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Abstract: Yeasts play an essential role in the aroma and sensory profiles of wines. Spontaneous
fermentations were carried out at the newly built winery of Granxa D’Outeiro. Yeasts were isolated
from must at different stages of fermentation. Colonies belonging to Saccharomyces cerevisine were
characterised at the strain level by mtDNA-RFLPs. General chemical parameters and aroma profiles
of the wines were determined using official OIV methodology and GC-MS analysis, respectively.
The diversity of S. cerevisiae per fermentation ranged from 5 to 13 different strains depending on
the grapevine variety. Out of 24 strains, strain B was the dominant yeast in most fermentations at
different proportions, but strains D, E, and H also reached up to 25% of the total population in some
fermentations. The yeast diversity was higher in the Lado fermentation than in those containing
Treixadura. The chemical compositions of the wines revealed differences among them, with Loureira
and Albarifio wines showing the highest content of volatile compounds. The evaluation of their
technological properties revealed the oenological potential of some strains of S. cerevisiae. The strains
showing the best scores were selected to be used in future vintages to enhance the typicality of wines
in the Granxa D’Outeiro winery.

Keywords: indigenous yeasts; spontaneous fermentation; Saccharomyces cerevisiae strains; oenological
traits; yeast selection; wine chemical composition

1. Introduction

The success of winemaking involves not only the use of quality grapes but also the
management of microorganisms and other technological practises in the winery. The
fermentation of grape must to produce wine is a complex biochemical process where yeasts
and bacteria play an essential role [1]. In particular, yeasts are responsible for alcoholic
fermentation, a process by which sugar is converted into ethanol and carbon dioxide, and a
range of minor, secondary metabolites that define the aroma and sensory characteristics of
the wine [2].

Traditionally, fermentation was a spontaneous process carried out by the yeasts found
on grape berries and in the winery environment. The succession of yeast populations
during spontaneous fermentation is a well-established phenomenon. Non-Saccharomyces
species are initially present but, as fermentation progresses, they are gradually replaced by
Saccharomyces, which has a high fermentative power and tolerance to ethanol to overcome
the microbial species naturally present in musts [3-5]. Several studies have shown that
spontaneous fermentations can be differentiated from wines produced by inoculation with
selected starter cultures [6-8]; however, this practise increases the risk of having a slow or
stuck fermentation and the formation of off-flavours [9]. Given the crucial role of yeast
species/strains during the fermentation process, the use of commercial starters as active
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dry yeasts (ADYs) has become a common practise worldwide in winemaking. ADYs have
been selected for their desirable oenological properties to ensure a rapid fermentation and
the production of high-quality wines [10]. Nevertheless, despite the benefits previously
mentioned, some studies indicate that commercial ADYs are not always able to overgrow
natural yeasts during fermentation [11,12], and their use has been linked to the homogeni-
sation of wines [3,8,10]. In this sense, indigenous yeasts offer an interesting alternative
because they are believed to be better adapted to must properties and to environmen-
tal conditions, and they also contribute to maintaining the unique regional characters of
wines [13-16]. In addition, these practises help to preserve the native yeast populations
and to explore their contributions as enhancers of wine typicality from a given region.

The selection of indigenous yeasts involves the isolation of a representative number of
yeasts from grapes or from spontaneous fermentation processes, the identification of the
isolates at the strain level, and the evaluation of their oenological potential. The selection
criteria of yeasts for winemaking include properties related to their fermentative ability,
low production of volatile acidity, resistance to stress conditions, and secretion of desirable
metabolites [17-21]. Following these premises, the Saccharomyces cerevisine population has
been characterised, and some strains have been selected in traditional wine-producing
regions in Spain and tested at the winery scale to confirm their benefits [22-24]. Similarly,
numerous studies report the diversity of S. cerevisiae strains and, in some cases, their
potential for winemaking in different wine-producing areas around the world [25-37].
Furthermore, aware of the importance of local yeasts, winemakers demand their own
starters and have implemented yeast strain selection programs in their wineries to obtain
exclusive wines [38—40].

