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Abstract: In this study, headspace-bar adsorptive microextraction (HS-BApE) combined with gas
chromatography-mass spectrometry (GC-MS) was employed to screen the major biogenic volatile
organic compounds (BVOCs) emitted by six different Portuguese shrub species (Erica scoparia L., Cistus
ladanifer L., Cistus monspeliensis L., Lavandula stoechas L., Thymus villosus L., and Thymus camphoratus).
The HS-BApE/GC-MS methodology was developed, optimized, and validated using five common
monoterpenoids (x-pinene, 3-pinene, limonene, 1,8-cineole, and thymol) and one sesquiterpenoid
(caryophyllene oxide). Under optimized experimental conditions (microextraction-sorbent phase:
activated carbon (CN1), 3 h (35 °C); back-extraction: n-Cq (1 h)), good efficiencies (>45%), low
analytical thresholds (5.0-15.0 pg/L) and suitable linear dynamic ranges (20.0-120.0 pug/L, 2 >0.9872)
were achieved, as well as acceptable intra and inter-day precisions (RSD < 30.1%). Benchmarking the
proposed methodology, HS-BAUE(CN1), against the reference methodology, HS-SPME(PDMS/DVB),
revealed comparable analytical responses and demonstrated excellent reproducibility. Among the six
shrub species studied, Thymus camphoratus exhibited the highest emissions of BVOCs from its leaves,
notably, 1,8-cineole (4136.9 & 6.3 nug/g), a-pinene (763.9 = 0.5 pug/g), and B-pinene (259.3 £ 0.5 ug/g).
It was also the only species found to release caryophyllene oxide (411.4 + 0.3 ug/g). The observed
levels suggest that these shrub species could potentially serve as fuel sources in the event of forest fires
occurring under extreme conditions. In summary, the proposed methodology proved to be a favorable
analytical alternative for screening BVOCs in plants. It not only exhibited remarkable performance
but also demonstrated user- and eco-friendliness, cost-effectiveness, and ease of implementation.

Keywords: BVOCs; HS-BAUE; GC-MS; Portuguese shrubs; Erica scoparia L.; Cistus ladanifer L.; Cistus
monspeliensis L.; Lavandula stoechas L.; Thymus villosus L.; Thymus camphoratus

1. Introduction

Volatile organic compounds (VOCs) are defined as compounds containing 15 or fewer
carbon atoms that are volatile or semi-volatile, characterized by high vapor pressures
(above 10 Pa at 25 °C), a boiling point below 260 °C (1 atm), and low solubility in water.
They can be categorized into two groups based on their emission sources; anthropogenic
volatile organic compounds, emitted from fossil fuels and human activities, and biogenic
volatile organic compounds (BVOCs), emitted from natural sources such as oceans, mi-
croorganisms present in the soil, and plants [1,2]. Some BVOCs, notably terpenoids emitted
by plants, contribute to the aroma of many scents, and play a crucial role in the perfumery
industry, constituting common essential oils. This aspect is particularly significant when
determining the composition of certain plant species. BVOC emissions are influenced
by various environmental factors, including sunlight, precipitation, temperature, wind
strength, and moisture. Therefore, the time of year affects the quantity of BVOCs emit-
ted by plants [1,3]. Recent studies suggest that when heated, most plants emit highly
flammable BVOCs, which in the presence of an ignition source, can exacerbate the spread
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of forest fires. This phenomenon has contributed to catastrophic events like the one in
Pedrogao Grande, Portugal. Since these BVOCs have lower densities than air, they tend to
accumulate at lower altitudes, underscoring the importance of studying shrubs, which are
small-to-medium-sized perennial woody plants. Moreover, under specific weather condi-
tions (temperature > 30 °C, 30 consecutive days without rain, relative air humidity < 30%,
and wind speeds exceeding 30 km/h) known as the ‘rule of 30’, the terpenoids emitted can
intensify ignition, accelerating the spread of fires. In recent years, Portugal has experienced
a significant number of forest fires, with approximately 3 million hectares burned between
1980 and 2020, equivalent to around one-third of its territory. Consequently, it is impera-
tive to study the characteristics of BVOCs emitted by some of the most common shrubs,
especially in the Mediterranean region, which is marked as one of the most susceptible
areas to forest fires due to its climatic conditions characterized by regular periods of high
temperatures and drought [3].

The state-of-the-art analytical methodologies for monitoring BVOCs emitted by plants
typically involve an enrichment step prior to analysis by gas chromatography-mass spec-
trometry (GC-MS) [4-8]. Currently, one of the most used non-exhaustive techniques for
BVOC monitoring is solid phase microextraction (SPME), particularly in the headspace
(HS) mode, which is applicable to liquid, solid, and in situ/in vivo matrices [4,9,10]. SPME
uses selective and sensitive fibers and operates in a single step, meeting the principles of
green analytical chemistry (GAC) by being a solvent-free approach [11]. However, there is
a need for alternative analytical methods for HS monitoring of compounds that are user-
and eco-friendly, cost-effective, and easy to implement. In recent years, bar adsorptive
microextraction (BAuE) has emerged as a passive or static technique for various applica-
tions in the liquid phase (e.g., wastewater, urine, etc.) analysis. BAUE uses sorption-based
coatings, including polymers and activated carbons (ACs), offering high selectivity and
sensitivity for monitoring organic compounds at trace levels [12-15]. Additionally, BALE
devices can be easily prepared in any lab without relying on commercial suppliers, making
them more accessible. Recently, BALE has been successfully applied in the HS mode to
monitor BVOCs emitted by tree leaves, demonstrating simplicity and comprehensiveness
as an analytical alternative [7].

In this study, HS-BAUE followed by GC-MS analysis is employed to profile major
BVOCs emitted by the leaves of common shrub species in Portugal (Erica scoparia L., Cistus
ladanifer L., Cistus monspeliensis L., Lavandula stoechas L., Thymus villosus L., and Thymus
camphoratus). The development, optimization, validation, and application to real matrices
are discussed, along with a comparison to reference methodologies, and the influence they
could have on forest fires under extreme conditions.

