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Abstract: Essential oils have a vast number of applications in different areas of our daily life. Detailed
chiral analysis and structural characterization of their constituents remains an important subject in
analytical chemistry. Here, we report on a broadband rotational spectroscopy study of peppermint
oil in the frequency range 2-8 GHz. We focus on an unambiguous determination of the excess
enantiomers of the oil constituents menthone and isomenthone in the oil by applying chirality-
sensitive rotational spectroscopy, the so-called microwave three-wave mixing (M3WM) technique.
Additionally, a new menthol conformer, not previously characterized, was experimentally observed,
and the gas-phase structures of the two conformers of menthol and menthone were determined
experimentally based on the assignment of their 1*C-isotopologues in natural abundance.

Keywords: peppermint oil; microwave spectroscopy; substitution structure; microwave three-wave
mixing; structural analysis

1. Introduction

Essential oils of natural origin are complex mixtures containing several structurally
similar components, many of which are chiral. Their potential applications in different
areas of our daily life are as versatile as their chemical compositions. Nevertheless, like
any biologically active substances, they are known to cause not only benefits, but also
severe adverse effects when administered in excessive doses [1]. Therefore, it is of common
interest to widen our knowledge with respect to these natural resources, which have become
indispensable in medicine [2], food industry [3], cosmetics, and even agriculture [4,5].

It was found that the composition of the oils is subject to high variations depending
on their origin, chemical treatment, and the method of extraction [6-8]. The enantiomeric
excess (ee) of the optically active components of essential oils is often a distinctive feature
for the species and the origin of the material used in the production of extracts and oils.
Enantiomer differentiation and determination of the respective ee presents a possibility of
establishing the authenticity of essential oils [9]. Chiral and chemical analyses thus provide
an opportunity to introduce international standards to specify the preferred chemical profile
of essential oils with respect to different applications [10]. The possibility to unambiguously
differentiate between the enantiomers of a chiral molecule is another key point in the study
of essential oils. Many of their constituents are known to be present in enantioenriched
form. Since the biological effects of enantiomers can be very different [11,12], the reliable
and fast identification of the respective enantiomer in a mixture is important for medical
and pharmaceutical purposes.

Symmetry 2022, 14, 1262. https:/ /doi.org/10.3390/sym14061262

https://www.mdpi.com/journal /symmetry


https://doi.org/10.3390/sym14061262
https://doi.org/10.3390/sym14061262
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/symmetry
https://www.mdpi.com
https://orcid.org/0000-0002-9450-8061
https://orcid.org/0000-0002-2286-7727
https://orcid.org/0000-0001-5248-5212
https://orcid.org/0000-0001-7801-7134
https://doi.org/10.3390/sym14061262
https://www.mdpi.com/journal/symmetry
https://www.mdpi.com/article/10.3390/sym14061262?type=check_update&version=2

Symmetry 2022, 14, 1262

20f12

A number of techniques have been developed over the years to study essential oils.
One of the methods of choice is gas chromatography coupled with mass spectrometry (GC-
MS) [13]. It is highly suitable for analyzing the composition of mixtures such as essential
oils containing volatile components. Substantial technical progress has been achieved over
the years with a transition from packed to capillary and further to multidimensional gas
chromatography. One of the important milestones is the extension of this technique towards
chiral analysis of biologically relevant components. Despite the numerous advantages of
this application, some technical issues remain: the preparation of the chiral stationary phase
can be laborious and time-consuming. Additionally, many components are too polar or too
large to be analyzed with GC-MS. Sometimes, chemical derivatization is required to create
sufficiently volatile forms of the compound of interest [14]. In general, it is of advantage to
increase the portfolio of available analytical techniques suitable for the analysis of complex
mixtures. Another technique that is aimed at studying molecules in the gas phase is
broadband rotational spectroscopy. One of its main advantages is the fact that it provides
unambiguous signatures of molecular components, even in complex mixtures [15,16]. Since
the rotational parameters of molecular species depend on the moments of inertia, and
thus on the distribution of atomic masses in the molecule, it is highly sensitive even
to only small structural or mass changes. As a consequence, isomers, conformers, and
isotopologues exhibit distinct rotational spectra, comparable to a molecular fingerprint.
Often, the rotational spectra of 13C isotopologues of the molecules of interest can be
recorded in natural abundance, allowing for an accurate structure determination. These
powerful features of rotational spectroscopy were exploited and reported in numerous
studies [17-21].

