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Abstract Headspace solid-phase microextraction—gas chromatography-mass spec-
trometry (HS-SPME-GC-MS) and multivariate statistical analysis (MVA) are widely
employed in the analyses/comparison of cheese volatiles. One shortcoming of this
approach is that the SPME fiber-coat polarity has a significant effect on the adsorption
of volatiles and thus, on the results of MVA. The aim of this study was to test the
applicability of different sets of MVA variables, obtained from HS-SPME-GC-MS
experiments using the non-polar polydimethylsiloxane (PDMS) and the polar polyacry-
late (PA) fibers, in the profiling of cheese volatile compounds and tracking ripening-
induced changes. The volatile profiles and ripening-induced changes of two different
types of Pasta-Filata “Pirotski kackavalj” cheese (prepared from raw ewe’s or cow’s
milk) were assessed at four different stages of ripening (1, 5, 20, and 30 days). The HS-
SPME-GC-MS-MVA results showed that the distribution of volatile compounds into
classes gives valuable information concerning cheese type and ripening phase. The
extraction with a PA fiber gives a more realistic cheese volatile profile when the relative
ratio of the constituent classes is in question, whereas the PDMS fiber is better in
recognizing the contribution/concentration of single dominant volatile compounds. For
a better and more complete description/profiling of cheese volatiles, we propose the use
of combined (transformed) variables that include the information obtained from both PA
and PDMS extraction experiments.
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1 Introduction

The unique flavor of different cheese varieties is due to the complex balance of the taste,
aroma, and texture characteristics. Volatile compounds play a particularly important role
in this respect (Arora et al. 1995; Januszkiewicz et al. 2008; Mondello et al. 2005;
Peres et al. 2001; Pinho et al. 2002; Ziino et al. 2005). However, during cheese
ripening, the cheese volatile/flavor profiles can change dramatically due the complex
biochemical and chemical processes of lipolysis, proteolysis, and glycolysis (Fox and
Wallace 1997). Due to the complexity of cheese volatile profiles (mixtures of a large
number of compounds belonging to different chemical classes: alcohols, esters, acid,
ketones, etc.), the monitoring of ripening-induced changes is not a straightforward
task. In fact, for reasons of reliability and clarity, it is often necessary to perform
multivariate statistical analyses (MVA, e.g., agglomerative hierarchical cluster anal-
ysis (AHC) and principal component analysis (PCA)) as a means of differentiating
personal bias from statistical significance (Delgado et al. 2010). The variables used
for MVA analyses (input data set) of cheese volatile profiles are usually obtained
from gas chromatography (GC) and gas chromatography-mass spectrometry (GC-
MS) experiments (Arora et al. 1995; Januszkiewicz et al. 2008; Mondello et al. 2005;
Peres et al. 2001; Pinho et al. 2002, 2003; Ziino et al. 2005). Headspace solid-phase
microextraction (HS-SPME) is a widely employed extraction method for GC and
GC-MS analyses of cheese volatiles due to its relative simplicity and cost-
effectiveness (Januszkiewicz et al. 2008; Mondello et al. 2005). Nevertheless, it has
previously been demonstrated that the fiber-coat polarity has a significant effect on
the adsorption of volatiles (Mondello et al. 2005; Pinho et al. 2003). Hence, one could
justly formulate a question—Is it really reasonable to use data obtained from this type
of sampling/analyses (HS-SPME-GC-MS) for the comparison (variables for MVA)
of different types of cheese, or for monitoring ripening-induced changes in cheese
volatiles? And, if it is so, does the extraction with one particular type of fiber give
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better, more reliable, and more reproducible results? Furthermore, is it possible to
solve this problem (fiber-dependent differences in the volatile profile of a sample) by
using some transformed/combined variables for MVA, which would include infor-
mation obtained from experiments based on the usage of different SPME stationary
phases?

