol, biomassa celular probidtica, galacto-oligossacarideos prebidticos e acidos organicos também foram
produzidos. Na oxidacdo, 0 método Orleans apresentou a melhor produgéo: 42,30+0,08 g L* de acido acético em 21
dias. Apos essa producéo, as redugdes das demandas quimica e bioquimica de oxigénio do PSL foram de 60 e 65%,
respectivamente. Os resultados mostraram o potencial do PSL como meio de fermentacdo para a obtencéo de produtos
biotecnoldgicos como alternativa rentavel e viavel para o uso pleno do PSL.

Palavras-chave: Soro de queijo; Permeado de soro de queijo; Acido acético; Etanol; Superoxidagéo de acetato; Orleans.

Resumen

La empresa Sooro Renner Nutri¢do S.A. se encuentra en la Region Oeste de Parana/Brasil, se destaca nacionalmente y
en América Latina por la produccion de concentrado de proteina de suero (CPS). Durante la produccidn, realizada en
membranas de ultrafiltracion, se genera el subproducto permeado de suero de queso (PSQ), el cual es rico en nutrientes,
como lactosa, minerales y vitaminas. Este subproducto se informa como un medio de cultivo potencial para
microorganismos. Asi, esta investigacion, realizada en sociedad con la empresa Sooro, tuvo como objetivo desarrollar
productos empleando fermentaciones secuenciales para aprovechar plenamente este subproducto bioconvertir el etanol
obtenido de PSQ en vinagre empleando la bacteria acética Acetobacter aceti y diferentes métodos-Orleans, aireado y
revuelto. La biotransformacion en etanol fue realizada por Kluyveromyces marxianus (fermentacion alcohdlica)
utilizando un disefio experimental factorial 23 para investigar la influencia de la concentracion de lactosa, temperatura
y pH. La produccion maxima de etanol fue 47,18+0,05 g L%, empleando las condiciones 88 g L de lactosa, 29°C y pH
4,5 en 45 h. Ademaés de etanol, también se produjeron biomasa celular probi6tica, galactooligosacaridos prebidticos y
acidos organicos. En fermentaion acética, el método Orleans presentd la mejor produccion: 42,30 + 0,08 g L de acido
acético en 21 dias. Después de esta produccion, las reducciones de la demanda quimica y bioguimica de oxigeno del
PSQ fueron del 60 y 65%, respectivamente. Los resultados mostraron potencial de PSQ como medio de fermentacién
para obtener productos biotecnolégicos como una alternativa rentable y viable para utilizar plenamente PSQ.

Palabras clave: Suero de queso; Permeado de suero de queso; Acido acético; Etanol; Sobreoxidacion de acetato;
Orleans.

1. Introduction

=~ 32% of the total volume of milk produced is employed in cheese production in Brazil (USDA, 2017). According to
statistical data, in 2019, the cheese production in Brazil was ~770 hundred tons (Key et al., 2021).

Considering that each kilo of cheese produced generates around 9 liters of cheese whey, 10.3 million liters of cheese
whey are estimated to have been produced globally in 2017, with a growth rate estimated at 1 to 2 % every year (ABIQ, 2018).
From this total, only 145 million tons, equivalent to an average of 50-60 %, are industrially used, while the remaining is destined
for animal feed, and a small portion, used as fertilized or even discarded as waste (Ganju & Gogate, 2017).

The main use of cheese whey in a rentable way is to produce protein. Around 1.5 million tons of protein constituents
with high biological value are produced from cheese whey, which drives a growing market for the production of protein
concentrates, known commercially as whey protein concentrate (WPC) protein isolates, protein hydrolysates, among other
products (Khezri S., M.M., I., M., & P., 2016). This exploration concerning cheese whey protein is due to advanced technologies
of ultrafiltration, nanofiltration, and reverse osmosis (Carvalho, Prazeres, & Rivas, 2013; M. Marx & Kulozik, 2018).

In the cheese whey protein concentration process, it passes through a membrane filtration system, achieving a retentate
product at the end, composed of proteins, fats, colloidal minerals, and a liquid that permeates (passes) through the membrane,
originating the cheese whey permeate (CWP) (Andrade & Martins, 2002; Lagrange & Dallas, 1997; Zacarchenco et al., 2012).
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According to data provided by the Sooro Renner Nutricdo S.A. company (2020), the cheese whey quantity used to
obtain the protein concentrates ranges according to the protein quantity required in the final product. For example, to produce
WPC containing 35 % of protein, 26 kg of cheese whey or milk is necessary, resulting in 1 kg of WPC 35% and 2.3 kg of CWP,
while the production of 1 kg of WPC 80% of protein, generates around 8 kg of CWP.

CWP contains around 5% and 6% of solids. Its composition on a dry basis is of approximately 85% lactose, 10% ashes,
and > 3% protein (Illanes, 2016). Due to this composition, it is a favorable growth medium for biotechnological processes
applications (Diniz, Silveira, Fietto, & Passos, 2012; Passos et al., 2021). Because the permeate can be fully used as a culture
medium, the necessity to remediate and the costs involved with its treatment are eliminated (Murari, Silva, Schuina, Mosinhahti,
& Bianchi, 2018; Trigueros et al., 2016), representing an interesting opportunity to obtain value-added products, economically
and sustainably.

Vinegar is an aqueous solution of acetic acid (AA) and other constituents, obtained through a biotechnological process
of double fermentation: alcoholic and acetic, in which the substrate (carbohydrate source) is fermented by yeasts to produce
ethanol, and this product is then converted to AA by acetic bacteria (Gomes, Borges, Rosa, Castro-Gémez, & Spinosa, 2018;
Pazuch et al., 2020). In addition to being traditionally used as a food preservative, AA is also a solvent or an intermediary input
to several commercial chemical products (Pal & Nayak, 2017) and medical applications (Dong et al., 2020; Ho, Lazim, Fazry,
Zaki, & Lim, 2017).

Vinegar consumption is associated with several benefits to health, such as potential antimicrobial and antioxidant agents,
aids in the modulation of blood glucose control, possesses positive effects for the cardiovascular system, such as regulation of
lipid metabolism, and anti-hypertensive action. Also, its action is reported as effective in weight loss, reduction of fatigue, and
anti-cancer activity (Budak, Aykin, Seydim, Greene, & Guzel-Seydim, 2014; Chen, Chen, Giudici, & Chen, 2016; Lynch,
Zannini, Wilkinson, Daenen, & Arendt, 2019).