The wine industry in Galicia constitutes an important sector both from an economic
and a social point of view since it contributes to the enhancement of rural areas and to
environmental preservation [41]. A study conducted at the experimental winery of Estacion
de Viticultura e Enoloxia de Galicia (Evega) showed the occurrence of S. cerevisiae popula-
tions during spontaneous fermentations of must from different traditional varieties in this
region [42]. The oenological potential of these strains was tested at the laboratory scale, and
some of them were evaluated at the pilot scale [43-45]. Finally, one of them, S. cerevisiae
XG3, was produced as an ADY and applied at the industrial scale [46]. Moreover, a survey
on yeast populations in organic wineries from Galicia using spontaneous fermentations
revealed a high diversity of S. cerevisiae strains, which could be related to the complexity
and differentiation of organic wines [47,48].

Granxa D’Outeiro is a recovered (since 2016) ancient vineyard located in the heart of
the Ribeiro Protected Denomination of Origin (DOP Ribeiro, Galicia, NW, Spain). Seven
traditional white grapevine varieties grow under sustainable management at this farm:
Treixadura, Albarifio, Torrontés, Lado, Loureira, Godello, and Caifio blanco. Recently,
a winery was built at the farm, and it was used for the first time in 2023. The purpose
of Granxa D’Outeiro is to take advantage of their varietal resources in the vineyard by
means of sustainable management and the use of indigenous yeasts to obtain an exclusive
wine representative of the farm. To achieve this goal, this study aimed to evaluate the
diversity of S. cerevisiae yeasts in the new winery during spontaneous fermentations through
(i) the isolation and identification of indigenous S. cerevisiae at the strain level, (ii) the
characterisation of the oenological potential of S. cerevisiae strains, and (iii) the selection of
suitable strains for future utilisation as starters in the winery. The diversity of indigenous S.
cerevisiae strains in the Granxa D’Outeiro winery and their oenological potential constitute
a valuable resource for producing wines with distinctive characteristics.

2. Materials and Methods
2.1. Grape Origin and Processing

Vitis vinifera L. Treixadura, Torrontés, Godello, Albarifno, Loureira, Lado, and Caifio
blanco are traditional white grapevine varieties of preferential use in DOP Ribeiro, Gali-
cia (NW Spain) [49]. All these cultivars are grown in the Granxa D’Outeiro vineyard
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(42.2745221, —8.1626866) under sustainable management. In this study, grapes from these
varieties in an optimal state of ripeness were harvested manually in September 2023, and
transported to the Granxa D’Outeiro winery located within the same farm. The winery is
newly built and it was used for the first time in this campaign.

Each variety was processed separately. Grapes were destemmed, crushed and sul-
phited (24 mg SO, /Kg grape) in the must pump. Then, the paste was cooled in the heat
exchanger (icespedes, Pontevedra, Spain) at 10 °C, transferred to a pneumatic press (Bucher
Vaslin, Pontevedra, Spain) and sulphited again (6 mg SO, /Kg grape). The must was trans-
ferred to a stainless-steel tank for a static settling for 48 h at 13.4 °C. Lysis VC (2 g/100 L)
and Phylia Cys (20 g/100 L) enzymes were added to favour settling. After settling, the
clean must was racked to a stainless-steel tank equipped with a cooling jacket (Gonzalez
Carballal, Ourense, Spain) for fermentation. Nine fermentations were carried out in total,
some of them as single-varietal musts whereas some others contained a mixture of musts
from different cultivars as indicated in Table 1.

Table 1. Fermentation codes, grapevine varieties, and characteristics of the musts.

Must Characteristics

Code Grapevine Variety Total Acidity PAC * YAN **
(g Tartaric Acid/L) (% vol) (mg/mL)
G+T Godello + Treixadura 5.8 12.5
L+T Loureira + Treixadura 52 12.9 188
CB+T Caifio blanco + Treixadura 4.6 12.9 241
ALB Albarifio 5.9 134 193
TRX Treixadura 45 12.4 250
LD Lado 5.5 135 288
M+T Moscatel + Torrontés 4.6 11.5 185
LOU Loureiro 6.6 12.8
CB Caifio blanco 6.9 13.2 177

* PAC—predicted alcohol content; ** YAN-yeast-assimilable nitrogen.

