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Biospectroscopy, biospectrometry and imaging
of llex paraguariensis. Basis for non-destructive
quality evaluation using artificial visiont
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Yerba mate (YM) is massively produced and consumed as an infusion in South America and is gaining
popularity all over the world. This product is obtained from the dried leaves of Ilex paraguariensis Saint
Hilaire, mixed with fragments of its dried branches. For its commercialization YM must have a minimum
percentage of leaves according to a standard classification. Until now, composition quantification has
been mechanically performed, thus development of new methods is still pending. In this work a quantifi-
cation method using solid-phase molecular fluorescence, alternately diffuse reflectance spectroscopy
and an imaging technique using a scanner have been proposed. Strong differences between the spectro-
scopic properties of leaves and sticks were observed and in all the cases linear correlations between the
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processed signals and composition were observed. Interesting differences in chemical composition of YM
leaves and sticks were additionally obtained in this work by means of total phenol content quantification,
ultraviolet matrix assisted laser-desorption ionization mass spectrometry and ultraviolet laser-desorption

WWW.rsc.org/pps ionization mass spectrometry.

Introduction

Water infusions from dry leaves and sticks of Ilex paraguarien-
sis have been prepared and consumed by the people of South
America since precolumbian times." These herbal teas are rich
in polyphenols and have beneficial health properties as anti-
fungal, antioxidant, anti-inflammatory, anticancer and anti-
atherosclerosis agents.'” Correlations between the total poly-
phenolic content of yerba mate infusions and their antioxidant
activity have been presented in the literature.’

Ilex paraguariensis is marketed as Yerba Mate (YM) consist-
ing in a mixture of dried leaves, slightly toasted and milled,
generally mixed with fragments of young dried branches,
petioles and peduncles. The percentage of leaves and sticks
(broken or powdered) determines the YM quality. The content
of leaves, as required by the Argentine food code for the
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commercial product,” should be greater than a given set value
(65% for YM with sticks and 90% for YM without sticks). This
code establishes a mechanical methodology through the use of
different sieves to determine the relative amount of sticks and
leaves.” In this context, it would be attractive to find optical
fingerprints for leaves and for sticks that allow one to develop a
fast methodology for estimating the composition of YM. The
analysis of the interaction between light and biological matter
(biophotonics) is relevant in the development of light-based
devices that will serve as tools for non-destructive monitoring
and quality assessment.® Particularly for food, vegetables, herbs
and spices, these methods may not only provide information on
quality but also on the nutraceutical content.”"°

Several chromatography and mass spectrometry techniques
have been previously used to study the composition of YM. For
instance, a liquid chromatography (LC) method was developed
and validated for identification and quantification of poly-
phenols in aqueous solution from yerba mate by Amaral da
Silva et al."* UPLC-PDA-MS analysis of YM compounds includ-
ing new saponins was performed by de Souza et al.'® Polycyclic
aromatic hydrocarbon (PAH) contents in YM infusions were
determined by high performance liquid chromatography
using fluorescence detection (HPLC-FLD) by Thea.'* A two-
dimensional liquid chromatography (LC x LC) system with
a diode array (DAD) and electrospray/ion trap-time of flight
(ESI/IT-TOF) as detection allowed unequivocal identification of
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several compounds (caffeine, theobromine, theophylline,
gallic acid, chlorogenic acid, catechin, caffeic acid, rutin and
quercetin) in the mate extracts according to Dugo et al'’
Chlorogenic acid (CGA) composition of some plants including
yerba mate was determined by HPLC-UV and LC-DAD-ESI-MS
by Marques et al.*

In another study, the phenolic profiles in organic extracts
from YM were characterized by direct infusion electrospray
insertion mass spectrometry (ESI-MS) by Markowicz Bastos."®
Phenolics, xanthines, and carbohydrates were identified and
quantified by electrospray ionisation mass spectrometry
(ESI-MS) and ultra performance liquid chromatography
(UPLQ), in the samples of aqueous extraction from YM leaves
by Dartora et al."” HPLC-DAD-ESI/MS was used for the identifi-
cation and quantification of caffeoylquinic acids (CQA),
flavonol glycosides and purine alkaloids in mate infusions by
Peres et al.'® Major volatile compounds were identified by
GC-MS; among them, norisoprenoid compounds were identi-
fied by Marquez."’

In previous studies reported by other authors, infusions of
yerba mate prepared as traditionally consumed in South
America (hot mate or just mate, and cold mate or tereré)'” or
organic extracts of mate have been analyzed."?

