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Preface

Chromatography is the main separation technique used for the analysis of the real
samples which have more and more different compounds having similar or
completely different chemical and physical properties and also mainly affected each
other during the analysis the target compound in the real sample. The development of
the chromatography showed enormous race and many sophisticated chromatographic
methods were discovered for different analytes related to their volatility, molecular
weight, hydrophobicity, specificity to the phases or functional groups of the phases
used in the chromatographic techniques. In the past, mainly preparative
chromatographic techniques were used but nowadays miniaturized and modern
systems which required very low volume of samples such as nano liters and low
concentration of the analytes from part per trillion (ppt) to part per million (ppm) are
prominently important. To parallel the development, new detection systems were also
discovered in order to measure the analytes in the very low volume and with the most
desired detection limits.

At the academic side, many researchers know how they find their way to touch
suitable method and useful chromatographic techniques to analyze their samples with
high accuracy and precision by the proper chromatographic technique and its required
tools such as column, phases and detectors. Nevertheless, the people who are working
at the industry ask very sophisticated question about the real sample “which
compounds and in which level of their concentrations are in the samples?”. To answer
this question, there is no way to go out not to touch the chromatographic techniques.

The useful chromatographic technique is the Gas Chromatography for the volatile
compounds, both organic and organometallic which having volatility up to 300 °C.
Using capillary column and some convenient detectors around hundreds of
compounds having different detector responses could be analyzed quantitatively and
qualitatively in the same run.

Today, hyphenated methods including Gas Chromatography-Mass Spectrometry (GC-
MS) and Gas Chromatography-Atomic Spectrometry have been widely used for the
detection and quantification of the organic molecules and also organometallic species.
Especially Gas Chromatography-Mass spectrometry technique is the best for the
identification of the finger prints of the organic molecules and their quantification at
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trace levels. This hyphenated technique does not need any reference material to
identify the organic and organometallic species using chromatographic separation and
mass spectrometric detection. Therefore, GC-MS system is a kind of most special and
useful system among the other Gas Chromatographic Systems.

In the recent years, 2D Gas Chromatography (GCXGC) was discovered and has been
widely used efficiently in today’s Gas Chromatographic studies.

After all these developments in Gas Chromatography and its hyphenated methods,
these techniques have been finding many applications in various sample analysis in
different real samples such as environmental, biological, foods, drugs, narcotics,
plants, soils, sediments and the other samples.

Using the information in the chapters, it may be possible to develop Gas
Chromatographic procedures for different compounds in Plant Science, Wine
Technology and Toxicology by the readers of the book.

Bekir Salih and Omiir Celikbicak
Hacettepe University

Department of Chemistry, Ankara,
Turkey
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Determination of the Chemical Composition of
Volatile Oils of Plants Using Superheated
Water Extraction with Comprehensive

Gas Chromatography-Time-of-Flight

Mass Spectrometry

Mustafa Z. Ozel
Department of Chemistry, The University of York, York,
UK

1. Introduction

Plants or plant extracts can be used in traditional medical remedies. Plants have evolved the
ability to synthesize chemical compounds that help them defend against attack from a wide
variety of predators such as insects, fungi and herbivorous mammals. By chance, some of
these compounds, whilst being toxic to plant predators, turn out to have beneficial effects
when used to treat human diseases. Herbal medicines do not differ greatly from
conventional drugs in terms of how they work. Many of the herbs and spices used by
humans to season food yield useful medicinal compounds. They are of great economic
importance which is not only related to their use as a spice or herbal tea. In fact, many of the
medicinal plants are used traditionally in many other ways as their essential oils have
antimicrobial, antifungal and antioxidant activity. Volatile oils of plants, also known as
essential oils, often contain a mixture of flavour, fragrant and medicinal compounds. They
contain complex mixtures including monoterpenes, sesquiterpenes and their oxygenated
derivatives such as aliphatic aldehydes, alcohols and esters (Simandi et al., 1998; Vokou et
al, 1998; Ozel et al., 2003; Ozel et al., 2006; Ozel & Kutlular, 2011).

Analysis of plants normally involves a sample preparation stage such as extraction or
distillation followed by analysis with gas chromatography or liquid chromatography. The
common methods used currently for the isolation of essential oils from natural products are
steam distillation and solvent extraction (Ozel & Kaymaz, 2004). Losses of some volatile
compounds, low extraction efficiency, degradation of unsaturated compounds through
thermal or hydrolytic effects, and toxic solvent residue in the extract may be encountered
with these extraction methods. Recently, more efficient extraction methods, such as
supercritical fluid extraction (SFE) (Simandi et al., 1998) and accelerated solvent extraction
(ASE) (Schafer, 1998) have been used for the isolation of organic compounds from various
plants. Subcritical or superheated water extraction (SWE) is non-toxic, readily available,
cheap, safe, non-flammable and is a recyclable option.
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SWE was found to give recoveries comparable to those of steam distillation and Soxhlet
extraction of essential oils from two Origanum onites samples (Kutlular & Ozel, 2009). The
kinetics of SWE under optimum working conditions mean that the extraction is mostly
completed in 15 minutes (Ozel et al., 2003). Soxhlet extraction is time-consuming and
labour-intensive. Steam distillation is cheap but has no selectivity and is also time-
consuming. SFE is a complicated system and often problems occur during extraction. ASE is
quick but uses toxic organic solvents. In contrast, SWE is cheap, relatively fast and
environmentally sound as solvents do not have to be used. It is also selective in that the
operator is able to extract various polar and non-polar organic compounds by choice by
varying the temperature as long as the water is kept in a liquid state using minor
adjustments in pressure.