2.2. Fermentations

Musts were allowed to ferment spontaneously at 17 °C with no addition of commercial
yeast starters in order to favour the proliferation of the winery’s own yeast strains. Fermen-
tation kinetics were monitored by measuring density and temperature every 12 h. Samples
for microbiological control of the fermentations were taken in 100 mL sterile containers
from grape juice at the beginning, middle, and final stages of fermentation. To ensure the
nutritional needs of the yeasts and optimise their fermentative activity, the musts were
supplemented at the beginning of fermentation at a density of 1070 g/L with diammonium
phosphate and Actimax Natura (20 g/hL). In addition, at a density of 1050 g/L, bentonite
(60 g/hL) was added to favour clarification. When fermentations were at the final stages,
the wines were racketed to a new tank and Actimax Vit (20 g/hL) was added to prevent
stuck and/or sluggish fermentations. Finally, when the fermentations had finished, the
wines were racked off the lees and sulphited (60 mg/L of SO,).

2.3. Yeast Isolation and Characterisation

Samples from musts at different stages of fermentation were serially diluted in 2% w/v
buffered peptone water and spread on WL Nutrient Agar media (Scharlau Microbiology,
Barcelona, Spain) [50]. The plates were incubated at 28 °C until visible colonies appeared,
with those containing between 20 and 200 colonies used for viable yeast count. Then, a rep-
resentative number of colonies (20-25 per sample) were selected randomly and isolated on
YEPD [42] for further characterisation. All isolates were replicated on Lysine media (Oxoid,
Thermo Fisher Scientific, Madrid, Spain) in order to distinguish between Saccharomyces and
non-Saccharomyces yeasts, since the former cannot grow on this medium.

The characterisation of S. cerevisiae isolates at the strain level was carried out by analy-
sis of the mitochondrial DNA restriction profiles (mtDNA-RFLPs). The total yeast DNA
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was obtained following the protocol described by Querol et al. [51] with some modifica-
tions [42]. Then, DNA was digested with the restriction endonuclease Fast digest Hinf I
(Thermo Fisher Scientific, Madrid, Spain), and the restriction fragments were separated
by electrophoresis on a 0.8% w/v agarose gel in 1x TBE containing Red Safe™ (iNtRON
Biotechnology, Inc.; supplied by Celta Ingenieros, A Corufia, Spain) nucleic acid staining
solution. DNA pattern bands were visualised under UV light and documented using a
Molecular Imager® Gel DocTM XR+ imaging system (BIO-RAD, Madrid, Spain).

2.4. Wine Chemical Analysis

Basic parameters of wines (alcohol content; reducing sugars; pH; titratable and volatile
acidity; tartaric, malic, and lactic acids) were determined by Fourier transformed infrared
spectrometry using a WineScan FT120 analyser (FOSS Electric, Barcelona, Spain) previously
calibrated according to the official methods for wine analysis (OIV 2023) [52]. In addition,
the free and total sulphur dioxide (SO,) in the wines were also quantified using the OIV
methods. The official methodology (OIV 2023) was also applied to determine the predicted
alcohol content, pH, yeast-assimilable nitrogen (YAN), and total SO, in must [52].

Volatile compounds of wines were quantified by gas chromatography—flame ionisa-
tion detection (GC-MS) according to the protocol described by Lopez et al. in 2002 [53].
Fermentative volatiles in wines from microvinifications were determined following the
methodology of Torrens et al. [54].

2.5. Technological Properties of S. cerevisiae Strains

The oenological potential of S. cerevisiae strains was evaluated by microvinification
assays, carried out in duplicate using Treixadura grape juice which had been frozen during
harvest time. The characteristics of the thawed must were a predicted alcohol content of
11.8% v/v, pH 3.59, and 37 mg/L of total SO,. The must was distributed in 1 L bottles con-
taining 900 mL of must each. Yeast inocula, prepared by growing each strain in 5 mL of YPD
at 28 °C overnight, were added to the must to reach a final concentration of 1 x 106 cel/mL
and allowed to ferment at 18 °C in a cold room. Fermentation kinetics were followed
by daily measurements of °Brix using a digital refractometer (Schmidt + Haensch, Berlin,
Germany). When the fermentations finished (Brix repeated for 3 days), the wines were
centrifuged, sulphited (25 mg/L of free SO,), and stored until further chemical analysis.
Several criteria included in the resolution OIV-OENO 370-2012 [55] were considered. The
fermentative vigour, or the speed at which a particular yeast starts the fermentation, was
expressed as grams of sugar consumed per day during the first three days of fermentation.
The ethanol yield of S. cerevisiae strains was calculated as grams of sugar necessary to
produce one degree of alcohol.