A detailed description of the characteristics of broadband rotational spectroscopy is
beyond the scope of this manuscript and is provided in several reviews [22-25]. In the
context of the present work, it is of importance that rotational spectroscopy complements
the information gained from other techniques, for instance, GC-MS. One of the advantages
of this technique compared with GC-MS is the ability to differentiate between molecular
components of the same mass and very similar structures. Not only does it allow to explore
the conformational flexibility of the molecular species of interest, but also to characterize
their structural parameters and therefore the respective inter- and intramolecular interac-
tions. The two main requirements are that the molecules of interest need to be polar and
that they can be brought into the gas phase, which is the case for the main constituents of
essential oils.

Chirality-sensitive rotational spectroscopy, the so-called microwave three-wave mixing
(M3WM) technique, provides detailed information on the enantiomers, such as their ee and
absolute configuration [26]. Notably, such an information can be retrieved simultaneously
for several chiral species, since a M3WM signal can be recorded for specific chiral species
without being perturbed by other (chiral) molecules in the sample, as we have for example
shown for two conformers of carvone [27]. M3WM is resonant, coherent, and nonlinear,
and does not require any chemical or chiral separation, which is often challenging.

Apart from carvone [27], M3BWM has been applied to a number of other terpenes
and different alcohols such as 1,2-propanediol [28], 1,3-butanediol [28], menthone [29],
4-carvomenthenol [30], pulegone [31], solketal [32], and 1-indanol [33]. Additionally,
M3WM was reported to be successfully applied on menthone directly in buchu essential
oil [16]. In the present work, we characterize the applicability of M3WM in complex
mixtures containing several chiral species, without the necessity of any chiral separation or
purification prior to the measurement. We chose peppermint essential oil (Mentha x piperita
L.) as the molecular system for the proof of principle; while some preliminary results on
menthone in this essential oil were reported before [34,35], further insights and a detailed
analysis of the chiral components of peppermint oil are given here for the first time.

Peppermint oil was investigated in several studies, employing GC-MS and other
techniques [36—44]. The main components of this essential oil are menthol and menthone,
analyzed using a sensitive gas chromatographic method with flame ionization detector
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(GC-FID) and GC-MS [38]. Further components are (+/—)-menthyl acetate, 1,8-cineole,
limonene, B-pinene, and B-caryophyllene [38]. As mentioned, the actual chemical compo-
sition depends on where the peppermint plants were grown, among other factors. With
respect to applications, peppermint oil is known for its antimicrobial [45] and antifun-
gal [46] properties. It has a high concentration of natural pesticides, mainly pulegone
and menthone [47]. Peppermint oil is under preliminary research for its potential as a
short-term treatment for irritable bowel syndrome [48-50]. Externally, it has been used
against muscle and nerve pain [51,52]. High doses of peppermint oil can cause mucosal
irritation and mimic episodes of heartburn [53]. As an interesting side note, this oil is also
used in construction and plumbing to test for the tightness of pipes and disclose leaks by
its characteristic odor.

This manuscript is structured as follows: In the first part, the recorded broadband
rotational spectrum of peppermint oil in the 2-8 GHz frequency range will be analyzed. We
concentrate here on the main constituents of the oil and their respective conformers. In the
next step, we show how we can apply M3WM for a chiral analysis of the oil constituents
on the examples of menthone and its diastereomer isomenthone to identify their excess
enantiomers. Finally, we use the advantage of high-resolution rotational spectroscopy to
determine the structures of menthol and menthone directly in the oil spectrum, based on
the assignment of their singly-substituted '3C-isotopologues in natural abundance.