2. Materials and Methods
2.1. Chemical Standards, Materials, and Samples

Acetonitrile (ACN, 99.9%), n-hexane (1-Cg, 96.0%), dichloromethane (DCM, 99.9%),
and n-heptane (n-Cy, 99.0%), all of HPLC-grade, were obtained from Carlo Erba (Val-de-
Reuil, France). Methanol (MeOH, 99.9%), also of HPLC-grade, and isooctane (for analysis)
were obtained from Honeywell (Issy-les-Moulineaux, France). (+) -a-pinene (98.0%, USA),
(-) -B-pinene (99.0%, USA), 1,8-cineole (99%, USA), R-(+) -limonene (97.0%, Mexico) and
bromopentafluorobenzene (99.0%, UK), used as internal standard (IS), were purchased from
Sigma-Aldrich (St. Louis, MO, USA). Thymol and (-) caryophyllene oxide (99%, Germany)
were acquired from Sigma-Aldrich and José M. Vaz Pereira, Lda. (Lisbon, Portugal),
respectively. A standard mixture of n-alkanes C;—C3g (50.0 mg/L of each in n-Cy), of HPLC
and GC-grade was obtained from Sigma-Aldrich. Ultra-pure water was obtained from a
Milli-Q water purification system from Merck (Millipore, Burlington, MA, USA).

For the HS-BAE assays, the sorbent coatings tested included reverse phase polymers
such as N-vinylpirrolidone Strata™ X (S-X; pore size: 85 A, particle size: 33 um, surface
area: 800 m?/g), styrene-divinylbenzene co-polymer Strata® SDB-L (S-DVB; pore size:
280 A, particle size: 100 pm, surface area: 500 m2/ g), and the ciano-based co-polymer
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Strata® CN (S-CN; pore size: 70 A, particle size: 55 um, surface area: 500 m?/g) obtained
from Phenomenex (Torrance, CA, USA), as well as N-vinylpirrolidone-divinylbenzene
co-polymer Oasis® HLB (HLB; pore size: 80 A, particle size: 30 um, surface area: 800 m?/g)
obtained from Waters (Milford, MA, USA). The commercial ACs tested included CA1l
(pHpzc 2.2, surface area: 1043 m?/ &, Vmesopores: 0.66 cm3/ 8, V a-supermicropores: 0.26 cm?/ 2),
CN1 (pHpzc 5.1, surface area: 1179 m?2/ 2, Vimesopores: 0.68 cm3/ 8, V x-supermicropores: 0.3 cm3/ ),
and SX PLUS (pHpzc 8.4, surface area: 833 m?/ &, Vmesopores: 0.44 cm3/ & V x-supermicropores:
0.15cm?/g, V x-ultramicropores: 0-08 cm?/g) obtained from Salmon & Cia (Lisboa, Portugal)
and the R (pHpzc 6.5, surface area: 964 m?/g, Vimesopores: 040 cm®/g, V o_supermicropores:
0.16 cm?/g, V x-ultramicropores: 0-09 cm?®/g) obtained from Riédel-de Haén (Hannover, Ger-
many). For the HS-SPME assays, a manual holder and polydimethylsiloxane/divinylbenzene
(PDMS/DVB, 65 um) fibers were used, both purchased from Supelco® (Bellefonte, PA, USA).
The leaves from all shrub species were sampled only once; the Cistus, Erica, and
Thymus villosus L. were sampled on 17 April 2023 at Parque Natural de Sintra-Cascais,
and Thymus camphoratus was sampled on 6 May 2023 at Ribeira da Azenha-Vila Nova de
Milfontes (37°48'17.6" N 8°46/58.4" W). Cistus ladanifer L. and Cistus monspeliensis L. were
sampled at Abano (38°44'26.16"” N 09°2810.10"” W), Lavandula stoechas L. and Erica scoparia
L. at Biscaia (38°45'45.84"” N 09°28'30.68"” W), and Thymus villosus L. at Pedra Amarela
(38°45/30.11” N 09°26/01.94"” W). The collected fresh leaves were stored in sealed flasks in a
thermal box and, upon arrival at the laboratory, were stored in the fridge until analysis.

2.2. Experimental Set-Up
2.2.1. Standard Solutions and Real Sample Preparation

The individual stock solutions for each BVOC (5000.0 mg/L) in n-C4 were freshly
prepared at the beginning of the study and renewed whenever necessary. The standard
mixture (200.0 mg/L of x-pinene, 3-pinene, limonene, 1,8-cineole, thymol, and caryophyl-
lene oxide in n-Cg) for HS-BAUE assays was freshly prepared every 2 months and stored at
—20 °C, and working standard mixtures (5.0 mg/L) were prepared daily. In the case of the
IS, an individual standard solution was prepared in 1n-Cg. Subsequently, a solution with
20.0 mg/L of IS in n-C¢ was prepared every two weeks.

2.2.2. Preparation and Conditioning of BALE Devices

The BAUE devices were lab-made and prepared using polypropylene hollow tubes
(7.5 x 3.0 mm) coated with different powdered sorbents (polymers and ACs) fixed with an
appropriate adhesive film [7]. The BAUE devices were then cleaned up with ultrapure water
under agitation on a magnetic board with fifteen positions (Variomag H+P Labortechnik
AG Multipoint 1,5 e Cimarec i Poly Komet, Oberschleiftheim, Germany) for about 10 to 20
min. Prior to the water cleaning step, the devices were dried on paper.

2.2.3. HS-BAUE Optimization and Validation Assays

To optimize the experimental conditions, a one-variable-at-a-time (OVAT) strategy was
adopted, which means that while studying the behavior of one parameter, the remaining
were kept constant. For HS-BAULE experimental optimization, the selected parameters
were the sorbent coating phase (SX PLUS, R, CN1, CA1, HLB, S-X, S-DVB, and S-CN), the
desorption solvent (MeOH, ACN, DCM, n-Cg, n-Cy, mixture of n-Cg + n-Cy (1:1%, v/v),
and isooctane), desorption time (15, 30, 45, and 60 min), equilibrium time (1, 2, 3, 6, and
16 h) and temperature (15, 35, and 55 °C) [7,13-17]. For each assay, 100 pL of a standard
mixture solution containing the six selected BVOCs (5.0 mg/L) was spiked at the bottom of
a 5 mL vial. The previously prepared BAUE devices were then inserted into the HS vial and
immediately closed and placed into a thermostatic sand bath with controlled temperature
for BVOC microextraction. After the enrichment step, the BAHE devices were removed and
transferred into 2 mL vials with inserts followed by 90 pL of an organic solvent. Then, the 2
mL vials were subjected to ultrasonic treatment (Branson 3510 E-DTH, 42 £ 2.5 kHz, 100 W,
Zurich, Switzerland) for liquid desorption (LD) of the extracted BVOCs. Next, 10 uL of the
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Sand bath

Heating plate

IS solution (20.0 mg/L) was added into each insert and agitated into a vortex (Velp, Italia)
for 5 s. Finally, the BAUE devices were removed and the vials were sealed prior to GC-MS
analysis. Each assay and blank analysis was performed in triplicate. The data obtained
from the HS-BAUE/GC-MS assays were analyzed by comparing the abundance areas
with control standard solutions of the target BVOCs. Figure 1 illustrates the experimental
setup used.