Plant volatile oils normally contain a complex mixture of organic compounds. They are
largely composed of a range of saturated or partly unsaturated cyclic and linear molecules
of relatively low molecular mass and within this range a variety of hydrocarbons and
oxygenated compounds occur. Conventional one dimensional gas chromatography
generally does not provide sufficient separation for complex mixtures. Since essential oils
contain numerous components, it is possible that some components can obscure the analytes
of interest. Two-dimensional gas chromatography is known as comprehensive gas
chromatography (GCxGC). GCxGC is a fully multi-dimensional technique achieving a much
increased peak capacity in limited analysis time. GCxGC has been shown to be an extremely
powerful technique for the analysis of essential oils. High acquisition rates of time of flight-
mass spectrometry (TOF-MS) offer a superior separation power. The coupling of GCxGC to
TOE-MS is very effective (Marriott et al., 2000; Ozel et al., 2004)

2. Extraction of plant volatiles using superheated water

SWE is a technique based on the use of water as an extractant, at temperatures between 100
and 374 °C and at a pressure high enough to maintain the liquid state. Lab-scale SWE can be
performed using 1-5 g of air-dried solid samples, a 5-20 mL stainless steel extraction cell, 0.5-
5.0 mL min flow rate, temperatures of 100-175 °C, a pressure of 15-60 bar and 15-60 min of
extraction time. A typical SWE system is shown in Figure 1. Previous workers (Ayala &
Luque de Castro, 2001; Ozel et al., 2003; Ozel & Kaymaz, 2004) reported that SWE of
essential oils is a powerful alternative, because it enables a rapid extraction and the use of
low working temperatures. This avoids the loss and degradation of volatile and thermo
labile compounds. Additional positive aspects of the use of SWE are its simplicity, low cost,
and favourable environmental impact. Soxhlet extraction is time consuming (6-24 h) and
uses a large amount of environmentally-unfriendly organic solvents (Ozel & Kaymaz, 2004).
Steam distillation is also time-consuming, taking 6-24 hours.

In lab-scale SWE, separation of the compounds from the aqueous extract obtained is the
critical stage. A liquid-liquid extraction technique often causes emulsion and breaking this
can be very difficult. It has been found that solid phase extraction is a better technique for
the removal of compounds from the aqueous environment of SWE when compared with
liquid-liquid extraction (Rovio et al.,, 1999; Ozel et al., 2003). Headspace solid phase
microextraction with GC-MS may be another alternative (Deng et al., 2005).

The optimal subcritical water extraction conditions can be decided upon by using various
pressures, times, water flow rates and temperatures. Perez-Serrafilla et al. (2008) performed



Determination of the Chemical Composition of Volatile Oils of Plants Using Superheated
Water Extraction with Comprehensive Gas Chromatography-Time-of-Flight Mass Spectrometry 5

/ Pre-heated coil T Valve

/
—

:L \ el Rl Collection vial

Extraction cell

Ta¥al
U

Water HPLC pump Oven

Fig. 1. Schematic representation of basic SWE apparatus

selective extraction of fatty acids and phenols using static and dynamic SWE. Selective
extraction is also possible for target compounds using different conditions. The yields of
essential oils of Thymbra spicata for a 30 minute extraction at a flow rate of 2 ml.min-! and 60
bar, and at four different temperatures (100, 125, 150 and 175°C) were carried out (Ozel et
al., 2003). The yield increased with temperatures up to 150°C. A further increase to 175°C
resulted in a small decrease in the yield.

The pressures of 20, 60 and 90 bar (Ozel et al., 2003) and 20, 50 and 80 bar (Deng et al., 2005)
have been observed to cause no significant difference in the amounts of extracted oils from
Thymbra spicata and Fructus amomi. Enough pressure should be preserved to keep the water
in a liquid state. Optimization of SWE conditions has been studied (Ayala & Luque de
Castro, 2001; Ozel et al., 2003; Ozel & Kaymaz, 2004; Deng et al., 2005). Ayala & Luque de
Castro (2001) discovered that a temperature of 125 °C, 2MPa pressure and a 1 mL.min! flow
rate is optimum for SWE of essential oils. Conditions for SWE of Origanum onites, Thymbra
spicata and Fructus amomi were optimal at a temperature of 150 °C, a pressure of 20-60 bar, a
flow rate of 2 mL.min and 30 minutes of extraction time (Ozel & Kaymaz, 2004; Ozel et al.,
2003; Deng et al., 2005). In SWE of marjoram by Jimenez-Carmona et al. (1999), of clove by
Rovio et al. (1999) and of fennel by Gamiz-Gracia and Luque de Castro (2000), the yield
reached its maximum at 150°C over a temperature range of 50-175°C.

Superheated water for the extraction of plant volatiles is a powerful technique because it
enables a rapid extraction. The solubility of organic compounds in superheated water is
high for two reasons. Firstly, solubility increases with increasing temperatures and
secondly, water becomes less polar as the temperature rises. Other advantages of the use of
SWE are its simplicity, low cost, speed and the fact it is considered more environmentally
friendly. With solvent extraction, steam distillation and water extraction, the loss of some
volatile compounds, long extraction times and the toxic solvent residue may be considered a
disadvantage. The temperature is a very important parameter in superheated water
extraction. In the extraction of eugenol and eugenyl acetate from cloves using superheated
water, the workers found that the extraction kinetics were very fast at high temperatures
(250°C and 300°C), giving a 100% recovery after 15 min, compared to extraction at 125°C,
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where the same recovery took 80 min to achieve (Rovio et al., 1999). Conversely, at high
temperatures essential oils may be destroyed (Ozel et al., 2003). Kinetic studies were carried
out under optimum conditions for SWE (Ozel et al., 2003). Figure 2 shows the kinetics of the
5 main compounds in the SWE extract of Thymbra spicata (Ozel et al., 2003). Although the
extraction was completed in 20 minutes, the time for the SWE was selected to be 30 minutes
to make sure all the essential oils had been extracted (Ayala & Luque de Castro, 2001; Ozel
et al., 2003; Ozel & Kaymaz, 2004).

120

100 -

80 - —&— Carvacrol
—&— Thymol
—O— E-3-caren-2-ol
—O— p-cymene

—&— Caryophyllene

Recovery (%)
3

N
o
1

20 A

0 5 10 15 20 25

Extraction time (min)

Fig. 2. Effect of extraction time on the extraction efficiency of some compounds of essential
oils of Thymbra spicata using subcritical water extraction at a temperature of 150°C and a
flow rate of 2 ml min- (Ozel et al., 2003).

