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Abstract: In Ecuador, various processes are applied during cocoa post-harvesting. This study,
therefore, explored fermentation parameters across two locations with 2-7 independent runs, focusing
on temperature, microbial counts, pH during fermentation and drying, and their impact on cocoa
bean quality. Factors including fermentation devices (jute bags, plastic bags, and wooden boxes),
pre-drying, turning during fermentation, fermentation duration, and drying temperature were
investigated. Fermenting in plastic bags without pre-drying or turning and fermenting in jute
bags for only 40 + 2.0 h yielded low maximal fermentation temperatures Tmax (31.1 + 0.4 °C and
37.6 + 1.8 °C), leading to bitter, astringent, woody, and earthy cocoa liquor. Longer fermentation
(63 £ 6 h) in wooden boxes with turning (Wt) and in jute bags with pre-drying and turning (Jpt)
achieved the highest Tmax of 46.5 £ 2.0 °C, and a more acidic cocoa liquor, particularly in Wt (both
locations) and Jpt (location E). Therefore, it is recommended to ferment for a minimum duration
from day 1 to 4 (63 £ 6 h), whether using plastic bags (with mandatory pre-drying) or jute bags
(with or without pre-drying or turning). Furthermore, this study underscores the risks associated
with excessively high drying temperatures (up to 95.2 &= 13.7 °C) and specific dryer types, which can
falsify cut-tests and introduce unwanted burnt-roasted off-flavors in the cocoa liquor.

Keywords: cacao nacional; cocoa bean fermentation; post-harvesting techniques; fermentation device;
fermentation time; pre-drying; turning; sensory description

1. Introduction

Cocoa beans, the principal raw material for chocolate, first undergo a fermentation
and drying step in the country of origin before further processing to, e.g., chocolate [1,2].

Therefore, the cocoa pods are opened in the field, and the fermentation of the pulp-
bean mass starts with a succession of activities of naturally present yeasts, lactic acid
bacteria (LAB), and acetic acid bacteria (AAB) [3,4].

Numerous microbiological and physicochemical processes occur during the fermen-
tation process. These processes primarily aim to reduce bitterness and astringency while
generating essential aroma precursors that subsequently react during the later roasting
process, contributing to the desired characteristic cocoa flavor [3,5,6].

It is already widely known that many parameters influence the post-harvest process
and, therefore, the cocoa bean and chocolate quality. In the past, various studies were
carried out to investigate these influences specifically, such as the ripeness of the cocoa pods,
pod storage, pre-conditioning (pre-drying and depulping), environmental contamination,
batch sizes during fermentation, fermentation time, turning time and frequency during
fermentation, fermentation device, and drying method (natural or artificial drying, dryer
type, turning frequency, drying temperature) [7-26].
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It is also known that factors such as the cocoa variety, soil type, age of cocoa trees,
prevailing weather conditions, growth location, seasonal variations, the separation of
healthy and infected pods prior to pod opening, and whether the placenta is removed before
fermentation, all exert significant influences on the fermentation and drying processes and,
consequently, the overall cocoa bean quality [5,27-30].

In Ecuador, the majority of cocoa producers, about 84%, operate small-sized farms,
while the remaining 16% manage medium and large-sized farms. The cocoa moves from
the producers (with or without the post-harvesting process) typically through middlemen
(with or without the post-harvesting process) to exporters [31]. Farming practices and post-
harvest processes, which are carried out mainly on small-sized farms, are often conducted
using knowledge passed down through generation-to-generation experience [32,33]. This
natural, mostly poorly controlled and heterogenous post-harvest process affects, in addition
to the previously listed parameters, the quality and flavor of the fermented and dried cocoa
beans and the chocolates produced thereof [34,35]. Therefore, fermentation and drying are
crucial steps for quality, e.g., to have well-fermented beans without off-flavors [7]. Also,
in order to neutralize the inconsistent quality of chocolate, chocolate manufacturers blend
different cocoa batches to reach a uniform and consistent quality [35,36].

In Ecuador, various processes are applied during cocoa post-harvesting, both at the
farmer and middleman levels. These processes involve the use of different fermentation
devices, including wooden boxes, jute or plastic bags, plastic tubs, or heap fermentations.
Additionally, some steps, such as pre-drying and turning during fermentation, are occa-
sionally incorporated. Moreover, the fermentation duration can vary, ranging from 2 to
4 days [7,11,17]. The drying of cocoa beans is carried out either artificially using various
dryer types, some with ventilation and some without, or naturally (sun drying) on surfaces
like concrete floors, roadsides, wooden or cane mats, extended plastic sheets on the ground,
or drying nets, typically under a plastic canopy (observed during the current study).

Cocoa bean post-harvesting processes, including the use of different fermentation
devices, and the impact of pre-drying during fermentation, fermentation durations, dif-
ferent geographical zones, and varying drying techniques, have already been subjects of
numerous studies in Ecuador [11,37-41]. Nevertheless, to the best of our knowledge, this
is the first comprehensive study that was carried out with cacao nacional in Ecuador to
systematically investigate the combination of different parameters during fermentation
(device, turning, pre-drying, and fermentation time) and drying (dryer and temperature)
at two locations, influencing the cocoa bean quality. Therefore, our study aimed to gain
insights into the cocoa fermentation process by conducting a total of nine different fermen-
tation variations while considering two locations in Ecuador. These variations were defined
based on common parameter combinations observed in the previous monitoring study
by Streule et al. (2022) [7]. Our research included the monitoring of the fermentation and
drying process, focusing on key aspects such as pH, temperature, cell counts of yeast, lactic
acid bacteria, and acetic acid bacteria. Additionally, we conducted analyses of dried beans,
including sugars and organic acids, cut-tests, and the pH of the cotyledon. The sensorial
assessment of the cocoa bean liquor allowed us to evaluate potential influences of fermen-
tation variations on the fermentation progress and overall bean quality, providing valuable
insights into the characteristics of the final product—cocoa liquor. This comprehensive
approach aimed to detect the adequate process steps for ideal cocoa fermentation.

2. Materials and Methods
2.1. Fermentation and Drying Experiments

In total, nine different post-harvest variations (Table 1) were performed at two locations
(A: province Manabi; E: Los Rios) in Ecuador between 04/2018 and 08/2018. In the
following chapters, the abbreviations of the fermentation variations will be used according
to Table 1: Wt (wooden box with turning), J (jute bag without pre-drying and without
turning), Jp (jute bag with pre-drying), JpT (jute bag with pre-drying and higher drying
temperature), JpsT (jute bag with pre-drying, shorter fermentation time, and higher drying
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temperature), Jpt (jute bag with pre-drying and turning), P (plastic bag without pre-drying
and without turning), Pp (plastic bag with pre-drying), and PpT (plastic bag with pre-
drying and higher drying temperature) at locations A (province Manabi) and E (Los Rios).

Table 1. Overview of investigated post-harvest process variations.

Fermentation Total Runs ! Device 2 Pre-Drying on Turning on Drying Fermentation
Variation per Location evice Day 1 Day 2 Temperature 3 Time 4
Wt (control) Ain=6,En=7 Wooden Box without with ® low di1-d4
J A:n=3,En=4 Plastic + Jute without without low d1-d4
Jp Ain=3,En=6 Plastic + Jute with without low d1-d4
JpT A:n=3 Plastic + Jute with without high d1-d4
JpsT A:n=3 Plastic + Jute with without high d1-d3
Jpt A:n=3,En=5 Plastic + Jute with with low d1-d4
P Ein=2 Plastic + Plastic without without low d1-d4
Pp E:n=4 Plastic + Plastic with without low d1-d4
PpT A:n=3 Plastic + Plastic with without high d1-d4

! Time independent runs. 2 When two devices are listed, the first was used for the first night, followed by the
second. If only one device is mentioned, it was used throughout. > Drying temperature at location A (high) and E
(low) according to the middlemen adjustments; for lower drying temperature at location A, the gas level was tried
to lower compared to the normal adjustments. 4 Fermentation time d1 is defined as 0 h of fermentation, d3 as
40 + 2 h, and d4 as 63 & 6 h. 5 Beans were turned also at day 3.

Cocoa Nacional pods (selected as described in [7]) were harvested. Beans were ex-
tracted on the same day or the next day at various farming locations, marking the start of
the fermentation process (referred to as day 1 of fermentation). The healthy beans were
then transported to the fermentation site, homogenized (e.g., Figure 1a), and subsequently
divided into three to five equal approximately 50-kg samples, depending on the specific
variations conducted simultaneously.

(b)

Figure 1. (a) Mixing of fresh cocoa beans from different farmers on day 1 at location A; (b) wooden
box with slits between the boards for pulp drainage, used for variation Wt; (c) different used plastic
bags for day 1 until day 2 for all variations except for Wt and the following days for variations P, Pp,
and PpT; (d) used jute bags for the fermentation variations J, Jt, Jp, Jpt, JpT, and JpsT.

For each fermentation run, a control fermentation (Wt) was carried out using ap-
proximately 50 kg of fresh beans placed in a laurel wooden box that was divided into
two compartments (one compartment measuring 0.8 m in length, 0.49 m in width, and
0.55m in height, Figure 1b). In contrast, for all other variations, the same quantity of
beans was filled separately into perforated plastic bags (approx. 50 kg), a common fermen-
tation device outlined in Streule et al. (2022) [7]. These plastic bags were initially used
for the first night of fermentation in all variations except Wt. Prior to use, they had been
washed and dried, having previously transported items such as wheat flour or animal food
(Figure 1c). Subsequently, the same plastic bags were used for the following fermentation
days in the cases of P, Pp, and PpT.
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In variation Wt, the daily turning of the beans was accomplished by relocating them
to the other compartment of the box. In contrast, for the bags in variation Jpt, turning was
carried out by transferring the cocoa into another bag and then placing it back into the
same bag or by manually moving the beans within the same bag.

For variations involving pre-drying, the beans were left on a concrete floor for approx-
imately 4 to 7 h (Figure 2a). Turning of the beans during pre-drying was based on solar
radiation, with an increased frequency on sunnier days and reduced turning frequency
during periods of limited sunlight. Subsequently, the cocoa was placed in either jute bags
(Figure 1d) or plastic bags, depending on the specific variation (Table 1). The used jute
bags were new for the first repetition and were subsequently washed and dried at the same
location after each completed process.

(b)

Figure 2. (a) Pre-drying on concrete floor on day 2; (b) sun-drying on concrete floor on day 3 or 4;

(c) artificial drying at location A, variations separated with wooden sticks; (d) beans covered with
jute bags during artificial drying at location A; (e) beans drying in jute bags on top of other cocoa
beans at location E.