MICROEXTRACTION STAGE BACK-EXTRACTION STAGE GC-MS ANALYSIS

HS BAUE device >
—(
Sample y Addition of solvent and IS

[> l/ BAUE device [>

Figure 1. Experimental set-up for the two stages of the HS-BApE/GC-MS assays proposed in the
present study.

In order to validate the proposed methodology under optimized conditions, several
parameters were evaluated, including selectivity, sensibility, linearity, and precision, ac-
cording to previous studies [14-17], using the same procedure as described above. Initially,
selectivity was assessed by verifying the absence of interfering compounds with identical
retention times to the target BVOCs, performed using blank assays. Afterward, the sen-
sibility of the HS-BApE/GC-MS methodology was evaluated through the experimental
determination of the limits of detection (LOD) and quantification (LOQ). Then, calibration
curves were plotted by analyzing the calibration standards of the six BVOCs ranging from
0.75mg/L to 6.0 mg/L (15.0 ug/L to 120.0 ug/L, respectively). The linearity was assessed
using the determination coefficients (r?), the residual dispersion, and the lack-of-fit test
for each calibration plot. The last step of validation assays was dedicated to performing
intra- (n = 6) and inter-day (n = 3, for 2 days) assays. To perform the precision assays for
the HS-BAuE/GC-MS methodology, the IS concentration was maintained at 20.0 mg/L;
the low, medium, and high concentrations of the BVOC mixtures corresponded to 1.0, 2.0,
and 5.0 mg/L (20.0, 40.0, and 100.0 ng/L, respectively). The acceptance criterion was the
relative standard deviation (RSD), which had to be lower or equal to 30% for all spiking
levels [12]. All validation assays were performed in triplicate, except when indicated.

For comparison with a reference methodology, the validated HS-BAuE/GC-MS was
compared with HS-SPME/GC-MS using three BVOCs (a-pinene, 1,8-cineole, and thymol),
following a similar procedure as described in previous work [7]; optimized conditions:
PDMS/DVB fiber, HS extraction for 35 min at 35 °C; however, the IS concentration was
maintained at 40.0 mg/L and the BVOC mixture was used in three different concentration
levels—low, medium, and high, corresponding to 25.0, 100.0, and 200.0 mg/L (0.3, 2.5 and
5.0 ug/L, respectively).

2.2.4. Application to Shrub Leaves

To address the performance of the methodology validated in real matrices, it was
applied for the analysis of BVOCs in the leaves of the different shrubs. For HS-BAUE/GC-
MS assays, fresh leaves were cut and weighed into 5 mL vials, using amounts of 15.0 mg
for Erica scoparia L., 10.0 mg for Lavandula stoechas L. and Cistus monspeliensis L., and 2.0 mg
for Thymus villosus L., Thymus camphoratus, and Cistus ladanifer L. Then, the remaining
procedure described in Section 2.2.3 was followed. The amounts of the six BVOCs emitted
by the shrub leaves of the species mentioned above were determined using the calibration
plots obtained previously. For quantification purposes, fresh weight (FW) was used to
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carry out the analysis; the fresh leaves were dried in a heated oven (80 °C) until their
weight was constant to eliminate leaf moisture (volatilization gravimetry). This allowed
the determination of the mass of each BVOC released by dry-weight (DW) leaves (ug/g).

2.3. Instrumental Set-Up

GC-MS analysis was performed on an Agilent 6890 series gas chromatograph equipped
with an Agilent 7683 automatic liquid sampler and interfaced to an Agilent 5973N mass
selective detector (Agilent Technologies, Little Falls, NY, USA). A fused silica capillary
column (30 m length x 0.25 mm L.D. X 0.25 pm film thickness; Zebron ZB-5; 5% diphenyl,
95% dimethyl polysiloxane; Phenomenex, Torrance, CA, USA) was used. Helium was used
as the carrier gas in the constant pressure mode (14.3 psi). For all analyses, a solvent delay
of 3.2 min was used. The transfer line, ion source, and quadrupole temperatures were
maintained at 280 °C, 230 °C, and 150 °C, respectively. In the full-scan mode, electron
ionization mass spectra in the range of 45-550 Da were recorded at 70 eV of energy. Data
acquisition and instrument control were performed by the MSD ChemStation software
(G1701CA, version E.02.02.1431; Agilent Technologies, USA). The identification of each
compound was addressed through the comparison of their retention indices (RIs) relative
to a standard mixture of C;-Csy n-alkanes [18] and the characteristic features of their
mass spectra in comparison with Wiley’s library spectral data bank (G1035B, Rev D.02.00;
Agilent Technologies, USA). The calculation of each assay was performed by comparing
the average peak areas of the extracted compounds with the IS peak area. A split/splitless
(S/SL) injector operating at 270 °C was used in the SL mode (injection volume of 1 uL) for
the HS-BAUE/GC-MS assays. The oven temperature was programmed to start at 54 °C
(held isothermally for 2 min) then heated up to 170 °C at 20 °C/min (held isothermally for 2
min) and, finally heated up to 250 °C at 3 °C/min (held isothermally for 5 min), resulting in
a run time of 42.17 min. For the HS-SPME/GC-MS assays, the injector (thermal desorption
(TD) at 270 °C for 5 min) and oven temperature were programmed according to previous
work [7].