The killer activity of S. cerevisiae strains was tested using plates of YEPD medium
buffered at pH 4.2 with citrate-phosphate buffer and supplemented with 0.02% w/v
methylene blue (Panreac Quimica S.L.U., Barcelona, Spain) [45]. Plates were seeded with a
lawn of the sensitive strain S. cerevisine CECT 1890. Then, a patch (approximately 1 cm in
diameter) of the strains was inoculated, and the plates were incubated at 24 °C for 2—4 days.
Killer strains were surrounded by a clear growth inhibition halo of the sensitive strain. S.
cerevisinze EX73P was used as a positive killer control [56].

The ability of S. cerevisiae strains to produce H,S (hydrogen sulphide) was evaluated
on Nickerson Agar (BiGGY agar) (Scharlau Microbiology, Barcelona, Spain). H,S was
estimated according to the appearance of colonies after 3 days of incubation at 28 °C. A
five-level scale was used for colour evaluation: 1—white-beige, 2—light brown, 3—brown,
4—dark brown, and 5—black.

Finally, to select those strains endowed with desirable oenological traits for future
trials in the winery, the values of different parameters were scored by ranges (Table S1).
Thus, the total and volatile acidity, sugar, alcohol, and glycerol of the resulting wines, as
well as the time of fermentation and the fermentation vigour, were scored from 1 to 5. In



Fermentation 2024, 10, 475

50f 14

addition, the killer ability and the H,S production were considered in the evaluation, but
they were not included in the final score.

2.6. Data Analysis

To assess the diversity of S. cerevisiae strains during each spontaneous fermentation,
the patterns of strains obtained and their relative abundance were used to calculate the
classical Shannon (H’) and evenness () ecology indexes [57]. The Shannon index includes
the number of different strains and their proportion of the total population for each fer-
mentation. Evenness (e) considers how similar the amount of each strain is in a given
fermentation; thus, e is 1 when there are similar proportions of all yeast strains, but the
value decreases when some strains appear at higher percentages. Diversity indexes were
calculated using PAST Version 4.17 (2023). The differences in the chemical compositions of
the wines, considering the yeast strain as a factor, were determined by one-way ANOVA.
The Tukey HSD test was used to separate means. These analyses were carried out using
SPSS18.0 for Windows. Principal component analysis (PCA) was used to separate the
wines according to their volatile composition by considering the main fermentative com-
pounds and/or group of compounds using previous standardisation of the data. PCA was
performed using PAST Version 4.17 (2023).

3. Results

3.1. Yeast Population in Spontaneous Fermentations: Diversity and Occurrence of Each Strain
The genetic analysis of a total of 473 isolates allowed the identification of 24 different

profiles, that is, 24 different strains of S. cerevisiae, named A, B, ..., W. The number of

isolates and strains found from each fermentation, the Shannon and evenness indexes, and

the percentage of the most abundant profile are summarised in Table 2.

Table 2. Diversity of S. cerevisiae strains during spontaneous fermentations in the Granxa D’Outeiro

winery.
Number of Strains (Profiles) *** within
R Number of S. Number of
Fermentation . . © aw Percentage Range
cerevisiae Isolates Strains H e >25% 5-25% <5%

G+T 54 9 0.95 0.29 1(B) 1 (E) 7
L+T 52 8 1.19 0.41 1(B) 2 (EH) 5
CB+T 51 9 1.47 0.48 1 (B) 3 (D,EH) 5
TRX 54 5 1.09 0.60 1(B) 3(C,DH) 1
ALB 54 6 1.33 0.63 1(B) 2 (D,E) 3
LD 49 13 2.07 0.61 1 (B) 3(DEL) 9
M+T 53 11 1.90 0.61 1 (D) 4 (B,EH,P) 6
LOU 53 6 1.01 0.46 1 (B) 2 (D,E) 3
CB 53 8 1.12 0.38 1 (B) 2(CH) 5
Total 473 24 1.71 0.23 1(B) 3 (D,EH) 20

* Codes indicated in Table 1. ** Each strain has a different mtDNA-RFLP profile. H—Shannon index; e—evenness.
*** B, C, D,E,H,L,P are different strains of S. cerevisiae.