There is a growing interest in natural foods, because of the increased demand for non-
synthetic natural antioxidants. Some species of salvia are used as medicinal and aromatic
plants. Salvia is used in food, cosmetics, perfumes and pharmaceutical products (Schwarz &
Ternes, 1992). Different functional groups and/or chemicals such as flavonoids, vitamins,
antioxidants and antimicrobials, can be extracted selectively using SWE (Rodriguez-Meizoso
et al., 2006, Hartonen et al., 2007; Mendiola et al., 2007). Extraction of essential oils of Salvia
fruticosa using superheated water has been studied using samples collected from Denizli,
Fethiye, Korkuteli and Gundogmus (Turkey). The amounts and compositions of recovered
essential oils can be influenced by different collection locations. In Table 1, it can be seen
that there is a slight difference in the amounts and compositions of essential oils according
to location, especially in the case of the Salvia fruticosa sample from Korkuteli (Ozel &
Kutlular, 2011).
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%
RI
Compound Denizli Fethiye Korkuteli Gundogmus
Essential oil content - 1.86 0.97 1.78 1.53
a-Pinene 939 218 1.16 8.65 421
Camphene 953 2.57 3.61 0.66 2.35
Sabinene 972 -e - 0.29 -
B-pinene 976 1.11 2.18 13.39 1.08
Octenol 982 0.07 0.18 - 0.22
Myrcene 992 0.27 0.12 - 0.27
a-Phellandrene 1006 - - 0.29 -
3-Carene 1009 - - 1.33 -
1,8-Cineole 1030 37.25 33.85 16.64 42.72
Limonene 1033 - - 0.25 -
y-Terpinene 1074 - - 0.59 -
Terpinolene 1088 - - 0.62 -
Linalool 1098 - 0.58 5.85 -
a-Thujone 1101 4.76 7.06 2.76 3.10
B-Thujone 1113 9.02 3.87 - 1.52
Fenchyl alcohol 1130 - - 0.46 -
Camphor 1139 17.91 2212 3.96 28.27
Borneol 1162 4.79 6.45 0.84 1.99
Pinocarveol 1169 0.06 - 1.90 -
Terpinen-4-ol 1179 1.62 - 1.63 -
a-Terpineol 1194 0.77 3.27 9.16 4.03
Dihydrocarvone 1195 - 0.32 - -
Bornyl acetate 1238 0.12 - - 0.73
Cinnamaldehyde 1240 0.05 0.09 0.26 -
Carvone 1254 0.16 - 0.17 -
Thymol 1290 297 2.96 6.24 0.47
Eugenol 1364 0.13 3.97 3.21 0.12
Caryophyllene 1426 9.69 3.13 16.81 3.78
Butylated 1516 0.10 - 0.11 ;
Hydroxytoluene
Eicosane 2000 0.08 - - -
Unknown 4.32 5.08 3.93 5.14
Total compounds 21 17 24 15

RI, Retention index

Table 1. Percentage compositions of essential oils of Salvia fruticosa isolated using the SWE
technique (Ozel & Kutlular, 2011).

Sample collection times also change the volatile profile of plant materials (Kutlular & Ozel,
2009). Origanum onites is a perennial species with woody stems. It is encountered in the
Southern Greek mainland, the islands and the western and southern coastal areas of Turkey
(Vokou et al., 1998). The essential oils of Origanum species have been proven to have
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%
Compound 15 June, 2006 25 June, 2006 05 July, 2006
3-Thujene 938 0.01 0.03 0.02
a-Pinene 939 0.02 0.04 0.06
Camphene 953 0.01 0.01 0.02
Benzaldehyde 960 0.02 0.02 0.02
B-pinene 981 0.05 0.13 0.93
Myrcene 992 - 0.08 0.06
3-Octanol 1004 0.02 - -
a-Phellandrene 1006 0.01 0.02 -
p-Cymene 1027 0.88 0.92 0.61
Eucalyptol 1030 0.03 0.20 0.05
Limonene 1033 0.02 0.05 0.03
Ocimene 1052 - 0.01 0.02
Acetophenone 1068 - - 0.02
y-Terpinene 1074 - - 0.01
Terpinolene 1088 0.23 0.52 0.38
Undecane 1100 0.02 0.01 0.03
Linalool 1100 0.14 4.44 5.14
2-Decen-1-ol 1110 0.17 0.32 0.19
a-Campholenal 1125 0.01 0.01 0.02
Camphor 1139 0.01 0.04 0.01
cis-Verbenol 1140 - - 0.01
Borneol 1162 0.34 0.41 0.79
Pinocarveol 1169 0.01 0.03 0.03
Terpinen-4-ol 1179 0.47 0.75 0.86
cis-Linalool oxide 1186 0.01 0.09 0.20
a-Terpineol 1195 0.19 0.39 0.56
Carveol 1197 0.03 0.03 0.14
Dihydrocarvone 1202 0.04 0.08 0.01
Nerol 1233 0.01 0.04 0.12
Carvone 1254 0.10 0.15 0.12
Thymol 1290 0.18 0.41 1.45
Carvacrol 1295 92.66 86.71 84.33
Eugenol 1364 - 0.19 -
Eicosane 2000 0.02 - 0.01
Unknown 4.29 3.89 3.73

RI, Retention indice

Table 2. Percentage compositions of volatile components of Origanum onites leaves collected
on various dates, isolated using the SWE technique (Kutlular & Ozel, 2009).
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antibacterial, antifungal and antioxidant activities (Kutlular & Ozel, 2009). Origanum is
accepted as a volatile yielding plant, its essential oils consist mainly of carvacrol and thymol
type compounds which are well known phenolic antioxidants. Extraction of Origanum onites
leaves collected on three different dates (15 June; 25 June; 5 July, 2006) using superheated
water was performed (Kutlular & Ozel, 2009). The results are shown in Table 2. Carvacrol
was found as the main compound. The total amount of essential oil increased with later
collection dates in contrast to the amount of carvacrol which actually decreased with the
date. Since carvacrol is one of the most valuable compounds, a compromise must be struck
between the desired to obtain the greatest quantity of oil possible whilst at the same time
obtaining the highest possible percentage of carvacrol. As a result, the date of sample
collection is a very important parameter for the quantity and value of the essential oil of
plant materials.

