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Abstract: The incidence and intensity of bushfires is increasing due to climate change, resulting in a
greater risk of smoke taint development in wine. In this study, smoke-tainted and non-smoke-tainted
wines were subjected to treatments using activated carbon with/without the addition of a cleaving
enzyme treatment to hydrolyze glycoconjugates. Chemical measurements and volatile aroma
compounds were assessed for each treatment, with the two smoke taint amelioration treatments
exhibiting lower mean values for volatile aroma compounds exhibiting positive ‘fruit” aromas.
Furthermore, a low-cost electronic nose (e-nose) was used to assess the wines. A machine learning
model based on artificial neural networks (ANN) was developed using the e-nose outputs from the
unsmoked control wine, unsmoked wine with activated carbon treatment, unsmoked wine with a
cleaving enzyme plus activated carbon treatment, and smoke-tainted control wine samples as inputs
to classify the wines according to the smoke taint amelioration treatment. The model displayed
a high overall accuracy of 98% in classifying the e-nose readings, illustrating it may be a rapid,
cost-effective tool for winemakers to assess the effectiveness of smoke taint amelioration treatment
by activated carbon with/without the use of a cleaving enzyme. Furthermore, the use of a cleaving
enzyme coupled with activated carbon was found to be effective in ameliorating smoke taint in wine
and may help delay the resurgence of smoke aromas in wine following the aging and hydrolysis
of glycoconjugates.

Keywords: climate change; artificial neural networks; volatile phenols; glycoconjugates; bushfires

1. Introduction

The exposure of grapevines to smoke during the critical period between veraison
and harvest can result in the uptake and accumulation of volatile phenols and their gly-
coconjugates in grape berries, which can negatively affect the composition and sensory
properties of wines [1-3]. Once absorbed, volatile phenols from smoke are rapidly glyco-
sylated and stored in the skin and pulp of grape berries [4,5]. During winemaking, many
of these glycoconjugates are hydrolyzed back into their free active forms where they can
impart their unpleasant ‘smoky’ aromas, with a large proportion of the glycoconjugate
pool remaining in the final wine [5-8]. Furthermore, the in-mouth hydrolysis of volatile
phenol glycoconjugates has also been shown to occur, which may further impact the flavor
and aftertaste of smoke-tainted wines [9,10].

The degree of smoke taint in the final wine depends on several factors, including the
timing and duration of smoke exposure and winemaking practices such as yeast selection
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and skin contact time during fermentation [3,6,11,12]. Some techniques have been inves-
tigated to mitigate the effects of grapevine smoke exposure in-field and to find methods
for ameliorating smoke taint in the final wine. The research by van der Hulst et al. [2]
found that a foliar application of kaolin resulted in significantly lower glycoconjugate
levels in Merlot grapes following smoke exposure compared to the control; however, no
significant differences were found for Sauvignon Blanc and Chardonnay grapes. Further
research by Favell et al. [13] found that applying an artificial grape cuticle one week prior
to the application of smoke can significantly impede the uptake of smoke-derived volatile
phenols. In other research, Szeto et al. [12] found that in-canopy misting partially reduced
the uptake of smoke-derived volatile phenols by grapes; however, it was not significant
enough to readily influence the concentration of volatile phenols and the negative sensory
characteristics associated with smoke taint in the final wine. For the amelioration of smoke
taint in wine, Fudge et al. [14] found that reverse osmosis and solid-phase adsorption
effectively reduced the concentrations of smoke-derived volatile phenols. Hence, the nega-
tive sensory attributes of smoke taint. Further research also found that the treatment of
smoke-affected wines with activated carbon was also effective in reducing volatile phenol
concentrations and the intensity of smoke-related sensory attributes [15]. However, both
activated carbon and reverse osmosis treatments were ineffective at reducing the levels of
volatile phenol glycoconjugates. Consequently, over time, the concentration of free volatile
phenols and, hence, smoke-related sensory characteristics may increase due to the gradual
hydrolysis of glycoconjugates [14,15]. Therefore, to effectively ameliorate smoke taint in
wine, it is necessary to reduce both free volatile phenols and their bound glycoconjugates
to prevent the gradual return of negative ‘smoky’ characteristics.

Aroma is one of the most important quality attributes for wine. While thousands of
volatile compounds have been identified, which contribute to the complexity and varietal
character of wine, in the case of smoke taint, they can attribute undesirable characteristics
such as ‘smoky’, ‘ash” and ‘medicinal’ aromas and flavors [8,14,16,17]. To assess the
levels of the smoke compounds (both volatile phenols and their glycoconjugates), growers
and winemakers are required to send samples of grapes and/or wines to commercial
laboratories or conduct mini harvests to perform a sensory analysis. However, the high cost
associated with laboratory testing may prevent this form of analysis for many producers,
and a sensory analysis is time-consuming and may not allow for timely actions within the
time constraints of a vintage [4,18]. There is, therefore, a need for a rapid and affordable
alternative method for assessing smoke contamination.