3. Results and Discussion
3.1. GC-MS Conditions

From the outset, we initiated the optimization of instrumental conditions using a stan-
dard mixture (2.0 mg/L) comprising five monoterpenoids (x-pinene, 3-pinene, limonene,
1,8-cineole, and thymol) and one sesquiterpenoid (caryophyllene oxide). These compounds,
commonly found in the six Portuguese shrubs under study (Erica scoparia L., Cistus ladanifer
L., Cistus monspeliensis L., Lavandula stoechas L., Thymus villosus L., and Thymus camphoratus),
were selected based on several reports [4,5,8,19]. Figure 2 illustrates the chemical struc-
tures of the target BVOCs. The standard mixture containing the six terpenoids underwent
analysis by GC-MS using the SL injection mode and conventional instrumental conditions
(see Section 2.3). The total ion chromatograms obtained exhibited adequate selectivity and
sensitivity, with symmetrical peak shapes and resolution achieved for each compound
within an acceptable analytical time (<12 min). Instrumental sensitivity was evaluated
by determining the LOD and LOQ for each target compound, with signal-to-noise (S5/N)
ratios of 3:1 and 10:1, respectively. The values obtained were 0.20 and 0.50 mg/L for «- and
-pinene, 0.05 and 0.20 mg/L for limonene and 1,8-cineole, 0.01 and 0.03 mg/L for thymol,
and 0.10 and 0.30 mg/L for caryophyllene oxide, respectively. Subsequently, instrumental
calibration was performed by determining linear regressions for each target analyte within
a concentration ranging from 0.25 to 6.00 mg/L. Suitable linearity was achieved, with all 7>
values exceeding 0.9831. Finally, instrumental precision was assessed by conducting six
consecutive injections of the same standard mixture, yielding relative standard deviations
(RSDs) of less than 11.2%.
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Figure 2. Chemical structures of the target BVOCs studied in the present work, including five
monoterpenoids (x-pinene, 3-pinene, limonene, 1,8-cineole, and thymol) and one sesquiterpenoid
(caryophyllene oxide).

3.2. Evaluation of the HS-BAuE/GC-MS Methodology
3.2.1. Optimization Assays

After optimizing the instrumental system, experimental conditions for the HS-BAuE/GC-
MS methodology were established (Figure 1). The assays were conducted via HS in 5 mL
vials containing a standard mix of six target BVOCs: x-pinene, 3-pinene, limonene, 1,8-
cineole, thymol, and caryophyllene oxide. As the HS-BAUE technology operates in two
stages, i.e., microextraction in the gaseous phase followed by back-extraction in the liquid
phase, an OVAT strategy was adopted to optimize parameters such as sorbent coating
phase, equilibrium time and temperature, as well as solvent type and desorption time.
One significant advantage of this methodology compared to others considered as reference
methods (e.g., SPME) is the ease of selecting the best coating phase from a variety of
available materials tailored to the target compounds involved [7]. For this study, four
polymers (5-CN, S-DVB, HLB, and 5-X) and four ACs (R, SX PLUS, CA1, and CN1) were
tested. Figure 3a illustrates the comparison of efficiency achieved for all sorbent phases
tested under standard experimental conditions, indicating that the ACs generally exhibit
greater selectivity than the tested polymers, resulting in higher recoveries. Additionally, it
can be observed from the same figure that while thymol is poorly recovered, caryophyllene
oxide consistently shows a very good response. Based on the data obtained from the sorbent
phase assays, three AC phases (R, CA1, and CN1) appear to offer the best selectivity for
the six target BVOCs. These sorbents are nanoporous solids capable of efficiently retaining
analytes in the gaseous phase through dispersive and/or electrostatic interactions. The
R phase, characterized by ultramicropores (<0.7 nm) and supermicropores (0.7-2.0 nm),
demonstrates the ability to retain molecules of various sizes. However, the CA1 and CN1
phases, containing only supermicropores, exhibit a preference for smaller-sized molecules
such as the six target BVOCs under study. Furthermore, the results indicate that the
chemical surface characteristics of the ACs play a crucial role. The R phase, with a neutral
surface (pHpzc 6.50) and smaller pore size, appears to be ideal for retaining «- and 3-pinene.
Conversely, CA1 and CN1 phases, with acidic surfaces (pHpzc 2.20 and 5.10, respectively)
and larger pore sizes, exhibit enhanced retention of limonene and 1,8-cineole. On the other
hand, the polymers studied can also retain the six target BVOCs, primarily through e,
dipole—dipole, hydrogen bonds, and ionic interactions, depending on particle size and
surface area. Nevertheless, based on the results depicted in Figure 3a, since the CN1 phase
exhibited the most acceptable RSDs and greater recovery efficiencies, it was selected to
optimize the following parameters.
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Figure 3. Effect of sorbent phase selectivity (a), equilibrium time (b), and back-extraction solvent (c)
on the efficiency of the six target BVOCs obtained by the HS-BApE/GC-MS methodology. The error
bars represent the standard deviations of three replicates.

The study subsequently evaluated the key parameters for microextraction in the
gaseous phase, focusing on equilibrium time and temperature. Initially, five equilibrium
times (1, 2, 3, 6, and 16 h) were tested to assess the retention of the six BVOCs, as depicted
in Figure 3b. Analysis of the data revealed that the recovery performance increased up to
3 h, after which a significant decrease in recovery was observed. Extending the equilibrium
time to 6 and 16 h resulted in a considerable decrease in recovery efficiencies due to the
occurrence of the wall-effect phenomenon. This phenomenon involves the adsorption of
target compounds onto the inner walls of the glass vials over extended periods of time [7].
Furthermore, evaluation of thermostat effects (25, 35, and 55 °C) demonstrated that a
temperature of 35 °C gave higher recovery yields for the target BVOCs. Consequently, the
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combination of 3 h of equilibrium time at 35 °C appeared to promote greater recoveries with
acceptable RSDs ranging from 6.4% to 26.2% and thus was selected for the remaining assays.

The main parameters for back-extraction in the liquid phase were investigated, focus-
ing on the choice of solvent and desorption time. Seven organic solvents, namely ACN,
MeOH, DCM, n-C6, n-C7, isooctane, and a mixture of n-Cé6 + n-C7 (1:1, v/v), covering a
wide range of polarities, were evaluated to determine the optimal back-extraction condi-
tions. Analysis of the data presented in Figure 3c reveals that highly polar solvents like
ACN and MeOH did not facilitate complete back-extraction of all six BVOCs, yielding
either incomplete recovery or very low yields. Among the nonpolar solvents tested, n-C6
demonstrated the highest recoveries for all six BVOCs, whereas DCM showed a negligi-
ble response. Isooctane emerged as a viable alternative among the hydrocarbons tested,
particularly effective for thymol and caryophyllene oxide. Furthermore, the impact of
sonication time (15, 30, 45, and 60 min.) was assessed, with the results indicating that a
sonication period of 60 min resulted in optimal desorption efficiencies, accompanied by
acceptable RSDs ranging from 0.4% to 20.4% for the six target BVOCs. Consequently, based
on these achievements, n-C6 under sonication for 60 min was identified as the preferred
back-extraction condition for the study.