3. Analysis of plant volatiles using gas chromatography

Gas chromatography can be applied to the analysis of volatile and semi-volatile organic
compounds, containing boiling points from near zero to over 400°C (Bartle & Myers, 2002).
Plant volatiles such as essential oils, are often highly complex mixtures. Good separation
methods are necessary to analyse these molecules. Hyphenation of different techniques is
currently the preferred method for analysing these volatile essential oils (Welthagen et al.,
2007). In general, the coupling of a GC separation step with a mass spectrometric detector is
the most common set-up. For complex mixtures like essential oil, however, selectivity and
separation capability of the GC-MS is not sufficient. Multidimensional GC separation with
selective MS detection (such as TOF-MS) can improve separation and identification of
complex plant volatiles (Welthagen et al.,, 2007). Small, highly polar molecules (such as
amino acids and sugars) cannot be analysed using GC technology. A possible solution is the
use of chemical derivatization methods where the polar groups of the target molecules are
converted into less polar molecules.

In GC-MS, ions are produced by electron or chemical ionisation. But, the ions are now
sorted according to molecular weight (or mass to charge, m/z ratio) by one of a range of
analysers: magnetic sector quadropole, ion trap or time of flight (Bartle & Myers, 2002).
Mass spectrum is related to the molecular weight and fragmentation of the analyte, allows
identification through comparison with a library. The advantages of TOF-MS lie in the
possibilities for accurate mass measurement and rapid rates of accumulation of spectra (up
to 500 Hz), which allow GC peaks as narrow as 12ms to be identified (Bartle & Myers, 2002).

Injection of the sample into the column head is usually carried out using a syringe and a
hypodermic needle. In order to be able to detect lower concentrations, a large volume
injection technique has been developed allowing a sample size of 20-100 uL, rather than the
formerly standard 1-2 uL (Bartle & Myers, 2002). Low levels of volatile compounds in plant
materials may be analyzed by headspace, dynamic stripping or purge-and-trap sampling
(Bartle & Myers, 2002). Direct thermal desorption (DTD) at one or more temperatures
followed by pyrolysis can yield important information. Selection of temperatures is a very
important parameter. The lowest temperature possible should be selected in order that the
native volatile compounds can be determined without generating new compounds (Koning
et al., 2008). This is illustrated by the study of essential oils of Pistacia vera (Ozel et al., 2004).
A number of species can be seen to appear only at the higher temperatures of 200 and
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250 °C, and these are known not to be components of essential oil of Pistacia vera, but are the
browning reaction products (e.g. furfural, 2-furanmethanol, acetylfuran, 2-furanone, 2,4-
dimethyl-furan, furfuryl acetate and furfuryl alcohol). Most of these components are low in
concentration at 200 °C, however show a significant increase at 250 °C. The browning
reaction products may be produced either by caramelization or by Maillard reactions during
the higher temperatures of 200 and 250 °C.

The one dimensional GC technique cannot always provide sufficient separation of all
components of plant volatiles. In order to enhance peak capacity, multidimensional gas
chromatography can be used. Marriott & Shellie (2002) define multidimensional analysis in
chromatography as ‘any technique that combines two or more distinct separation/analysis
steps’. The first dimensional separation is based on separation by boiling point in a non-
polar column. The second dimensional separation is based on separation by polarity using a
polar column. The inclusion of this makes this overall a two dimensional chromatogram.

Today, there are two kinds of two dimensional GC: heart-cutting and comprehensive two-
dimensional gas chromatography (GCxGC). In the heart-cutting technique, one or more
unresolved fractions from the first column are transferred to a second column having a
different polarity where the separation of the compounds will be achieved. In general, the
first column is non-polar with a length of 30 to 60 m, whilst the second is 30 m long with a
higher polarity. The heart-cut can be directly transferred to the second column or it can be
trapped on a cryogenic device and transferred later. With comprehensive GC (GCxGC), the
entire sample, not only fractions, are separated on two different columns. The columns are
shorter, typically 15 to 60 m (100% polydimethylsiloxane or 5% diphenyl 95%
polydimethylsiloxane stationary phase) for the first and only 1 to 2 m (50% diphenyl 50%
polydimethylsiloxane or polyethylene glycol) for the second column. The short length of the
second column enables very fast separations whilst collecting the fractions from the first
column. The most important component of the system is the ‘modulator’, which will
accumulate the fractions coming from the first column on a short segment of column, and
then release it quickly into the second one. There are different kinds of modulators but in
general the mechanisms involve alternate cryofocussing and thermal desorption of the
trapped analytes. GCxGC has advantages over the heart-cutting technique (Marriott et al.,
2000; Marriott & Shellie, 2002).

GC-on-a-chip is receiving more attention now especially from field workers. There is
interest in the development of a microfabricated gas chromatography system suitable for the
separation of volatile organic compounds and compatible with use as a portable
measurement device. A planar 2-dimensional GC chip with fully circular channel profiles
has been microfabricated from glass using acid-etching techniques. Coupling of the directly
heated column to a low cost, low-power photoionization detector showed reasonable
separation of gasoline vapour. Comprehensive separation has given some promising results
from the separation of ppm gas mixtures of a set of volatile organic compounds when
coupled with commercial GC detectors (Halliday et al., 2010)

GCxGC typically generates peak capacity of the order of several thousand, making it highly
appropriate technology for the separation and analysis of complex samples such as essential
oil. Plant essential oil is used in numerous traditional medicines. Essential oil is usually rich
in monoterpenes, sesquiterpenes and oxygenated derivatives. One dimensional GC lacks the
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resolving power to provide adequate separation of the complex mixture of essential oil.
GCxGC has an estimated separation increase of about ten times over one dimensional GC.
Another advantage of GCxGC, regarding the second dimension retention times of the
compounds, is demonstrated by the lines on the chromatogram indicating groups such as
hydrocarbons, alcohols, aldehydes etc. (Schnelle-Kreis et al., 2005). Due to the very fast
separations, GCxGC also needs very fast detection systems such as TOF-MS.