2. Experimental and Computational Techniques

A commercially available sample of peppermint oil was used in the experiment
without further purification. The broadband rotational spectrum was recorded using the
chirped-pulse Fourier transform microwave (CP-FTMW) spectrometer COMPACT in the
frequency range 2-8 GHz. The experimental set-up is presented in detail elsewhere [54,55].
The liquid sample was placed into a custom-made reservoir close to the valve orifice, heated
to generate sufficient vapor pressure, and supersonically expanded through a pulsed nozzle
(General valve Series 9 operated at 9 Hz) into the gas chamber. Several temperature values
ranging from 75 °C to 105 °C were applied to determine optimal heating conditions. The
highest signal intensity was observed by heating the sample at 90 °C. Neon was used as a
carrier gas (3 bar backing pressure). The “fast frame” option of the digital oscilloscope was
used to reduce the measurement time and the sample consumption [21]. Eight back-to-back
excitation chirps were performed per gas pulse, giving an effective repetition rate of 72 Hz.
All FID acquisitions were co-added and averaged, resulting in a total of 4 million averages.
Fast Fourier transformation of the FIDs from the time into the frequency domain was
performed to obtain the final rotational spectrum.

To facilitate the analysis of menthol, the major constituent of peppermint oil, a separate
broadband measurement on commercially available menthol (Sigma Aldrich, 99% purity)
was carried out in the 2-8 GHz frequency range. The procedure of obtaining the spectrum
resembles the one described above. The sample was heated to 75 °C, and the neon backing
pressure was 3 bar. In total, 4.3 million averages were co-added to obtain the final spectrum.

Rotational transitions were fitted to an asymmetric rigid rotor Hamiltonian, using the
JB95 [56] and PGOPHER [57] program packages. Refined fits were obtained using Watson’s
A-reduced rigid rotor Hamiltonian in the I” representation as implemented in the SPFIT
program developed by Pickett [58].

Structures of the two conformers belonging to menthol and menthone were optimized
with the software package ORCA [59,60] at the B3LYP level of theory with Grimme’s empir-
ical dispersion correction [61] and the def2-TZVPP basis set to compare the computational
prediction with the experimental results (Section 3.4). Frequency calculations were carried
out to ensure that the structures were true minima and to obtain their zero-point-corrected
relative energies.
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—— peppermint oil

3. Results and Discussion
3.1. The Broadband Rotational Spectrum and Identified Components

The recorded broadband rotational spectrum is very dense (Figure 1). Several pep-
permint oil constituents were analyzed in previous rotational spectroscopy studies and
identified in the present spectrum based on their experimental rotational parameters. These
components are: menthol EQlext [62], menthone A [62], menthone B [62], menthone
C [62], isomenthone-eq-ax A [62], pulegone Chair 1 [31], menthyl acetate m_eq 1 [63],
isopulegol conformer 1 [64], isopulegol conformer 2 [64], limonene EQ1 [65], a-pinene [66],
B-pinene [67], and eucalyptol [68]. The respective reported rotational parameters are sum-
marized in Table 1. Note that the nomenclature used here corresponds to the one applied
in the respective study, the additional information in the name refers to the respective
conformer(s).

—— menthol EQ1ext menthone A ——— menthone B
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Figure 1. The broadband rotational spectrum (4 million acquisitions, neon as a carrier gas) of
peppermint oil in the 2-8 GHz frequency range. The black trace shows the experimental spectrum,
while the lower traces represent simulations based on previously reported (see text) rotational
parameters for the main constituents of peppermint oil. The two lower panels show zoomed-in
spectra for better visibility. Note that, in the zoomed-in spectra, some of the stronger transitions are
cut in intensity.

Menthol EQlext is the strongest species in the spectrum with a signal-to-noise ratio
(SNR) of about 1200:1 for the strongest transitions. In the previous rotational spectroscopy
study on menthol [62], several low-energy conformers were predicted at the MP2/6-
311++G(d,p) level of theory. Based on these results, another menthol conformer, EQ3ext,
was experimentally assigned in the pure menthol broadband rotational spectrum, which
was not previously identified, and subsequently analyzed in the peppermint oil spectrum.
The procedure is explained in detail in Section 3.2. The SNR of this higher-energy conformer,
EQ3ext, in the peppermint oil spectrum is 50:1.
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The next strongest species after menthol EQlext are the two menthone conformers
menthone B (SNR 700:1) and menthone A (460:1), followed by isomenthone-eq-ax A (300:1),
menthone C (185:1), B-pinene (127:1), eucalyptol (110:1), limonene EQ1 (50:1), isopulegol
1 (37:1), and menthyl acetate m_eq 1 (35:1). Other identified species (pulegone Chair 1,
isopulegol 2, a-pinene) were weaker with an SNR of about 10:1.