According to a recent survey of the literature, to date no
research has been reported using ultraviolet matrix assisted
laser desorption-ionization mass spectrometry (UV-MALDI-MS)
and/or ultraviolet laser desorption-ionization mass spec-
trometry (UV-LDI-MS) for the study of YM samples (neither
individual parts of the plant nor infusions). However, in a
recent publication phenolic compounds present in methano-
lic/water extracts from stems and from leaves have been ana-
lyzed by ESI-MS.*°

In the present work we have studied in detail the spectro-
scopic and optical behaviour of YM sticks, YM leaves and their
mixtures in order to set base for the development of non-
destructive methods to perform quality assessment. In this
way, the main purpose of this work was the search for new and
fast optical methodologies as alternatives to slow standard
methods of YM analysis. Additionally, the UV-MALDI-MS and
the UV-LDI-MS techniques were used on this material for the
first time, to identify distinctive chemical composition profiles
for YM leaves and sticks.

Experimental
Samples

Experiments were performed on samples of Yerba Mate
Elaborada con Palo (Yerba Mate with Stems) from a commercial
brand. Leaves and sticks were manually separated with a
tweezer and respectively pulverized in a mortar. Mixtures with
different composition of leaves and sticks were prepared.

Solid-phase molecular fluorescence

Fluorescence spectra of the samples were obtained using a
steady-state spectrofluorometer (QuantaMaster, PTI — Photon
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Technology International - Brunswick) in the front phase geo-
metry. A 75 W Xenon lamp was used as the excitation source
and the incidence and detection angles were set to 30° and
60°, respectively. The excitation wavelength ranged from 300 to
400 nm. The emission wavelength ranged from 320 to 800 nm
correspondingly and spectra were corrected for the detector
response to different wavelengths.

Spectra were recorded for layers of mixtures of YM
components.

Diffuse reflectance spectroscopy

Diffuse reflectance was recorded as a function of wavelength
from 350-800 nm for different optically thick samples (2 mm)
of YM leaves, YM sticks and their mixtures. A spectrophoto-
meter (UV3101PC, Shimadzu, Tokyo, Japan) equipped with an
integrating sphere (ISR-3100, Shimadzu, Tokyo, Japan) was
used for the measurements. Barium sulfate was used as 100%
reflectance (white reference). From the reflectance data, the
remission function, a quantity proportional to the chromo-
phore concentration in the sample was also calculated as
F(S) = [1 — S()/[25(4)].*"** From reflectance spectra colour
coordinates were additionally calculated for each sample.

Colour coordinates from reflectance

From the reflectance spectrum defined as S(4) of the samples,
it was possible to calculate the tristimulus values X, Y, Z using

eqn (1)-(4).

X = %L FDSAI(2)dA (1)
v =3 | sws@ea @)
7= %L ZN)SAI(A)dA 3)

N | s (4)

In these equations X, y and Z are the functions defined by
the CIE 1931 standard observer and I(4) is the spectral distri-
bution of a reference illuminant (D65 in this case). N is a nor-
malization factor. The y colour function matches the spectral
response of the human eye. Differently, ¥ and Z do not corres-
pond directly to a real phenomenon. By convention, the nor-
malization factor is defined by eqn (4), so that the tristimulus
value Y equals unity when the reflectance is 1 for all wave-
lengths. It should be noted that using this convention, the
colour coordinate Y of the source light is also set to unity. The
integrals were computed over the visible-NIR spectrum
(360-830 nm). In this work, the colour space sRGB was used.
From colour coordinates X, Y, and Z in the nominal range
(0-1), RGB values were obtained according eqn (5)—(9).

r X
gl=mM"v (5)
b Z

This journal is © The Royal Society of Chemistry and Owner Societies 2016



Photochemical & Photobiological Sciences

where
3.2406  —1.5372 —0.4986
M] ™' = | —-0.9689 1.8758  0.0415 (6)
0.0557  —0.2040  1.0570
12.92 7 r < 0.0031308
R= 10 (7)
1.055 r24 — 0.055 7 > 0.0031308
{ 12.92 ¢ g <0.0031308 ®)
= 1.0
1.055 g24 — 0.055 g > 0.0031308
12.92 b b < 0.0031308
B= L0 9)
1.055 b24 — 0.055 b > 0.0031308

Finally to express R, G and B values in the range (0255) each
component was multiplied by 255.%*

Imaging

Scans were recorded for layers of mixtures of YM components
using an Epson Stylus Office TX300F scanner. Images were
processed with the Adobe Photoshop CC software program.
From selections of 80 880 pixels, medium values of R, G, B
with their respective standard deviations were obtained.

Total polyphenol concentration (TPC)

A modification of the Folin-Ciocalteu method previously
described** was used for the measurement of the total content
of phenolic compounds. Briefly, herbal teas were prepared
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from aqueous suspensions (1.00% m/m) boiled for 10 minutes
at 98 °C. The mixtures were cooled to room temperature before
filtration with Whatman no. 4 filter paper and the volume
made up to maintain the initial concentration. The extracts
were suitably diluted and immediately used for TPC determi-
nation. One milliliter of the diluted extracts was mixed with
1.0 ml of the Folin reagent (Folin-Ciocalteu’s phenol reagent,
Sigma Aldrich). This mixture was allowed to stand for 2-5 min
before the addition of 2 ml of 20% Na,COj;. After a 10 minute
incubation at room temperature the absorbance was measured
at 730 nm on a Shimadzu 3100 Spectrophotometer. The stan-
dard curve was prepared with known concentrations of gallic
acid (Sigma Aldrich).