A typical DTD with GCxGC-TOF-MS separation / total ion chromatogram (TIC) of Rosa
damascena is shown in Figure 3. The chromatographic peak data consists of first dimension
retention times, second dimension retention times and peak area (TIC). 54 compounds can
be identified from this chromatogram. The first dimension separation axis extends to 2900 s
and the second dimension axis ends at 6 s. The TIC is created as a reconstructed
chromatogram from the peaks detected by an automatic peak detection algorithm. The peak
finding routine, based on deconvolution techniques, detected several hundred peaks and a
mass spectrometry library search resulted in the majority of them being assigned a library
match. (Ozel et al., 2006)
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Fig. 3. GCxGC-TOF-MS total ion current (TIC) plot of Rosa damascena Mill. volatile18
components at 150°C using the DTD technique (Ozel et al., 2006).

Ozel et al., (2006) studied the volatile profile of Rosa damascena using various techniques,
namely DTD, SWE and water distillation. DTD volatiles showed a greater total number of
different components than either of the other two methods. The numbers of volatile
components identified with a percentage higher than 0.05%, were 54, 37, and 34 for the
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DTD, SWE and WD techniques respectively. DTD, unlike the other two methods, does not
require any sample preparation beforehand, thus making it faster. In the above study, DTD
was also shown to be quantitative. Commercial producers of essential oils could therefore
use the DTD technique to select which batches of leaves or flowers would produce the
highest quality oil, as they would be able to see quickly if their desired components and in
what amounts were present. It was concluded that DTD is a promising method for
qualitative and quantitative analysis of volatiles which can yield a highly accurate and
comprehensive chromatographic profile with a low contamination risk, without the need for
costly and time consuming sample preparation techniques.

4. Conclusion

The main aim of this chapter is to highlight the extraction of various plants using highly
effective, quick, environmentally-friendly superheated water followed by analysis using the
high-resolution separation technique of GCxGC-TOF-MS. It has been discussed in many
earlier studies that SWE is a very promising alternative to traditional extraction techniques
(Simandi et al., 1998; Vokou et al, 1998; Ozel et al., 2003; Ozel et al., 2006, Ozel & Kutlular,
2011). Water / steam distillation and solvent extraction are widely used techniques in the
essential oil industry. Solvent extraction is time-consuming and toxic. Steam distillation is
cheap although time consuming and with no selectivity. In contrast, SWE is cheap, selective,
fast and environmentally friendly. Lab-scale SWE can extract only a small quantity of
essential oil during the plant extraction process. In addition, it is necessary to use a solvent
during liquid-liquid extraction or SPE before GC analysis. However, realistically, in a big
SWE extraction unit solvent will not be needed as the oil will float on the water making
collection easy. With increasing interest in avoiding organic solvents in the extraction of
volatile organic compounds from plant samples, SWE has been shown to be a feasible
alternative for use in industrial essential oil production.

Using the DTD technique, the volatile components of plant materials can be analysed with
no extraction process or sample preparation. On an industrial scale, water distillation and
occasionally SWE would still be the main methods used in actual extraction of essential oil
but DTD could be used to check which components are being missed out in this process
very quickly and easily without the need for time consuming, expensive sample
preparation. It could also be used to check samples of batches of plant materials from
different regions, times of collection or different parts of the plant for their desirable or
undesirable components without first having to go through the expensive, time consuming
extraction techniques. DTD can also be used quantitatively to determine the amounts in
which essential oils are present in samples. Thus DTD could help a producer decide upon
which batch to use.

TOF-MS can operate at acquisition frequencies of more than 100 spectra per second. This
provides the capability to deconvolute mass chromatograms for compounds with retention
times that differ by more than about 120 ms. Combining DTD with GCxGC-TOF-MS enables
a rapid study of the characteristic classes of compounds emitted when solid plant materials
are treated at different temperatures during preparation. The major advantages of the
GCxGC technique are improved peak resolution and enhanced sensitivity over one
dimensional GC. The coupling of TOF-MS with GCxGC greatly enhances the information
that can be drawn from analysis of complex plant volatile mixtures.
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1. Introduction

Flavour compounds influence the taste and quality of foods both of which are very
important criteria in food selection and consumer acceptance. Pulse legumes such as field
peas are increasingly used in foods such as soup mixes, purees, bakery and other processed
products (Heng et al., 2004). In some parts of the world, particularly in Western countries,
the presence of off-flavours in peas can be an obstacle to their consumption.

Different chemical compounds such as alcohols, aldehydes, ketones and various
heterocyclic compounds play a major role in the flavour of peas. As flavour compounds
have different characteristics, changes in their concentrations and profiles can affect the taste
and flavour of the finished food product.

Flavour can be analyzed either using sensory methods or with analytical instruments such
as gas-chromatography (GC). Separating and analyzing a mixture of volatile compounds in
foods without decomposition is an important feature of this latter technique. As most
flavour compounds in foods are volatile, simplified GC methods may offer an appropriate
technique for the separation and characterisation of volatiles in different food matrices.

In GC, the mobile phase or carrier phase is an inert gas such as helium and the stationary
phase is a very thin layer of liquid or polymer on an inert solid support inside a column. The
volatile analytes interact with the walls of the column, and are eluted based on the
temperature of the column at specific retention times (Grob & Barry, 2004). The eluted
compounds are identified with detectors. Flame ionization and mass spectrometry are the
most commonly used detectors for flavour analysis (Vas & Vékey, 2004).