Electronic noses (e-noses) have been developed for olfactory analyses for use in many
industries, such as in agriculture and forestry [19] and medical diagnostics [20,21], as
well as in the food industry for various applications, including quality control and the
assessment of food authentication and adulteration, as well as freshness and shelf-life
prediction [22-26]. In most cases, e-noses are comprised of an array of gas sensors with
high sensitivity to detect volatile compounds coupled with a data processing unit and
pattern recognition methods for identifying aroma profiles [18,24,25]. The portability, ease
of use, and nondestructive nature of e-noses have increased interest in their use [23,24],
particularly for smoke taint analyses in wine. The research by Antolini et al. [27] found
that an e-nose was effective at discriminating between different smoke-treated wines, and
it could serve as a useful tool for the early detection of smoke taint before it is perceived by
a sensory analysis. Furthermore, the research by Fuentes et al. [18] for the assessment of
smoke-tainted grape berries and wine used the readings from a low-cost e-nose as inputs
for machine learning algorithms to create different artificial neural network (ANN) models
with high accuracy to (1) classify wines according to different smoke and/or misting
treatments, (2) predict the levels of 20 glycoconjugates and 10 volatile phenols in grapes
at one hour post-smoke exposure and at harvest, as well as in the final wine, and (3) to
predict the intensity of 12 wine descriptors based on a consumer sensory evaluation.

This study investigated the effectiveness of enzyme preparation with glycosidase
activity in cleaving volatile phenol glycoconjugates prior to treatment with activated
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carbon for a more effective smoke taint amelioration. In addition to this, the use of a low-
cost e-nose to distinguish smoke-tainted and non-smoke-tainted wines was also assessed.
Measurements from the e-nose were used as inputs for machine learning modeling to
classify wine samples according to the type of smoke taint amelioration treatment applied
(activated carbon with/without enzyme treatment) and smoke taint status (smoke-tainted
or non-smoke-tainted). This may provide winemakers with an alternative method for
assessing the effectiveness of smoke taint amelioration treatment by activated carbon
with/without the use of a cleaving enzyme. Furthermore, the use of a glycosidase enzyme
treatment before the addition of activated carbon may offer an improved method for
ameliorating smoke taint in wine.

2. Materials and Methods
2.1. Wine Samples and Smoke Taint Amelioration Treatments

Commercial Pinot Grigio wines supplied by a winery were used in this study. The
smoke-tainted (ST) wines were produced from grapes harvested from a vineyard located
in the King Valley, Victoria, Australia exposed to moderate levels of smoke during the
2019/2020 harvest period. The non-smoke-tainted (NS) wines were produced from grapes
harvested from a vineyard located in the Murray Valley, Victoria, Australia. From each
type of wine, 1.5-L samples were taken and used for two different smoke taint amelioration
treatments, as well as for a control treatment (CO, i.e., no treatments applied). The first
treatment involved the use of activated carbon (Smartvin® FPS, Enologica Vason, Verona,
Italy) (activated carbon treatment; AC) applied at a concentration of 2 g L1 and left for 48 h.
The second treatment involved the use of an enzyme preparation (ZIMAROM®, Enologica
Vason) to cleave volatile phenol glycoconjugates at a concentration prior to the addition
of activated carbon. The enzyme preparation was applied at a rate of 3 g hL~! and left
to work for four days; after which, the wine underwent treatment with activated carbon,
as described above (carbon enzyme treatment; CE). Following treatment with activated
carbon, bentonite was added at a rate of 150 g hL.™! to clarify the wines (Flottobent®,
Enologica Vason). The bentonite mixture was first allowed to swell in water (ratio of
bentonite to water was 1:15) and left to settle for 48 h; after which, the wines were racked
and, because of the small volumes of the samples, were filtered using a size four filter paper
designed for filtering coffee (E. H. Harris & Co. Pty. Ltd., Kingsgrove, NSW, Australia).
During the entire process, wines were stored in a temperature-controlled environment
between 20 and 23 °C.

2.2. Chemical Measurements

A sample of 200 mL of each replicate of each treatment was measured for pH using a
Fisherbrand Accumet® AB15 pH meter (Fisher Scientific, Hampton, NH, USA) that was
calibrated with a buffer solution at pH 7.0. Total dissolved solids (TDS) and electrical con-
ductance (EC) were also assessed using a Yuelong YL-TDS2-A digital water quality tester
(Zhengzhou Yuelong Electronic Technology Co., Ltd., Zhengzhou, China). Furthermore,
the total soluble solids (TSS) were measured in °Brix (Brix) using a portable Alla France
REFBX010 optical refractometer (Alla France Sarl, Chemillé-Melay, France) that was rinsed
with distilled water and dried between each measurement. Lastly, the alcohol content of
each sample was determined using 20 mL of sample injected into an Alcolyzer Wine M
alcohol meter (Anton Paar GmbH, Graz, Austria) that was set to use the wine extension
method located in the equipment settings. All measurements were performed in triplicates
and at room temperatures between 20 and 23 °C.