The most common technological processes used in the mentioned acetic fermentation stage are the Orleans process, the
Generator process, and The Submerged process (Guizani & Mothershaw, 2006) and the main raw materials used to produce
vinegar are wine, cider, beer, and other liqueurs derived from the alcoholic fermentation of cereals, fruits, and starchy materials,
or sugar solutions, such as molasses and honey, and also pure ethanol diluted with nutrients addition (Raspor & Goranovié,
2008). The use of dairy sources has also been reported (Lustrato et al., 2013; Parrondo, Herrero, Garcia, Diaz, & Brew, 2003).

Another issue to be considered in a biotechnological process is the microorganism choice. Most of the studies that
produce alcohol use the yeast Saccharomyces cerevisiae, and posteriorly, the acetic fermented is obtained using acetic bacteria
from the genus Acetobacter and Gluconobacter (Pazuch et al., 2020; Samuel, Lina, & Ifeanyi, 2016).

However, the yeast Kluyveromyces marxianus has demonstrated the potential to be applied in the alcoholic fermentation
and has aroused the interest of the biotechnology area compared with other yeast species, due to its metabolic diversity and its
capacity to assimilate several sugars, besides presenting a more elevated growth rate and a broad spectrum of thermotolerance
(Lane & Morrissey, 2010; Yadav et al., 2015). Strains of this yeast grow well in a culture medium containing lactose and
galactose (Christensen, Kadar, Oleskowicz-Popiel, & Thomsen, 2011), proven by several studies that produced ethanol from
lactose (Murari, Machado, Schuina, & Bianchi, 2019).

Besides, it grows at a wide range of temperature (30 to 52°C) (Lane & Morrissey, 2010), and pH (4.5 to 6.5) (Yadav et
al., 2015). Because it is a yeast classified as Crabtree-negative, it can perform, simultaneously, fermentation and respiration
processes, thus favoring cellular biomass production as well. The cells of this yeast are an alternative protein source for food
supplements for humans and animals (Haddish, 2015). Recently, many researchers have introduced this yeast as a potential
probiotic microorganism, due to the capacity of modifications in the cell immunity, adhesion, and human gut microbiota (Karim,
Gerliani, & Aider, 2020). Several authors still report that the hydrolyzed from K. marxianus cells possesses antioxidant,
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antihypertensive (Mirzaei, Mirdamadi, Ehsani, & Aminlari, 2018), anti-inflammatory (Cho et al., 2018) and hypocholesterolemic
(Xie et al., 2015) bioactive properties.

The acetic bacteria Acetobacter aceti is an important microorganism in the production of fermented foods and beverages
(including vinegar, kombucha, lambic beers, kefir and others) (Lynch et al., 2019). It is used in the acetic stage to produce
vinegar, has a high capacity to oxidize ethanol into AA and high resistance to the AA released in the fermentation medium
(Nakano & Fukaya, 2008). This species grows considerably well in temperatures between 25 and 30°C (Samuel et al., 2016),
and between pH 4.0 and 6.0 (Sievers & Swings, 2015). Many factors can influence the A. aceti growth, among them: temperature,
pH, oxygen, ethanol, and AA concentration (Guillamén & Mas, 2011).

Sooro Renner Nutri¢do S.A. company, with plants located in the Western Region of Parana and northwest region of Rio
Grande do Sul daily processes 3.4 million liters of cheese whey/cheese. It operates in the sports nutrition, ingredients, and animal
nutrition segments. Currently, it stands out on the national scene as one of the largest producers of CWP and cheese whey powder.
It is the biggest producer of whey protein (80%, 60%, and 34%) in Latin America and the only industry to produce whey protein
isolated 90% in Brazil and Latin America (Garcia, 2021). It has an installed capacity for the production of powdered CWP (with
15% solids) of about 3000 tons/month totaling approximately 240,000 tons/year of this product (data provided by the company).
Because Sooro is an innovative company in the dairy segment in Brazil, it is always searching to support and motivate the
development of technological research to add value to the dairy production chain.

Thus, this study aimed, in partnership with Sooro Renner Nutricdo S.A. company, to develop biotechnological products
employing sequential fermentations to fully use the subproduct CWP. So, fermentations in different conditions with CWP and
the yeast Kluyveromyces marxianus CCT 4086 were performed to find the most favorable condition to produce ethanol. Then,
ethanol was oxidized into AA by different acetic methods: Orleans, Aerated, and Stirred methods with the bacterium Acetobacter
aceti CCT 2565. In each step of the fermentative processes, the biotechnological products generated were quantified, and,
through measurements of chemical oxygen demand (COD) and biochemical oxygen demand (BOD), the organic load reduction

was determined.

2. Material and Methods
2.1 Feedstock

The feedstock used as substrate was CWP from the protein concentrate process and ceded by the industry Sooro Renner
Nutri¢do S.A. located in the west region of Parana state, Brazil. Its composition was lactose (88 % wi/w), protein (3.23 % w/w),

potassium (0.06 % w/w), magnesium (0.05 % w/w), sodium (0.60 % w/w), and calcium (0.25 % wi/w).

2.2 Microorganisms
The lyophilized Kluyveromyces marxianus CCT 4086 (reference ATCC 46537) and Acetobacter aceti CCT 2565
(reference ATCC 15973) were provided by the Tropical Culture Collection of André Tosello Foundation (Campinas, Brazil).

2.3 Alcoholic fermentation

The Kluyveromyces marxianus cells were activated in 250 mL adapted YMA (yeast malt extract agar), composed of
yeast extract (3 g L), peptone (5 g L), and dextrose (10 g L™Y). The medium culture was sterilized at 121 °C for 15 min in an
autoclave. The flasks were incubated in an orbital shaker at 30°C and 100 rpm for 24 h. The yeast was kept in YMA medium
with agar-agar (20 g L™) in tubes for 48 h at 30°C in a microbiological growth oven. After that, the tubes were stored in a

refrigerator at 4 °C.
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The cultivation inoculum was activated in 270 mL of a medium consisting of lactose (88 g L), urea (6 g L?),
magnesium sulfate (1.5 g L), monobasic potassium phosphate (1.5 g L), and yeast extract (6 g L™) autoclaved for 15 min at
121°C. Then, 10% of the YMA medium (pre-inoculum) was transferred to the cultivation medium (inoculum). Lactose medium
was pasteurized at 65°C for 30 min in a drying and sterilization oven (Parrondo et al., 2003), pH 5.5, and was incubated in an
orbital shaker at 100 rpm and 37°C for 24 h.