Note that the preliminary results of our rotational spectroscopy study on peppermint
oil reported before [35] were obtained for a different sample of this essential oil, and
eucalyptol was observed to be the most intense species in the spectrum, emphasizing the
previously discussed difference in the chemical composition of the two oils.

Table 1. Experimental rotational constants and calculated magnitudes of the permanent electric
dipole moment components for the peppermint oil constituents identified in the broadband rotational
spectrum. The calculated values for the dipole moment components and zero-point-corrected relative
energies were determined at the levels of theory reported in the respective original work.

A B C |ptal I [pre AE*®

Component (MHz) (MHz) (MHz) (D) (D) (D) (kJ/mol) Ref.
Menthol EQlext  1779.79549(38) 692.62171(24) 573.34542(27) 147 0.1 0.8 0 [62]
Menthol EQ3ext  1962.36595(77) 672.28085(29) 579.65418(31) 167 0.03 0.8 3.3 -
Menthone A 1953.43379(43) 694.51551(19) 586.57758(19) 1.2 2.5 0.5 0.8 [62]
Menthone B 2021.98637(36)  693.53686(16) 562.13636(16) 120 22 12 0.0 [62]
Menthone C 2109.38469(65)  681.13604(27) 598.12413(25) 1.6° 2.0 12 39 [62]
Isomenthone 1535.27577(48) 812.92526(33) 671.43466(33) 0.6 29 1.0 0.0 [62]
Menthyl acetate  687.63788(34) 577.21454(14) 357.20440(19) 058 0.9 14 0.0 [63]
m_eq1

a-Pinene 1936.55844(14) 1228.635670(76)  1127.020991(77) 0.1“ 0.1 0.04 0.0 [66]
B-Pinene 1901.889140(175) 1293.661042(80)  1150.831087(81) 0.5° 0.6 0.1 0.0 [67]
Limonene EQ 1 3058.01643(149)  717.04590(76) 679.25973(75) 04° 0.4 0.4 0.0 [65]
Eucalyptol 1545.88814(51)  1080.46796(37)  1038.93323(32)  0.0° 16 0.0 0.0 [68]
Pulegone Chair 1~ 1909.05435(71) 739.06297(21) 578.14181(21) 074 2.7 1.0 0.0 [31]
Isopulegol 1 1949.96485(299)  700.16883(113)  591.63903(111) 049 2.0 0.5 0.0 [64]
Isopulegol 2 1914.31605(195)  702.84904(119)  578.53932(124) 054 1.8 0.5 37 [64]

" MP2/6-311++G(d,p); b MP2/ cc-pVTZ; © MP2/6-311++G(2df,p); 4 M06-2X/6-31 1++G(d,p); ¢ Zero-point corrected
relative energies.

3.2. Menthol Conformers

The conformational landscape of several peppermint oil components is very rich.
In a previously reported study on menthol [62], five of its conformers with zero point
corrected relative energies up to 5kJ/mol were determined computationally. These are
EQ1lext, EQlint2, EQlint, EQ3ext, and EQ3int; based on the nomenclature used by Schmitz
etal. [62], EQlext is the lowest energy conformer, which was also identified in our recorded
peppermint oil broadband rotational spectrum, as described in Section 3.1. EQlext, EQlint,
and EQ1int2 differ in the orientation of the hydroxyl group with an interconversion barrier
of about 1kJ/mol (B3LYP/6-311++G(d,p)) [62]. Therefore, it is expected that the conformers
EQLlint2 and EQ1int relax to EQlext under the supersonic conditions of our molecular jet.

To facilitate the assignment of the other menthol conformers, a separate broadband
rotational spectrum of pure menthol was recorded (2-8 GHz, SNR 3500:1 for the strongest
transitions of menthol EQlext). This allowed us to assign an additional, previously unob-
served menthol conformer (Table S7 in Supplementary) that was subsequently identified in
the peppermint oil broadband rotational spectrum.

A comparison between the experimentally determined conformer 2 and theoretical
rotational parameters (MP2/6-311++G(d,p) level of theory) of EQ3int and EQ3ext is pre-
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sented in Table 2. Conformers EQ3int and EQ3ext are structurally similar and differ only
in the orientation of the hydroxyl group [62]. The calculated rotational constants B and C
of these conformers are similar, while there is a difference in their A rotational constant of
about 15 MHz. As evident from Table 2, the rotational constant A of conformer 2 is closer
to the one of EQ3int.