2.3. Electronic Nose

A low-cost, portable e-nose comprised of nine different sensors that are sensitive
to different gases (Table 1) was used to assess the wine samples in triplicates. The e-
nose was developed by the Digital Agriculture, Food and Wine (DAFW) Group from the
Faculty of Veterinary and Agricultural Sciences (FVAS) of the University of Melbourne



Fermentation 2021, 7, 119

4 of 14

(UoM), and the details have been described previously by Gonzalez Viejo et al. [28]. This
e-nose has previously demonstrated great success for smoke taint assessment and the
prediction of levels of smoke-derived volatile phenols and their glycoconjugates in Cabernet
Sauvignon wines, as illustrated by Fuentes et al. [18]. Measurements were performed by
pouring 200 mL of wine sample into a 500-mL beaker with the e-nose placed on top for
approximately 3 min to collect the gas readings. The e-nose was calibrated for 20-30 s
between samples to prevent any carryover effects and the signal readings monitored to
ensure they reached baseline values prior to testing the next sample. Readings were
monitored prior to placing the e-nose over the sample, during measurement and after the
sample was removed to ensure stability and accuracy of the readings.

Table 1. Sensors integrated in the electronic nose and the gases to which they are sensitive.

Sensor * Gases

MQ3 Ethanol

MQ4 Methane

MQ7 Carbon monoxide

MQ8 Hydrogen
MQ135 Ammonia, alcohol, and benzene
MQ136 Hydrogen sulfide
MQ137 Ammonia
MQ138 Benzene, alcohol, and ammonia
MGS811 Carbon dioxide

* All sensors were manufactured by Henan Hanwei Electronics Co., Ltd., Zhengzhou, China.

Data acquisition was performed using a customized code written in MATLAB® R2020a
(Mathworks, Inc., Natick, MA, USA) to identify the stable e-nose signals from the moment
the e-nose was placed on the beaker containing the wine sample until prior to its removal.
As described by Gonzalez Viejo et al. [29], the e-nose data was automatically divided into
ten subdivisions to extract the average values per sensor, which were then used as inputs
for the machine learning modeling.

2.4. GC-MS Analysis of Volatile Aroma Compounds

A gas-chromatograph with a mass-selective detector 5977B (GC-MSD; Agilent Tech-
nologies, Inc., Santa Clara, CA, USA) with an HP-5MS column (length 30 m, inner diameter
0.25 mm and film 0.25 p; Agilent Technologies, Inc.) with helium as the carrier gas (flow
rate of 1 mL min~!) and an integrated autosampler system PAL3 (CTC Analytics AG, Zwin-
gen, Switzerland) was used to evaluate the aroma compounds present in each of the wine
samples (done in triplicates). A total of 5 mL of each wine sample was placed into a 20-mL
vial and assessed using the headspace method with a solid-phase microextraction (SPME)
divinylbenzene—carboxen-polydimethylsiloxane (DVB-CAR-PDMS) 1.1 mm grey fiber
(Agilent Technologies, Inc.). A blank was used at the start to ensure no carryover effects
from any previous analyses. Further details about the method used were described by
Gonzalez Viejo et al. [30]. Furthermore, the National Institute of Standards and Technology
(NIST; National Institute of Standards and Technology, Gaithersburg, MD, USA) library
was used to identify the compounds observed, and only compounds with greater than 70%
certainty were used.

2.5. Statistical Analysis and Machine Learning Modeling

Results from the chemical measurements and the relative peak areas of the volatile
compounds identified by GC-MS were analyzed by analysis of variance (ANOVA) using
Minitab® version 19.2020.1 (Minitab Inc., State College, PA, USA), with mean comparisons
performed using Fisher’s least significant difference (LSD) post hoc test at o« = 0.05 to assess
if there were significant differences among the wine samples. A principal components
analysis (PCA) was also conducted for the chemical measurements and volatile compounds
using a customized code written in MATLAB® R2020a. In addition to this, a matrix was
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v W

MQ3 - Ethanol
MQ4 - Methane

also developed using MATLAB® R2020a to assess the significant correlations (p < 0.05)
between the chemical measurements, volatile aroma compounds and e-nose readings.