3.2.2. Validation Parameters

After optimizing the crucial experimental parameters—microextraction stage em-
ploying CN1 phase (3 h) at 35 °C and back-extraction stage utilizing n-C6 (100 uL) for
60 min—we proceeded with validation assays. These encompassed the assessment of
analytical thresholds, linear dynamic ranges, as well as both intra- and inter-day preci-
sions. Table 1 summarizes the validation data obtained from the proposed methodology
(HS-BApUE/GC-MS) under optimized experimental conditions.

Table 1. LOD, LOQ, linear dynamic range, slope (a), x-intercept (b), and determination coefficient
(%) values from the calibration plots obtained for the six target BVOCs under study and intra and
inter-day precisions for HS-BAUE(CN1)/GC-MS assays under optimized experimental conditions.

Linear Intra-Day Inter-Day
BVOCs (L()/]I?) (LO% Range a b > Precision Precision
He ug/ (ug/L) (n=5RSD,%) (n=3; RSD,%)
a-Pinene 0.0090 0.0614 0.9951 6.3-22.8 10.4-28.7
; 20.0-100.0
[-Pinene 50 15.0 0.0123  —0.0563  0.9912 8.2-22.1 12.9-26.9
Limonene ' ' 0.0199 0.0846 0.9879 13.8-18.5 13.4-26.7
20.0-120.
1,8-Cineole 0.0-120.0 0.0250 0.0557 0.9895 4.0-11.3 13.4-15.8
Thymol 0.0102 0.0195 0.9872 17.5-28.4 18.0-26.4
15.0 49.5 50.0-100.0
Caryophyllene oxide 0.0347 0.1738 0.9947 10.2-16.5 18.8-30.1

Analytical thresholds were determined via LOD and LOQ, falling within the range
of 5.0 to 49.5 pug/L. Generally, the LODs and LOQs align with values previously reported
in other studies [7,20,21], except for those of thymol and caryophyllene oxide, where the
values slightly exceeded expectations (0.1 pg/L < LOD < 0.5 ug/L).

The linear dynamic ranges were established by analyzing multi-standard solutions
of the six BVOCs, spanning from 20.0 to 100.0 pg/L for «- and -pinene, from 20.0
to 120.0 pg/L for limonene and 1,8-cineole, and from 50.0 to 100.0 ug/L for thymol
and caryophyllene oxide. Calibration plots exhibited high determination coefficients
(r? > 0.9816), indicating strong linearity. However, assessing linearity based solely on
the 72 parameter is insufficient, as it does not address data heteroscedasticity. Therefore,
homoscedasticity was evaluated through lack-of-fit testing and residue dispersion [22]. The
lack-of-fit test indicated a good fit for all calibration plots, suggesting homoscedastic data.
Furthermore, residue plots displayed an unsystematic distribution of residues, confirming
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the homoscedasticity of the experimental data and validating the suitability of the linear
regressions plotted for the analysis of the six BVOCs.

The precision of the proposed methodology was evaluated by determining the RSDs
using intra-day (n = 5) and inter-day (n = 3, over 2 consecutive days) assays. Three different
spiking levels were assessed, including low, medium, and high contents, i.e., 20.0, 40.0,
and 100.0 pg/L, respectively. In both intra-day and inter-day assays, the methodology
demonstrated favorable RSDs across all studied spiking levels (4.0% < RSD < 30.1%),
indicating its suitability for assessing the six BVOCs under investigation. Additionally, it
was observed that intra-day precision yielded lower RSD values compared to inter-day
precision, suggesting better repeatability in the obtained data than intermediate precision.

3.3. Comparison with Reference Methodologies

In this study, our focus was also on comparing the primary advantages and draw-
backs of our proposed methodology with the SPME technique, which stands out as the
most widely used technology for HS analysis and serves as a suitable benchmark; addi-
tionally, the HS-SPME technique is renowned for its outstanding selectivity, sensitivity,
ease of handling, and versatility, particularly in the analysis of volatile and semi-volatile
compounds by GC-MS. Figure 4 depicts the comparison of the response obtained from
the HS-BARE(CN1) against HS-SPME(PDMS/DVB) methodologies, followed by GC-MS
analysis of three prevalent BVOCs («-pinene, 1,8-cineole, and thymol), all conducted under
similar experimental conditions. This comparison aims to provide a visual representa-
tion of how the two methodologies perform relative to each other in terms of detecting
and quantifying the selected BVOCs. Hence, if the responses obtained in the analysis
of BVOCs are consistent between the two methodologies, it can be inferred that both
are equivalent, generating similar and proportionate results. However, by observing the
figure, it becomes apparent that the HS-SPME(PDMS/DVB) methodology consistently
demonstrates an average order of magnitude approximately fifteen times higher than that
of the HS-BAUE(CN1) methodology, as evidenced by the slopes achieved. Apart from
the various factors such as interaction and specific affinity, as well as potential synergis-
tic effects between the chosen sorbent phases and the target BVOCs, the differences in
response observed for each monoterpene under study may be attributed to the distinct
sample introduction approaches by GC-MS for both methodologies, as was discussed in
previous work [7]. While the HS-SPME(PDMS/DVB) methodology relies on TD, wherein
all the microextracted sample is analyzed, the HS-BAuE(CN1) methodology is based on LD,
where only a small portion (1/100) of the sample is analyzed. This difference influences the
response of each methodology. Moreover, assuming that both analytical technologies align
with GAC principles or that any inherent differences are negligible, we can assert that the
HS-BAUE methodology is significantly more cost-effective and comprehensive; this last
aspect is due to the ease of interfacing with various instrumental systems. From a practical
standpoint, the HS-SPME methodology, based on TD, appears to be more sensitive and
user-friendly, although more energy-consuming, while the HS-BApE methodology, relying
on LD, offers the distinct advantage of enabling sample reanalysis, which is often crucial
whenever repetition and data confirmation are mandatory. Finally, the BALE methodology
proves to be more suitable for routine analysis compared to SPME; while the former merely
necessitates a straightforward magnetic plate with multiple positions, the latter demands a
costly CombiPAL autosampler.
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Figure 4. Comparison of the response from HS-BARE(CN1) against HS-SPME(PDMS/DVB) method-
ologies followed by GC-MS analysis obtained for three common BVOCs (x-pinene, 1,8-cineole, and
thymol) under similar optimized experimental conditions.