The diversity of S. cerevisiae ranged between 13 strains (H = 2.07) in Lado (LD) fermen-
tation and 5 strains (H = 1.09) in Treixadura (TRX) (Table 2). Strain B was the dominant yeast
in all fermentation processes except in M + T vinification, which was mainly controlled by
strain D (Table S2). The proportion of strain B ranged from 29% in LD fermentation to 80%
in G + T fermentation. Strains D, E, and H reached percentages between 5 and 25% in some
fermentations; therefore, they also contribute to the final characteristics of wines. Strain L
appeared at an abundance of <10% in LD fermentation, and the proportion of strain C was
higher than 7% in TRX and CB assays. The presence of the remaining strains was anecdotal
(<5%); however, they may own oenological properties of interest. In addition, Figure 1
shows the cumulative percentages of S. cerevisiae strains in each fermentation. Strain B
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was the dominant yeast (frequency > 50%) in most fermentations, but in LD and M + T it
appeared in codominance with other strains.

100
9ollll'll'll

80 I
70
60
50
40
30
20
10
0

G+T L+T CB+T ALB LADO M+T Total

Cumulative frequency

Fermentations

BB mD mE "H mC mw]l mL mP mG mSc-minor

Figure 1. Cumulative percentages of Saccharomyces cerevisiae strains isolated from spontaneous fermen-
tations in the Granxa D’Outeiro winery. Sc-minor: the sum of the strains found at proportions < 5%
in each wine.

3.2. Chemical Composition of Wines from Spontaneous Fermentations

The basic chemical characteristics of the wines obtained by spontaneous fermentation
are summarised in Table 3. The total acidity ranged from 4.6 g/L in wines that included a
mix of varieties to 7.0 g/L in wine elaborated with Caifio blanco.

Table 3. Chemical characteristics of wines obtained by spontaneous fermentation in the Granxa
D’Outeiro winery.

Parameter LGT * L+T CB+T ALB LD M+T LOU CB

Total acidity (g tartaric acid /L) 4.6 51 52 5.9 49 4.6 5.7 7.0
Volatile acidity (g acetic acid /L) 0.38 0.4 0.45 0.45 0.36 0.26 0.28 0.47
Lactic acid (g/L) 0.2 0.3 0.3 0.2 0.2 0.3 <0.1 <0.1

Malic acid (g/L) 22 1.9 2 2.3 2.5 2 1.6 2.5
Tartaric acid (g/L) 1.6 2.0 1.8 2.3 1.3 1.5 2.6 2.6
pH 3.60 3.55 3.52 3.53 3.58 3.47 3.20 3.22
Glucose + fructose (g/L) 0.9 4.8 7.1 6.7 0.8 0.4 4 14.5
Glycerol (g/L) 4.3 44 45 4.7 44 47 44 49
Alcohol content (% v/v) 13.5 13.4 13.0 13.9 14.2 12.4 12.8 12.6
Free SO, (mg/L) 24 22 27 23 <10 <10 18 11

Total SO, (mg/L) 115 122 128 126 42 56 63 68

*LGT—mix of G + T + LD.

Accordingly, volatile acidity also varied among wines, as well as the content of malic
and tartaric acid and pH. None of the wines underwent malolactic fermentation, as in-
dicated by the low lactic acid values. Most wines achieved an alcohol content according
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to their must composition, but some of them still contained fermentable sugars and their
alcohol degree was lower than expected.

The volatile composition of the wines is summarised in Table S3. The wines were
separated using PCA by considering the main volatile compounds and/or groups of
volatile compounds (Figure 2). All wines containing Treixadura were grouped together
in the positive part of PC1. Each monovarietal wine was plotted in a different quadrant.
Albarifio was located in the first quadrant characterised by a high content of acetates, esters,
and acids. Lado was in the second quadrant due to its isobutanol and gamma-butyrolactone
content. Wine elaborated with Caifio blanco did not stand out for any volatile compound
and appeared in the third quadrant. Finally, Loureira wine, the most aromatic one (Table S3),
was located in the fourth quadrant characterised by the highest content of 2-phenyl ethanol,
linalool, isoamyl alcohol, and ethyl lactate.