Drying in variation JpsT commenced on day 3, with a process that involved sun-drying
the beans on a concrete floor for a period ranging from 4 to 9 h (Figure 2b). Following this
initial step, the beans were spread in a turned-off dryer overnight before completing the
drying process on the following day in an artificial dryer located at site A.

In contrast, all other variations underwent sun-drying on day 4 for a duration of 1 to
7 h, during which the beans were spread on the floor with periodic turning. Subsequently,
artificial drying with turning steps was performed according to the available dryers and
their setting options.

At location A, the beans were dried directly in a dryer (Figure 2c), with jute bags
used as covering (Figure 2d). To achieve different drying temperatures (“high” and “low”
temperatures at location A), the gas was ignited at a very low level to maintain a low-
temperature drying process. On the other hand, at location E, beans were dried inside jute
bags atop other cocoa beans, with adjustments made to maintain the temperature as per
common practice (Figure 2e).

Following this, the still-moist beans were left overnight in a turned-off dryer, covered
with jute bags. On day 5, the objective was to reduce the humidity to less than 8% using
artificial drying. If the beans had not reached this desired moisture level, they were further
sun-dried on a concrete floor to complete this stage.

2.2. Sampling

Samples were collected daily during the fermentation process at various places in the
fermentation device (according to the temperature probes’ positions, Section 2.3.1) using
disinfected gloves. These mixed samples were then transported, without refrigeration, for
a maximum of 30 min before initiating the analysis of microbial counts for both fresh and
fermenting beans, as well as the pH of fresh, fermenting, and dried beans. Additionally,
cut-tests on the beans were performed once the moisture level reached <8%. The dried
beans were subsequently stored and shipped to Switzerland for the determination of sugars
and organic acids and for sensory evaluation.
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2.3. Analyses
2.3.1. Measurement of Temperature

The temperature of the beans during fermentation and drying was recorded according
to [7] while positioning the probes as in setup 2 during fermentation.

2.3.2. Enumeration of Yeasts, Lactic Acid Bacteria, and Acetic Acid Bacteria

Cocoa bean samples during fermentation (daily) were mixed with diluent (1 g/L
bacteriological peptone (HiMedia Laboratories LLC, Kennett Square, PA, USA); 8.5 g/L
sodium chloride (Sigma-Aldrich, Inc., St. Louis, MO, USA)) in a ratio of 1:10 and manually
kneaded for 2 min. Serial dilutions were plated using the drop-plate method [42] on yeast
peptone mannitol medium (YPM), supplemented with cycloheximide and penicillin, all
supplied by Sigma-Aldrich, Inc., St. Louis, MO, USA [42] for acetic acid bacteria (AAB),
surface plated on 3M™ Petrifilm® Lactic Acid Bacteria Count Plates for lactic acid bacteria
(LAB), and for yeasts on 3M™ Petrifilm® Rapid Yeast and Mold Count Plates (both from
3M Food Safety, St. Paul, MN, USA). Yeast and AAB were incubated at 26 °C for 2 to 4 days,
and LAB at 37 °C for 2 to 3 days. Calculation formula for the CFU (colony forming units)
per gram according to ISO 7218:2007 [43] was used after counting the CFU on the plates.

2.3.3. Measurement of pH of Cotyledon and Pulp

The pH values of cotyledon and pulp were determined using indirect methods accord-
ing to Romanens et al. (2018, 2020) [42,44].

2.3.4. Determination of Sugars and Organic Acids in Dried Cocoa Beans

Saccharose, glucose, fructose, citric acid, lactic acid, and acetic acid were determined
in the samples of runs 3 and 4 (Wt, P, Jp, Jpt, and Pp) at location E and of runs 1 and 2 (Wt, J,
Jpt, JpT, JpsT, PpT, and Jp only of run 1) at location A. The samples were prepared according
to Romanens et al. (2018, 2020) [42,44] with slight modifications. In this study, only the
cotyledons without shells were used, and the centrifugation parameters varied: 15 min
at 17,000 x g at 4 °C. High-performance liquid chromatography (HPLC) was performed
on an HPLC system (Agilent 1260). The same columns were used as described by Miiller
et al. (2022) [45]. Organic acids (citric acid, lactic acid, and acetic acid), saccharose, and
glucose were analyzed with ROA-Organic Acid H+ column and fructose with Rezex RPM
monosaccharides. A Refractive Index (RI) detector (1260 RID G1362A, Agilent, Santa Clara,
CA, USA, temperature set to 50 °C) was utilized for sugar analysis and a Diode Array
Detector (DAD) (1260 RID G4212B, Agilent, Santa Clara, CA, USA, wavelength set to
210 nm) for organic acid analysis.

2.3.5. Cut-Test of Dried Beans

The cut-test of each sample was performed following the procedures described in
Streule et al. (2022) [7].

2.3.6. Sensory Assessment

For the sensory description, mixed samples from run 3 + 4 (Wt, P, Jp, Jpt, and Pp) at
location E and from run 1 + 2 (Wt, ], Jp, Jpt, JpT, and JpsT) from location A were prepared.
Cocoa liquor samples were prepared in accordance with the protocol detailed in Streule
et al. (2022) [7]. The Lindt & Spriingli cocoa panel (Kilchberg, Switzerland) evaluated the
samples regarding flavor (basic tastes, retronasally perceived aromas, and astringency) with
a generic descriptive analysis based on QDA [46]. Participation in the panel was voluntary,
and assessors were selected according to ISO Norm (ISO 8586:2012) [47] and trained for the
assessment of cocoa liquor. Nine assessors participated in the study. The assessors were
informed of the research scope at the beginning of the study and debriefed on the results
at the end. All samples underwent Lindt’s standard quality control procedure to ensure
adherence to food safety standards. The anonymized setup ensured the observation of the
individual’s privacy rights.
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The sensory attribute list from a preceding study of post-harvest cocoa beans from
Ecuador [7] was adjusted to the sample space of the current study through discussions with
the panel using individual sorted napping tasks coupled with word association (described,
e.g., in Lé et al. (2015) [48]) as starting point. The final attribute list is described in Table 2.

Table 2. Definition of flavor attributes and scales.

Attribute Definition Scale
Acidic Basic taste, triggered, e.g., by citric, acetic, or lactic acid solution
Bitter Basic taste, triggered, e.g., by caffeine solution

Fruity-Citrus

Aroma reminiscent of citrus fruits such as lemon or orange

Fruity-Banana

Aroma reminiscent of banana (dried)

Aroma reminiscent of dried flowers (hay flower), tea (orange blossom), or

Floral
orange blossom soap Very weak—very strong
Nutt Aroma reminiscent of unroasted nuts with or without skins as well as raw
Y cocoa bean (without pungent acidity)
Woody Aroma and mouthfeel reminiscent of wet wood (wooden ice cream sticks)
Spicy Aroma reminiscent of pepper
Cocoa Aroma reminiscent of dark chocolate

Roasted-burnt

Aroma reminiscent of toasted/slightly burnt cacao nibs or burnt bread Not roasted-roasted-burnt

Earthy

Aroma that is musty, reminiscent of wet earth

Astringent

Dry, rough, or furry mouthfeel on the tongue and palate, triggered, e.g., by Very weak-very strong
alum or tannin solution

For the data collection, the panelists rated the samples in triplicate (in three separate
sessions) on a 10-cm VAS scale (scale anchors in Table 2).

2.4. Statistics

All fermentation variations were performed between 2 and 13 times (Table 1). For
normally distributed data (checked using Shapiro-Wilk test and/or Q-Q plot), a one-
way ANOVA, followed by posthoc (Tukey-HSD Test), was applied per location. Sensory
descriptors were tested for significant differences between samples using a Mixed ANOVA
with assessor as random factor (R package “ImerTest”). For significant differences between
samples, significance levels were calculated based on Tukey-HSD (R package “multcomp”),
and a multivariate data analysis (PCA) was applied for sensory results.

Multivariate analysis using partial least squares (PLS) was applied to visualize rela-
tions between fermentation and drying parameters, end quality (saccharose, organic acids),
and variation and location. Predictor and response variables were selected accordingly.
Mean values of the runs were used.

Statistical analyses were performed using RStudio (version 4.3.0) and the tests were
performed at a significance level of p < 0.05.

3. Results
3.1. Microbial Counts during Fermentation

Microbial developments during fermentation are shown in Figure 3. Initial counts of
yeasts and LAB (lactic acid bacteria) were similar within location but differed significantly
between locations. Specifically, at location E, yeast counts were 6.3 & 0.4 log cfu/g, while
at location A, they measured 5.8 & 0.5 log cfu/g (p < 4.423 x 10~7). On the other hand,
AAB (acetic acid bacteria) counts were consistent at both locations, with values in the
range of 6.2 £ 0.4 log cfu/g (p = 0.9533). Across all variations at both locations, an initial
increase in yeast, LAB, and AAB counts was observed within the first 24 h. Subsequently,
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Location A

Location E

Yeasts [log cfu/g]

Yeasts [log cfu/g]

J

Jp/dpT JpsT  Jpt

Jp

Variation

(a)

]
;[&Fj : ;T

Jpt P
Variation

(d)

a notable decrease in yeast counts occurred in variation Wt at both locations, reaching
values of 4.9 + 0.5 log cfu/g at location A and 5.7 & 0.7 log cfu/g at location E by the
end of the fermentation process. Similar decreasing trends in yeast counts until the end of
fermentation were also noted in variations ] and PpT at location A. In contrast, in other
variations, yeast counts continued to rise until 48 h before declining towards the end of
fermentation. This trend was particularly prominent in variation P at location E, where
yeast counts reached 7.5 & 0.3 log cfu/g at 48 h.
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Figure 3. Cell counts (log cfu/g) of yeast (a,d), lactic acid bacteria (b,e), and acetic acid bacteria (c,f) at
the two locations A (a—c) and E (d—f) from variations | (jute bag without pre-drying, without turning),
Jp (jute bag with pre-drying)/JpT (jute bag with pre-drying and high drying temperature), JpsT (jute
bag with pre-drying, shorter fermentation time and higher drying temperature), Jpt (jute bag with
pre-drying and turning), P (plastic bag without pre-drying nor turning), and Pp (plastic bag with
pre-drying)/PpT (plastic bag with pre-drying and high drying temperature) recorded after 0 h, 24 h,
48 h, and 72 h of fermentation; n = 1-7.