The ten mean values of each of the e-nose outputs for the NSCO, NSAC, NSCE
and STCO were used as inputs for machine learning modeling based on artificial neural
networks (ANN) to create a pattern recognition model that classifies the wine samples
according to the smoke taint status (i) non-smoked without amelioration treatment (NSCO),
(ii) non-smoked with carbon treatment (NSAC), (iii) non-smoked with carbon and enzyme
treatment and (iv) smoked (SMCO). The model was developed using a customized code
written in MATLAB® R2020a that tested 17 different training algorithms, with the opti-
mal selected based on the highest accuracy and performance, as described by Gonzalez
Viejo et al. [31] (Figure 1). In this instance, the Bayesian Regularization algorithm was
found to be the best algorithm, and further training was performed to develop a more
accurate ANN model with no signs of under- or overfitting. The inputs were divided
randomly, with 60% used for the training stage and 40% for testing, with performance
tested based on the mean squared error (MSE). A total of five neurons were used following
a trimming test with 3, 5, 7 and 10 neurons (data not shown). The ANN model was then
used to classify the remaining wine samples (smoked treatments: STAC and STCE) to
assess the effectiveness of the smoke taint amelioration treatments.

Hidden Layer Output Layer Outputs

o~ W
+~ /> + — [y, b0 4
b b

No smoke control

5 neurons 4 targets No smoke carbon

MQ?7 - Carbon monoxide No smoke carbon with enzyme

MQS8 - Hydrogen

Smoked control

MQ135 - Ammonia, alcohol, benzene
MQ136 - Hydrogen sulfide

MQ137 - Ammonia

MQ138 - Benzene, alcohol, ammonia
MGS811 - Carbon dioxide

Figure 1. Two-layer feed-forward network with five hidden neurons and sigmoid function to classify wine samples

according to the type of smoke taint amelioration treatment applied and smoke taint status (smoked or unsmoked).

Abbreviations: w: weights; b: bias.

3. Results
3.1. Chemical Measurements

The results for the chemical measurements are shown in Table 2. Significant differ-
ences (p < 0.05) were found amongst the different wine treatments for all the parameters,
with the STAC and STCE treatments exhibiting the highest mean values for TDS (802.50
and 832.00 ppm, respectively) and EC (1706.80 and 1769.80 us cm™1), with the NSCE
(665.70 ppm and 1415.70 s cm 1) and STCO (670.30 ppm and 1425.50 pus cm 1) treatments
exhibiting the lowest values. The NSCO treatment had the highest mean °Brix and alcohol
content (6.00 Brix and 12.18%), while the STCE treatment had the lowest °Brix (5.09 Brix)
and the STAC (9.64%) and STCE (9.41%) treatments had the lowest alcohol contents. Lastly,
the NSCE treatment had the highest pH (3.87), while the STAC, STCE and STCO treatments
had the lowest (3.48, 3.48 and 3.43, respectively).
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Table 2. Results from the chemical measurements.
TDS (ppm) EC (us cm~1) °Brix pH Alcohol (%)
Sample
Mean SE Mean SE Mean SE Mean SE Mean SE
be 1489.00 c b c
NSAC 700.00 +24.80 be +52.70 5.23 +0.03 3.73 +0.03 10.70 +0.04
NSCE 665.70 € +16.80 1415.70 € +35.60 5.80P +0.00 3.874 +0.07 11.34b +0.01
NSCO 727.00 b +8.08 1546.30 b +17.40 6.002 +0.00 3.63P 40.03 12.182 +0.02
STAC 802.502 +1.43 1706.80 @ +2.99 5.15 <d +0.03 3.48¢ +0.03 9644 +0.10
STCE 832.002 +6.43 1769.80 2 +13.70 5.09d +0.05 3.48¢ +0.02 9414 +0.13
STCO 670.30 € +16.50 1425.50 € +35.20 5.90 b +0.03 3.43¢ +0.02 10.76 € +0.08

Abbreviations: NSAC = non-smoke-tainted wine with activated carbon treatment, NSCE = non-smoke-tainted wine with enzyme and
activated carbon treatment, NSCO = control non-smoke-tainted wine, STAC = smoke-tainted wine with activated carbon treatment,
STCE = smoke-tainted wine with enzyme and activated carbon treatment, STCO = control smoke-tainted wine and SE = standard error.
Means followed by different letters are significantly different based on Fisher’s least significant difference (LSD) post hoc test («x = 0.05).