Flavour compounds in foods may, however, be at concentrations too low to be accurately
detected by GC; concentration of volatiles may, therefore, be required prior to GC operation
(Werkhoff et al., 1998; Deibler et al., 1999; Prosen & Zupanc¢i¢-Kralj, 1999; Zambonin, 2003).
Different methods such as purge and trap, static headspace, liquid-liquid, solid phase
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extraction, and solid phase microextraction are used for extraction and concentration of
volatile compounds. Among various separation and concentration techniques, head space
solid phase microextraction (HS-SPME) using a fused-silica fibre combined with gas
chromatography-mass spectrometry (GC-MS) has gained increasing attention for the
extraction and analysis of volatile, semi-volatile, polar and non-polar compounds in foods
such as vegetables, legumes, beverages and dairy products. In comparison with
conventional extraction techniques, HS-SPME is a solvent-free, less expensive, fast, and
simple technique and involves the adsorption of volatile compounds onto an adsorbent
fibre. In fibre-SPME, adsorption is based on the equilibrium partitioning of the analytes
between the solid-phase of the SPME fibre, liquid or solid sample matrix. Upon heating,
adsorbed analytes are desorbed onto a GC column and analyzed by gas chromatography
(Pawliszyn, 1995; Pentialver et al., 1999; King et al., 2003; Vas & Vékey, 2004; Anli et al., 2007).

The flavour profile of legumes, such as peas, is anticipated to become an important quality
trait for both traditional and novel food applications. More specifically, knowledge of the
flavour profile of peas and the impact of different parameters will be important in selecting
the right cultivar as well as storage, handling and processing conditions for different food
applications. Unfortunately, data on the impact of different parameters on the flavour
profile of peas has been lacking. The main objective of this research, therefore, was to use an
optimised HS-SPME-GC-MS technique (Azarnia et al., 2010) to evaluate differences in the
flavour profiles of 11 pea cultivars grown in Saskatchewan which is the largest field pea
producing province in Canada (AAFC, 2006). Previous work done in our laboratory focused
on differences in the flavour properties of different raw pea flours. As pea is cooked before
consumption, this work was, therefore, conducted on whole cooked peas.

2. Materials and methods
2.1 Materials

Chemicals were purchased from Sigma-Aldrich (Oakville, ON, Canada). Selection of pure
volatile standards was carried out as previously reported by Azarnia et al., 2010. Carboxen-
polydimethylsiloxane, SPME-fibre (CAR/PDMS, 85 um, Supelco, Oakville, ON, Canada)
was used for the GC analysis. Yellow- (CDC Golden, Eclipse, Cutlass, CDC Centennial),
green- (Cooper, CDC Striker, CDC 1434-20), marrowfat- (Rambo, MFR042) and dun- (CDC
Dundurn, Kaspa) type were evaluated in this study. These field pea cultivars were grown
under uniform conditions using recommended agronomic practices for field pea on land
managed by the Crop Development Centre, University of Saskatchewan, Canada. These
cultivars were selected based on our preliminary results which showed higher differences in
the total area of volatile compounds compared to other cultivars. Furthermore, CDC
Golden, Eclipse, Cutlass, Cooper and CDC Striker are widely grown in Western Canada.
These cultivars were grown in two different locations (i.e. Meath Park, MPK and Wilkie,
WIL, near Saskatoon, Saskatchewan, Canada) in crop years of 2008 and 2009.

2.2 Methods

2.2.1 Standard preparation

The preparation of standard solutions as well as the evaluation of the reproducibility of the
method during each GC run was carried out as described in Azarnia et al., 2010.
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2.2.2 Solid phase microextraction gas chromatography mass spectrometry (HS-
SPME-GC-MS) analyses

Volatile compounds in pea cultivars were determined using HS-SPME-GC-MS as described
by Azarnia et al., 2010. Briefly, 3 g of each sample were extracted at 50 °C for 30 min using
CAR/PDMS fibre. A MPS2 multipurpose sampler (Gerstel Inc., Baltimore, MD) was used
for HS-SPME. Analyses were carried out with a Varian CP-3800 gas chromatograph (Palo
Alto, CA). Adsorbed volatile compounds were desorbed at 300 °C for 3 min into a
split/splitless injector (Glass insert SPME, 0.8 ID; Varian, Mississauga, ON, Canada). Pure
helium gas (1 mL/min) was used for the elution of compounds on a VF-5MS capillary
column (30 m x 0.25 mm x 0.25 um, Varian Inc., Mississuaga, ON, Canada). The initial
temperature of the GC oven was 35 °C which was held for 3 min, and then increased to 80
°C at a rate of 6 °C per min, and finally to 280 °C at a rate of 20 °C per min, and held for 2
min. The total time of analysis was 22.5 min. A Saturn 2000 MS detector (Varian Inc., Palo
Alto, CA) was used for detection of compounds, and the mass range was 30-400 m/z. The
total ion current was obtained using an electron impact ionization source at 70 eV at a scan
rate of 1 s/scan. Calibration and tuning of the equipment were carried out as recommended
by the manufacturer. Identification of volatile compounds were carried out either using
National Institute of Standards and Technology (NIST) database (V. 05) through mass
spectra library search or by comparing mass spectra and retention times of the compounds
with those of the pure commercial volatile standards. After determination of the area count
of each volatile compound from the average of two replicate assessments, a semi-
quantitative comparison was carried out by calculation of the relative peak area, RPA, of
each volatile compound. Results were expressed as percentage of total volatile compounds.

2.2.3 Preparation of cooked-whole seeds

Seeds were soaked in water (ratio of 1:2, seeds:water) and kept at room temperature (~
22°C) for 24 h. After draining, the seeds were cooked in boiling water (ratio of 1:2;
seeds:water) for 20 min. 3 g of the cooked-whole seeds were weighed into 10 mL headspace
amber vials (Supelco, Oakville, ON, Canada) and then mashed twice inside the vial by using
a spatula.