Cultures were started with 1800 mL of fermentation medium to a final volume of 2 L, thus, the quantity of inoculum
corresponded to 10% (v/v), which were transferred to the cultivations, consisting of the same concentrations of urea, magnesium
sulfate, monobasic potassium phosphate, and yeast extract, and lactose concentrations defined according to the levels of the
experimental design. The fermentations were conducted for 45 h and incubated in an orbital shaker at 100 rpm.

The Kinetics of all cultivations were accompanied by measurements of ethanol, probiotic cellular biomass, lactose
concentration, pH, organics acids, and galacto-oligosaccharides (GOS). Absorbance and pH were read as soons as the samples
were taken. 11 mL was centrifuged at 14000 rpm for 5 min. The supernatant and the precipitated were separated and stored in a

freezer at —10°C for further analysis of sugar (substrate concentration), and ethanol.

2.4 Alcoholic fermentations experimental design and statistical analyses

A 23 factorial design with triplicate at the center point was used. Temperature (X1), pH (X2), and lactose concentration
of CWP (X3) were the independent variables evaluated at three levels (-1, 0, +1). The response variable is ethanol concentration
(g L, viv) (Y), which, after statistical analysis, could be represented by the polynomial model equation (Eg. 1), where b values

are the intercepts. The levels were selected based on results from preliminary experiments, not shown in this article.

Y = bot+ biXi+ boXo + baXs + by X1:Xo+ bs X1: X3+ bg X2: X3 (1)

The yeast cultivation performance was evaluated at the end of 45 h. The experimental design was analyzed by the
Statistica™ software, version 8.0 (StatSoft), through analysis of variance (ANOVA). The statistical significance of the model
was analyzed by the F test at a 5% significance level (p-value<0.05) (Barros Neto, Bruns, & Scarminio, 2010). The run with the

highest ethanol production was submitted to an acetic fermentation by the bacterium Acetobacter aceti.

2.5 Acetic acid fermentation

The Acetobacter aceti cells were activated in 25 mL mannitol agar (MA). Its composition was D-mannitol (25 g L1),
yeast extract (5 g L), and bacteriological peptone (3 g L). The medium culture was sterilized in an autoclave for 15 min at
121°C and incubated at 32°C for 48 h at 100 rpm in an orbital shaker.

The medium MA was activated in 250 mL and then incubated in an orbital shaker at 32°C and 100 rpm for 24 h. Stock
cultures of acetic bacteria strains were maintained in MA medium with agar-agar (15 g L) in slant tubes for 48 h at 32°C in a
microbiological growth oven and were stored in a refrigerator at 4 °C.

For AA fermentation, the yeast K. marxianus was removed by filtration (0.45 um pore size, type MF™) before
inoculation with the acetic bacteria A. aceti. AA fermentation cultures were carried out in 2-L fermenters containing 1000 mL
of the alcoholic product (obtained from the fermentation of the CWP) and 110 mL of bacterial inoculum of A. aceti.

Acetic cultures were performed employing three methods: Orleans, aerated, and stirred. Assays were conducted in 5-L
adapted reactors. The Orleans method was adapted from Aquarone & Zancanaro (1983) and kept in a bacteriological oven. The
aerated method was adapted from Toit, Lisjak, Marais, & Du Toit (2006) and performed inserting oxygen microbubbles in the
growth medium using a disperser near the bottom of the reactor with an airflow ratio of 1:5 vvm (0.8 L min™) and kept in a

5


http://dx.doi.org/10.33448/rsd-v10i13.21082

Research, Society and Development, v. 10, n. 13, e212101321082, 2021
(CC BY 4.0) | ISSN 2525-3409 | DOI: http://dx.doi.org/10.33448/rsd-v10i13.21082

bacteriological oven. The stirred method was adapted from Talabardon, Schwitzguébel, & Péringer (2000) and performed in an
incubator with orbital stirring of 350 rpm. All assays were conducted at a fixed temperature of 32°C, with initial pH between
4.85 and 5.18 for 28 days.

pH, ethanol and organic acids production, and cellular biomass by cell dry weight were measured throughout the

fermentations. 10 mL of liquid samples was taken with sterile syringes throughout of fermenters every 3 days.

2.6 Analytical determination

Yeast probiotic cellular biomass of alcoholic fermentation was analyzed using spectrophotometric methods (OD soonm)
at 600 nm wavelength, considering an equivalent of 0.507 g L-! of dry cellular biomass of K. marxianus, according to the
methodology of Diniz et al. (2012). Cellular biomass in terms of total cell dry weight of A. aceti was determined according to
Krusong & Tantratian (2014). The pH was monitored in a Portable Digital pH meter. Ethanol and organic acids (acetic, propionic,
valeric, lactic, formic, and butyric acids) concentrations were determined by High Performance Liquid Chromatography (HPLC)
(Shimadzu Prominence, model DGU-20As) equipped with refractive index detector and a Rezex ROA Organic Acid column
(250 mm x 4.6 mm), a flow rate of 0.8 mL min™!, using 5 mM sulfuric acid as eluent at 64°C, and sample volumes of 20 pL
(Lazaro, Vich, Hirasawa, & Varesche, 2012). The substrate concentration (lactose) was also measured by HPLC with refractive
index detector and Rezex RSO — OLIGOSACCHARIDE Ag* (4%) column (200x10 mm), a flow rate of 0.3 mL min™!, using

degassed water as eluent at 75°C, and sample volumes of 20 pL.