Bearing all this in mind, the main aim of this research was to test the applicability
of different sets of MVA variables to profile cheese volatile compounds and monitor
ripening-induced changes. The different sets of MVA variables include: the original
data (relative amounts individual volatile compounds, obtained directly from HS-
SPME-GC-MS experiments); transformed data (relative amounts of each class of
compounds); and combined data (created by averaging the relative amounts of
individual compounds obtained using both types of stationary phases).

HS-SPME-GC-MS analyses of Pasta Filata cheeses were performed using two
SPME fibers of different polarity (polar: polyacrylate (PA) and non-polar: polydime-
thylsiloxane (PDMS)). “Pirotski kackavalj” cheeses made from cow’s and ewe’s milk
were analyzed at four stages of ripening. Results on the chemical composition of the
volatile profiles of the two types of Pirotski kackavalj cheese are reported here for the
first time.

2 Materials and methods
2.1 Manufacture and sampling of cheese

Three batches of 12 0.5-kg cheeses (two different types of Pasta Filata “Pirotski
kackavalj” cheese) were manufactured in a small, certified dairy factory, Dairy School
“Dr Obren Peji¢”, in Pirot (Southeast Serbia) in three sequential periods within the
cheese making season (i.e., November, February, and May) from raw ewe’s (EC) and
cow’s milk (CC) according to traditional practices (Milosavljevi¢ et al. 2010). Three
cheeses of each batch were randomly selected on the day of manufacture and after 5,
20, and 30 days of ripening. Samples of each type of cheese were taken from the inner
part of the cheese and were stored at ~—18 °C (during 1-5 weeks) prior to analysis.

2.2 Extraction of volatile compounds

Cheese volatile compounds were extracted by SPME using two types of commercially
available fibers (PDMS, 100 um film thickness and PA, 85 pm film thickness). The
SPME fibers were housed in their manual holder (Supelco, Bellefonte, PA, USA).

All extractions were performed as follows—2 g of each cheese sample (eight
samples in total) was placed in a 50-mL headspace glass vial sealed tightly with a
crimp cap and PTFE/silicone septum. The vial was immersed at 40 mm in a
thermostated waterbath at 60 °C, and the volatile compounds were extracted over
20 min using the two SPME fiber coatings maintained 10 mm above the molten
samples which were continuously stirred with a magnetic stirring bar. After extrac-
tion, the samples were directly desorbed (without delay) by manual injection into the
GC injection port, held at 250 °C, using a specially designed splitless 0.75 mm ID
inlet liner to suit these purposes (also purchased from Supelco).

% Im @ Springer



324 N.P. Milosavljevi¢ et al.

2.3 Gas chromatography-mass spectrometry (GC-MS)

Separation and identification of the volatile compounds extracted as described above
were performed by GC-MS. The instruments used and the experimental conditions
are identical to those described in Radulovi¢ and Blagojevi¢ (2010), except that the
samples were manually injected by inserting the saturated fiber into the inlet liner for
10 min. The GC oven temperature was held at 45 °C for 5 min, then raised to 250 °C
at a heating rate of 10 °C.min"", and then held isothermally for 10 min at 250 °C
(carrier gas: helium at 1.0 mL.min"'). The relative abundance (percent peak area) of
three independent replicate samples of each compound identified by GC-MS without
the use of correction factors is given in Table S1. Qualitative analysis was performed
in the same way as described in Radulovié¢ and Blagojevi¢ (2010) and was based on
(a) comparison of the mass spectra, (b) order of elution, and (¢) co-injection of
authentic standards (the corresponding pure compounds were added/spiked to cheese
samples prior to HS-SPME). Standard (pure) compounds were obtained from Merck,
Germany or Sigma-Aldrich, USA. All analyses were performed in triplicate, and
there were no statistically significant differences between the obtained results.