3.4. Application to Shrub Leaves

After optimizing and validating the proposed methodology, we proceeded with the
assays using shrub leaf samples, as outlined in Section 2.2.4. It is crucial to note that field
sampling, especially with live species like shrubs, is always subject to availability and pre-
vailing atmospheric conditions. During the period under study (April-May 2023), there was
abundant rainfall. It is widely recognized that excessive rainwater can lead to a significant
decrease in the content of essential oils in plant leaves; consequently, this affects the type
and amount of BVOCs released. Therefore, it is not our intention to systematically evaluate
in depth the profiles of all BVOCs, including the minor ones emitted by the shrub species
under study, as this requires a much more demanding and detailed sampling program.
From a different perspective, the goal of the application to real matrices is to demonstrate, in
addition to the levels found, that we have an effective and alternative analytical technology
that can be regularly used for monitoring the main BVOCs emitted by plants. Table 2
presents the amounts of the six target monoterpenoids, expressed on a DW basis, emitted
by the leaves of the six Portuguese shrubs under study using the HS-BApE(CN1)/GC-MS
methodology, where good reproducibility is observed. Based on the results in Table 2, it is
evident that Thymus camphoratus exhibits the highest emissions of BVOCs among all six
shrub leaves; notably, it releases significant amounts of 1,8-cineole (4136.9 + 6.3 ug/g) as
well as a- and p-pinene (763.9 £ 0.5 and 259.3 £ 0.5 ug/g, respectively). Moreover, it is
the only species among the six to emit caryophyllene oxide (411.4 & 0.3 ug/g). Conversely,
Thymus villosus L. leaves demonstrated higher emissions of limonene (138.8 & 0.3 ug/g)
and substantial amounts of 1,8-cineole (104.1 £ 0.3 ug/g) and o-pinene (69.1 = 0.1 ug/g).
Figure 5b illustrates a total ion chromatogram profile obtained from application of the
HS-BARE(CN1)/GC-MS methodology to Thymus camphoratus leaves. Under optimized
experimental conditions, a significant response to the main BVOCs emitted by this species
is observed, comparable to the total ion chromatogram obtained by the injection of the
standard solution itself (Figure 5a). Additionally, other BVOCs have been identified,
demonstrating the effectiveness of the proposed methodology for BVOC monitoring. Cistus
ladanifer L. emits moderate contents of - and f3-pinene (325.1 + 0.2 and 148.5 + 0.5 pug/g,
respectively), whereas Cistus monspeliensis L. and Lavandula stoechas L. species present lower
amounts (<30 ug/g) of both as well as limonene. None of the six target monoterpenoids
evaluated was detected in Erica scoparia L. leaves, and thymol was not observed in any
leaves of the six species under study. This absence may be due to thymol emissions being
below the LODs used for the present methodology, or the prevailing conditions may have
caused a decrease in its emission. In line with the methodology proposed in this paper,
Gongalves et al. [7] reported BVOC amounts from tree leaves that align well with our
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findings. For example, a-pinene content in Cistus ladanifer L. and Thymus camphoratus fell
within the expected range (95.2-3183.3 ug/g), as did 3-pinene, limonene, and 1,8-cineole
(10.2-3503.8, 9.2-883.0, and 110.8-7828.0 ug/g, respectively). This consistency confirms the
robustness and reproducibility of our methodology, as demonstrated before [7]. Comparing
our findings in six analyzed shrubs with prior studies [19,23] on the same or similar species,
we observed higher maximum contents of x- and 3-pinene, limonene, and 1,8-cineole
(763.9,259.3,138.8, and 4136.9 ng/g, respectively) than previously reported (0.6-5.2, 0.1-2.0,
0.5-28.3, and 14.6-19.2 ug/g, respectively). This variance may stem from differences in
sampling times or extraction techniques.

Table 2. Contents (DW basis) of the six target monoterpenoids obtained from the leaves of six
Portuguese shrub species using in vitro HS-BApPE(CN1)/GC-MS assays conducted under optimized

experimental conditions.

Shrub Species

Lavandula Cistus Cistus Thymus Thymus Erica scoparia L
stoechas L. ladanifer L. monspeliensis L. villosus L. camphoratus P ’
BVOCs Concentration (ug/g)
«-Pinene 29.6 £0.2 325.1+0.2 226 +0.1 69.1 £0.1 7639 £ 0.5 d
B-Pinene - 148.5 £ 0.5 275+0.2 - 259.3 £ 0.5 -
Limonene 23.6 £0.5 d d 138.8 +0.3 - d
1,8-Cineole - d - 104.1 £0.3 41369 £ 6.3 -
Thymol - - - - -
Caryophyllene oxide - - - - 4114 £ 0.3 -
d—detected but not quantified.
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Figure 5. Example of total ion chromatograms obtained from a standard mix (a) using GC-MS and
the leaves of Thymus camphoratus (b) using HS-BAUE(CN1)/GC-MS under optimized conditions.

Our results suggest that BVOC emission levels from the studied species vary based
on factors such as chemotypes, sampling location, weather conditions (e.g., humidity,
precipitation, temperature, wind strength), and anthropogenic activities. While the emitted
volatiles from shrub leaves are significant, they are not as substantial as those from tree
species [7]. Nevertheless, under certain atmospheric conditions (such as the ‘rule of 30),
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they could contribute to the accumulation of BVOCs in forest environments, potentially
leading to forest fire ignition due to the considerable BVOC emission levels. This study
marks the first application of the proposed methodology to sesquiterpenoid monitoring
and proves to be an effective approach for analyzing both monoterpene and sesquiterpene
compounds in shrub leaves. It offers selectivity, cost-effectiveness, reproducibility, and
robustness, enhancing our understanding of BVOC dynamics in ecosystems.