3.00+ oALB
2254
\ Isoamyl Alcohol
\
- . 3 . _
oLOU Ethy] lactate 1\“_0_ Phenyl ethyl acetate
\
\
- \
> Phervl Linalool 1\ Ig_.ca.n'.j.‘l acetate
e 0.75 ~_— Aads
-3 ~ cohols
\ =
2 \ ol+T
::.: \
~ T T T T T
v -3.75 -3.00 -2.25 -1.50 -0.75 1.50
e oCB+T
oCB 0.75- :scbutaR:LTGT
1501 |
\ Gamma-butyrolactone
-2.254
oLADO
-3.00-
PC1 (45%)

Figure 2. Principal component analysis (PCA) of wines from the Granxa D’Outeiro winery based on
their main volatile compounds.

3.3. Oenological Potential of S. cerevisiae Strains from Granxa D’Outeiro

The fermentative ability of S. cerevisiae strains isolated in Granxa D’Outeiro differs
between strains (Table S4). Fermentations lasted from 22 to 29 days, although some strains
failed to complete the process, as indicated by the presence of sugars in the resulting wine.
Accordingly, the fermentation rate also varied, ranging from 8.6 to 29 g sugar/day, with
some strains consuming >35% of sugars during the first 3 days of fermentation (Table S4).
These latter strains required 16 g of sugar to produce one alcoholic degree. Significant
differences were also found for the total and volatile acidity of wines, alcohol content, and
glycerol among the strains tested. All these technological traits were scored according
to the ranges established in Table S1. Table 4 shows the values achieved by the different
S. cerevisiae strains. In addition, the results of killer ability and the production of H,S
were included in this evaluation. Most of the strains presented killer activity or were
neutral, whereas strain ] was the only one found to be sensitive to this toxin (Table S4).
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Regarding H»S production, the strains isolated in this study showed a moderate production
of this compound. Considering all these criteria, the strains L, K, M, and P achieved the
highest scores (Table 4). None of these strains were found as the dominant yeast in Granxa
D’Outeiro fermentations; they were all isolated in Lado fermentation at a low abundance
except for strain L, which reached 12% (Table S2). Strain P achieved a proportion of 10% in
M + T fermentation.

Table 4. Heatmap of the scores obtained by Saccharomyces cerevisiae strains for different selection
criteria.

S. cerevisiae Strain

TA

VA G+F AC Ft Fv Score

S<CHOROWOZZEZCrAR—=—=IT0m0mm@mIO= P

18

21
2 21

Selection criteria were TA—total acidity; VA—volatile acidity; AC—alcohol content; Gly—glycerol; Ft—time of
fermentation; and Fv—fermentative vigour. Score points for each criterion were awarded following the range
included in Table S4.

In addition, the fermentative aroma compounds of wines produced with each S.
cerevisiae strain were quantified (Table S5). The results for total volatiles and the main
families of compounds are represented in Figure 3. Wines from strains B, C, N, and D
presented the highest content of fermentative volatiles, mainly due to the high concentration
of ethyl esters, related to the desirable sensorial properties of wines. Of those strains, B and
D were found as predominant yeasts in Granxa D’Outeiro fermentations (Table S2, Figure 1).
However, these strains did not show a high score in the aforementioned technological
evaluation. Similarly, the S. cerevisige strains that achieved the best scores (Table 4) did not
produce wines with a high content of aroma compounds.
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Figure 3. Concentrations (mg/L) of the main families of fermentative volatile compounds in wines
obtained with different S. cerevisiae strains isolated from the Granxa D’Outeiro winery.

4. Discussion

The significant role of yeasts during alcoholic fermentation and their impact on
the chemical and sensory qualities of wine have been widely recognised [1,2]. In this
sense, the contribution of native yeasts during spontaneous fermentation to the complexity
of wine, and how the use of ADYs leads to the standardisation of wines, are also well
known [3,6-8,10]. Other advantages of natural yeasts over ADYs include their adaptation
to the properties of the must and the environmental conditions of a given winery, as well as
their contribution to the regional character of the wines [13-15]. Furthermore, evidence of
the role microorganisms plays in the concept of terroir and their impact on the typicity of
wine (microbial terroir) [15,58,59] has awakened the interest of wineries in having their own
starters to differentiate their wines. Recently, the existence of different microbial terroirs
has been reported within DOP Ribeiro [60].