2.4 Multivariate statistical analysis (MVA)

PCA and AHC were performed using the Excel program plug-in XLSTAT version
2011.3.02 and according to Radulovi¢ and Blagojevi¢ (2010). AHC was determined
using Pearson dissimilarity where the aggregation criterion were simple linkage,
unweighted pair-group average and complete linkage, and Euclidean distance where
the aggregation criterion were weighted pair-group average, unweighted pair-group
average, and Ward’s method. Euclidian distance dissimilarities of the analyzed
samples were within the interval [0, 2,000—12,000]. PCA of the Pearson (n) type
was performed. Axes (F1 and F2 factors—the first and second principal components)
of the resulting biplots refer to the ordination scores obtained for the samples. Both
MVA methods were applied utilizing following types of variables: PA and PDMS
original variables (relative amounts of individual compounds, as determined from
HS-SP-GC-MS experiments with PA and PDMS fibers), PA and PDMS transformed
variables (relative amounts of classes of compounds, obtained from the experiments
with PA and PDMS fibers), and original-combined and transformed-combined vari-
ables (these were created by averaging (weight factor of 0.5) of the relative amounts
of individual constituents/class of constituents obtained from the experiments with
both types of stationary phases).

3 Results and discussion

3.1 Volatile compounds of the two types of Pirotski kackavalj cheese

The main compounds identified in the cheeses are listed in Table 1 (all identified
compounds, 73 in total, are given in the Electronic supplementary material). The

major classes of volatile compounds identified in both cheese types were short- and
medium-chain fatty acids, alcohols, esters, and ketones. Some of the identified

@ Springer % Im



325

Application of HS-SPME-GC-MS-derived variables

ouen

€01 L Tol 901 9ve  €9T 181 ger s LI 91 T 0¢ €e vl 011 -Tﬁ_\Eu&\M.m 88'¢ 10D T ‘SW YeL
8 TS LT €e  pu pu  pu pu ST 'L vl 81 IS §9 pu 1 [ouBludd-z  0T°€ ¥ ‘S LIL
0Cl 981 €8 96 v0¢ 0LC 91C 68 ¥CT 9Tl <TT 0C 81 vl L8l L9 joueyy  S6°[ 10D Td ‘S 0Ly

s[oyod1y

g¢ e o1 9¢ a I's 9L L6 90 06 €5 8TL L0 €L Ppu 1Y (%) 110190

eournqAYIOW
pu I'c pu pu pu pu pu pu o . pu €0 10 L0 pu pu -g1Aing €811 10D T ‘SW LYO1
pu pu €0 L0 pu o 00 01 n 81 ¥¢ LS pu 8C pu Tl wrouexdy [Apd 801 10D Td ‘SW T00°1
9JeOUBINQOXO

a pu L0 pu  pu 90 LS 0L €0 pu  pu pu 10 pu pu pu -c1Apa 086 I ‘S 056
pu pu  pu o pu pu pu pu h noTe S0 a n o pu n o owouenq [Apg  88'S 10D T ‘SW 108
ge a n 6y I S¥ 80 LT pu L I 91 a 1 pu 0¢ eo0e [APF 07T 10D T ‘SW 4%

SIS

8'9¢ '8 I'ev 6 v'CT LT §61 ST 6vL T8l ¥69 67T TI9 I'6l ¥iC 90 (%) 110190
pu pu n o pu L1 1l noge 91 Sy Ll v'e n 1l proe oloueO  98°¢l 10D T ‘SW T81°1
69 n S €C 1l 081 §C TEC 69 9°L1 TTL 9¢I 9 0l a PpIoB OI0UBXSH #9701 10D ‘T ‘S 0101
el T gLl <y 0T nog1 o Tle 9 0Ty €l SsE €9 07l 90 proe oloueng - §L°S 100 Td ‘S €8
891 6C €l LT ¥0T pu pu pu 791 I's TL 91 07 T n pu preonady - €L'1 100 T ‘S 00L—009

SPRy

Vd SINdd Vd SINdd Vd SINdd Vd SINdd Vd SINAd Vd SINdd Vd SINdd ,Vd ,SINdd
20 €00 [490) DO ¥od €04 od q104d
(urur) uonedynuIpI