Table 2. Comparison between the computationally determined molecular parameters for EQ3ext and
EQ3int (MP2/6-311++G(d,p) level of theory) and the experimentally obtained ones (conformer 2).
The calculated parameters were taken from Schmitz et al. [62], while the experimental ones belong
to the species assigned in the broadband rotational spectrum of menthol. Information about the
observation of the different types of rotational transitions a, b, and ¢, which depend on the dipole
moment components g, iy, and i, is provided for conformer 2 (y—observed; n—not observed).

Experimental MPp2 b
Parameter Conformer 2 EQ3ext? EQ3int ?
A | MHz 1962.47014(36) 1975 1960
B | MHz 672.28148(25) 674.7 674.1
C | MHz 579.65712(28) 582.7 581.5
Ay | kHz 0.0283(40)
Ha | DE y 1.6 1.1
up | D n —0.03 -1.0
He | D y 0.8 -0.9
AE? | kJ/mol 3.0 5.0
o |kHz 4.6
N/ 50

? 6-311++G(d,p); b Parameters and nomenclature of the conformers taken from Ref. [62]; € dipole moment
components; d zero-point-corrected relative energies; © RMS deviation of the fit; f number of fitted transitions.

An additional parameter for guiding the assighment are the calculated dipole moment
components. For EQ3int, the three dipole moment components j, pp,, and . have a value
of approximately 1 D, while yj, is close to zero for EQ3ext. It means that for EQ3int all three
types of rotational transitions are expected to be observed in the rotational spectrum, while
for EQ3ext only a- and c-type transitions should be observable. Only a- and c-type transi-
tions could be assigned in our spectrum, meaning that the second experimentally observed
conformer of menthol is indeed EQ3ext. Another aspect corroborating the assignment is
the zero-point-corrected relative energy, which is lower for EQ3ext in comparison with
EQ3int (see Table 2). Summarizing all the aspects, the second menthol conformer observed
in the spectrum can be assigned as EQ3ext.

3.3. Enantiomer Differentiation Using M3WM

Once a broad overview of the o0il constituents and their conformers was gained, we
performed a chiral analysis on some of the components, which will be discussed in the
present section. Many of the peppermint oil constituents are chiral and can be expected to
occur enantioenriched because of the natural origin of the essential oil. From an analytic
point of view, the analysis of such a sample can be challenging, despite being a common
situation in many areas of chemistry. As discussed above, M3WM relies on the high-
resolution fingerprint character of rotational spectroscopy. It is based on the fact that the
scalar triple product of the dipole-moment components i, pp, and . has an opposite
sign for the two enantiomers. A three-level system consisting of three rotational dipole-
allowed transitions—which depend on the dipole moment components p,, yy, and .,
respectively—is needed for the M3WM experiment. By resonantly exciting two of the
rotational transitions with orthogonally polarized microwave fields, a signal containing
chiral information is recorded as an FID in the third mutually orthogonal direction. The
two excitation pulses are called “drive” and “twist”, while the recorded signal is referred
to as “listen”. The intensity of the recorded listen signal is directly proportional to the
enantiomeric excess (ee). A non-zero signal is only observed once one of the enantiomers is
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in excess. To accurately determine the ee value, a normalization of the signal amplitude
with that of a sample with a known ee (reference) is required [29]. The information about
the handedness of the chiral species is encoded in the phase of the recorded signal.

According to the literature [37], the major peppermint oil components have the follow-
ing excess enantiomers: (—)-menthol, (—)-menthone, and (+)-isomenthone. Chiral analysis
of these monoterpenes directly in the oils is an opportunity to benchmark the M3WM
technique and to show its applicability in complex mixtures that contain chemically and
structurally (i.e., stereoisomers, conformers) similar components. A prerequisite for M3WM
is that all three dipole-moment components of the chiral species are non-zero. This is usu-
ally the case for Ci-symmetric chiral molecules containing a stereogenic center. However,
due to a special geometric arrangement, such as in the case of menthol or camphor [69],
one or more of the three dipole moment components can become close to or equal to zero.
Therefore, M3WM could not be performed on the two conformers of menthol EQlext and
EQ3ext, where y;, is close to zero. Instead, the measurement was carried out on menthone
A and isomenthone-eq-ax A, for which we successfully applied M3WM before, using pure
samples [29,70].