Lactic acid bacteria showed a decreasing trend between 24 h and the end of fermenta-
tion in all variations at location A to a mean cell count of 7.1 & 0.6 log cfu/g. At location A,
there was a consistent decrease in lactic acid bacteria (LAB) counts between 24 h and the end
of fermentation across all variations, resulting in a mean cell count of 7.1 £ 0.6 log cfu/g.
Conversely, at location E, LAB counts either increased or remained stable until the com-
pletion of fermentation. These final LAB counts reached 8.2 £ 0.5 log cfu/g at location
E, significantly higher than those at location A (p < 1.488 x 10°). Notably, variation P
exhibited a remarkable increase in LAB counts from 8 &+ 0 log cfu/g at 24 h to 8.6 = 0.2 log
cfu/g at 48 h in the fermentation process.

At location A, acetic acid bacteria increased in all variations toward the end of fer-
mentation. Particularly noteworthy were the similar cell counts observed in the last 24 h
and 48 h in variations JpsT, Jpt, and PpT, respectively. Additionally, the progression in
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5

Trax during fermentation [*C]
w I

30-

J JplpT

Wt was notable, featuring a decrease at 48 h followed by a subsequent increase until the
end of the fermentation process. The average cell counts at the end of fermentation were
7.4 £ 0.6 log cfu/g for variations fermented for 72 h and 6.9 + 0.3 log cfu/g for variation
JpsT fermented for 48 h at this location.

At location E, across all variations, AAB counts increased steadily until 72 h, reaching
counts of 8.2 £ 0.5 log cfu/g, with the exception of variation P, where the values remained
similar in the last 24 h (ranging from 6.5 to 8 log cfu/g).

3.2. Temperature Development during Fermentation and Drying Temperatures

During the fermentation of variations J, Jp, JpT, and Pp, PpT of both locations, the
temperature increased until reaching a similar peak temperature of 43.8 + 2.0 °C (ranging
from 41.0 to 48.2 °C) (Figure 4a,b). In variations with turning (Wt) and additional pre-
drying (Jpt), considering both locations, the temperature rose slightly higher, averaging
47.0 £1.4°Cand 45.9 & 2.5 °C, respectively. In contrast, fermenting in plastic bags without
pre-drying and turning at location E (P) did not result in a temperature increase, yielding
the significantly lowest Tmax of 31.1 £ 0.4 °C (p < 0.05). But while adding a pre-drying
step, a Tmax of 43.9 £ 3.0 °C was reached for Pp (location E). Additionally, fermenting
for one day less, i.e., 3 days (40 £ 2 h) instead of 4 days (63 & 6 h), with jute bags and the
pre-drying step (JpsT) at location E resulted in a significantly lower temperature increase,
reaching 37.6 £ 1.8 °C, compared to all other fermentations except P (p < 0.05).

Location A Location E

-

.
5

Trax during fermentation [*C]
w I

!
30-
JpsT Jpt Pp/PpT Wit J JplpT Jpt P Pp/PpT Wit
Variations Variations
(a) (b)

Figure 4. Reached maximum temperature Tmax (°C) during the fermentations at location A in
red (a) and at location E in blue (b) for the following variations: J (jute bag without pre-drying,
without turning; location A: n = 3, E: n = 4), Jp (jute bag with pre-drying; E: n = 6)/JpT (jute bag
with pre-drying and high drying temperature; A: n = 3), JpsT (jute bag with pre-drying, shorter
fermentation time and higher drying temperature; A: n = 3), Jpt (jute bag with pre-drying and turning;
A:n =3, E: n =5), P (plastic bag without pre-drying nor turning; E: n = 2), Pp (plastic bag with
pre-drying; E: n = 4)/PpT (plastic bag with pre-drying and high drying temperature; A: n = 3), and
Wt (wooden box with turning; A: n = 6; E: n =7) (ANOVA with Tukey HSD). Values that do not share
the same letter differ significantly (p < 0.05).

When comparing the variations involving jute and plastic bags with the same fer-
mentation duration, regardless of the location, it was found that the Tmax was reached
significantly faster (p = 0.002) when pre-drying was performed (48 £ 8 h; variations
Jp/JpT, Jpt, Pp/PpT) compared to when it was not implemented (56 £ 7 h; variations J, P)
(Figure S1).

At location A, the beans were dried in a dryer with direct contact with fire and no
ventilation, which resulted in reaching maximum temperatures of up to 95.2 £+ 13.7 °C
(Table 3). In contrast, at location E, the beans were dried inside jute bags placed atop other
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cocoa beans, utilizing a dryer with indirect contact to fire equipped with ventilation. This
approach led to significantly lower maximum (74.7 £ 6.5 °C) and average temperatures
(48.0 = 4.2 °C) compared to those at location A (p < 0.05).

Table 3. Drying temperatures (maximal measured temperature Tmax and average temperature Tav)
at location A and E and from lower (Wt, ], Jp, and Jpt) and higher dried (PpT, JpT, and JpsT) samples
at location A.

Location/Samples Tmax during Drying ! Tav during Drying 2
A 95.2+13.7°C 64.3 +14.7°C
E 747 £ 6.5°C 48.0 £ 4.2°C
A_Wt T, Jp, Ipt 945 +153°C 59.0+12.8°C
A_PpT, JpT, JpsT 96.3+11.3°C 732 +13.8°C
124 <0.05.

At location A, where the drying temperature was varied in some samples, an average
temperature during drying of 64.3 £ 14.7 °C was reached. Samples Wt, ], Jp, and Jpt were
dried at an average temperature of 59.0 £ 12.8 °C. In contrast, PpT, JpT, and JpsT were dried
at a significantly higher average temperature of 73.2 £ 13.8 °C (p = 0.02384). The larger
standard deviation of 13.8 °C in the second group can be attributed to the lower drying
temperatures measured in the case of sample JpsT (Table 3). No significant differences were
observed in the maximum drying temperatures across these two sample groups (p > 0.05).

3.3. Pulp and Cotyledon pH

At both locations, the initial pH values in the cotyledons were within the range of
6.3 to 6.8. However, the evolution of cotyledon pH during fermentation differed among
some variations (Figure 5). Notably, variations JpsT (at location A, Figure 5a) and P (at
location E, Figure 5c) exhibited a rather lower pH development (delta of —0.9 to —0.2),
with end-of-fermentation pH values of 6.0 & 0.2 and 5.90 + 0.03, respectively. In contrast,
the pH in the Wt fermentation dropped to 4.6 £ 0.2 (considering both locations), resulting
in a higher delta of —1.8 to —2.3 compared to variations JpsT, P, and Jp/JpT. Nevertheless,
the pH values for variations J, Jp, JpT, Jpt, Pp, PpT, and Wt (of both locations) all decreased
within the same pH range of 0.8-2.9, ultimately reaching a pH of 4.9 + 0.3.

After the drying process, pH values in the cotyledon increased in 75% of the measure-
ments compared to the end-fermentation values (data not shown). Remarkably, variation
JpsT at location A (short fermentation in jute bags with pre-drying) exhibited a rather higher
pH range of 5.6-6.3 (Figure 5b), in contrast to the other variations (including variations at
location E), which averaged at 5.1 & 0.3.

On the other hand, the measured initial pH of the pulp was significantly lower
(p = 0.000127) at location A (ranging from 3.6 to 4.0) than at E (3.8 to 4.7). On average, the
difference between the final and initial pH of the pulp during fermentation increased in
all variations, except in the case of P at location E (Figure 6b). In variation P, the pH of the
pulp decreased from a range of 4.02—4.1 to a range of 3.97-3.7. During certain fermentation
runs, there were instances where the pH of variation Wt (wooden boxes with turning; in
three runs at location A and two runs at location E) and variation ] (jute without pre-drying,
without turning; in one run at location E) also showed an increase.
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Figure 5. pH decrease in cotyledon during fermentation (pH final-pH initial) at location A (a) and
E (c); pH cotyledon of dried beans at location A in red (b) and E in blue (d) for the following variations:
J (jute bag without pre-drying, without turning; location A: n = 3, E: n = 4), Jp (jute bag with pre-
drying; E: n = 6)/]pT (jute bag with pre-drying and high drying temperature; A: n = 3), JpsT (jute
bag with pre-drying, shorter fermentation time and higher drying temperature; A: n = 3), Jpt (jute
bag with pre-drying and turning; A: n = 3, E: n = 5), P (plastic bag without pre-drying nor turning; E:
n = 2), Pp (plastic bag with pre-drying; E: n = 4)/PpT (plastic bag with pre-drying and high drying
temperature; A: n = 3), and Wt (wooden box with turning; A: n = 6; E: n = 7) at locations A (red)
and E (blue) (ANOVA with Tukey HSD). Values that do not share the same letter differ significantly
(p < 0.05).

3.4. Sugars and Organic Acids in Dried Cocoa Beans

At location E, samples from variations Jp, Jpt, and Pp exhibited similar saccharose
contents, ranging from 4.1 to 10.9 mg/g, along with comparable glucose and fructose
concentrations (Table 4). However, in variation Wt, sugars were only detected in one out
of three measured samples. Variation P, on the other hand, exhibited a higher saccharose
content, a lower glucose level, and a fructose concentration similar to Jp, Jpt, and Pp.
At location A, the saccharose contents generally exceeded those observed at location E.
Notably, samples PpT and JpsT exhibited even higher saccharose levels, reaching up to
17.5 £ 3.5 mg/g and 18.4 &+ 1.2 mg/g, respectively. In contrast, cocoa fermented in a
wooden box (variation Wt) showed lower saccharose content at 6.1 = 2.9 mg/g. The
glucose values across all samples fell within a similar range of 0.0-3.4 mg/g, while fructose
levels displayed a broader but still comparable spectrum, ranging from 1.2 to 10.1 mg/g.
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Figure 6. pH increase in pulp during fermentation (pH final-pH initial) at location A in red (a) and E
in blue (b) for the following variations: J (jute bag without pre-drying, without turning; location A:
n =3, E: n = 4), Jp (jute bag with pre-drying; E: n = 6)/]JpT (jute bag with pre-drying and high drying
temperature; A: n = 3), JpsT (jute bag with pre-drying, shorter fermentation time and higher drying
temperature; A: n = 3), Jpt (jute bag with pre-drying and turning; A: n = 3, E: n = 5), P (plastic bag
without pre-drying nor turning; E: n = 2), Pp (plastic bag with pre-drying; E: n = 4)/PpT (plastic
bag with pre-drying and high drying temperature; A: n = 3), and Wt (wooden box with turning; A:
n =6; E: n =7) (ANOVA with Tukey HSD). Values that do not share the same letter differ significantly
(p < 0.05).
Table 4. Sugars (Saccharose, Glucose, Fructose) and organic acids (citric acid, lactic acid, acetic acid)
in mg/g in dried cocoa bean samples from variations J (jute bag without pre-drying, without turning;
location A: n = 2), Jp (jute bag with pre-drying; A: n =1, E: n = 2)/]JpT (jute bag with pre-drying and
high drying temperature; A: n = 2), JpsT (jute bag with pre-drying, shorter fermentation time and
higher drying temperature; A: n = 2), Jpt (jute bag with pre-drying and turning; A, E: n = 2), P (plastic
bag without pre-drying nor turning; E: n = 2), Pp (plastic bag with pre-drying; E: n = 2)/PpT (plastic
bag with pre-drying and high drying temperature; A: n = 2), and Wt (wooden box with turning; A, E:
n =2) at locations A and E.
Location Variation Saccharose Glucose Fructose Citric Acid Lactic Acid Acetic Acid
Wt 6.1+29 24+08 75+26 33+02 1+£0.1 148 £ 3.4
J 10.1 £ 0.6 25£08 55+£1 35£00 2+0.7 15716
Ip 17.4 0.9 12 3.5 1.2 3.3
A Jpt 153 £1.0 23+11 59+19 3.6 £04 1+£0.1 76+12
JpT 13.8 £22 1.1+11 33£21 3.8£0.6 2+0.6 9.8+29
PpT 17.5£35 1.6+0.2 53+0.1 41+04 14402 129 £ 3.9
JpsT 18.4£12 1.84+0.2 33+13 52+0.6 22+02 10.1 £6.3
Wt 19+19 0.7£0.7 52+52 135+ 44 1.9+0.7 36.6 £12.7
Jp 8.6+22 33+05 82109 15+£71 27+14 241+62
E Jpt 62+21 34+04 78+14 179 £25 26+13 35+0.6
P 142 £0.8 1.7 £08 88+£15 212 +26 8.6+£16 279 £ 9.6
Pp 7+12 29+0.0 81+14 19.8 £0.1 48+0.1 403 +5.8