(% ‘eare yead) oouepunqge dATIR[OY punodwo) LY JO poyloN I

soSe)s Suruadir JUSIOHIP InoJ Je (D)D) N[IW SM09 pue (D) ,SoMd Woiy
paredard 9seayod [[earyey Iysjoxd Jo sadA) om) Jo suonorly d[IR[0A d) JO SisA[eue SIN-DD-HINJS-SH £q paynuapt (9,7< dduepunge dAne[d1) spunodwod Iofew oy, [ dqeL

(TN oy NE—



N.P. Milosavljevi¢ et al.

326

00 00 n 00 I €C 1T I'c 70 00 70 ¥0 ¥0 €0 I I (%) Teroqng
pu pu a pu a o Ic LT T0 pu a o €0 44 I a opAyoplezudg  L6'6 100 Td ‘SW $96
SIPAYIPIV
LT ¥et 00T  96¥ vEl 8¥C 0Cl  ¥SI 9L 6T 96 TLE S¢El £€0s €£0¢ S'19 (%) 1erorqng
pu pu pu pu pu pu pu pu I pu €0 I'c <T0 90 1l Sl suouedapun-g 09°S1 A ‘S v6T'1
€l s L0 0c pu pu pu ool 8y 9¢ €8l 99 L6l TIl gse QUOUBUON-T 8¥'Cl IS L80°1
pu pu pu pu pu pu pu pu pu pu  pu pu  pu ¢9 pu pu duoueO-¢ 7901 IS 66
€e I'e 6¢ vo0I PU n n oIl 0 L1 8L TIv vil LL 0°¢I ououeydoHq-z  ¢'8 I ‘S 688
Juoueng
9°¢ ['or ¢v ov 86 I'ece T8 66 Tl o9l A ¢c  pu pu -g-AxopAH-¢ - Sy'e Id ‘S 90L
[ I's L9 ¢&lc pu pu pu pu Tl 69 60 ve Il 6C ¥ 9v duouelued-¢  66'C I ‘S 989
8 66 vv LIl 9¢ LT 8¢ §6 6C TI9 &' 8¢ I s 0v I'v QUORIY  $9°1 100 Td ‘SW €05
SoU0)3Y]
'L 01¢ 81C  SsvT 0SS €€ LyS 099 811 v1e 8¢ v'L 181 LLT 17T 661 (%) 110390
pu pu 90 pu pu pu pu Pt ¥0 pu 0 01 1T 6C pu cl [oueydoH-z  9'8 I ‘S 888
[otpaueINg
pu pu  pu pu  pu ooy 8¢ Ppu pu  pu pu €7 o pu pu -g‘c-osau - 819 I ‘S L0O8
[o1paueIng
pu pu pu pu  pu pu g6 0¢ PuU pu_pu  pu 0 0 Pu pu €TE S SN 8L
pu pu pu pu pu pu pu (0Ll pu pu  pu pu pu pu  pu pu jouBjudd-1  S0'¥ 10D ‘Td ‘SW 09L
Vd SWNAdd Vd SINdd Vd SINdd Vd SINdd Vd SIWAd Vd SINdd Vd SINdd ,vVd pSINdd
20 130)0) 0 DO ¥od €04 od q10d
(urw) uoneoyHudp!
(% ‘eare yead) souepunge dATR[Y punodwo) d JO poyIoN I

(ponunuod) | AqEL

asmg (ININRA



327

-MS-derived variables

Application of HS-SPME-GC

109p50 Suryrey paounouoxd e yim ‘syead peorq
s19qy (Vd) [A10eA[od Suisn pa1onpuod sem UONOBIIXIOIONA