The respective M3WM cycles and the obtained chiral signals in form of the FID of
the listen transition are displayed in Figure 2. In case of menthone A, the same cycle was
used as reported by Schmitz et al. [29]. The applied pulse durations of the drive and
twist pulses were optimized in previous M3WM experiments [71]. For isomenthone, a
new cycle was chosen here, which involves the same rotational energy levels defined by
the rotational quantum numbers g, k. as the cycle used for menthone A (Figure 2). An
optimal pulse duration of the drive was determined by monitoring the intensity of the
transition at 3974.05 MHz, while changing the pulse duration from 0 to 200 ns in steps of
25ns. For the twist, the intensity of the isomenthone listen transition at 3549.59 MHz was
monitored, while tuning the twist pulse from 0 to 3700 ns in steps of 50ns, i.e., using a
double-resonance arrangement. The highest listen signal intensity of isomenthone was
obtained with the drive pulse of 100ns and the twist of 3700 ns duration. These results are
summarized in Figure 2.

. —— (—)-menthone
twist menthone in peppermint oil

[211)

323.81 MH
z V1A A AAAARARARAARAARAAARAARDRDA

Intensity (uV)
o

IRTOS (A A A A A A A A A

T T T T T T 1
20.435 20.436 20.437 20.438 20.439 20.440 20.441

Menthone A Time (us) .
twist ggﬁs::ﬁ:r:r;c’i:epeppermint oil
424 .46 MHz
2, IARARIARRRARARAARAR S

0

SRR AR AAAY

T T T T T T 1
20.626 20.627 20.628 20.629 20.630 20.631 20.632
Isomenthone Time (us)

Intensity (uV)

Figure 2. Left: Microwave three-wave mixing (M3WM) cycles for menthone A and isomenthone
eqg-ax with the respective optimized pulse durations of the drive and the twist transitions. Right:
Time-domain results (FIDs) of the listen transition for menthone and isomenthone both in peppermint
oil and in commercially available enantioenriched samples containing either (—)-menthone or (+)-
isomenthone.
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To identify the absolute configuration of menthone and isomenthone in peppermint oil,
commercially available enantioenriched samples of known handedness ((+)-menthone, 90%
purity, (—)-menthone, 90% purity, (+)-isomenthone, 90% purity) were used as a reference.
The time—-domain results for both listen transitions of menthone and isomenthone are
presented in Figure 2. In the case of menthone, the phases of the FIDs of the listen transitions
in the time domain are in phase for the enantioenriched (—)-menthone A and menthone A
in the oil, identifying (—)-menthone as the enantiomer in excess in the oil. For isomenthone,
there is an evident phase match between the time—domain signal of (+)-isomenthone used
as a reference and isomenthone present in the oil. These results are in agreement with the
published analytical data on the chiral composition of peppermint oil (Mentha species) and
demonstrate the applicability of M3WM to complex chiral samples. The exact ee values for
menthone and isomenthone were not determined here, but a main focus was placed on the
determination of the handedness of the excess enantiomer.

3.4. Experimental Structures of the Oil Constituents

Here, the structural analysis of the two oil components, menthol EQlext and menthone
B, is described. This analysis is also an illustration of the power of broadband rotational
spectroscopy for a comprehensive analysis of complex mixtures from different analytical
points of view. The determined rotational parameters for the isotopic species of menthol
EQlext and menthone B are summarized in Tables S1 and 5S4 (in Supplementary). The
information given there allowed us to obtain the experimental structures of the respective
species using different established approaches.

One of the methods is based on solving the so-called Kraitchman’s Equations [72].
This approach is mostly used for species with only single isotopic substitutions. The
respective structure obtained is commonly referred to as ;. It is determined atom-by-
atom by calculating the differences in the moments of inertia between the parent and the
isotopologue. In principle, no input from the theoretical models is required for determining
the atomic coordinates. However, there are some known drawbacks of this method. For
instance, only the magnitudes of the atomic coordinates are obtained. The signs have to be
determined by other means, e.g., from quantum chemical results or by comparison with
experimental results for similar molecular systems. Additionally, the method fails for the
atoms located in the proximity to the principal axes, where the calculated differences in
moments of inertia are close to zero. This results in imaginary numbers for one or several
atomic coordinates (see Tables S2 and S5 in Supplementary), which subsequently have to
be fixed to zero. For instance, in menthone B some of the coordinates of C2 (close to the
y-axis, see Figure 3), C4 (close to the y-axis), and C11 (x-y plane) were set to zero.