At location E, all citric acid values fell within a consistent range, showing no notable
variations. In contrast, variation P demonstrated higher lactic acid values at 8.6 = 1.6 mg/g,
than the other samples ranging from 1.2 to 4.9 mg/g. The highest acetic acid contents,
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reaching 49.3 mg/g and 46.1 mg/g, were detected in single samples of variations Wt and
Pp, respectively, while the remaining results were similar.

Overall, at location A, organic acid contents were lower than those measured at
location E. Citric acid and lactic acid levels remained similar across all variations. However,
in the case of sample JpsT, the citric acid content slightly exceeded the others, measuring
4.6 and 5.8 mg/g. Additionally, acetic acid content showed uniformity across all variations,
with the lowest value recorded at 3.3 mg/g in sample Jp.

3.5. Cut-Test of Dried Beans

No fermentation variation showed significant differences in categories such as well-
fermented, slightly fermented, violet, slaty, or moldy beans (p > 0.05). However, there were
notably more well-fermented beans at location A than at location E (p = 0.00141), as seen in
Table 5. Conversely, location E had a higher count of slightly fermented (p = 0.005626) and
violet beans (p = 0.01492) than location A, regardless of the fermentation method used.

Table 5. Cut-test performed with 100 dried beans from variations J (jute bag without pre-drying,
without turning; location A: n = 3, E: n = 4), Jp (jute bag with pre-drying; E: n = 6)/JpT (jute bag
with pre-drying and high drying temperature; A: n = 3), JpsT (jute bag with pre-drying, shorter
fermentation time and higher drying temperature; A: n = 3), Jpt (jute bag with pre-drying and turning;
A:n =3, E: n =5), P (plastic bag without pre-drying nor turning; E: n = 2), Pp (plastic bag with
pre-drying; E: n = 4) /PpT (plastic bag with pre-drying and high drying temperature; A: n = 3), and
Wt (wooden box with turning; A: n = 6; E: n = 7) at locations A and E. The beans were classified as
well-fermented, slightly fermented, violet, slaty, or moldy. Well-fermented and slightly fermented
values (%) are colored from green to red according to the highest and lowest mean, respectively.
Violet, slaty, and moldy values (%) are colored from green to red according to the lowest and highest

mean, respectively.

. . Well- Slightl .
Location  Variation Fermented Fer n%en tz d Violet Slaty Moldy
Wt 62.7 + 27 30.5 £ 27 62+7 07+1.1 0
J 62.7 + 32.4 243 £229 12 £ 9.8 1+14 0
Ip 55.3 £29 27.7 +£17.1 10 £ 13.4 3.7+26 0
A Jpt 72.3 +£20.2 20 +13.6 73+71 0.3 £0.5 0
JpT 56 £ 23.3 373 £ 16.4 6+71 0.7+ 0.9 0
PpT 61 £ 28.6 33 +£252 3+42 0.3 £0.5 0
JpsT 39 +£29.7 53.3 £ 25 73+9 0.3 +0.5 0
Wt 344 +17.7 484 +19.4 16 £ 12.1 0.3+0.5 0.1+03
J 28 +£9.1 51.8+12.8  18.8 £145 1+17 0.3+£04
E Ip 31.5£12.6 53 £15.8 153 £13.1 02+£04 0
Jpt 494 +12.7 39.8 +16.3 10 £5.8 04 +05 0.2+04
P 425 +£245 41 £12 155 £ 11.5 05£05 0.5£0.5
Pp 303 +54 573 +£11.4 12.3 £ 8.8 0.5+09 0

3.6. Sensory Description of Cocoa Bean Mass

All sensory descriptors, with the exception of the attribute “nutty”, discriminated
samples significantly (Table 6). For some descriptors (“fruity, banana”, “floral”, and
“spicy”), all samples were placed on the same significance level with the Tukey HSD
posthoc test, indicating only a weak discrimination between samples.

A PCA based on the unstandardized sensory descriptors that discriminated the sam-
ples significantly is displayed in Figure 7. The first dimension explained 87.9% of the
variance with “acidity” and “fruity (citrus)” pointing in one direction (left side) and “bitter-
ness”, “astringency”, “woody”, and “earthy” in the opposite (right side). The reference
fermentations Wt from both locations (A_Wt and E_Wt) that were fermented in boxes were
placed on the left-hand side of the plot. Sample location on dimension 1 further reveals dif-
ferences between locations, with location E generally being more oriented towards sensory
descriptors on the left-hand side (e.g., acidity) and location A being more oriented towards
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descriptors on the right-hand side (e.g., bitterness). The second dimension explained only
4.9% of the variance separating samples according to other flavor attributes. Samples JpT
and JpsT at location A were rated high in “roasted-burnt”. On the opposite side were
the flavor attributes “cocoa”, “floral”, and “fruity, banana”. Sample Jpt at location A was
rated significantly higher regarding “cocoa” than other samples (E_]Jpt, A_JpsT), while no
significance levels could be found for “floral” and “fruity, banana”.

Table 6. Sensory assessment and sensory description of samples from variations J (jute bag without
pre-drying, without turning), Jp (jute bag with pre-drying), JpT (jute bag with pre-drying and high
drying temperature), JpsT (jute bag with pre-drying, shorter fermentation time and higher drying
temperature), Jpt (jute bag with pre-drying and turning), P (plastic bag without pre-drying nor
turning), Pp (plastic bag with pre-drying), and Wt (wooden box with turning) at locations A and E,
n = 2. The ratings refer to a 10-cm/10-point scale. Values followed by the same superscript letter
within row of each description are not significantly different (p < 0.001).

1 . Fruity, Fruity, . Roasted- .
Location  Variations Acidity Bitterness Ciltlr u}; Ban atrz]a Floral Nutty  Woody Spicy Cocoa gisr:t Earthy Astringency
<0.001 <0.001 <0.001 0.007 0.013 0.272 <0.001 0.015 0.001 <0.001 <0.001 <0.001
Wt 7.33b 4.6 cde 432 112 2472 32 21¢d 314 24740 4,009 12¢ 4.4 bede
J 5.7b¢ 4.3 cde 3.6 14° 222 3 22¢d 26° 2.83b 467 14bc 5.1 bede
Ip 164 5.9 abe 064 0.9° 2232 4.2 44 172 3.3 4.5 2.5 abe 5.8 abe
A
Jpt 254 5.8 abed 1.0d 092 282 39 3.40bc 1.62 372 4,0 2.2 abe 5.5 abed
JpT 2149 6.6 0.7d 142 232 438 5.14b 1.82 2440 5.0 3.14b 6.13b
JpsT 194 714 069 112 262 46 544 1.62 21Pb 492 384 714
Wt 742 4,0de 46? 152 352 3.6 124 292 2.43b 30Pb 12¢ 35¢
Jp 6.1 36° 2.8 abe 132 272 34 1.9 232 2.9ab 3472 1.4bc 3.8de
E Jpt 6.3 4.8 bede 3.74b 202 352 3.6 1.6 292 21b 2.7b 13¢ 4.3 cde
P 43¢ 5.3 abcede 23 bd 244 402 3.6 3.4 be 232 33 ab 37 ab 19 be 5.0 bede
Pp 7.03b 38¢ 46° 242 372 3.9 1.9¢d 232 2.73b 28b 1.0¢ 3.7¢
Mixed ANOVA with product as fixed variable (p-values displayed) and assessor as random variable. Mean value
of samples and significance levels were given in case of significant product effect in ANOVA.
PCA - Biplot
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Figure 7. Principle component analysis (PCA) based on sensory descriptors that discriminated
samples (J (jute bag without pre-drying, without turning), Jp (jute bag with pre-drying), JpT (jute bag
with pre-drying and high drying temperature), JpsT (jute bag with pre-drying, shorter fermentation
time and higher drying temperature), Jpt (jute bag with pre-drying and turning), P (plastic bag
without pre-drying nor turning), Pp (plastic bag with pre-drying), and Wt (wooden box with turning)
at locations A and E) significantly.
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Location A

acid: 53%)

PC 2 (Var X 22%, Saccharose: 14%, Citric acid: 13%, Acetic acid: 65%, Lactic

3.7. Multivariate Analysis Using Partial Least Squares (PLS)
3.7.1. Effect of Post-Harvesting Parameters on Selected Quality Parameters

A PLS was constructed to illustrate the influences of the fermentation variations on
fermentation and, therefore, on the end bean quality (saccharose, organic acids). At location
A (Figure 8a), the data points were labeled with the average drying temperature due to
sample groups (samples PpT, JpsT, and JpT) intended to dry at higher temperatures. The
first PC explained 50%, and the second PC explained 22% of the variance for location A
(Figure 8a). It is worth noting that variations Wt and JpsT are positioned in opposite direc-
tions. The predictor variable Tmax during fermentation is especially strongly associated
with Wt, while saccharose, citric acid, and lactic acid as responsive variables are more
closely related to the sample JpsT. Variations Jp and Jpt are close together. At location E
(Figure 8b), the first PC accounted for 73% of the variance, and the second PC explained
19%. A similar pattern emerges with opposing variations Wt and P at location E.