2.7 Kinetic parameters of alcoholic and acetic fermentations

The kinetics parameters of alcoholic fermentations, analyzed based on Diniz, Rodrigues, Fietto, Passos, & Silveira
(2013), and Murari et al. (2018), to evaluate the performance of the ethanol production in the exponential growth phase, were
specific growth rate (), substrate to probiotic cellular biomass yield conversion (Yx,s), ethanol to probiotic cellular biomass
yield conversion (Yx/p), substrate to ethanol yield conversion (Yp,s), volumetric productivity of ethanol (Qp), and theoretical

conversion of substrate to ethanol (n), and they were expressed, respectively, by Egs. 2-7.

b= 3 (7 @
Yx/s = );ft%);?(g g™ ®)
Yx/p = )éi:);i( ) (4)
Yp/s = ],ES:E? (gg™) ®)
Qp = "2 (gL7th7Y) (6)

te

_ (Ef=E)*100
T (St Sp*0.5368

(%) (7

Where:
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X, = initial biomass concentration (g L™"), X; = final biomass concentration (g L"), S, = total substrate concentration (g L"),
S¢ = final substrate concentration (g L™'), E, = initial ethanol product concentration (g L"), E; = final ethanol product
concentration (g L"), E; = total ethanol product concentration (g L™'), t; = final fermentation time (h), and 0.5368 is the mass
conversion.

For acetic fermentation, the kinetic parameters were volumetric productivity of AA (Q4.) and yield (Y,.) as proposed
by Ferreyra, Schvab, Davies, Gerard, & Hours (2012), and total concentration yield (Y1) based on Spinosa et al. (2015), and
given, respectively, by Egs. 8-10.

Qac = sl _thCO) (gL™h™h) ®)
y,, = LT A% 60000 ©
Eo
_ (Ef= Acp (10)
Yor = (Eo — Aco) (%)

Where:

Ac, = initial acetic acid product concentration (g L"), and Ac = final acetic acid product concentration

2.8 Total chemical and biochemical oxygen demand removal

COD and BOD removal were performed according to the procedures described in Wehr & Frank (2004).

3. Results

3.1 Statistical model and response surfaces of alcoholic fermentations
The results of the 2° factorial design investigation of the ideal conditions (temperature, pH, and lactose concentration)

to maximize ethanol production from CWP are summarized in Table 1. The ANOVA results are shown in Table 2.

Table 1. 23 factorial design (actual and coded values) for ethanol [Y] production in 45 h of fermentation

Independent variables Response variable

Run Temperature (°C) [X1] pH [X2] Lactose (g L) [X3] Ethanol (g L) [Y]

1 29(-1) 4.5(-1) 88(-1) 47.18+0.05

2 45(+1) 4.5(-1) 88(-1) 23.37+0.07

3 29(-1) 6.5(+1) 88(-1) 33.33+0.03

4 45(+1) 6.5(+1) 88(-1) 19.59:+0.09

5 29(-1) 4.5(-1) 264(+1) 42.80+0.08

6 45(+1) 4.5(-1) 264(+1) 19.04+0.04

7 29(-1) 6.5(+1) 264(+1) 29.00+0.05

8 45(+1) 6.5(+1) 264(+1) 12.80+0.06

9 37(0) 5.5(0) 176(0) 37.53+0.06

10 37(0) 5.5(0) 176(0) 37.28+0.08

11 37(0) 5.5(0) 176(0) 37.50+0.07

Source: Authors.
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Table 2. Analysis of variance for the 23 factorial design for the response variable ethanol (Y).

Response ) Sum-of- Degrees of Mean F- Determination
. Variance -
variable squares freedom squares value coefficient (R?)
Model 5214.12 6 869.02 10.13 0.85
(Y) Error 33.17 4 85.79
Total 5557.29

Source: Authors.

The levels of the independent variables investigated by the 23 factorial experimental design are in Table 1, which shows
the real and the coded factors for temperature (°C), pH, and lactose concentration (g L) present in the CWP, as well as the
response variable ethanol (g L™). While Table 2 exhibits the results of the experimental design for the analysis of variance
(ANOVA) of the response variable of the research.

Ethanol was produced at all evaluated conditions, evidencing the ability of this yeast to bioconvert lactose and other
nutrients present in CWP into products of interest and with added value. This advantageous characteristic in the bioproducts
production by K. marxianus was also observed by other authors (Diniz et al., 2012; Murari et al., 2018).

From the evaluated conditions, the maximum ethanol concentration (47.18+0.05 g L) was achieved at 29 °C, pH 4.5,
and 88 g L lactose (run 1), followed by run 5 (42.80+0.08 g L?) at 29 °C, pH 4.5, and 264 g L™ lactose, while the lowest
production was at run 8 (12.80+0.06 g L) in the condition of temperature 45 °C, pH 6.5, and 264 g L.

The calculated F value (Table 2) is Fc:4;005 = 10.13, higher than the tabulated F value (Frab 6:4:0.0s= 6.16) at a confidence
interval of 95%This means that the regression model was statistically significant for the alcoholic fermentation performance for
ethanol production from CWP, thus indicating that the model well fitted the experimental data (Barros Neto, Bruns, & Scarminio,
2010). Another indication that the model is valid and reliable is the determination coefficient (Rz) of 0.85, which means that the
model can explain 85% of the response variability (Murari et al., 2019). Therefore, ethanol production (YY) was modeled by

Equation (9) where X; is the temperature, X, the pH, and X the lactose concentration in their coded forms.
Y =34.98 - 32.17X; — 23.76X5 — 19.75X5 + 17.03X1: Xz + 11.47X1:X3 + 14.02X2: X3 (9)
The contour plot for the independent variables, lactose concentration, temperature, and pH for ethanol production by K.

marxianus CCT 4086 and the predictive ability of the model (predicted and observed values) are presented in Figure 1 (a-d), and

Figure 2 shows the Pareto chart for ethanol.
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Figure 1. Contour-plot for the independent variables: concentration of lactose, temperature, and pH for ethanol production by

Kluyveromyces marxianus CCT 4086: (a) pH and temperature; (b) lactose and temperature, (c) lactose and pH, and (d) Predictive
ability of the model: predicted and observed values for ethanol production
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Figure 2. Pareto chart for ethanol production (Y) by Kluyveromyces marxianus CCT 4086.
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Figure 1 shows the contour plot for the independent variables for ethanol production, thus, Figure 1 (a) evaluates the
relationship between pH and temperature, while Figure 1 (b) analyzes the interaction between lactose concentration and
temperature, and Figure 1 (c) explores the lactose concentration regarding the pH, all aiming at the maximum conversion of
CWP into ethanol by the yeast K. marxianus. Lastly, Figure 1 (d) demonstrates the ethanol formation through the predictive
capacity of the model regarding the predicted and observed values. And Figure 2 represents the absolute values of the effects to
produce ethanol from the interaction between the independent variables investigated through the Pareto chart.