(SINAd) duexofisjAyiowIpAjod Suisn pajonpuod sem UONILIXIOIIA |,

(SIN/DD puE UO1ORNXd YJ0q) SIUSWAINSLIW JUIPUIdopul 09Iy} JO ON[EA UBSA ,

0€ Lep ‘DD Pue O ‘0T Lep ‘€D PUe €D S Aep ‘DD pue TOH 1Aep ‘1D pue [OH

(Joog o Anstway) [SIN) SIOIPUl UONUDIAI JO SIN[BA dINJBIANT ,,

PpIepuels ONUIPNE Uk YIIM UONO[UI00 70 ‘UonNyd

JO JOp10/(Xopur) duwi) UONHUSII pajewnsd 7y ‘uosuedwod enoads ssew uo paseq uoneoynuopt gyy ‘(edre yead [810) AY) JO %60°0 ULy} SSA]) spunoduiod d9en) .4 ‘pajdAAP Jou pu

§69 S06 'L 0L8 €¥8 ¥¥L ¥T8 LPS L8 916 966 195 609 €€6 €01 9'€6 (%) Te10L,
6S 07l 0¢ 6L € 8¢ €1 80 0 no¢r T LS vs 0 €9 (%) Tero1qng
pu ¢S pu  gg pu pu  pu n pu n pu noopu g0 pu S¢ ouEXoH  80°C 100 ‘T ‘S 009
6S Sv 0¢  v¥ € LT €1 80 pu pu €1 T 0T I'T 0 §'T  OUEWAWOIONIIT 9L’ 100 ‘T ‘S £33
100 Td
n nooon noonorro; nooon nooon nooLe no pu n Ty [Apara L9 "SI 10D T ‘SN S8y
SNOJUB[[AISIIAI
vd SWAd Vd SWAd Vvd SWAd Vd SWAd Vd SINAd Vd SWAd Vd SIWAd .vd ,SINdd
¥00 €00 (40)0) 120 vOd €0H 204 o104
(urur) uoneoyHuap!
(% ‘ea1e yead) couepunqe aAne[OY punodwo) R JO POyIdIN LA

(ponunuoo) | d[qeL




328 N.P. Milosavljevi¢ et al.

compounds were unique to just one sample/ripening period or reported for the first
time in cheese samples. For example, methyl 2-hydroxy-4-methylpentanoate has not
been previously reported in any other type of cheese prepared from cow’s milk.
However, this compound, (bio)synthetically related to leucine, was previously
detected as a volatile metabolite in a number of different plant species (Knudsten et
al. 1994). Perhaps, the origin of this ester in milk/cheese is directly connected to its
presence in the fodder. The same may be true for several aliphatic and aromatic
hydrocarbons detected (Viallon et al. 1999). Some of the compounds identified were
characteristic for only one cheese type/ripening period and could also be products of
lipid autooxidation or carotene degradation, formed during ripening (Barbieri et al.
1994; Johnson et al. 1969). Diethyl ether, dichloromethane, and chloroform were
most probably contaminants introduced during the isolation procedure, during stor-
age or from detergents used during cleaning of the plant and equipment.

3.2 Extraction of volatile compounds: influence of the stationary phase type
on the resulting volatile profile

The two types of fiber stationary phases were selected due to their differentiating
capacity for adsorption of volatiles (Mondello et al. 2005; Pinho et al. 2003). It has
been shown that the non-polar PDMS fiber was satisfactory for compounds of low to
medium polarity whereas the PA stationary phase is more suitable for the extraction
of highly polar compounds of a broader volatility range (Mondello et al. 2005). The
data presented in Table 1 could be used to justify and once again emphasize the
necessity to use at least two fiber types, of different coating polarity, for HS-SPME
extraction. The sensitivity of the PDMS phase for the extraction of octanoic acid (and
other longer chain aliphatic compounds) was obviously higher than that of the PA
fiber (Table 1). On the other hand, the PA fiber more effectively adsorbed ethanol and
the rest of the detected acids. The results also show that both fibers had similar
sensitivity for alcohols other than ethanol. When reaching conclusions on this
“functional group affinity” of a particular stationary phase, one should bear in mind
the changes (i.e., the decrease) of polarity of members of a (homologous) series of
compounds with an increase in the number of carbon atoms in their alkyl chains.
Once more, it is important to note that the use of just one type of stationary phase for
HS-SPME of volatile compounds would have easily given false (over- or under-
stating the relative contribution of certain compound(s)) results concerning the most
dominant volatile compounds present in these cheese samples.