3.7.2. Effect of Drying Temperature on Cut-Test and Acetic Acid per Location

The effect of the drying temperature on the cut-test and acetic acid content of dried
beans is illustrated in the PLS in Figure 9. Especially maximal temperatures during drying
resulted in well-fermented beans (70%) and roasted-burnt cocoa liquor (70%), which applies
to the averages of all the variations of the same location A. On the other hand, lower Tmax
during drying resulted in less slightly fermented beans, which were the variations at
location E. Also, the variable acetic acid content of dried beans points in the opposite
direction, towards location E, where the beans were dried at lower temperatures.

Scores & (scaled) Loadings in the first two components
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\‘\
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Figure 8. Cont.
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PC 2 (War X: 14%, Well fermented: 22%, Violet: 7%, Slightly fermented: 12%,

Slaty: 42%, Acetic acid: 2%, Roasted-Burnt: 5%)

PC 2 (Var X: 19%, Saccharose: 3%, Citric acid: 24%, Acetic acid: 80%, Lactic
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Figure 8. (a) Partial least squares (PLS) of predictors (black; Tmax during fermentation, Tav during
drying, pH cotyledon_delta between initial and end of fermentation, and pH pulp_delta between
initial and end of fermentation) and response variables (blue; Citric acid, Lactic acid, Acetic acid, and
Saccharose) of fermentation variations J, Jp, JpsT, Jpt, JpT, PpT, and Wt at location A; (b) Partial least
squares (PLS) of predictors (black; Tmax during fermentation, pH cotyledon_delta between initial
and end of fermentation, and pH pulp_delta between initial and end of fermentation) and response
variables (blue; Citric acid, Lactic acid, Acetic acid, and Saccharose) of fermentation variations Jp, Jpt,
P, Pp, and Wt at location E.
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Figure 9. Partial least squares (PLS) of predictor (black; Tmax during drying) and response variables

(blue; Well fermented, Slaty, Violet, Slightly fermented, Acetic acid, and Roasted-Burnt) at locations A
and E.
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4. Discussion
4.1. Different Microbiological and Physicochemical Dynamics and Quality Depending on
Fermentation Variation

In this study, we explored various fermentation variations, which differed in terms
of the fermentation device, steps during fermentation (such as pre-drying and turning),
fermentation duration, and drying temperature. Our investigation aimed to uncover their
effects on microbial dynamics, temperature profiles, pH values, and the overall quality of
the end product, which includes factors like sugars, organic acids, sensory, and cotyledon
pH. We observed significant differences in these factors.

Regarding microbiological dynamics, we observed a remarkable increase in yeast
population at 48 h, particularly in variation P at location E. Additionally, variation P
exhibited the lowest maximal fermentation temperature (p < 0.05), which was accompanied
by limited growth of acetic acid bacteria (AAB) after 72 h. Yeasts are known to have poor
tolerance to increasing temperatures [49-52]. This explains the relatively high yeast cell
counts observed until the end of fermentation in variation P. Furthermore, we found a
significant negative correlation between the maximum temperature and yeast counts after
both 48 h (r = —0.46, p < 0.05) and 72 h (r = —0.44, p < 0.05).

In contrast, yeasts and AAB exhibited similar patterns in fermentation JpsT (location A)
as compared to Jp/JpT (considering both locations) until 48 h, after which a decline in yeast
population and an increase in AAB were observed in the longer fermentations (Jp/JpT)
during the last 24 h. These observations, along with the significantly lower maximum
temperature during fermentation compared to Jp/JpT, indicate that a fermentation period
of 3 days (40 & 2 h) may not be sufficient. Typically, during fermentation, the cocoa bean
mass reaches temperatures of 45 to 50 °C [27,36,53,54]. In our study, all variations, except
for JpsT and P, reached temperatures in the range from 41.0 to 49.5 °C.

The variations JpsT (location A) and P (location E) exhibited similar trends in cotyle-
don pH development until the end of fermentation, mirroring the patterns observed in
maximum temperature (Tmax), indicating a potentially weak fermentation. This nega-
tive correlation (r = —0.66, p < 0.05) between cotyledon pH at the end of fermentation
and Tmax was previously documented also in Streule et al. (2022) [7]. Consequently, we
observed that a higher cotyledon pH at the end of fermentation, coupled with a lower
Tmax during fermentation, resulted in a weaker fermentation. This weaker fermentation
implied, e.g., reduced degradation of saccharose in the cotyledon, resulting in higher scores
for sensory attributes such as bitterness or astringency, typically associated with weak
fermentation. Notably, when pre-drying was implemented for the plastic bag fermentation,
or when the fermentation duration was extended by one day, we observed a higher Tmax
and lower cotyledon pH. Regarding jute bag fermentations with and without pre-drying,
no significance can be seen, only tendencies.

In contrast, variation Wt (and Jpt at location E) exhibited the highest recorded Tmax
compared to the other fermentation variations, accompanied by a drop in cotyledon pH
to relatively low values (especially variation Wt). The resulting cocoa liquor was highly
rated for attributes such as “acidity” and “fruity, citrus”, indicating a high degree of
fermentation. This suggests that organic acids (e.g., acetic acid) were produced during
fermentation and diffused into the cotyledon, lowering the pH and triggering enzymes.
This enzymatic activity, possibly due to subcellular seed structure destruction, contributes
to the development of color and flavor in fermented beans [3,4,36]. Notably, these acids
partially remained in the beans even during drying.

Remarkably, variations JpsT (location A) and P (location E), characterized by low
Tmax and minimal changes in cotyledon pH during fermentation, exhibited the highest
scores (within the location) in attributes associated with a low fermentation degree, such as
bitterness, astringency, woody, and earthy flavors. Reducing bitterness and astringency is
one of the purposes of cocoa fermentation [36]. Additionally, sensory evaluations showed
improvements when fermentation lasted from day 1 to day 4 (63 & 6 h), particularly when
combined with pre-drying in plastic bags.
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Furthermore, an interesting observation was made regarding the saccharose content.
Variation JpsT exhibited the highest average saccharose content within location A, while
sample P had the highest average at location E. This disparity in saccharose content further
indicated a weak fermentation [55]. Considering the mentioned parameters, a low fermenta-
tion degree is linked to a weak or too short fermentation in this study. It is important to note
that the cut-test results, commonly used to assess fermentation degree [53], could not be
relied upon in our study due to potential falsification caused by high drying temperatures
and, probably, by the type of dryer that has direct contact with fire (see Section 4.2).

Variation P, in particular, stood out with the highest score in the “floral” attribute.
This could be ascribed to the higher yeast and LAB cell counts observed after 48 and
72 h of fermentation, suggesting their role in producing volatile organic compounds like
esters, alcohols, and aldehydes associated with the floral attribute [56,57]. It is worth
noting that the variation P also had higher lactic acid levels in the samples, which aligns
with the increased growth of lactic acid bacteria. We hypothesize that these compounds,
e.g., alcohols, may have survived the drying process. Interestingly, the floral attribute
was more pronounced (though not significantly) at location E, possibly due to lower
drying temperatures than at location A, favoring the volatilization and destruction of these
compounds [58,59].

In particular, samples JpT and JpsT at location A were subjected to higher average
drying temperatures, likely due to the elevated gas levels during drying and using a dryer
without a ventilator. This could explain the significantly higher “roasted-burnt” flavor
attribute in these samples.

4.2. Different Microbiological and Physicochemical Dynamics and Quality Depending on Location

Differences in the results were observed, and these variances may be attributed more
to the geographical location than the specific fermentation variations. This considera-
tion should be taken into account for future studies that aim to compare results across
various locations.

In general, it was noted that organic acid levels were lower at location A compared
to location E. This discrepancy could be linked to variations in microbial growth, with
location A having lower initial cell counts. Furthermore, LAB decreased notably in the
last 24 h of fermentation at location A, resulting in significantly lower counts than at
location E (p = 1.488 x 10~°). Similarly, the growth of AAB was substantially lower after
72 h at location A than at location E (p = 0.0003067). These observations suggest that lower
microbial activity may have led to reduced organic acid production.

Additionally, saccharose content was generally higher at location A than at location E.
This implies that there was less enzymatic activity, possibly from invertase. The growth of
AAB may have indirectly influenced the hydrolysis or invertase activity. These findings
may explain the prevalence of woody, astringent, and bitter flavor profiles in cocoa liquor
at location A, as opposed to the more acidic and fruity profiles observed at location E. The
study by Tigrero-Vaca et al. (2022) [56] might confirm this explanation while finding that
lab-scale fermentation with AAB was associated with fruity notes during fermentation.

Hence, the geographic location appears to have a high impact on cocoa bean quality,
particularly with regard to sensory characteristics. These variations may be attributed
to differing climatic conditions between locations A and E, genetic diversity in the cocoa
material, and the different dynamics and interactions of microbial communities. These and
further parameters contribute to the ultimate flavor profile of cocoa [27,60].

At location A, the beans were subjected to direct contact with fire during drying,
which likely contributed to the higher average and maximal drying temperatures, up to
95.2 £13.7 °C. In contrast, at location E, cocoa beans were dried in jute bags placed on top
of other cocoa beans, using a dryer with indirect contact to fire, resulting in lower average
drying temperatures (48.0 + 4.2 °C) compared to location A (64.3 £ 14.7 °C). Similar find-
ings of higher temperatures at location A were previously reported by Streule et al. (2022) [7].
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We observed that more well-fermented beans were present at location A, regardless of
the fermentation method used. This observation significantly correlated with the higher
drying temperatures (Tmax) (p < 0.05) and fewer violet beans (p < 0.05). These results
support the assumption that high drying temperatures, potentially intensified by the use of
a dryer with direct fire contact, may lead to falsifications in the cut-test results, as previously
suggested in Streule et al. (2022) [7].

Furthermore, as already mentioned, the acetic acid content in dried beans was signif-
icantly lower at location A than at location E (p < 0.001). One plausible explanation for
this difference could be the excessively high drying temperatures, resembling a roasting
process (average Tmax during drying was 95.2 & 13.7 °C at location A), which might
cause the volatile acetic acid to evaporate during thermal treatment. Previous studies have
documented that rapid drying and artificial drying methods led to increased acidity in
beans [20,61-63]. But, it is worth noting that acetic acid levels tend to decrease signifi-
cantly during roasting, as indicated by Frauendorfer and Schieberle’s studies [64,65] using
roasting parameters of 14 min at 95 °C.

Another possible factor contributing to this difference could be the higher counts
of acetic acid bacteria after 72 h and of lactic acid bacteria (assumed to be primarily
heterofermentative) at location E, resulting in the production of acetic acids. These LAB
are known to occur in later stages of fermentation [36,66]. Further investigations, such as
measuring organic acid levels at the end of fermentation, are warranted to confirm or refute
this assumption.