Figure 1 (d) shows the predictive ability of the model, evidencing that there is a good correlation between the observed
and the predicted values. Besides, through the Pareto chart (Figure 2), the independent factors and their interactions that were
significant to produce ethanol could be identified (Figure 2); those were: temperature (X1), pH (X2), and lactose concentration
(Xs), and all of them were negatively significant. This indicates that the factors (X1, Xo, and X3) influenced the fermentative
metabolism of K. marxianus and that at lower values of them, there is higher production. Therefore, to maximize ethanol
production from CWP, lower temperatures, pHs, and lactose concentrations (CWP), 28-30°C, 4.4-4.8, and 80-130 g L7,
respectively, are indicated.

3.2 Ethanol production kinetics of alcoholic fermentations
The kinetics profiles of the production of ethanol (g L), probiotic cellular biomass (g L), lactose concentration (g L 1),
and pH, during the 45 h of alcoholic fermentation for the runs of the 23 factorial design are illustrated in Figure 3. Table 3 shows

the results of the kinetic parameters.

Figure 3. Kinetics profile of the production of ethanol (g L™) (), cellular biomass (g L) (e), lactose (g L™%) (o), and pH (V)
in 45 h of fermentation for the runs of the 23 factorial design of experiments by Kluyveromyces marxianus CCT 4086, (a) run 1,
(b) run 2, (c) run 3, (d) run 4, (e) run 5, (f) run 6, (g) run 7, () run 8, (i) run 9, (j) run 10, and (k) run 11 of the 23 factorial

experimental design.
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Table 3. Fermentation kinetic parameters obtained in the fermentation of the cheese whey permeate by K. marxianus CCT
4086.

Run px (hh)  Yxs(99™h) Yxp (907 Yps @9  Qp(gL?h?) n (%) Time (h)
1 0.44 0.09 0.23 0.39 1.52 72.83 19
2 0.24 0.06 0.20 0.30 0.86 55.59 19
3 0.41 0.06 0.21 0.30 0.96 55.78 19
4 0.11 0.02 0.14 0.18 0.53 32.74 19
5 0.82 0.29 1.62 0.18 0.68 32.69 19
6 0.32 0.08 0.39 0.20 0.86 37.16 31
7 0.72 0.05 0.42 0.12 0.68 23.21 31
8 0.27 0.05 0.73 0.07 0.29 12.92 23
9 0.37 0.08 0.30 0.27 0.85 50.59 31
10 0.36 0.08 0.29 0.26 0.83 47.66 31
11 0.34 0.08 0.29 0.26 0.84 47.63 31

px: specific growth rate; Yx,s: substrate to probiotic cellular biomass yield conversion; Yx p: ethanol to probiotic cellular biomass
yield conversion; Yp,s: substrate to ethanol yield conversion; Qp: volumetric productivity of ethanol; n: theoretical conversion of

substrate to ethanol.
Source: Authors.
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Table 3 describes the kinetic parameters used to evaluate the efficiency of a fermentative process. The specific growth
rate (uy) is related to the cellular doubling time, that is, higher values promote lower cellular doubling times, consequently, the
nutrients conversion process by the microorganism will become more favorable. The conversion factors (Yx/s; Yx/p: Yp/s)
evaluate how the carbon source was used by the microorganism to grow, cellular maintenance, and production of the metabolite
of interest. While productivity and efficiency (Qp; n) show in which condition the alcoholic fermentation process was more
efficient, that is, which one will provide the bigger profitability and that will be more favorable to an industrial application.

As mentioned, ethanol reached a maximum concentration (47.18+0.05 g L1) at run 1 which also presented the highest
productivity (1.52 g L*hY), yield (72.83 %), and substrate to ethanol yield conversion coefficient (0.39 g g?) in 19 h of
fermentation, higher values than the ones obtained by Murari et al. (2018) 50 g L* of lactose, pH 4.6, 100 rpm, and 30 °C in 12
h (Qp =0.66 g L*h™, n = 44.37%, and Yp 5= 0.24 g g*) with the highest ethanol production of 8.90 g L™ at 18 h.

The highest production of the probiotic cellular biomass (10.80+0.24 g L™') was at run 5 at 19 h of the process (29°C,
pH 4.5, 264 g L™ of lactose). At this time, the substrate to probiotic cellular biomass yield conversion was 0.29 g g*, ethanol to
probiotic cellular biomass yield conversion was 1.62 g g *, and specific growth rate was 0.82 h1, also a higher value than the
obtained by Murari et al. (2018) (0.25 h1).

In the Kinetics profiles (Figure 3), the medium pH decreased until around 4.0, posteriorly stabilizing in all runs.
Alcoholic fermentation is an anaerobic process of transformation of sugars into ethanol and carbon dioxide as the main products,
and secondary compounds such as glycerol, AA, succinic acid, and lactic acid, among others, which are responsible for
decreasing the medium pH (Nagodawithana & Steinkraus, 1976).

The highest pH decrease was observed in runs 3, 4, 7-11, in which the initial pH was higher (5.5-6.5), which can also
mean that those conditions enabled not only ethanol production but also secondary metabolites, which is undesirable when
ethanol is the main product of interest (Guneser, Karagil-Ytceer, Wilkowska, & Kregiel, 2016). Organic acids were identified
in the runs, with concentrations in the range of: 0.5t0 5 g L (AA), 1to 3 g L™ (propionic), 0.5t0 2.5 g L™ (valeric), 0.5t0 6 g L
! (lactic), 0.5 t0 3 g L (formic), and 0.5 to 2.3 g L"* (butyric).

The runs conducted with a lactose concentration of 264 g L' were more favorable for probiotic cellular biomass
production than for ethanol production, as observed in runs 5 and 7 (29 °C and 264 g L™ of lactose), a higher probiotic cellular
biomass was obtained, being 10.80+0.24 g L-* (19 h), and 9.50+0.44 g LY in 15 h, respectively, only differing regarding pH (4.5
inrun 5 and 6.5 in run 7). The same conclusion, that high lactose concentrations favor biomass production, is observed for the
runs performed in the center point, with mean biomass of 7.68+0.16 g L™ (31 h).