3.2. GC-MS Analysis

Table 3 shows the mean values for the peak areas of the volatile aroma compounds and
their standard deviations with their aroma descriptions. Significant differences (p < 0.05)
were found between the wine samples for all the aroma compounds. Both CO treatments
had the highest mean levels of aroma compounds within their (NS or ST) groups, with the
NSCO treatment having the highest mean values for 1-butanol, 3-methyl- acetate, butane-
dioic acid, hexanoic acid, ethyl ester and phenylethyl alcohol. These aroma compounds are
associated primarily with positive ‘fruit’ aromas, such as banana, pear, apple, pineapple,
rose and honey aromas (Table 3). The STCO sample illustrated high levels of dodecanoic
acid, ethyl ester, which is associated with sweet, waxy, soapy and floral aromas, as well as
decanoic acid, ethyl ester and octanoic acid, ethyl ester, which are associated with aromas
such as apple, sweet, waxy, apricot and banana. The AC and CE treatments appeared to
have the lowest mean levels of aroma compounds, with the STAC and STCE treatments
having the lowest values for 1-butanol, 3-methyl- acetate and hexanoic acid, ethyl ester.

Table 3. Mean values of the peak areas for the volatile aroma compounds detected from the GC-MS analysis (top) and their

standard error (bottom), as well as their aroma descriptions and retention times. All values are in scientific notation 10°.

V°lét“e Aromatic Odor Description RT ~ NSAC NSCE NSCO STAC STCE  STCO
ompound (min)
1-Butanol, 3-methyl-, acetate Banana, pear, alcohol 13.67 1370; ig?’ocl zi’osg Oa 131603[ 1501 g; 11800;112)
e T VR A I
Dodecanoic acid, ethyl ester floral, waxy, soap [32,35] 26.33 12173 igl;; 191238; 12652 igi; 6136837&1
Hexanoic acid, ethyl ester Sweet, fruity, wine [17,32-34] 16.4 1:::1098&; 1:5021 2C 9:561?7); 1(7)45; 1?503 Eii(?g 1b
tcsag i TSRSy SS A wm mwe wm
Phenylethyl alcohol Rose, honey, floral [33,35] 18.93 1(1)15; 1iz()5 g; 1i612§83 1%52; 8 igllbg

Abbreviations: NSAC: non-smoke-tainted wine with activated carbon treatment, NSCE = non-smoke-tainted wine with enzyme and
activated carbon treatment, NSCO = control non-smoke-tainted wine, STAC = smoke-tainted wine with activated carbon treatment,
STCE = smoke-tainted wine with enzyme and activated carbon treatment, STCO = control smoke-tainted wine and RT = retention time.
Means followed by different letters are significantly different based on Fisher’s least significant difference (LSD) post hoc test.

3.3. Electronic Nose

Figure 2 shows the mean values and standard errors for each gas sensor that makes up
the e-nose for each sample. Again, significant differences (p < 0.05) were observed between
wine samples for each of the gas sensors, indicating that the e-nose is able to differentiate
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the samples and, hence, smoke taint amelioration treatments. The highest readings for all
wine samples were seen for ethanol gas release (sensor MQ3), with the NSAC treatment
demonstrating the highest mean value (4.42 V), while STCE exhibited the lowest (4.29 V).
Hydrogen sulfide gas (sensor 136) presented the lowest values for all wine samples, with
the NSAC and NSCO treatments exhibiting the highest values (0.48 and 0.47, respectively),
while the STCO treatment exhibited the lowest (0.39 V). For the CO, gas readings (sensor
MG811), the values were inversed, and hence, a higher voltage corresponded to a lower
concentration. The STCE and STAC treatments exhibited the lowest mean CO, readings
(1.16, and 1.15 V, respectively), while the NSAC and NSCO treatments exhibited the highest
(1.03 and 1.00 V, respectively).

MQ3 Ethanol

MQ4 Methane

MQ7 Carbon monoxide

MQ8 Hydrogen
MQ135 Ammonia, alcohol, and benzene
MQ136 Hydrogen sulfide

20

18

16

—_
N

Voltage (V)
S

MQ137 Ammonia
MQ138 Benzene, alcohol, and ammonia

Carbon dioxide

NSCE NSCO STAC STCE STCO
Sample

EMQ3 mMQ4 mMQ7 mMQ8 mMQ135 mMQ136 mMQ137 mMQ138 mMGS811

Figure 2. Stacked mean values of the electronic nose outputs showing the letters of significance from the ANOVA and
Fisher’s least significant difference (LSD) post hoc test (p < 0.05; « = 0.05). Differences between samples are compared for each
sensor (bar colors). Abbreviations: NSAC: non-smoke-tainted wine with activated carbon treatment, NSCE = non-smoke-
tainted wine with enzyme and activated carbon treatment, NSCO = control non-smoke-tainted wine, STAC = smoke-tainted
wine with activated carbon treatment, STCE = smoke-tainted wine with enzyme and activated carbon treatment and STCO

= control smoke-tainted wine.