2.2.4 Statistical analysis

Each experiment was carried out in two replicates. Peak area count of each volatile
compound was obtained for each replicate. Analysis of variance (ANOVA) using a general
linear model (GLM) procedure of the Statistical Analysis System (SAS, 2004, Cary, USA) was
performed to evaluate differences between parameters. The parameters evaluated were
type, cultivar, location, crop year, and interactions between them. Means comparison
between parameters was carried out by Duncan’s multiple range test using SAS software.

3. Results and discussion

3.1 Effect of type, cultivar, and location on Total Volatile Compounds (TVC) and
chemical families

The impact of type, cultivar, and location on TVC and different chemical families (i.e.
alcohols, aldehydes, ketones, esters, sulfur compounds, hydrocarbons) in field pea cultivars
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was evaluated and results are, respectively, presented in Figures 1-7. The data were
subjected to ANOVA and Duncan’s multiple range test and were separately reported for
each crop year (Tables 1-4). Furthermore, the effect of crop year on the flavour profile of pea
cultivars was studied and statistical results are presented in Table 5.

3.1.1 Effect of type, cultivar and location on TVC

Changes in the value of TVC in different field pea cultivars grown in the year of 2008 and
2009 are shown in Fig. 1. ANOVA results showed that TVC in peas grown in different crop
years was significantly (P < 0.01) affected by the pea type and cultivar (Tables 1 & 3). Based
on Duncan’s test (Table 1), in the year of 2008, peas grown in MPK had higher TVC
compared to those grown in WIL. Rambo from marrowfat type had the highest mean value
of TVC, whereas CDC Striker from green-type had the lowest value of TVC. The highest
mean value of TVC was observed in the field peas from marrowfat-type, whereas peas from
green-type had the lowest value of TVC (Table 1). In the year of 2009, no significant (P >
0.05) differences were found between the cultivars grown in different locations (Table 3).
Rambo and Kaspa, respectively, had the highest and the lowest mean value of TVC.
Amongst the different pea types, marrowfat-type had the highest value of TVC, whereas
dun-type had the lowest value of TVC (Table 3).
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Fig. 1. Changes in total volatile compounds content in cooked field peas as affected by type,
cultivar, location and crop year. Results are from a two replicate analysis and expressed as
mean * standard deviation.

3.1.2 Effect of type, cultivar and location on different chemical families

3.1.2.1 Alcohols

Changes in the alcoholic compounds in pea cultivars are shown in Fig. 2. In the year of 2008,
the mean value of alcohols were significantly (P < 0.01) affected by the type, cultivar and
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location (Table 2). Pea cultivars grown in WIL location had higher mean value of alcohols
than those grown in MPK location. 3-Methyl-1-butanol and 1-hexanol had, respectively, the
highest and the lowest mean values (Table 2). In the year of 2009, the mean value of alcohols
was significantly affected by the type and cultivar, whereas no significant differences were
found between the cultivars grown in different locations (Table 3). 1-Propanol and 2-ethyl-1-
hexanol had the highest mean values and 1-hexanol had the lowest mean value (Table 4).

Alcohols in peas are mostly formed from enzymatic oxidation of lipids. Physical damage,
storage and processing of seeds could lead to the formation of alcohols (Eriksson, 1967; de
Lumen et al,, 1978; Oomah & Liang, 2007). Volatile alcoholic compounds have distinct
characteristics and they could therefore affect the taste and flavour of peas. For example, 1-
propanol has an alcoholic odour and a fruity flavour; 2-methyl-1-propanol has a wine
odour, 3-methyl-1-butanol has a fruity, banana, sweet odour with a bittersweet taste; 1-
hexanol has an herbaceous, mild, sweet, green fruity odour and an aromatic flavour; 1-
heptanol has an aromatic and fatty odour and a spicy taste, whereas 1-octanol has a fresh,
orange-rose odour and an oily, sweet taste (Burdock, 2002).

IANOVA
Main effects Interactions
2cv 3] 4 51 cv*l I*t cv*r tr I*r

(h+4) (B4 () (1) () (NS)  (NS) (NS) (NS)

Duncan grouping

Cultivar Rambo CDC CDC  Cooper MFR042 Eclipse Kaspa CDC CDC Cutlass CDC
(a) Dundurn Centen- (bcd) (bcd)  (bcd) (cde) 1434- Golden (e) Striker

(b) nial (bc) 20 (e) ®
(de)
Location Meath Wilki (b)
Park (a)
Type  Marro Dun (b) Yellow Green (c)
wfat (a) (bc)

1TANOVA performed using general linear model. +++=P<0.01, NS= Not significant (P>0.05).
2cv=Cultivar, 3l=Location, ‘t=Type, 5r=Replicate. Items with different letters within a row are
significantly different at P<0.05 (a>b>c>d>e>f).

Table 1. ANOVA results and Duncan’s multiple range test for total volatile compounds in
field pea cultivars grown in 2008

3.1.2.2 Aldehydes

Relative peak area of aldehydes in pea cultivars grown in different locations and crop years
is presented in Fig. 3. The mean value of aldehydes was significantly (P < 0.01) affected by
the type of cultivar. However, no significant (P > 0.05) differences in aldehydes were
observed between cultivars grown in different locations (Tables 2 & 4). 3-Methyl butanal
was the most abundant aldehyde in all the pea cultivars studied (Tables 2 & 4).