Regarding temperature, the behavior of achieving the highest ethanol at lower temperatures, around 28 °C, was also
observed by Zoppellari and Bardi (2013), since the highest ethanol production was at 29°C (run 1). Other authors using dairy
material from different sources and yeasts from the genus Kluyveromyces, obtained higher ethanol productions when operating
at temperatures in the range of 30-32°C (Ghanadzadeh & Ghorbanpour, 2012).

Considering the ethanol to probiotic cellular biomass yield conversion coefficient (Yy,p) and substrate to probiotic
cellular biomass yield conversion (Yy,s) (Table 3), there was a conversion of 1.62 g g of ethanol into probiotic cellular biomass
and substrate to probiotic cellular biomass of 0.29 g g™ for run 5 in 19 h. While run 7 (29 °C, pH 6.5, 264 g L™*) achieved high
values of py =0.72 h't, condition with low ethanol production and high probiotic cellular biomass production (20 g L%, 9.50+0.44
g L1 in 15 h, respectively).

During the alcoholic fermentation, prebiotic GOS could also be identified, with production between 4.7 t0 20.3 g Lt in
45 h of fermentation (maximum production in run 7 at 29°C, pH 6.5, 264 g L™ of lactose), being higher in the runs with the

highest lactose concentration (runs 5-8). This happens because the yeast K. marxianus produces the enzyme that converts the
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lactose from the CWP into monosaccharides: glucose and galactose by the transgalactosylation reaction of lactose in the reaction
medium with GOS formation using the enzyme from K. marxianus (Padilla et al., 2015). GOS is a prebiotic product that can be
applied in the food industry, as a fiber source, sweetener, weight loss agents, food supplements, and other applications with
added value.

The use of the raw material CWP and K. marxianus CCT4086 in biotechnological processes is noted to favor the
production of different metabolites of interest since it does not only produce ethanol, but also enables the formation of secondary
products such as organics acids (acetic, propionic, valeric, lactic, formic, and butyric), besides GOS and probiotic cellular
biomass, products that can be recovered before performing the acetic fermentation, for applications in several industrial

segments, such as food, animal feed, supplements, chemical industry, among others.

3.3 Acetic fermentation oxidation

The ethanol obtained in the condition of maximum production (47.18+0.05 g L) at 29 °C, pH 4.5, and 88 g L"* lactose
(run 1) was used in the acetic fermentation stage to produce vinegar with the bacterium Acetobacter aceti CCT 2565 by three
acetic methods: Orleans method, aerated and stirred for 28 days. Figure 4 shows the ethanol consumption and AA production
during vinegar making (Runs 12 - 14), and Table 4 shows the results for the kinetic parameters for the acetic fermentation

oxidation.
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Figure 4. Kinetics profile of the production of acetic acid by Acetobacter aceti CCT 2565, by (a) Orleans Method run 12, (b)
Stirred Method run 13, and (c) Aerated Method run 14; acetic acid (g L-1) (*); ethanol concentration (g L-1) ('), cellular biomass
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Table 4. Maximum production of acetic acid and kinetic parameters obtained by A. aceti CCT 2565.

Run Acetic acid Time Yac Time Ycr (%) Time Qac Time
(LY (days) (%) (days) (days) (gL*h?) (days)
12 42.30 21 91.18 18 1.10 15 0.11 15
13 19.64 15 37.95 15 1.05 12 0.11 12
14 3.29 21 5.9 21 0.89 12 0.01 9

Yac: acetic fermentation yield conversion; Y¢p: total concentration yield; Q4.: volumetric productivity of acetic acid.
Source: Authors.

Figure 4 demonstrates the kinetic profiles of the bacterium A. aceti for cellular growth, AA production, ethanol
consumption, and pH change during 28 days of the fermentative process for the different methods of AA production used in this
study, Orleans Method (run 12), Stirred Method (run 13), and Aerated Method (run 14). As well as in Figure 3, the microbial
growth phases are observed, and also the production of the metabolite of interest, the AA, which is associated with the growth
and conditioned to the nutrient availability, ethanol. Table 4 shows the factors (acetic fermentation yield conversion (Y,.), total
concentration yield (Ycr), and volumetric productivity of AA (Qa.)) and their values used to evaluate the efficiency of the
fermentative process and determine the most favorable condition to be implemented in an industrial process.

The maximum concentration of AA was 42.30+0.08 g L™, achieved using the Orleans method (run 12) at 32°C in 20
days of production, with a residual ethanol concentration of 8.04+0.05 g L-* and final pH of 3.02.

After 20 days, a decrease in the AA production is noted (Figure 4-run 12 Orleans method), caused due to total depletion
of ethanol and too low pH. The medium pH is verified to be gradually acidifying during the bioprocess (initial pH 4.85 and after
28 days, 3.22). During ethanol oxidation into AA, there may be an accumulation of acetate and consequently excessive
acidification of the extracellular pH, which may stress the Acetobacter species, directly influencing negatively the AA generation
(Nakano, Fukaya, & Horinouchi, 2006). Or still, a higher production of lactic acid may occur, directly influencing the pH
decrease, and consequently the production of other organic acids (Jackson, 2008). This acidification profile was observed in all
acetic fermented assays regardless of the employed production method (Figure 4-runs 12, 13, 14).

During ethanol oxidation, the conversion of ethanol into other volatile organic acids occurs, besides the production of
AA (Parrondo et al., 2003). At the end of the production of the acetic fermented product, other short chain fatty acids were
analyzed and quantified, such as butyric acid and propionic, being run 14, employing stirred method at 350 rpm, the assay with
the highest production of those acids: butyric acid (0.1 to 15 g L) and propionic (0.9 to 13 g L), justifying the considerable
ethanol consumption at the end of 28 days. According to Yu et al. (2016), during ethanol oxidation into AA, due to some thermal
instability, the production of other organic compounds may occur, such as other acids and ketones, which may be undesirable to
the process, because they can alter the AA properties as well as produce esters that can also alter the process.

Regarding Table 4, run 12 (Orleans method) presented the highest acetic fermentation yield conversion in the 21 day,
reaching 91.18 % vyield, indicating that the process is favorable to valorize ethanol from CWP, also enabling the highest total
concentration yield and volumetric productivity of AA in 15 days, 1.10 % and 0.11 g L h*?, respectively.