3.4. Multivariate Data Analysis

Figure 3 shows the PCA with data from the chemical measurements, volatile aromatic
compounds and e-nose readings. Principal component one (PC1) accounted for 49.9% of
the data variability, while principal component two (PC2) accounted for 26.7%. Therefore,
the PCA accounted for a total of 76.6% of the data variability. From the factor loadings (FL),
PC1 was primarily described by MG811 gas sensors (FL = 0.29), TDS (FL = 0.17) and EC
(FL = 0.17) on the positive side of the axis and phenylethyl alcohol (FL = —0.28), alcohol
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content (FL = —0.28) and butanedioic acid, diethyl ester (FL = —0.27) on the negative side.
On the other hand, PC2 was predominantly described by dodecanoic acid, ethyl ester
(FL = 0.34), decanoic acid, ethyl ester (FL = 0.34) and octanoic acid, ethyl ester (FL = 0.30)
on the positive side of the axis and MQ136 (FL = —0.31), pH (FL = —0.29) and MQS8 gas
sensors (FL = —0.25) on the negative side. It can be observed that the smoked samples with
amelioration treatments (STAC and STCE) were grouped with sample NSCE and associated
with parameters such as CO, (MG811), TDS and EC. Sample NSAC was associated with
pH and sensors MQ136, MQ3, MQ8 and M(Q4, while the non-smoked control sample
NSCO was related with alcohol, phenylethyl alcohol and butanedioic acid, diethyl ester.
On the other hand, the smoked control sample (STCO) was associated with sensor MQ7

and decanoic acid, ethyl ester.

1But3Meth=1-Butanol, 3-methyl-, acetate
ButanAcidDE= Butanedioic acid, diethyl ester
DecanAcidEE= Decanoic acid, ethyl ester

DodecAcid EE= Dodecanoic acid, ethyl ester
' ! . ! . HexanAcid EE= Hexanoic acid, ethyl ester
DodecAcidEE DecanAcidEE OctanoicAcidEE= Octanoic acid, ethyl ester
. . PhenylAlcohol= Phenylethyl Alcohol
03 L OctanoicAcidEE > EC= Electrical conductance
: HexanAcidEE sTdo TDS= Total dissolved solids
MQ3= Ethanol
1But3Meth 1. MQ4= Methane
MQ?7 M7= Carbon monoxide
02 L Brix ® MQs8= Hydrogen
) | MQ135= Ammonia, alcohol, and benzene
| MQ136= Hydrogen sulfide
PhenylAlcohol '. MQ137= Ammania
| MQ138= Benzene, alcohol, and ammonia
| MG811= Carbon dioxide
0.1 '.
| MGS811
|
2 K NSCO \\{
@ 0 Alcohol S STCE
U % STAC
5 TDS
 [ButanAcidD, HC
01 MQ135 % NSCE 7
MQ13
MQ137
02 L o
% NSA(
MOQ: MOQ3
MQS8
-0.5 - _
mMQ136  PH
I I I I I I
-0.3 -0.2 -0.1 0 0.1 0.2 0.3

Figure 3. Principal component analysis showing the chemical measurements (blue), e-nose readings (purple) and volatile aro-
matic compounds (green). Abbreviations: NSAC = non-smoke-tainted wine with activated carbon treatment, NSCE = non-
smoke-tainted wine with enzyme and activated carbon treatment, NSCO = control non-smoke-tainted wine, STAC = smoke-
tainted wine with activated carbon treatment, STCE = smoke-tainted wine with enzyme and activated carbon treatment,

PC1 (49.9%)

STCO = control smoke-tainted wine and PC = principal component. Red stars in the figure depict the samples.
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Descriptors

1But3Meth
ButanAcidDE
DecanAcidEE
DodecAcidEE
Hexan AcidEE
OctanoicAcidEE
PhenylAlcohol
TDS

EC

Brix

pH

Alcohol |
MQ3

MQ4
MQ7
MQ8

MQ135 |
MQ136

MQ137

MO138 |
MG811[

Figure 4 shows the significant correlations (p < 0.05) between the chemical mea-
surements, volatile aroma compounds and e-nose outputs. From the matrix, positive
correlations could be seen between 1-butanol, 3-methyl-, acetate and octanoic acid, ethyl
ester (r = 0.9); hexanoic acid, ethyl ester (v = 0.99); phenylethyl alcohol (» = 0.93) and
°Brix (r = 0.82), as well as between butanedioic acid, diethyl ester and the alcohol con-
tent (r = 0.82) and MQ135 gas sensor (r = 0.90). Negative correlations could be observed
between the MG811 gas sensor and butanedioic acid, diethyl ester (r = —0.82) and MQ4
(r=—0.90), MQS8 (r = —0.88), MQ135 (r = —0.88), MQ137 (r = —0.98) and MQ138 (r = —0.95)
gas sensors.