There are several alternative methods to refine the experimentally determined struc-
ture. One of them allowed us to calculate the effective ground-state r( structure by fitting
structural parameters directly to the observed isotopic moments of inertia in a nonlinear
least-squares procedure. This method has an advantage of also exploiting multi-isotopic
substitution. However, in contrast to the Kraitchman approach, a set of constrains from
quantum chemical calculations might be required for the determination of structural pa-
rameters, depending on the analyzed molecular system.

Both substitution (r5) and effective (rg) structures were determined for menthol EQlext
and menthone B from the assignments of the respective isotopologues directly in the
peppermint oil spectrum. The overall standard deviations of the ro-fit were 0.011 u? and
0.030u? for EQlext and menthone B, respectively. A comparison between the results
obtained with r; and rq fits is presented in Figure 3.

A theoretical prediction of the respective equilibrium structures (r,) was obtained
at the B3LYP/def2-TZVPP level of theory for both molecular systems. The experimental
structural parameters (rs and rp) are compared with the ones of the equilibrium structure
and presented in Tables S3 and S6 (in Supplementary). In general, a good agreement
between theory and experiment is evident. For some structural parameters, the theoretical
predictions match the experimental results of the 7y better compared to the rs. This is for
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instance the case for the distances C4-C5, C8-C11, and the angles £(C2 — C3 — C4) and
£(C4 — C5 — C6) of menthone B (Table S6). In these cases, one or several atoms are close to
a principal axis.

CQ/

S !
c10 ) menthol EQ1ext menthone B

Figure 3. Comparison between the rp-structure (ball-and-stick representation) and the Kraitchman
structure rs (blue spheres) for menthol EQlext and menthone B obtained from the assignment of the
13C isotopologues directly in peppermint oil. The three principal axes —x, y, and z— are depicted.

4. Conclusions

Different molecular species present in a commercially available sample of peppermint
oil have been identified in the broadband rotational spectrum in spite of their structural
similarity. Moreover, the respective conformational and diastereomeric forms of the oil
constituents were assigned. Diastereomers differ in their structures and can therefore
be distinguished by rotational spectroscopy due to their unique rotational spectra. The
lowest-energy conformer of menthol, EQlext, is the strongest species in the spectrum,
followed by the menthone B conformer. Their singly substituted >C isotopologues in
natural abundance were assigned directly in the peppermint oil spectrum, which allowed
us to obtain accurate structures. The analysis of the broadband rotational spectrum of pure
menthol revealed the presence of an additional conformer of menthol not characterized
previously, EQ3ext. This conformer was subsequently identified in the peppermint oil
broadband spectrum as well. The results demonstrate the power of broadband rotational
spectroscopy as an analytical tool to disentangle a complex composition of biologically
relevant samples, including structure determination.

The main highlight of the present work is a chirality-sensitive analysis on two chiral
species in peppermint oil, a complex mixture of several chiral components. Here, we
performed M3WM on menthone and its diastereomer isomenthone directly in the oil and
showed how M3WM can be applied to determine the chirality of the excess enantiomers
in mixtures without the necessity of prior separation or purification of the molecules of
interest, since the molecular signal is not perturbed by the simultaneous presence of other
chiral species in the sample.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/sym14061262 /s1, Table S1: Experimentally determined rotational
constants for the isotopic species of menthol EQ1lext; Table S2: Experimental and calculated atomic
coordinates of menthol EQlext; Table S3: Experimental and calculated structural parameters of
menthol EQlext; Table S4: Experimentally determined rotational constants for the isotopic species
of menthone B; Table S5: Experimental and calculated atomic coordinates of menthone B; Table Sé:
Experimental and calculated structural parameters of menthone B; Table S7: Measured rotational
transitions and the residuals of menthol EQ3ext.
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