The alcoholic raw material ethanol from CWP and the Orleans acetic fermented production process were efficient to
produce vinegar, meeting the requirements of FAO (2016), which requires a minimum composition of 4% of AA (40 g L) so
that the vinegar is adequate to human consumption. Besides, AA may be employed at large scale commercial applications such
as in the areas of cosmetic, medicines, beverages, and food preservation, due to its nutritive, antioxidant, and astringent
properties, among other applications (Kucerova-Chlupacova et al., 2020; Pal & Nayak, 2017), being those future applications
for the AA obtained from the CWP.
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The assay with the lowest AA production was the one that employed the aerated method with airflow ratio 1:5 vvm,
3.28+0.14 g L in 23 days of production enabling a final ethanol concentration of 11.79+0.45 g L-! and final pH of 3.24 (28
days).

The stirred method (350 rpm) produced an intermediate concentration of AA, 19.65 +0.41 g L, in 16 days of
production. The residual ethanol concentration in 28 days of process was 1.34+0.25 g L and pH of 3.22. Lustrato et al. (2013)
obtained, with cheese whey alcoholic fermented product and A. aceti (DSM- G3508 strain), 8.70 g L of AA in 11 days of
fermentation. The authors used stirred method at 250 rpm, airflow ratio 2:1 vvm, 32°C, and initial concentration of ethanol of
11.92 g L. The value of AA was lower than the one achieved in the present study to the same process time of 12 days
(18.25 +0.21 g LY.

The acetic cell biomass production, presented in Figure 4 (runs 12, 13, 14) was 0.45 to 4.20 g L. From the point when
bacterium population is stable and on, there is a decrease in the AA content. According to Mesa, Caro, & Cantero (1996), as the
acidification rate decreases, the acetic bacteria enter the stationary phase followed by the microbial death phase. Besides, due to
the acetic bacteria sensitivity regarding the lack of oxygen, stirring instabilities or aeration higher than 30 s can be enough to
modify the bacterium population, modifying the bacteria metabolism, decreasing AA production, or still degrading the AA
produced (Muraoka, Watabe, Ogasawara, & Takahashi, 1983).

3.4 Total chemical and biochemical oxygen demand removal

The organic load present in CWP before the fermentations was 668,300 mg L of COD and 341,000 mg L-*BOD. After
each fermentation stage, for the best production stage, COD and BOD levels were quantified again, after filtrating the fermented
to remove the biomass. The values obtained for COD were 515,000 mg L (alcoholic fermentation) and 220;000 mg L (acetic
fermentation), and for BOD, 275,000 mg L (alcoholic fermentation) and 105,000 mg L (acetic fermentation) indicating a
reduction of 60% for COD and of 65% for BOD, evidencing that the nutrients initially presented in the CWP were consumed.
Lustrato et al. (2013) using cheese whey and two-step alcoholic fermentations (K. marxianus Y102 strain and acetic by the stirred

method and A. aceti DSM-G3508 strain) obtained a COD reduction of only 28.8% a lower result than our research.

4. Discussion

Low initial pH values were more favorable to ethanol production; low initial values of this variable force the yeast to
use more energy to pump H* ions from the cell, instead of using the energy in the biomass formation; consequently, this leads to
a higher ethanol yield, because more lactose is used to produce energy instead of biomass formation (Christensen et al., 2011).

The excess of lactose from the CWP was verified to disfavor the ethanol production, causing inhibition according to
Figure 3-run 7 to 8. This same behavior was also reported by Andrews (1968) in which the author indicated that there is an
inhibition effect by substrate excess in the microorganism growth in batch process.

Marx, Brandling, and Gryp (2012) describe that in a culture medium with high initial substrate concentration (> 200 g
L) there is a prolongation of the complete utilization of sugar and lower final ethanol concentration, due to the high osmotic
pressure in the cellular interior, which causes the cell wall to be damaged and rupture, cell plasmolysis, causing the death of the
yeast. Thus, there will be inhibition at high sugar concentrations in ethanol production (Figure 3- run 7 to 8).

Regarding temperature, also negatively significant, Ghanadzadeh & Ghorbanpour (2012) report that high temperatures
cause denaturation of ribosomes, enzymes, and changes in membrane fluidity.

Lainez, Ruiz, Arellano-Plaza, and Martinez-Hernandez (2019) explain in their study that differences such as the ones
found in the present research regarding ethanol yield (Table 3), may be explained by the fermentation parameters variations,

such as initial pH, temperature, agitation, and nutrient supplementation. The process variables (temperature, pH, and substrate
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concentration) also influence the enzyme’s action produced by the K. marxianus in the hydrolysis of the lactose contained in
the CWP (Nelson & Cox, 2014).

After determining the best ethanol production condition, the acetic fermentation stage was performed, employing the
Orleans, aerated, and stirred methods. Using the Orleans method, 42.30+0.08 g L™* AA was achieved from 47.18+0.05 g L!
initial ethanol concentration. Aquarone and Zancanaro (1983) claim that an acetic process is industrially viable when it reaches
= 76% of yield. Thus, the acetic fermentation yield was evaluated and the production was considered favorable, since it reached
avyield (Y.) 0f 91.18% in 21 days of fermentation. This value is higher than the obtained by Lustrato et al. (2013), 88.9%, using
ethanol from cheese whey in the production of AA, and Parrondo et al. (2003), 84% of AA with the bacterium Acetobacter
pasteurianus and ethanol from whey. Therefore, aiming at industrial applications, the results of this research show that the
developed process can be considered economically viable. Still, we can evidence that this high yield can be due to low
evaporation of volatile compounds, which can be attributed to the kind of process chosen, Orleans, which is performed in a static
way and also because of the thermal condition (32°C). Besides those factors, it is valid to highlight that the bacteria from the
genus Acetobacter are employed in industrial vinegar production, due to their high capacity in oxidizing ethanol, high resistance
at high AA content, and low pH (Nakano et al., 2006).

Among the acetic methods used, the Orleans method was the most efficient in the conversion of ethanol into AA. This
method is the oldest technique to produce vinegar, and it is known as slow, superficial, or stationary, and is reported to be the
best process to produce fine quality table vinegar or AA. Vinegar produced by this method present better smells due to the
formation of esters, besides superior quality, due to the natural maturation of vinegar (Guizani & Mothershaw, 2006).