1But3Meth=1-Butanol, 3-methyl-, acetate
ButanAddDE= Butanedioic add, diethyl
ester

DecanAddEE= Decanoic acid, ethyl ester
DodecAddEE= Dodecanoic acid, ethyl ester
HexanAddEE=Hexanoic acid, ethyl ester
OctanoicAddEE= Octanoic acid, ethyl ester
PhenylAlcohol= Phenylethyl Alcohol

EC= Electrical conductance

TDS= Total dissolved solids

MQ3= Ethanol 1
MQ4= Methane

MQ7= Carbon monoxide
MQ8=Hydrogen

MQ135= Ammonia, alcohol, and benzene
MQ136=Hydrogen sulfide 0.6
MQ137= Ammonia

MQ138=Benzene, alcohol, and ammonia
MG811=Carbon dioxide

1But3Meth
BittanAcidDE

DecanAcidEE

DodecAdidEE

HexanAcidFE

OctanoicAcidEE

PhenylAlcohol

0.8

0.99
0.99

0.930.844 0.880.89

0.4

Alcohol

-0.2

= -0.4

-0.6

-0.8

Descriptors

Figure 4. Matrix showing the significant (p < 0.05) correlations between the chemical measurements, volatile aroma

compounds and e-nose readings. Color bar: the blue side depicts the positive correlations, while the yellow side depicts the

negative correlations. Darker blue and yellow colors denote higher correlations.

3.5. Artificial Neural Network Model

The statistical data for the machine learning model developed using the e-nose read-
ings as inputs and the smoke taint amelioration treatments as targets are shown in Table 4.
The model displayed a very high overall accuracy of 98% in classifying the e-nose readings
according to the experimental treatments. There were no signs of under- or overfitting, as
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shown by the lower performance value for the training stage (MSE < 0.01) than that for the
testing stage (MSE = 0.02).

Table 4. Statistical results for the artificial neural network pattern recognition model developed.
Performance is based on the mean squared error (MSE).

Stage Number of Accuracy Error Performance
& Samples (%) (%) (MSE)
Training 90 100 0 <0.01
Testing 60 95 5 0.02
Overall 150 98 2 -

- Not applicable.

The receiver operating characteristic (ROC) curve shown in Figure 5 also showed high
true-positive rates (sensitivity) and low false-positive rates (specificity) in classifying the
e-nose readings according to the smoke taint amelioration treatments. The NSCO treatment
had the highest sensitivity (100%), while the NSCE treatment had the lowest (93.3%).

ROC
(98% overall accuracy)

|
0.8} |
3}
=
& 0.6 1
3}
2
=
c
o
o 0.4} .
=
—
I_q
ol ——NSCO |
e NS AC
e NS CE
— STCO
[] I | I |
0 0.2 0.4 0.6 0.8 1

False Positive Rate

Figure 5. Receiver operating characteristic (ROC) curve for the machine learning model developed.
Abbreviations: NSAC = non-smoke-tainted wine with activated carbon treatment, NSCE = non-
smoke-tainted wine with enzyme and activated carbon treatment, NSCO = control non-smoke-tainted
wine and STCO = control smoke-tainted wine.

The developed model was also used to classify the two remaining smoke taint amelio-
ration treatments (STAC and STCE). The model showed that the amelioration treatments
had 90% success, as they were classified within the non-smoked treatments (Table 5).
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Table 5. Classification rates for the STCE and STAC treatments according to the machine learning
model developed, with an overall success of 90%.

Amelioration Treatments

STCE STAC

NSCO 20 b

. NSAC 22 17
assification rates NSCE 3 !
STCO 5 :

Abbreviations: NSAC = non-smoke-tainted wine with activated carbon treatment, NSCE = non-smoke-tainted
wine with enzyme and activated carbon treatment, NSCO = control non-smoke-tainted wine, STAC = smoke-
tainted wine with activated carbon treatment, STCE = smoke-tainted wine with enzyme and activated carbon
treatment and STCO = control smoke-tainted wine.

4. Discussion

The STAC and STCE wine samples had the highest mean values for TDS and EC, which
may be a result of the bentonite treatment releasing minerals into the wine. Interestingly,
the NSCO wine had the highest °Brix and alcohol contents. This is similar to the findings
by Kennison et al. [3], who found that smoke exposure had an adverse effect on grape berry
ripening and, hence, sugar accumulation, irrespective of the timing and duration of smoke
exposure. It is, therefore, not surprising that the ST wine samples had lower °Brix and
alcohol contents due to the long periods of smoke exposure associated with wildfire events
that may have impacted the ripening of the grape berries. The activated carbon treatment
did not appear to affect the pH of the smoke-tainted wines; however, it did appear to lower
the pH of the non-smoke-tainted wines, potentially due to the adsorption of tartaric acid
and malic acid [15].