MVA analyses (see Electronic supplementary material Fig. S2) revealed that, in
some cases, no significant differences were detected between the PDMS and PA
cheese volatile profiles. Nevertheless, a substantial number of PA volatile profiles
were recognized as statistically different from their corresponding non-polar fiber
counterparts. The differences between the volatile profiles obtained through the use
of different SPME phases (non-polar and polar) become even more pronounced if the
sums of the volatile compound classes are used as variables. It is interesting to note
that all four cheese samples made from cow’s milk and the 1-day-old cheese sample
made from ewe’s milk had very similar volatile profiles (both fibers), whereas the
volatile profiles of the three older ewe’s cheese samples were very different depend-
ing on the fiber used. It seems that some more pronounced chemical changes occur
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during the ripening of ewe’s milk cheese in comparison to those associated with
cow’s cheese (this could be a consequence of the transformation of one class of
compounds to another of different polarity).

3.3 Different types of variables for the comparison of volatile profiles of different
cheese types and the tracking of ripening-induced changes

The results of MVA analyses (Figs. 1 and 2) clearly showed that, in general, there are
significant differences in the aroma profiles of Pirotski kackavalj made from ewe’s
and cow’s milk. Generally speaking, all MVA analyses clearly distinguished (with
few exceptions that will be discussed latter) the two types of cheese, and the grouping
of CC and EC samples is easily discernible from all the PCA biplots and AHC
dendrograms. If considered alone, due to the “functional group affinity” of each of the
SPME fiber stationary phases, the volatile profiles obtained by using a PDMS or PA
fiber provide data which either over- or underestimated the relative amount of an
individual volatile compound. It was our intention to check if this could be overcome
by using some transformed/combined variables for MVA, which would include data
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Fig. 1 Dendrograms (AHC analysis) and biplots (PCA analysis) representing chemical composition
dissimilarity relationships of eight cheese samples using the original variables: a PDMS-AHC, b PDMS-
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Fig. 2 Dendrograms (AHC analysis) and biplots (PCA analysis) representing chemical composition
dissimilarity relationships of eight cheese samples using the transformed variables: a PDMS-AHC, b
PDMS-PCA, ¢ PA-AHC, d PA-PCA

obtained from experiments with different fiber stationary phases. In order to do that,
additional variables were devised by combining (summing with the weight value
equal to 0.5) relative amounts of individual compound/classes of compounds found in
a cheese sample by each of the different fibers (PA and PDMS). The MVA results
performed with these new variables are given in Fig. 3. Significant differences in the
flavor profiles of the cheese samples prepared from different types of milk (ewe’s and
cow’s) were still clearly highlighted.

As can be seen from Table 1 and Figs. 1, 2, and 3, significant differences in the
volatile profiles of the two cheese types occurred during the ripening period. The
relative amounts of some of the compounds/classes of compounds tended to increase
during the cheese ripening (e.g., majority of acids), as seen in Table 1, while others
decreased (e.g., ketones). Generally speaking, with ripening, a larger number of
volatile compounds were identified in cheeses made using EC than in CC. It should
be noted that the ripening-induced changes in the cheese volatile profiles are, most
probably, the result of at least two different processes: (a) chemical/microbiological
transformation of native raw milk constituents and (b) evaporation loss of the most
volatile compounds. Thus, the cheese volatile profile could be considered to be the
result of a complex and dynamic equilibrium.
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Fig. 3 Dendrograms (AHC analysis) and biplots (PCA analysis) representing chemical composition
dissimilarity relationships of eight cheese samples using the original-combined (weight factor of 0.5)
variables: a PA and PDMS-AHC, b PA and PDMS-PCA; and the transformed-combined (weight factor
of 0.5) variables: ¢ PA and PDMS-AHC, d PA and PDMS-AHC