Granxa D’Outeiro is aware of the above tendency; therefore, they are developing a
program of isolation and selection of yeast strains that takes advantage of the varietal
resources, sustainable management in the vineyard, and the use of indigenous yeasts in
order to obtain an exclusive wine representative of the farm. This study includes the results
of S. cerevisine yeast diversity, wine characterisation, and evaluation of the S. cerevisiae
strains” oenological potential. It is important to note that the winery is newly built and was
used for the first time in a 2023 vintage; therefore, commercial yeasts have never been used
in this winery’s facilities.

Considering these conditions, the mtDNA-RFLP analyses of 473 colonies isolated from
9 spontaneous fermentations revealed 24 different strains of S. cerevisiae, but only 4 of them
reached abundances higher than 10%. The number of strains identified per fermentation
varied depending on the grapevine variety. This has already been proven for traditional
cultivars in Galicia in the experimental winery of Evega [42], although ADY addition and
spontaneous fermentations were used. Several studies have reported the impact of ADY
inoculation in the indigenous yeast population in industrial wineries [31-61]. In this sense,
the survival of commercial yeasts and their prevalence during spontaneous fermentations
was evidenced in Evega [62]. For instance, the number of S. cerevisiae strains observed in
spontaneous fermentations of Lado in Evega was lower than in Granxa D’Outeiro [63].
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However, some authors found that winery- and vineyard-associated S. cerevisiae strains
were detected despite the use of ADYs [31]. The opposite was also observed: autochthonous,
resident yeasts well adapted to the winery environment were able to conduct fermentations
to their final stages, or they were implanted in the fermentations year after year, imposing
themselves over those entering with the grape [64-66]. In addition, the presence and
abundance of yeast strains during fermentation is influenced by the must characteristics [67].
In this study, the same strain (B) was dominant in most of the fermentations except in the
M + T and Lado trials. These two fermentations were characterised by a higher diversity
of S. cerevisiae strains than the remaining fermentations, both in the number of different
strains and in their abundance (as indicated by the high H and e indexes) (Table 2).

Regarding the diversity of S. cerevisiae strains, a survey in organic wineries from
Galicia that carried out spontaneous fermentations showed higher diversity indexes for
some wineries than the ones reported in this work [47]. Studies from other regions have
shown variability on yeast diversity in spontaneous processes depending on the type of
management, winemaking practises in the winery, and vintage or grapevine varieties,
among others factors [39,64-66]. Our results also highlight the dominance of a few strains
as suggested by the H indexes. In this sense, it has been proposed that several factors, in-
cluding grapevine variety (must characteristics), resistance to ethanol and sulphur dioxide,
temperature adaptation, killer activity, and cell-to-cell interactions are involved in diversity
and the dominance of a given S. cerevisiae strain during spontaneous fermentation [5,67-69].
Thus, it is assumed that dominant strains are more competitive due to their ability to adapt
to the changing environmental conditions during fermentation.

The persistence of certain yeasts in a winery over years, the so-called “winery effect”,
has been related to the distinctive characteristics of wines; therefore, the knowledge of
local yeast diversity and the selection of strains with oenological potential is a topic of
interest for winemakers. Traditionally, the criteria for yeast selection included evaluation of
their fermentative ability, low production of volatile acidity, residual sugars, resistance to
sulphur dioxide and other stressful conditions, killer phenotype, and secretion of desirable
metabolites, among others [17,55]. However, there have arisen new selection criteria due
to the consequences of climate change on wines and also the diversification of consumer
preferences [18]. In this study, we have rated fermentative competence, wine total and
volatile acidity, sugar consumption, and glycerol and ethanol production. The results
indicate that none of the S. cerevisiae strains that achieved the highest scores (L, K, M, and P)
were dominant yeasts in Granxa D’Outeiro fermentations. Surprisingly, the score obtained
by S. cerevisiae strain B (the dominant one in most fermentations) was quite low, as well as
the score of the other strains found at abundances > 5% (C, D, E, and H) (Table 4). Since this
winery was used in 2023 for the first time, more campaigns will be necessary to establish
an accurate “winery effect” in Granxa D’Outeiro facilities, as the effect has been reported in
other wineries where no ADYs have been used [66,70]. However, in a study in La Rioja
involving samples from 11 wineries located in different sub-zones over a period of 3 or
4 consecutive years, no evidence of representative yeasts from the winery or the area were
found [71].