As expected, the STCO and NSCO treatments exhibited higher mean values for the
peak areas of the volatile aroma compounds (Table 3), and this was further highlighted by
the PCA (Figure 3), which showed that these wine samples were associated with volatile
aroma compounds, including phenylethyl alcohol and butanedioic acid, diethyl ester
(NSCO) and decanoic acid, ethyl ester (STCO), as well as the correlation matrix illustrating
the positive correlations between the aroma compounds (Figure 4). Activated carbon is a
nonspecific fining agent and is, therefore, capable of removing positive aroma compounds
in addition to those responsible for smoke taint [36-38]. However, research by Fudge
et al. [15] found that a significant reduction of ‘smoke’ characters through treatment with
activated carbon resulted in an increase in ‘fruit’ characters. Previous studies have found a
negative correlation between the intensity of ‘smoke” and ‘fruit” aromas; thus, by reducing
the negative ‘smoke’ characters, the positive ‘fruit’ characters may be enhanced [3,6,15].
Therefore, while treatment with activated carbon with/without the addition of a cleaving
enzyme reduced the concentration of volatile aromatic compounds in smoke-tainted wines,
the reduction in smoke-derived volatiles may help lead to a resurgence in the positive ‘fruit’
characters that were previously suppressed.

To date, traditional methods for assessing wine quality and the degree of smoke
taint have involved the use of chromatographic techniques for the identification of aroma
volatiles and trained panels [4,39-41]. However, there are several drawbacks to these
techniques, as they can be time-consuming in terms of sample preparation, as well as
training sensory experts, which is expensive, as chromatographic techniques require costly
reagents and training, and maintaining trained panels can also be expensive, as well as
being destructive in their forms of assessment. Furthermore, the results from sensory
evaluations using human panels can be affected by physiological and psychological is-
sues within the individuals, such as fatigue and decreased sensitivity to samples due to
prolonged exposure [4,39-41]. Thus, the use of low-cost e-noses may offer a more cost-
effective and accurate form of quality and smoke taint assessments. Previous research by
Fuentes et al. [18] developed ANN models using readings from a low-cost e-nose as inputs
to accurately predict the levels of volatile phenols and their glycoconjugates in grapes
and wine, as well as a model predicting 12 consumer sensory responses towards the wine.
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The models developed in their study may offer grape growers a rapid and cost-effective
technique for assessing smoke-tainted wines; however, the models have yet to be tested on
wines that have undergone smoke taint amelioration techniques to assess the accuracy of
the models following treatment with activated carbon.

The ANN model developed in this study showed high accuracy in classifying the
e-nose readings according to the different smoke taint amelioration techniques applied.
It may offer winemakers a rapid, cost-effective tool to assess the effectiveness of smoke
taint amelioration by activated carbon with/without the addition of a cleaving enzyme.
Furthermore, as this method is nondestructive, repeated measurements can be made to
assess wine samples as they age over time. In addition to this, when the STCE enzyme e-
nose readings were assessed using the model, most of the readings were classified as either
NSCO or NSAGC, illustrating that the enzyme treatment together with activated carbon was
effective in ameliorating smoke taint. Previous research by Fudge et al. [15] found that
treatment with activated carbon alone was effective in removing smoke-derived volatile
phenols; however, it did not remove their glycoconjugates. Therefore, the hydrolysis of
these glycoconjugates over time may result in a resurgence of smoke aromas. The work by
Herderich and Krstic [42] found that the treatment of smoke-affected Pinot Noir wine with
a glucosidase enzyme reduced the concentrations of six glycosides by approximately 50%.
Thus, combining the use of cleaving enzymes with activated carbon may enhance smoke
taint amelioration by removing a significant amount of glycoconjugates and, therefore,
delay the resurgence of smoke aromas as the wine ages. Further research is required to
assess the exact levels of the glycoconjugates in the final wine samples.

5. Conclusions

The use of an electronic nose coupled with machine learning modeling can offer
winemakers a cost-effective and rapid technique for assessing the effectiveness of smoke
taint amelioration treatment by activated carbon with/without the addition of a cleaving
enzyme without requiring the use of a trained sensory panel. Related to the latter, further
advantages are in the repeatability of the integrated hardware (e-nose) and software (Al),
which allows the monitoring of multiple batches at the same time by integrating local
analytical microprocessors (e.g., Jetson ® from NVIDIA®). Furthermore, the use of a cleav-
ing enzyme can enhance smoke taint amelioration by removing a significant proportion
of glycoconjugates, thereby delaying the resurgence of smoke aromas and maintaining
the value of the wine for a longer period. The integrated system proposed could offer
winemakers a near-real-time system to assess the effect of treatments on microbrewing for
decision-making purposes to manage the smoke taint in wines.
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