4. Conclusions

A novel analytical approach (HS-BAUE(CN1)/GC-MS) is proposed for monitoring
BVOCs, particularly terpenoids, from six different Portuguese shrub species (Erica scoparia
L., Cistus ladanifer L., Cistus monspeliensis L., Lavandula stoechas L., Thymus villosus L.,
and Thymus camphoratus). The methodology underwent optimization and validation and
demonstrated robustness, sensitivity, selectivity, and excellent performance. Comparison
with the reference methodology, HS-SPME(PDMS/DVB), showed comparable analytical
responses and excellent reproducibility.

Among the six shrub species investigated, Thymus camphoratus exhibited the highest
emissions of BVOCs from its leaves, notably 1,8-cineole (4136.9 + 6.3 ug/g), a-pinene
(763.9 £ 0.5 ug/g), and p-pinene (259.3 £ 0.5 png/g). It was also the only species found
to release caryophyllene oxide (411.4 & 0.3 pug/g). These observed levels suggest that the
shrub species could potentially contribute to fuel sources in the event of forest fires under
extreme conditions.

In summary, the proposed methodology emerged as a favorable analytical alternative
for BVOC screening in plants. It not only demonstrated outstanding performance but also
exhibited user- and eco-friendliness, cost-effectiveness, and ease of implementation.

Author Contributions: Conceptualization, ].S.R.E.C. and ]. M.EN.; methodology, ].S.R.E.C.; validation,
J.S.R.EC.; formal analysis, ].5.R.EC.; investigation, ].5.R.E.C. and ] M.EN.; resources, ] M.EN.; data cu-
ration, ] M.EN.; writing—original draft preparation, J.5.R.F.C.; writing—review and editing, ] M.EN.;
visualization, ] M.EN.; supervision, ] M.EN.; project administration, ].M.EN.; funding acquisition,
J.M.EN. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by Extreme Project; PIDDAC: PCIF/GFC/0078/2018; UIDB/
00100/2020; UIDP/00100/2020; LA /P/0056/2020. The authors thank Centro de Quimica Estrutural
as a Research Unit funded by Fundacao para a Ciéncia e a Tecnologia (FCT) through projects
UIDB/00100/2020 (https://doi.org/10.54499 /UIDP/00100/2020) and UIDP/00100/2020 (https:
//doi.org/10.54499 /UIDB/00100/2020), as well as the Institute of Molecular Sciences, an Associate
Laboratory funded by FCT through project LA /P/0056/2020 (https://doi.org/10.54499 /LA /P /0056
/2020). They also acknowledge the support received from national funds (Extreme Project; PIDDAC:
PCIF/GFC/0078/2018) and the MSc grant awarded to Jessica S.R.F. Cerqueira.

Data Availability Statement: The original contributions presented in the study are included in the
article, further inquiries can be directed to the corresponding author.

Acknowledgments: The authors express their gratitude to Vasco Silva and Léonia Nunes from
Instituto Superior de Agronomia and Nuno Neng from Faculdade de Ciéncias da Universidade de
Lisboa (FCUL) for their efforts in sampling shrub leaves, as well as to Ana Cristina Figueiredo from
FCUL for providing standards.

Conflicts of Interest: The authors declare no conflict of interest.

1.  Koppmann, R. Volatile Organic Compounds in the Atmosphere, 1st ed.; John Wiley & Sons: Oxford, UK, 2007. [CrossRef]

2. Ciccioli, P; Centritto, M.; Loreto, F. Biogenic volatile organic compound emissions from vegetation fires. Plant Cell Environ. 2014,
37,1810-1825. [CrossRef] [PubMed]

3.  Plana, E,; Front, M,; Serra, M.; Borras, M.; Vilalta, O. Fire and Forest Fires in the Mediterranean; A Relationship Story between Forests
and Society; Forest Sciences Centre of Catalonia: Lleida, Spain, 2016.


https://doi.org/10.54499/UIDP/00100/2020
https://doi.org/10.54499/UIDB/00100/2020
https://doi.org/10.54499/UIDB/00100/2020
https://doi.org/10.54499/LA/P/0056/2020
https://doi.org/10.54499/LA/P/0056/2020
https://doi.org/10.1002/9780470988657
https://doi.org/10.1111/pce.12336
https://www.ncbi.nlm.nih.gov/pubmed/24689733

Separations 2024, 11, 264 13 of 13

10.

11.
12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Morales-Soto, A.; Oruna-Concha, M.J.; Elmore, ].S.; Barrajon-Catalan, E.; Micol, V.; Roldan, C.; Segura-Carretero, A. Volatile
profile of Spanish Cistus plants as sources of antimicrobials for industrial applications. Ind. Crops Prod. 2015, 74, 425-433.
[CrossRef]

Lyczko, J.; Jaloszyriski, K.; Surma, M.; Masztalerz, K.; Szumny, A. HS-SPME analysis of true lavender (lavandula angustifolia
mill.) leaves treated by various drying methods. Molecules 2019, 24, 764. [CrossRef]

Paolini, J.; Leandri, C.; Desjobert, ].M.; Barboni, T.; Costa, ]. Comparison of liquid-liquid extraction with headspace methods for
the characterization of volatile fractions of commercial hydrolats from typically Mediterranean species. |. Chromatogr. A 2008,
1193, 37-49. [CrossRef] [PubMed]

Gongalves, O.C.; Cerqueira, ].S.R.F,; Mestre, A.S.; Neng, N.R.; Nogueira, ] M.F. HS-BALE: A New Alternative Approach for VOCs
Analysis—Application for Monitoring Biogenic Emissions from Tree Species. Molecules 2023, 28, 1179. [CrossRef] [PubMed]
Soleimani, M.; Daryasari, A.P.; Ghorbani, A.; Hejri, O.M.; Mazaheri, R. Analysis of the Volatile Compounds in Thymus vulgaris L.
Using Improved HS-SPME-GC-MS and Comparison with Conventional Methods. J. Essent. Oil-Bear. Plants 2015, 17, 1233-1240.
[CrossRef]

Rodriguez, I.; Carpinteiro, J.; Quintana, J.B.; Carro, A.M.; Lorenzo, R.A.; Cela, R. Solid-phase microextraction with on-fiber
derivatization for the analysis of anti-inflammatory drugs in water samples. J. Chromatogr. A 2004, 1024, 1-8. [CrossRef] [PubMed]
Balasubramanian, S.; Panigrahi, S. Solid-Phase Microextraction (SPME) Techniques for Quality Characterization of Food Products:
A Review. Food Bioprocess Technol. 2011, 4, 1-26. [CrossRef]