In conclusion, our findings indicate that drying temperatures, especially when reaching
up to 100 °C without proper ventilation, can lead to a roasted-burnt flavor in cocoa beans.
In contrast, temperatures up to 85 °C in a dryer with adequate ventilation did not result in
cocoa beans with roasted-burnt off-flavors. However, it is worth noting that other studies
have suggested an optimal drying temperature of 70 °C (e.g., Rodriguez-Campos et al. [67]).

5. Conclusions

Our findings emphasize the complex interplay of factors in cocoa bean post-harvesting
processes and highlight the need for the careful control of fermentation parameters to
achieve desired flavor profiles.

It was considered important if the fermentation is carried out in jute bags or plastic
bags and that it lasts at least from day 1 to day 4 (63 £ 6 h) since the trial to stop the
fermentation after day 3 in jute bags (JpsT) did not reveal sufficient temperature increase.
Further, these JpsT samples were evaluated with rather high levels of bitterness, woodiness,
earthiness, and astringency, which are attributes related to weak fermentation. In contrast,
fermentation in wooden boxes most probably would have been completed after day 3
(40 £ 2 h), considering the temperature increase and pH decrease in cotyledon and acidic
beans in sensory profiling. To confirm this assumption, further experiments with less
fermentation time would be necessary.

Further, if plastic bags are used for fermentation, a pre-drying step would be manda-
tory to reach acceptable temperatures during fermentation and an improved sensorial
profile (less bitterness and less astringency). Nevertheless, a pre-drying step needs ex-
tended knowledge because if carried out too long, the beans might dry too much, and,
consequently, insufficient substrate for the microorganisms would be available. The turn-
ing was only tested in combination with a pre-drying step and would not be mandatory.
Also, there were no significant differences in the jute bag fermentations with and without
pre-drying, but there was a tendency to have better results with pre-drying. Nevertheless,
if a turning step without pre-drying would improve the quality, it is not established and
has to be tested in further trials.

Ideally, the temperature during fermentation should be controlled with a thermometer.
The temperature should reach more than 40 °C to obtain an acceptable end bean quality.
Nevertheless, this conclusion should be checked in further experiments during colder
months in Ecuador and other zones. The monitoring of the drying temperature with a
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thermometer is also highly recommended; a dryer with a ventilator should be used, and
the temperature should be reasonably adjusted so as not to burn the beans.

Supplementary Materials: The following supporting information can be downloaded at: https://www.
mdpi.com/article/10.3390/foods13010137/s1, Figure S1: Time until reaching maximum temperature
Tmax (h) during the fermentations at location A in red and at location E in blue for the following
variations: J (jute bag without pre-drying, without turning; location A: n =3, E: n = 4)/P (plastic bag
without pre-drying nor turning; E: n = 2), Jp (jute bag with pre-drying; E: n = 6)/JpT (jute bag with
pre-drying and high drying temperature; A: n = 3)/Jpt (jute bag with pre-drying and turning; A:
n =3, E: n = 5)/Pp (plastic bag with pre-drying; E: n = 4) /PpT (plastic bag with pre-drying and high
drying temperature; A: n = 3).

Author Contributions: Conceptualization, S.S., S.FL. and S.M.S,; methodology, S.S., SEL., M.G. and
S.M.S,; formal analysis, S.S., S.EL. and M.G.; investigation, 5.5., M.G., D.M. and M.P-Z; writing—original
draft preparation, S.S. and M.G.; writing—review and editing, S.S., S.FL., M.G., D.M., M.P.-Z. and
S.M.S.; visualization, S.S., S.FL. and M.G.; supervision, S.M.S.; project administration, S.M.S.; funding
acquisition, S.M.S. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by the Lindt Chocolate Competence Foundation. Open access
funding provided by ZHAW Zurich University of Applied Sciences.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Informed consent was obtained from all assessors involved in
the study.

Data Availability Statement: The data presented in this study are available in article and
supplementary material.

Acknowledgments: The authors thank the participating farmers and intermediaries in Ecuador for
their cooperation and support, the Agrarian University of Ecuador (UAE) for infrastructural support,
the appreciated collaboration with Kai Spehr of Lindt Chocolate Competence Foundation, and the
cocoa panel from Lindt & Spriingli (Kilchberg, Switzerland) for the sensory analysis, Tobias Peter for
his statistics support and Victoria Shuuya for sample preparations for HPLC.

Conflicts of Interest: Author Martina Galler was employed by the company Lindt & Spriingli
(Kilchberg, Switzerland), which had the role of conducting the sensory description of the cocoa
samples in this study. The remaining authors declare that the research was conducted in the absence
of any commercial or financial relationships that could be construed as a potential conflict of interest.

References

1. Ardhana, M,; Fleet, G.H. The Microbial Ecology of Cocoa Bean Fermentations in Indonesia. Int. J. Food Microbiol. 2003, 86, 87-99.
[CrossRef] [PubMed]

2. Perez, M.; Lopez-Yerena, A.; Vallverdu-Queralt, A. Traceability, Authenticity and Sustainability of Cocoa and Chocolate Products:
A Challenge for the Chocolate Industry. Crit. Rev. Food Sci. Nutr. 2022, 62, 475-489. [CrossRef] [PubMed]

3. De Vuyst, L.; Leroy, F. Functional Role of Yeasts, Lactic Acid Bacteria and Acetic Acid Bacteria in Cocoa Fermentation Processes.
FEMS Microbiol. Rev. 2020, 44, 432-453. [CrossRef] [PubMed]

4. Schwan, R.F; Wheals, A.E. The Microbiology of Cocoa Fermentation and Its Role in Chocolate Quality. Crit. Rev. Food Sci. Nutr.
2004, 44, 205-221. [CrossRef] [PubMed]

5. Kongor, ].E.; Hinneh, M.; de Walle, D.V.; Afoakwa, E.O.; Boeckx, P.; Dewettinck, K. Factors Influencing Quality Variation in Cocoa
(Theobroma Cacao) Bean Flavour Profile—A Review. Food Res. Int. 2016, 82, 44-52. [CrossRef]

6.  Gutiérrez-Rios, H.G.; Suarez-Quiroz, M.L.; Hernandez-Estrada, Z.].; Castellanos-Onorio, O.P.; Alonso-Villegas, R.; Rayas-Duarte,
P,; Cano-Sarmiento, C.; Figueroa-Hernandez, C.Y.; Gonzalez-Rios, O. Yeasts as Producers of Flavor Precursors during Cocoa Bean
Fermentation and Their Relevance as Starter Cultures: A Review. Fermentation 2022, 8, 331. [CrossRef]

7.  Streule, S.; Freimiiller Leischtfeld, S.; Galler, M.; Miescher Schwenninger, S. Monitoring of Cocoa Post-Harvest Process Practices
on a Small-Farm Level at Five Locations in Ecuador. Heliyon 2022, 8, e09628. [CrossRef]

8.  Afoakwa, E.O.; Quao, J.; Takrama, J.; Budu, A.S.; Saalia, FK. Chemical Composition and Physical Quality Characteristics of
Ghanaian Cocoa Beans as Affected by Pulp Pre-Conditioning and Fermentation. ]. Food Sci. Technol. 2013, 50, 1097-1105.
[CrossRef]

9.  Biehl, B.; Meyer, B.; Said, M.B.; Samarakoddy, R.J]. Bean Spreading: A Method for Pulp Preconditioning to Impair Strong Nib

Acidification during Cocoa Fermentation in Malaysia. J. Sci. Food Agric. 1990, 51, 35—45. [CrossRef]


https://www.mdpi.com/article/10.3390/foods13010137/s1
https://www.mdpi.com/article/10.3390/foods13010137/s1
https://doi.org/10.1016/S0168-1605(03)00081-3
https://www.ncbi.nlm.nih.gov/pubmed/12892924
https://doi.org/10.1080/10408398.2020.1819769
https://www.ncbi.nlm.nih.gov/pubmed/32942899
https://doi.org/10.1093/femsre/fuaa014
https://www.ncbi.nlm.nih.gov/pubmed/32420601
https://doi.org/10.1080/10408690490464104
https://www.ncbi.nlm.nih.gov/pubmed/15462126
https://doi.org/10.1016/j.foodres.2016.01.012
https://doi.org/10.3390/fermentation8070331
https://doi.org/10.1016/j.heliyon.2022.e09628
https://doi.org/10.1007/s13197-011-0446-5
https://doi.org/10.1002/jsfa.2740510105

Foods 2024, 13,137 20 of 22

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Biehl, B.; Meyer, B.; Crone, G.; Pollmann, L.; Said, M.B. Chemical and Physical Changes in the Pulp during Ripening and
Post-Harvest Storage of Cocoa Pods. J. Sci. Food Agric. 1989, 48, 189-208. [CrossRef]

Fernandez, R.D.R.; Gallo, EW.M.; Cedefio, A.M.G.; Mercedes, M.; Galeas, P; Quinteros, H.N.M.; Ferrin, L. M.C.; Alvarez, A.E.B.;
Morante, PE.N. Efecto del Tipo y Tiempo de Fermentacion en la Calidad Fisica y Quimica del Cacao (Theobroma cacao L.) Tipo
Nacional. Cienc. Tecnol. 2012, 5, 7-12. [CrossRef]

Camu, N.; Gonzalez, A.; De Winter, T.; Van Schoor, A.; De Bruyne, K.; Vandamme, P,; Takrama, J.S.; Addo, S.K.; De Vuyst,
L. Influence of Turning and Environmental Contamination on the Dynamics of Populations of Lactic Acid and Acetic Acid
Bacteria Involved in Spontaneous Cocoa Bean Heap Fermentation in Ghana. Appl. Environ. Microbiol. 2008, 74, 86-98. [CrossRef]
[PubMed]

Hinneh, M.; Semanbhyia, E.; Van de Walle, D.; De Winne, A.; Tzompa-Sosa, D.A.; Scalone, G.L.L.; De Meulenaer, B.; Messens,
K.; Van Durme, J.; Afoakwa, E.O.; et al. Assessing the Influence of Pod Storage on Sugar and Free Amino Acid Profiles and the
Implications on Some Maillard Reaction Related Flavor Volatiles in Forastero Cocoa Beans. Food Res. Int. 2018, 111, 607-620.
[CrossRef] [PubMed]

Ganeswari, I; Bariah, K.S.; Amizi, M.A.; Sim, K.Y.K. Effects of Different Fermentation Approaches on the Microbiological and
Physicochemical Changes during Cocoa Bean Fermentation. Int. Food Res. |. 2015, 22, 70-76.