Enzymatic or autoxidative decomposition of unsaturated fatty acids, mainly linoleic and
linolenic acids could lead to the formation of aldehydes in peas (Hornostaj & Robinson,
2000; Barra et al.,, 2007). Differences observed in the concentration of these carbonyl
compounds could be due to differences in linoleate compositions in pea cultivars (Oomah &
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. 1ANOVA

fcal:::il;;cal Main effects Interactions

2cv 3] 4t 5r cv*l I*t  ovir tfr I*r
Alcohols +++ +++ +++ NS +++ NS ++ NS NS
Aldehydes +++ NS +++ NS +++ NS NS NS NS
Ketones +++ +++ ++ NS +++ NS ++ NS NS
Esters 4+ NS 4+ NS 4+ +++ +++ NS NS
Sulfur +++ ++ +++ NS +++ NS ++ NS NS
compounds
Hydro- 4+ 4+ +4+ NS +++ +++ NS NS NS
carbons
Pyrazines  +++ +++ +++ NS +++ NS NS NS NS

Duncan grouping for each chemical family in peas
belonging to different pea- types and grown in different location

Pea-type Location
Alcohols Marrowfat Dun Yellow Green Wilkie = Meath Park
(@) (b) (bc) © @) (b)
Aldehydes Green (a) Dun (b) Yellow (b) Marrowfat (b) Meath =~ Wilkie (a)
Park (a)
Ketones Dun (a) Green (ab) Yellow (ab) Marrowfat (b) Meath ~ Wilkie (b)
Park (a)
Esters Green (a) Yellow (b) Dun(b) Marrowfat (c) Meath  Wilkie (a)
Park (a)
Sulfur Dun (a) Yellow (b) Green (b) Marrowfat (c) Wilkie (a) Meath Park (b)
compounds
Hydro- Green (a) Dun (b) Yellow (b) Marrowfat (b) Meath ~ Wilkie (b)
carbons Park (a)
Pyrazines  Dun (a) Yellow (b) Green (b) Marrowfat (c) Wilkie (a) Meath Park (b)

Duncan grouping for individual flavor
compounds in peas belonging to each chemical family

Alcohols 3-Methyl-1- 2-Ethyl-1-  2-Methyl- 1-Propanol  1-Octanol 1-  1-Hexanol

butanol (a) hexanol (b) 1-propanol (c) (dc) Hept (e)

() anol
()

Aldehydes 3-Methyl-  Hexanal (b) 2-Methyl-butanal, (c)

butanal, (a)
Ketones 2-Butanone 2-Pentanone (b)

(@)
Esters Ethyl acetate Hexanoic acid, methyl ester (b)

(@)

Table 2. (Continued)
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Sulfur Dimethyl Methanethiol Dimethyl 2-Acethylthiazole (d)
compounds sulfide (a)  (b) disulfide (c)
Hydro- Trichloro-  Furan,2- Toluene (c)

carbons methane (a) ethyl (b)

Pyrazines  2,3-Diethyl-5-methyl pyrazine

1TANOVA performed using general linear model. +++=P<0.01, ++=P<0.05, NS= Not significant (P>0.05).
2 cv=Cultivar, 3l=Location, 4=Type, Sr=Replicate. Items with different letters within a row are
significantly different at P<0.05 (a>b>c>d>e).

Table 2. ANOVA results and Duncan’s multiple range test for chemical families in cooked
pea cultivars grown in the year of 2008

Liang, 2007). Hexanal and pentanal are commonly identified in fruits and vegetables
(Oomah & Liang, 2007). Propanal and hexanal, have been reported to be responsible for off-
flavour in stored unblanched frozen peas (Barra et al., 2007). Timely harvesting of peas may
prevent the formation of undesirable flavours derived from enzymatic reactions (Hornostaj
& Robinson, 2000). Aldehyde compounds are known to contribute to the flavour and aroma
of various plants and plant foods (Hornostaj & Robinson, 2000). Hexanal, as an example has
a fatty, green, grassy, fruity odour and taste; 3-methyl butanal has a choking, acrid, fruity,
fatty, almond odour; 2-methyl butanal has a choking odour and a coffee or chocolate flavour
and taste, whereas benzaldehyde has a bitter almond taste (Burdock, 2002).

i Meath Park  Wilkie
B Meath Park = Wilkie

Alcohols
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Fig. 2. Changes in total alcohol content in cooked field peas as affected by type, cultivar,
location and crop year. Results are from a two replicate analysis and expressed as mean +
standard deviation. Relative peak area (%) = Peak area of total alcohols/ Total peak area of
volatile compounds x 100.
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1IANOVA
Main effects Interactions

2cv 3] 4 5r cv*l I*t cv*r t*r

(HH)) (NS) () (#4)  (b+4) (#+4) (40 (NS) LT

Duncan grouping
Cultivar Rambo MFR042CDC  Cooper Eclipse CDC Cutlass CDC CDC CDC Kaspa
(a) (b) Centen- (bc) (bc)  Striker (bed) 1434-20 Dun- Golden (f)
nial (bc) (bed) (cde) durn (ef)
(de)

Location Meath Wilki
Park (a) (a)

Type Marrow Green Yellow Dun (c)
fat(@) (b) (b)

1TANOVA performed using general linear model. . +++=P<0.01, NS= Not significant (P>0.05).
2cv=Cultivar, 3l=Location, 4=Type, Sr=Replicate. Items with different letters within a row
are significantly different at P<0.05 (a>b>c>d>e>f).

Table 3. ANOVA results and Duncan’s multiple range test for total volatile compounds in
field pea cultivars grown in the year of 2009

% Meath Park # Wilkie
B Meath Park B Wilkie Aldehydes

Relative peak area (%)

CDC
Dumdurn
CDC

MFR042 2
Dumdurn

CbC
Centennial
MFR042

Yellow-type Green-type Marrowfat-| Dun-type

type

Yellow-type Green-type Marrowfat-| Dun-type

Crop year 2008

Crop year 2009

Fig. 3. Changes in total aldehyde content in cooked field peas as affected by type, cultivar,
location and crop year. Results are from a two replicate analysis and expressed as mean +
standard deviation. Relative peak area (%) = Peak area of total aldehydes/ Total peak area
of volatile compounds x 100.
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3.1.2.3 Ketones

Fig. 4 shows relative peak areas of ketones in the different pea cultivars studied. A
significant difference (P < 0.01) in the mean value of ketones was observed between pea
cultivars from different locations (Tables 2 & 4). Pea cultivar grown in MPK had higher
mean value of ketones compared to those from WIL (Table 2). In the 2009 crop year, pea
cultivar grown in WIL had higher mean value of ketones than those from MPK (Table 4). 2-

Butanone had higher mean 