The study performed by Toit et al. (2006) showed that the micro-oxygenation of the medium stimulates the acetic
bacteria growth. Even so, the aerated method in this study had the lowest AA production (3.28+0.14 g L) compared to the other
evaluated methods.

Guillamén and Mas (2011) report that the dissolved oxygen concentration has a significant effect on the production rate
of AA by acetic bacteria, and that the cells are extremely sensitive to the lack of oxygen, as well as they can be inactivated due
to high AA concentrations in the medium. The authors also mention that the oxygen deficiency in the medium causes irreversible
damages to the bacterial cells, and that is why this is considered the main cause of hindrance in AA production in vinegar
submerged fermentation. Muraoka et al. (1983) also describe that the higher the AA percentage in the medium, the higher will
be the cell damage due to lack of oxygen. As the ethanol oxidation into AA occurs, the acetic bacteria require a high rate of
oxygen transfer at the air:liquid interface (Krusong, Yaiyen, & Pornpukdeewatana, 2015). Thus, the oxygen concentration used
in this assay, 1:5vvm (0.8 L min't), may have been insufficient, disfavoring cell multiplication and resulting in a lower conversion
of ethanol into AA. After 10 days of process, the AA production is observed to stop and the process tends to stationary phase,
which corroborates to the oxygen deficiency in the medium.

In the stirred process (Figure 4 (b)), there is almost complete exhaustion of ethanol, however, a high AA production
was not observed. As already reported, the oxygen concentration available in the medium significantly influences the production
rate of AA by acetic bacteria. Tesfaye, Morales, Garcia-Parrilla, & Troncoso (2002) report that excessive oxygen supply may
affect the cell metabolism, increasing the production of volatile compounds, reducing the quality and the yield of the product.
Through the behavior obtained in the stirred process, one can say that the oxygen supply provided by the stirring (350 rpm) may
have been excessive, disfavoring the high production of AA and favoring the production of other volatile fatty acids.

At ethanol concentrations between 15-10 g L™, the cellular growth stops and AA degradation begins, this behavior was
observed for the 3 employed methods. Gullo, Verzelloni, and Canonico (2014) report that continuous submerged cultures in

which the ethanol content decreases and there is a high AA concentration, the specific growth of acetic bacteria is influenced.
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Besides (Figure 4), after the maximum AA production, it is verified the beginning of the degradation/consumption of
it. In cultivations using ethanol to produce AA, the acetic bacteria present three growth phases, in which first they grow
completely oxidizing ethanol into AA, and then they stop growing for a period of time, and later, they multiply again using the
accumulated AA during the overoxidation phase or acetate peroxidation (Gullo et al., 2014; Mullins & Kappock, 2013). This
expression, acetate peroxidation, is used to designate the phenomena of aerobic acetate anabolism by AA bacteria. This fact is
consistent with the observed aspect for the growth curves and production of AA by A. aceti, which is better observed in runs 12
and 13, runs where an intensive consumption of AA with a parallel increase in cell biomass of A. aceti. Thus, to avoid acetate
oxidation, the necessity to finish vinegar fermentation is evident, when there is still a non-limiting concentration of ethanol from
CWP in the medium. Mullins and Kappock (2013) still explain that this superoxidation interefers in the mechanism responsible
for the AA resistance since the AA consumption causes resistance to it.

Regarding the initial organic load reduction in the CWP, the cultivation strategies and the microorganism used in this
research are seen to have been able to consume the nutrients from the CWP in the best conditions - alcoholic fermented:
K. marxianus CCT 4086, 29 °C, pH 4.5, and 88 g L ! lactose and acetic fermented: A. aceti CCT 2565, Orleans method, 32°C,
20 days — enabling significant reductions of both COD as well as BOD, thus demonstrating that the strategy adopted in this
research was a viable alternative to be implemented in industries that generate CPW, that aim to convert the CWP through

biotechnological processes into new products of high added value.

5. Conclusion

In the first fermentation stage (alcoholic), besides the results showing a high conversion of the CWP lactose into ethanal,
the K. marxianus CCT 4086 behavior regarding the consumption of the substrate lactose was elucidated, evidencing that the
factors temperature, pH, and the CWP lactose concentration itself are significant in ethanol production by this yeast. While in
the second fermentation (acetic), the ethanol from CWP could be used in the oxidation to AA by A. aceti CCT 2565 reaching
the AA content recommended by FAO, in addition to considerable process efficiency. This shows the potential of the subproduct
CWP to generate a product that is compatible with the industrially produced vinegar. Still, the oxygen and ethanol concentrations
were verified to be influent factors to produce AA by A. aceti CCT 2565. It was evidenced that at low ethanol concentrations or
in the absence of it, the bacterium A. aceti CCT 2565 initiates the overoxidation phase, being necessary to finish the vinegar
production process from ethanol from CWP, when there is still a concentration not lower than 15 g L™ of it. Orleans method,
despite being considered a slow process, was the one that presented the best conversions of ethanol from CWP into AA,
compatible with industrially produced vinegar by other methods. This study elucidated gaps about the behavior of the
microorganism and strategies adopted to efficiently use the CWP, and that can aid in the development of future researches,
aiming to increase the productivity of AA by faster and commercially applicable methods. It was still possible to identify other
potential bioproducts besides ethanol and AA, such as the prebiotic (bacteria) and probiotic microbial biomass (yeast), which
can be employed in human or animal feed. Potential organic acids were also identified for distinct applications. There was also
a considerable decrease of the organic load of the CWP at the end of the fermentative processes, demonstrating that this sequence
makes it an environmentally correct, sustainable, and practicable process, being a rentable and viable alternative to fully value
the CWP of the Western Region of Parana. After concluding this study, it is noted the there is still a need to further the study
concerning the production of acetic acid from ethanol from CWP. As suggestions for future stages, there are the evaluation of
the influence of the dissolved oxygen in the medium, buffering of the medium pH, conduction of a process through feed batch,
that is, perform the addition of ethanol from CWP when it is close to a limiting concentration, among other factors that can be
pertinent and directly influence in the maximum conversion of the ethanol from CWP into AA. Posteriorly, it is suggested to test

the sequential process in pilot scale, quantify and identify all the potential products formed and evaluate separation and
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purification processes of the formed products. Lastly, if the priority product of interest is the acetic fermented (vinegar), to
perform sensorial tests for the consumer acceptance, as well as evaluate legislative requirements for framing the product for

commercial purposes.
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