Bariah, S.K.; Tajul, A.Y. Effect of Cocoa Pods Storage on the Temperature and Physicochemical Changes during Shallow Box
Fermentation. IJISET-Int. ]. Innov. Sci. Eng. Technol. 2017, 4, 197-203.

Sulaiman, K.B.; Yang, T.A. Color Characteristics of Dried Cocoa Using Shallow Box Fermentation Technique. World Acad. Sci. Eng.
Technol. 2015, 9, 1281-1285.

Quevedo Guerrero, ].N.; Romero Lépez, J.A.; Tuz Guncay, I.G. Calidad fisico quimica y sensorial de granos y licor de cacao
(Theobroma cacao 1.) Usando cinco métodos de fermentacion. Rev. Cientifica Agroecosiste-Mas 2018, 6, 115-127.

Hamdouche, Y.; Meile, J.C.; Lebrun, M.; Guehi, T.; Boulanger, R.; Teyssier, C.; Montet, D. Impact of Turning, Pod Storage and
Fermentation Time on Microbial Ecology and Volatile Composition of Cocoa Beans. Food Res. Int. 2019, 119, 477-491. [CrossRef]
Guehi, T.S.; Dadie, A.T.; Koffi, K.P.B.; Dabonne, S.; Ban-Koffi, L.; Kedjebo, K.D.; Nemlin, G.J. Performance of Different Fermentation
Methods and the Effect of Their Duration on the Quality of Raw Cocoa Beans: Fermentation’s Effect on the Raw Cocoa Quality.
Int. J. Food Sci. Technol. 2010, 45, 2508-2514. [CrossRef]

Guehi, T.S.; Dabonne, S.; Ban-Koffi, L.; Kedjebo, D.K.; Zahouli, I.B. Effect of Turning Beans and Fermentation Method on the
Acidity and Physical Quality of Raw Cocoa Beans. Adv. ]. Food Sci. Technol. 2010, 2, 163-171.

Portillo, E.; Labarca, M.; Grazziani, L.; Cros, E.; Assemat, S.; Davrieux, F; Boulager, R. Influencia de la condiciones del tratamiento
poscosecha sobre la temperatura y acidez en granos de cacao Criollo (Theobroma cacao L.). Rev. Fac. Agron. 2011, 28, 646—660.
Dulce, V.-R.; Anne, G.; Manuel, K.; Carlos, A.-A.; Jacobo, R.-C.; Sergio de Jesus, C.-E.; Eugenia, L.-C. Cocoa Bean Turning as
a Method for Redirecting the Aroma Compound Profile in Artisanal Cocoa Fermentation. Heliyon 2021, 7, e07694. [CrossRef]
[PubMed]

Koné, K.M.; Assi-Clair, B.J.; Kouassi, A.D.D.; Yao, A.K.; Ban-Koffi, L.; Durand, N.; Lebrun, M.; Maraval, I.; Bonlanger, R.; Guehi,
T.S. Pod Storage Time and Spontaneous Fermentation Treatments and Their Impact on the Generation of Cocoa Flavour Precursor
Compounds. Int. J. Food Sci. Technol. 2021, 56, 2516-2529. [CrossRef]

Crafack, M.; Keul, H.; Eskildsen, C.E.; Petersen, M.A.; Saerens, S.; Blennow, A.; Skovmand-Larsen, M.; Swiegers, ].H.; Petersen,
G.B.; Heimdal, H.; et al. Impact of Starter Cultures and Fermentation Techniques on the Volatile Aroma and Sensory Profile of
Chocolate. Food Res. Int. 2014, 63, 306-316. [CrossRef]

Jimenez, ].C.; Amores, EM.; Solérzano, E.G.; Rodriguez, G.A.; La Mantia, A.; Blasi, P.; Loor, R.G. Differentiation of Ecuadorian
National and CCN-51 Cocoa Beans and Their Mixtures by Computer Vision: Differentiation of Ecuadorian Cocoa. J. Sci. Food
Agric. 2018, 98, 2824-2829. [CrossRef] [PubMed]

Thompson, S.S.; Miller, K.B.; Lopez, A.S. Cocoa and Coffee. In Food Microbiology: Fundamentals and Frontiers, 2nd ed; Doyle, M.P,,
Beuchat, L.R., Montville, T.J., Eds.; ASM Press: Washington, DC, USA, 2001; pp. 721-733.

Afoakwa, E.O. Chocolate Science and Technology; Wiley-Blackwell: Chichester, UK, 2010; ISBN 978-1-4051-9906-3.

Ruiz Pinargote, M.; Mera Moran, O.; Prado Cedetio, A; Cedefio Guzman, W. Influencia de la época de cosecha en la calidad del
licor de cacao tipo nacional. Rev. Espamciencia 2014, 5, 79-87.

Garcia-Armisen, T.; Papalexandratou, Z.; Hendryckx, H.; Camu, N.; Vrancken, G.; De Vuyst, L.; Cornelis, P. Diversity of the Total
Bacterial Community Associated with Ghanaian and Brazilian Cocoa Bean Fermentation Samples as Revealed by a 16 S rTRNA
Gene Clone Library. Appl. Microbiol. Biotechnol. 2010, 87, 2281-2292. [CrossRef]

Caligiani, A.; Marseglia, A.; Prandi, B.; Palla, G.; Sforza, S. Influence of Fermentation Level and Geographical Origin on Cocoa
Bean Oligopeptide Pattern. Food Chem. 2016, 211, 431-439. [CrossRef]

Avadi, A.; Temple, L.; Blockeel, ].; Salgado, V.; Molina, G.; Andrade, D. Analisis de La Cadena de Valor Del Cacao En Ecuador.
Available online: https://capacity4dev.europa.eu/projects/value-chain-analysis-for-development-vca4d /info/235-ecuador-
cocoa_en (accessed on 13 October 2023).

Managanta, A.A.; Sumardjo; Sadono, D.; Tjitropranoto, P. Strategy to Increase Farmers” Productivity Cocoa Using Structural
Equation Modeling. IOP Conf. Ser. Earth Environ. Sci. 2022, 1107, 1-10. [CrossRef]


https://doi.org/10.1002/jsfa.2740480207
https://doi.org/10.18779/cyt.v5i1.120
https://doi.org/10.1128/AEM.01512-07
https://www.ncbi.nlm.nih.gov/pubmed/17993565
https://doi.org/10.1016/j.foodres.2018.05.064
https://www.ncbi.nlm.nih.gov/pubmed/30007725
https://doi.org/10.1016/j.foodres.2019.01.001
https://doi.org/10.1111/j.1365-2621.2010.02424.x
https://doi.org/10.1016/j.heliyon.2021.e07694
https://www.ncbi.nlm.nih.gov/pubmed/34401578
https://doi.org/10.1111/ijfs.14890
https://doi.org/10.1016/j.foodres.2014.04.032
https://doi.org/10.1002/jsfa.8790
https://www.ncbi.nlm.nih.gov/pubmed/29168202
https://doi.org/10.1007/s00253-010-2698-9
https://doi.org/10.1016/j.foodchem.2016.05.072
https://capacity4dev.europa.eu/projects/value-chain-analysis-for-development-vca4d/info/235-ecuador-cocoa_en
https://capacity4dev.europa.eu/projects/value-chain-analysis-for-development-vca4d/info/235-ecuador-cocoa_en
https://doi.org/10.1088/1755-1315/1107/1/012105

Foods 2024, 13,137 21 of 22

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.
48.

49.

50.

51.

52.

53.

54.

55.

56.

Santander Mufioz, M.; Rodriguez Cortina, J.; Vaillant, F.E.; Escobar Parra, S. An Overview of the Physical and Biochemical
Transformation of Cocoa Seeds to Beans and to Chocolate: Flavor Formation. Crit. Rev. Food Sci. Nutr. 2020, 60, 1593-1613.
[CrossRef]

Sandhya, M.V.S,; Yallappa, B.S.; Varadaraj, M.C.; Puranaik, J.; Rao, L.J.; Janardhan, P.; Murthy, P.S. Inoculum of the Starter
Consortia and Interactive Metabolic Process in Enhancing Quality of Cocoa Bean (Theobroma cacao) Fermentation. LWT-Food Sci.
Technol. 2016, 65, 731-738. [CrossRef]

Saltini, R.; Akkerman, R.; Frosch, S. Optimizing Chocolate Production through Traceability: A Review of the Influence of Farming
Practices on Cocoa Bean Quality. Food Control. 2013, 29, 167-187. [CrossRef]

De Vuyst, L.; Weckx, S. The Cocoa Bean Fermentation Process: From Ecosystem Analysis to Starter Culture Development. ]. Appl.
Microbiol. 2016, 121, 5-17. [CrossRef] [PubMed]

Sanchez Capa, M.C.; Vargas Tierras, Y.B.; Burbano Cachiguango, R.A.; Calero Cardenas, A.S.; Ramirez Romero, C.A. Evaluacién
del grano de cacao (Theobroma cacao L.), usando dos fermentadores, provincias Orellana y Sucumbios, Ecuador. Green World |.
2020, 3, 1-9.

Erazo Solorzano, C.Y.; Disca, V.; Mufioz-Redondo, J.M.; Tuarez Garcia, D.A.; Sanchez-Parra, M.; Carrilo Zenteno, M.D.; Moreno-
Rojas, ].M.; Rodriguez-Solana, R. Effect of Drying Technique on the Volatile Content of Ecuadorian Bulk and Fine-Flavor Cocoa.
Foods 2023, 12, 1065. [CrossRef]

Solérzano Chavez, E.; Nicklin, C.; Amores Puyutaxi, F.; Jiménez Barragan, J.; Barzola Miranda, S. Comparacion sensorial del cacao
(Theobroma cacao L.) Nacional fino de aroma cultivado en diferentes zonas del Ecuador. Cienc. Tecnol. 2015, 8, 37-47. [CrossRef]
Amores Puyutaxi, EM.; Saltos Rivera, E.A. Influencia Del Presecado de Las Almendras Sobre La Evolucién Del pH y Porcentajes
de Fermentacion Durante La Epoca Seca En Las Variedades de Cacao Cen-51 y Nacional. Quevedo, Ecuador: INIAP, Estacién
Experimental Tropical Pichilingue, Programa Nacional de Cacao y Café. 2005. 1p. Available online: http:/ /repositorio.iniap.gob.
ec/handle/41000/3492 (accessed on 13 October 2023).