The changes in the volatile profiles of both types of cheese are clearly
shown in Figs. 2 and 3. The extraction of flavor compounds using the different
fibers resulted in very different volatile profiles (subsection “3.2”). For that reason,
ripening-induced changes in the volatile profiles of CC and EC samples were
statistically analyzed taking into account the results obtained by both types of HS-
SPME stationary phases (PA and PDMS) and by using several different types of
variables: original (relative amounts of individual compounds), transformed (relative
amounts of selected classes of compounds), and combined variables (the sum of
original/transformed variables corresponding to the same sample, but obtained using
different fibers, with the weight factor equal to 0.5). In a number of cases, for most of
the CC cheese samples, almost all variables used gave comparable results. It is
interesting to note that the volatile profile of the CC samples which had longer
ripening times were more (statistically) similar to EC samples (generally considered
as richer in flavor); see Figs. 1, 2, and 3. For example, as can be seen from Fig. 3,
MVA analyses performed with both types of combined variables (relative amounts of
individual compounds and classes of compounds), CC3 and CC4, samples were
either placed within the same cluster with EC samples (AHC) or have values of score
factors similar to those of certain EC samples. This perhaps could be used as an
additional confirmation of the fact that cheese ripening is of critical importance for
the full development of its flavor and aroma.
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The results of MVA analyses obtained for the EC samples, using different sets of
variables, were much less coherent. It seems, according to all performed PCA analyses
(differences in the corresponding score factors), that EC undergoes a more pronounced
and, more or less, constant change during ripening. According to the AHC analyses,
samples EC2 and EC3 were recognized as statistically mutually very similar and were
always placed within the same cluster of the corresponding dendrograms. In contrast,
the clustering of EC1 and EC4 was not the same if EC-PDMS instead of EC-PA profiles
were used as the input datasets for AHC. This again pinpoints the issue relating to
differences in the affinity of the HS-SPME stationary phases to compounds of differing
polarity. Interesting results were obtained when combined variables were used (averag-
ing of the cheese profiles was achieved by combining the profiles obtained from both of
the used types of fibers, with the weight factor of 0.5). For example, AHC analysis
(average of the relative amounts of individual constituents as variables) resulted in
dendrograms that are essentially the same as those obtained by the use of original
variables derived from PDMS profiling. However, the results of the AHC based on
combined—transformed variables (averaging of the relative amounts of classes of con-
stituents) were analogous to those of the AHC with original PA variables. Thus, it could
be speculated that, perhaps, PA gives a more realistic cheese profile when classes of
constituents are in question, while PDMS is better at recognizing the specific dominant
volatile/flavor compounds. MVA experiments with combined variables obtained with
different weighting factors (0.8/0.2, 0.6/0.4, 0.4/0.6, and 0.2/0.8) were also performed
and gave expected results (in the sense of resemblance to the MVA results obtained by
using the corresponding (PA or PDMS) variables).

4 Conclusion

In this paper, the applicability of different types of variables in MVA profiling of
cheese volatile compounds was explored. Our results have shown that, in addition to
original variables (relative amounts of detected cheese volatile compounds), the
distribution of volatile compounds into classes also gives valuable information
concerning cheese type and ripening stage. Additionally, the extraction with a PA
fiber gives a more realistic cheese profile when the relative ratio of the classes of
constituents is in question, while PDMS is better in recognizing the contribution/
concentration of the dominant volatile/flavor compounds. Also, combined variables
that include information obtained from the extraction experiments using different
types of stationary phases (PA and PDMS fibers) could be used for a better and more
complete description/profiling of the aroma of cheese.
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