The chemical characteristics of wines from fermentations at the winery scale confirm
the results obtained at the lab scale with the dominant S. cerevisiae strain B-that is, reducing
sugars > 2%, low alcohol and glycerol content, and moderate content of total and volatile
acidity (Table S4 and Table 4), which were penalised in the range scale (Table S1). Thus, all
wines from fermentations with B as the dominant strain contained the above-mentioned
characteristics (Table 3), except LD and M + T wines. These two were fermented by different
S. cerevisiae strains in codominance (Table S2). In general, the results obtained for the basic
chemical parameters of wines from Granxa D’Outeiro match the average values found
in a survey of white wines from DOP Ribeiro (unpublished data). However, the content
of glycerol was lower than the average observed in Ribeiro wines (5.7 g/L), while the
total acidity and alcoholic degree varied depending on the grapevine variety. For instance,
Caifio blanco, Loureira, and Albarifio wines showed higher acidity than those of Treixadura,
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as expected. A careful blend of these monovarietal wines will be necessary to obtain a
balanced wine that fulfils the requirements of DOP Ribeiro while keeping the distinctive
character of Granxa D’Outeiro products.

Regarding the volatile composition of the wines, the results clearly indicate the influ-
ence of the grapevine varieties used. Treixadura, Torrontés, Godello, Albarifio, Loureira,
Lado, and Caifio blanco are all traditional white grapevine varieties of preferential use in
DOP Ribeiro, Galicia (NW Spain), with Treixadura being the main one [49]. Loureira and
Albarifio are also grown in this region, and their wines are the most aromatic in Galicia [72],
as confirmed in this study. The oenological potential of Lado, whose growth is restricted to
a limited area within the DOP Ribeiro, is less known due to its minority character [63,73].
The highest diversity of yeasts was found with this last variety.

Yeasts play a key role during alcoholic fermentation. Not only do they convert the
grape sugars into ethanol, but they also produce minor, secondary metabolites that define
the aroma of wines. Therefore, the production of fermentative aromas is an important crite-
rion to keep in mind for the selection of yeasts. In particular, the content of higher alcohols,
esters, and volatile acids in wine is influenced by the yeast responsible for fermentation,
mainly S. cerevisiae, but the formation of these volatile compounds is strain-dependent [1,2].
From these compounds, esters have a great impact on wine aroma because they provide
fruity and/or floral notes to wine [74]. The results of fermentative aroma production in
this study show the highest concentrations in wines fermented with strains B, C, D, and KN,
mainly due to the ethyl esters content (Figure 3, Table S5). In contrast, the wines obtained
with the best scored strains did not stand out for their content of volatile compounds
(Figure 3). In this sense, it is interesting to mention that if esters are present in excess
amounts, they could mask varietal aromas [1]; therefore, these strains owning positive
technological traits could be useful for fermentation while preserving the varietal potential
of each cultivar.

Taking all these findings together, we can conclude that the diversity of S. cerevisiae
strains in the newly built winery of Granxa D’Outeiro constitutes an interesting tool for wine
differentiation. The strains showing desirable technological properties at the laboratory
scale will be multiplied and used as starters in future campaigns in order to evaluate their
potential at the industrial scale. This, together with the varietal resources of the farm,
could help to obtain singular wines. A blend of these monovarietal wines will allow the
Granxa D’Outeiro winery to obtain an exclusive wine that expresses the biodiversity from
its terroir.

Supplementary Materials: The following supporting information can be downloaded at https:
//www.mdpi.com/article/10.3390/fermentation10090475/s1. Table S1: Range of punctuation estab-
lished for different parameters used to score S. cerevisiae strains; Table S2: Heatmap of frequencies
found for each S. cerevisiae strain in spontaneous fermentations from Granxa D’Outeiro winery;
Table S3: Volatile composition (ug/L) of wines obtained by spontaneous fermentation in Granxa
D’Outeiro winery; Table S4: Chemical characteristics of wines elaborated with different Saccharomyces
cerevisiae strains from Granxa D’Outeiro, and other technological properties; Table S5: Fermentative
aromas (ug/L) of wines obtained with different S. cerevisiae strains.
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