Neira Mosquera, J.A.; Revilla Escobar, K.Y.; Aldas Morejon, J.P.; Sanchez Llaguno, S.N. Métodos de fermentacién del cacao
nacional (Theobroma cacao) y su influencia en las caracteristicas fisico-quimicas, contenido de cadmio y perfiles sensoriales.
Alternativas 2020, 21, 42-48. [CrossRef]

Romanens, E.; Naf, R.; Lobmaier, T.; Pedan, V.; Leischtfeld, S.F.; Meile, L.; Schwenninger, S.M. A Lab-Scale Model System for
Cocoa Bean Fermentation. Appl. Microbiol. Biotechnol. 2018, 102, 3349-3362. [CrossRef]

ISO 7218:2007; Microbiology of Food and Animal Feeding Stuffs. International Organization for Standardization: Vernier,
Switzerland, 2007.

Romanens, E.; Pedan, V.; Meile, L.; Miescher Schwenninger, S. Influence of Two Anti-Fungal Lactobacillus Fermentum-
Saccharomyces Cerevisiae Co-Cultures on Cocoa Bean Fermentation and Final Bean Quality. PLoS ONE 2020, 15, e0239365.
[CrossRef]

Miiller, D.C.; Schipali, S.; Néf, P.; Kinner, M.; Miescher Schwenninger, S.; Schonlechner, R. Potential of a Techno-Functional
Sourdough and Its Application in Sugar-Reduced Soft Buns. Fermentation 2022, 8, 42. [CrossRef]

Lawless, H.T.; Heymann, H. Sensory Evaluation of Food: Principles and Practices, 2nd ed.; Springer: New York, NY, USA, 2010;
ISBN 978-1-4419-6487-8.

ISO 8586:2012; Sensory analysis. International Organization for Standardization: Vernier, Switzerland, 2014.

L¢, S.; Lé, T.M.; Cadoret, M. Napping and Sorted Napping as a Sensory Profiling Technique. In Rapid Sensory Profiling Techniques;
Woodhead Publishing: Cambridge, UK, 2015; pp. 197-213, ISBN 978-1-78242-248-8.

Camu, N.; De Winter, T.; Verbrugghe, K.; Cleenwerck, I.; Vandamme, P.; Takrama, J.S.; Vancanneyt, M.; De Vuyst, L. Dynamics
and Biodiversity of Populations of Lactic Acid Bacteria and Acetic Acid Bacteria Involved in Spontaneous Heap Fermentation of
Cocoa Beans in Ghana. Appl. Environ. Microbiol. 2007, 73, 1809-1824. [CrossRef]

Nielsen, D.S.; Crafack, M.; Jespersen, L.; Jakobsen, M. The Microbiology of Cocoa Fermentation. In Chocolate in Health and
Nutrition; Watson, R., Preedy, V., Zibadi, S., Eds.; Humana Press: Totowa, NJ, USA, 2013; Volume 7, pp. 39-60.
Papalexandratou, Z.; De Vuyst, L. Assessment of the Yeast Species Composition of Cocoa Bean Fermentations in Different
Cocoa-Producing Regions Using Denaturing Gradient Gel Electrophoresis. FEMS Yeast Res. 2011, 11, 564-574. [CrossRef]
[PubMed]

Crafack, M.; Mikkelsen, M.B.; Saerens, S.; Knudsen, M.; Blennow, A.; Lowor, S.; Takrama, J.; Swiegers, J.H.; Petersen, G.B.;
Heimdal, H.; et al. Influencing Cocoa Flavour Using Pichia Kluyveri and Kluyveromyces Marxianus in a Defined Mixed Starter
Culture for Cocoa Fermentation. Int. |. Food Microbiol. 2013, 167, 103-116. [CrossRef] [PubMed]

Fowler, M.S. Cocoa Beans: From Tree to Factory. In Industrial Chocolate Manufacture and Use; Beckett, S.T., Ed.; Wiley-Blackwell:
Oxford, UK, 2009; pp. 10-47.

Schwan, R.F; Pereira, G.V.d.M.; Fleet, G.H. Microbial Activities during Cocoa Fermentation. In Cocoa and Coffee Fermentations;
Schwan, R.E, Fleet, G.H., Eds.; Taylor & Francis: Boca Raton, FL, USA, 2014; pp. 129-192.

Hashim, P;; Selamat, J.; Muhammad, S.K.S.; Ali, A. Changes in Free Amino Acid, Peptide-N, Sugar and Pyrazine Concentration
during Cocoa Fermentation. J. Sci. Food Agric. 1998, 78, 543-550. [CrossRef]

Tigrero-Vaca, J.; Mariduefia-Zavala, M.G.; Liao, H.-L.; Prado-Lince, M.; Zambrano-Vera, C.S.; Monserrate-Maggi, B.; Cevallos-
Cevallos, ].M. Microbial Diversity and Contribution to the Formation of Volatile Compounds during Fine-Flavor Cacao Bean
Fermentation. Foods 2022, 11, 915. [CrossRef] [PubMed]


https://doi.org/10.1080/10408398.2019.1581726
https://doi.org/10.1016/j.lwt.2015.09.002
https://doi.org/10.1016/j.foodcont.2012.05.054
https://doi.org/10.1111/jam.13045
https://www.ncbi.nlm.nih.gov/pubmed/26743883
https://doi.org/10.3390/foods12051065
https://doi.org/10.18779/cyt.v8i1.142
http://repositorio.iniap.gob.ec/handle/41000/3492
http://repositorio.iniap.gob.ec/handle/41000/3492
https://doi.org/10.23878/alternativas.v21i3.339
https://doi.org/10.1007/s00253-018-8835-6
https://doi.org/10.1371/journal.pone.0239365
https://doi.org/10.3390/fermentation8020042
https://doi.org/10.1128/AEM.02189-06
https://doi.org/10.1111/j.1567-1364.2011.00747.x
https://www.ncbi.nlm.nih.gov/pubmed/22093683
https://doi.org/10.1016/j.ijfoodmicro.2013.06.024
https://www.ncbi.nlm.nih.gov/pubmed/23866910
https://doi.org/10.1002/(SICI)1097-0010(199812)78:4%3C543::AID-JSFA152%3E3.0.CO;2-2
https://doi.org/10.3390/foods11070915
https://www.ncbi.nlm.nih.gov/pubmed/35407002

Foods 2024, 13,137 22 of 22

57.

58.

59.

60.

61.

62.

63.
64.

65.

66.

67.

Diaz-Murioz, C.; Van De Voorde, D.; Comasio, A.; Verce, M.; Hernandez, C.E.; Weckx, S.; De Vuyst, L. Curing of Cocoa Beans:
Fine-Scale Monitoring of the Starter Cultures Applied and Metabolomics of the Fermentation and Drying Steps. Front. Microbiol.
2021, 11, 616875. [CrossRef]

Jinap, S.; Wan Rosli, W.I.; Russly, A.R.; Nordin, L.M. Effect of Roasting Time and Temperature on Volatile Component Profiles
during Nib Roasting of Cocoa Beans (Theobroma cacao). J. Sci. Food Agric. 1998, 77, 441-448. [CrossRef]

Aprotosoaie, A.C.; Luca, S.V.; Miron, A. Flavor Chemistry of Cocoa and Cocoa Products-An Overview. Compr. Rev. Food Sci. Food
Saf. 2016, 15, 73-91. [CrossRef]

Pacheco-Montealegre, M.E.; Davila-Mora, L.L.; Botero-Rute, L.M.; Reyes, A.; Caro-Quintero, A. Fine Resolution Analysis of
Microbial Communities Provides Insights Into the Variability of Cocoa Bean Fermentation. Front. Microbiol. 2020, 11, 650.
[CrossRef]

Lasisi, D. A Comparative Study of Effects of Drying Methods on Quality of Cocoa Beans. Int. |. Eng. Res. 2014, 3, 991-996.
Jinap, S.; Thien, J.; Yap, T.N. Effect of Drying on Acidity and Volatile Fatty Acids Content of Cocoa Beans. J. Sci. Food Agric. 1994,
65, 67-75. [CrossRef]

Wood, G.A.; Lass, R.A. Cocoa, 4th ed; Blackwell: Oxford, UK, 2008; ISBN 978-0-632-06398-7.

Frauendorfer, F.; Schieberle, P. Key Aroma Compounds in Fermented Forastero Cocoa Beans and Changes Induced by Roasting.
Eur. Food Res. Technol. 2019, 245, 1907-1915. [CrossRef]

Frauendorfer, F.; Schieberle, P. Changes in Key Aroma Compounds of Criollo Cocoa Beans during Roasting. J. Agric. Food Chem.
2008, 56, 10244-10251. [CrossRef]

Ozturk, G.; Young, G.M. Food Evolution: The Impact of Society and Science on the Fermentation of Cocoa Beans. Compr. Rev.
Food Sci. Food Saf. 2017, 16, 431-455. [CrossRef]

Rodriguez-Campos, J.; Escalona-Buendia, H.B.; Contreras-Ramos, S.M.; Orozco-Avila, I.; Jaramillo-Flores, E.; Lugo-Cervantes, E.
Effect of Fermentation Time and Drying Temperature on Volatile Compounds in Cocoa. Food Chem. 2012, 132, 277-288. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.3389/fmicb.2020.616875
https://doi.org/10.1002/(SICI)1097-0010(199808)77:4%3C441::AID-JSFA46%3E3.0.CO;2-%23
https://doi.org/10.1111/1541-4337.12180
https://doi.org/10.3389/fmicb.2020.00650
https://doi.org/10.1002/jsfa.2740650111
https://doi.org/10.1007/s00217-019-03292-2
https://doi.org/10.1021/jf802098f
https://doi.org/10.1111/1541-4337.12264
https://doi.org/10.1016/j.foodchem.2011.10.078

	Introduction 
	Materials and Methods 
	Fermentation and Drying Experiments 
	Sampling 
	Analyses 
	Measurement of Temperature 
	Enumeration of Yeasts, Lactic Acid Bacteria, and Acetic Acid Bacteria 
	Measurement of pH of Cotyledon and Pulp 
	Determination of Sugars and Organic Acids in Dried Cocoa Beans 
	Cut-Test of Dried Beans 
	Sensory Assessment 

	Statistics 

	Results 
	Microbial Counts during Fermentation 
	Temperature Development during Fermentation and Drying Temperatures 
	Pulp and Cotyledon pH 
	Sugars and Organic Acids in Dried Cocoa Beans 
	Cut-Test of Dried Beans 
	Sensory Description of Cocoa Bean Mass 
	Multivariate Analysis Using Partial Least Squares (PLS) 
	Effect of Post-Harvesting Parameters on Selected Quality Parameters 
	Effect of Drying Temperature on Cut-Test and Acetic Acid per Location 


	Discussion 
	Different Microbiological and Physicochemical Dynamics and Quality Depending on Fermentation Variation 
	Different Microbiological and Physicochemical Dynamics and Quality Depending on Location 

	Conclusions 
	References