Pawliszyn, J. Handbook of Solid Phase Microextraction; Elsevier: North York, ON, Canada, 2012. [CrossRef]

Neng, N.R;; Silva, A.R.M.; Nogueira, ].M.F. Adsorptive micro-extraction techniques-Novel analytical tools for trace levels of polar
solutes in aqueous media. J. Chromatogr. A 2010, 1217, 7303-7310. [CrossRef] [PubMed]

Almeida, C.; Nogueira, ]. M.E. Determination of steroid sex hormones in real matrices by bar adsorptive microextraction (BAuE).
Talanta 2015, 136, 145-154. [CrossRef] [PubMed]

Ide, A.H.; Nogueira, ] M.F. New-generation bar adsorptive microextraction (BALE) devices for a better eco-user-friendly analytical
approach-Application for the determination of antidepressant pharmaceuticals in biological fluids. J. Pharm. Biomed. Anal. 2018,
153, 126-134. [CrossRef] [PubMed]

Abujaber, F; Ahmad, S.M.; Neng, N.R.; Martin-Doimeadios, R.C.R.; Bernardo, EJ.G.; Nogueira, ] M.F. Bar adsorptive microex-
traction coated with multi-walled carbon nanotube phases—Application for trace analysis of pharmaceuticals in environmental
waters. . Chromatogr. A 2019, 1600, 17-22. [CrossRef] [PubMed]

Qiu, R; Qu, D.; Hardy, G.E.S.J.; Trengove, R.; Agarwal, M.; Ren, Y. Optimization of headspace solid-phase microextraction
conditions for the identification of Phytophthora cinnamomi rands. Plant Dis. 2014, 98, 1088-1098. [CrossRef] [PubMed]

Zhu, H.; Zhu, J.; Wang, L.; Li, Z. Development of a SPME-GC-MS method for the determination of volatile compounds in Shanxi
aged vinegar and its analytical characterization by aroma wheel. J. Food Sci. Technol. 2016, 53, 171-183. [CrossRef] [PubMed]
Adams, R.P. Identification of Essential Oil Components by Gas Chromatograpy/Mass Spectrometry, 4th ed.; Allured Publishing
Corporation: Carol Stream, IL, USA, 2007.

Owen, S.M.; Harley, P.; Guenther, A.; Hewitt, C.N. Light dependency of VOC emissions from selected Mediterranean plant
species. Atmos. Environ. 2002, 36, 3147-3159. [CrossRef]

Cheong, M.W,; Lee, ].Y.K; Liu, S.Q.; Zhou, W.; Nie, Y,; Kleine-Benne, E.; Curran, P; Yu, B. Simultaneous quantitation of volatile
compounds in citrus beverage through stir bar sorptive extraction coupled with thermal desorption-programmed temperature
vaporization. Talanta 2013, 107, 118-126. [CrossRef] [PubMed]

Benet, I; Ibafiez, C.; Guardia, M.D.; Sola, J.; Arnau, J.; Roura, E. Optimisation of stir-bar sorptive extraction (SBSE), targeting
medium and long-chain free fatty acids in cooked ham exudates. Food Chem. 2015, 185, 75-83. [CrossRef] [PubMed]

Da Silva, C.P,; Emidio, E.S.; De Marchi, M.R.R. Method validation using weighted linear regression models for quantification of
UV filters in water samples. Talanta 2015, 131, 221-227. [CrossRef] [PubMed]

Diaz-Maroto, M.C.; Perez-Coello, M.S.; Cabezucto, M.D. Headspace Solid-Phase Microextraction Analysis of Volatile Components
of Spices. Chromatographia 2002, 55, 729-735. [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/10.1016/j.indcrop.2015.04.034
https://doi.org/10.3390/molecules24040764
https://doi.org/10.1016/j.chroma.2008.04.021
https://www.ncbi.nlm.nih.gov/pubmed/18457843
https://doi.org/10.3390/molecules28031179
https://www.ncbi.nlm.nih.gov/pubmed/36770845
https://doi.org/10.1080/0972060X.2014.958548
https://doi.org/10.1016/j.chroma.2003.10.049
https://www.ncbi.nlm.nih.gov/pubmed/14753700
https://doi.org/10.1007/s11947-009-0299-3
https://doi.org/10.1016/C2011-0-04297-7
https://doi.org/10.1016/j.chroma.2010.09.048
https://www.ncbi.nlm.nih.gov/pubmed/20950811
https://doi.org/10.1016/j.talanta.2014.11.013
https://www.ncbi.nlm.nih.gov/pubmed/25702996
https://doi.org/10.1016/j.jpba.2018.02.001
https://www.ncbi.nlm.nih.gov/pubmed/29477928
https://doi.org/10.1016/j.chroma.2019.04.035
https://www.ncbi.nlm.nih.gov/pubmed/31005293
https://doi.org/10.1094/PDIS-12-13-1258-RE
https://www.ncbi.nlm.nih.gov/pubmed/30708791
https://doi.org/10.1007/s13197-015-2035-5
https://www.ncbi.nlm.nih.gov/pubmed/26787940
https://doi.org/10.1016/S1352-2310(02)00235-2
https://doi.org/10.1016/j.talanta.2012.12.034
https://www.ncbi.nlm.nih.gov/pubmed/23598201
https://doi.org/10.1016/j.foodchem.2015.03.102
https://www.ncbi.nlm.nih.gov/pubmed/25952843
https://doi.org/10.1016/j.talanta.2014.07.041
https://www.ncbi.nlm.nih.gov/pubmed/25281096
https://doi.org/10.1007/BF02491788

	Introduction 
	Materials and Methods 
	Chemical Standards, Materials, and Samples 
	Experimental Set-Up 
	Standard Solutions and Real Sample Preparation 
	Preparation and Conditioning of BAE Devices 
	HS-BAE Optimization and Validation Assays 
	Application to Shrub Leaves 

	Instrumental Set-Up 

	Results and Discussion 
	GC-MS Conditions 
	Evaluation of the HS-BAE/GC-MS Methodology 
	Optimization Assays 
	Validation Parameters 

	Comparison with Reference Methodologies 
	Application to Shrub Leaves 

	Conclusions 
	References