UV-MALDI-MS and UV-LDI-MS analysis

Ultraviolet matrix assisted laser desorption-ionization mass
spectrometry (UV-MALDI-MS) and ultraviolet laser desorption-
ionization mass spectrometry (UV-LDI-MS) were performed on
the Bruker Ultraflex Daltonics TOF/TOF mass spectrometer.
Mass spectra were acquired in linear positive and negative ion
modes and with the LIFT device in the MS/MS mode. The
solid samples (leaves and sticks smashed in a mortar) were
suspended in water and transferred to the electrode (probe) as
soon as possible. Measurements were also performed on infu-
sions from sticks and leaves prepared as described above for
TPC. The effect of the addition of TFA or NaCl to the samples
was also studied. External mass calibration was performed
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o Reference attached to the
Excitation beam bottorm)
: Q@
o
£ Measurement
b> b light
| ¥
o LS detector
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|‘ e down)

Scanner

— ToTOFMS

p Pulsed laser beam

Scheme 1 Schematic diagrams illustrating measurement geometries used in SPMF, DRS, IM and MALDI.
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using p-cyclodextrin (MW 1134) with 9H-pyrido[3,4h]-indole
(norharmane, nHo) as a matrix in positive and negative ion
mode. The matrix signal was used as an additional standard
for calibration in both ion modes. The sample solutions were
spotted on a MTP 384 target plate polished steel from Bruker
Daltonics (Leipzig, Germany). For UV-MALDI-MS matrix solu-
tions were prepared by nHo (1 mg ml™"), 2,5-dihydroxybenzoic
acid (gentisic acid, GA; 3 mg ml™), 3,4-dimethoxy-4-hydroxy-
cinnamic acid (sinapinic acid, SA; 2 mg ml™") in acetonitrile/
water (1:1, v/v). For UV-MALDI-MS experiments a sandwich
method was used according to Nonami et al.>® loading succes-
sively 0.5 pl of the matrix solution, analyte solution and matrix
solution after drying each layer at normal atmosphere and
room temperature. The matrix to analyte ratio was 3:1 (v/v)
and the matrix and analyte solution loading sequence was: (i)
matrix, (ii) analyte, (iii) matrix, (iv) matrix. For UV-LDI-MS
experiments two portions of the analyte solution (0.5 pl x 2)
were loaded on the probe and dried successively (two dry
layers). Desorption/ionization was obtained by using a fre-
quency-tripled Nd:YAG laser (355 nm). Experiments were per-
formed using firstly the full range setting for laser firing
position in order to select the optimal position for data collec-
tion, and secondly fixing the laser firing position in the
sample sweet spots. The laser power was adjusted to obtain a
high signal-to-noise ratio (S/N) while ensuring minimal frag-
mentation of the parent ions and each mass spectrum was
generated by averaging 100 laser pulses per spot. Spectra were
obtained and analyzed with the programs FlexControl and
FlexAnalysis, respectively. nHo, GA, SA and p-cyclodextrin
(cyclomaltoheptaose) were purchased from Sigma-Aldrich
Chemical Co. Trifluoroacetic acid was purchased from Merck.
Water of very low conductivity (Milli Q grade) was used.

Schematic diagrams illustrating measurement geometries
used in each method are shown in Scheme 1.

Results and discussion
Solid-phase molecular fluorescence

The UV-light induced fluorescence spectra from the YM
samples have essentially shown two types of emissions: one in
the blue-green and the other in the red-far-red portion of the
spectra (Fig. 1). The blue fluorescence emission (BF, Amax
near 450 nm) from plants is due to phenolic substances
such as chlorogenic, caffeic, ferulic, rosmarinic and coumaric
acids.>®*” Quercetin was reported to contribute to green fluo-
rescence (GF, Aya, near 530 nm) broadening the BF peal®® but
some authors questioned if this contribution is actually rele-
vant.' Caffeic acid, chlorogenic acid and quercetin have been
already reported to be present in mate tea' and they are most
likely to be responsible for the blue-green fluorescence
observed in this work. Chlorophyll-a is responsible for the
observed red (RF, 680 nm) and far-red (FRF, 716 nm)
fluorescence.>* ! Excitation of YM from 300 to 400 nm leads
to fluorescence emission peaking in the blue-green and in
the red-far-red portion of the spectra. Fluorescence ratios of
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Fig. 1 Fluorescence excitation-emission matrix of YM.

intensities at maxima for shorter to longer wavelengths were
calculated for each excitation wavelength. Results for 100%
sticks and 100% leaves are shown in Fig. 2.

The fact that ratios BF/RF differed between sticks and
leaves, motivated the extension of this analysis for several com-
positions of both the constituents. A value of 360 nm was
selected for the excitation wavelength as it leads to a higher
difference between the signals for sticks and leaves.

Emission spectra (le 360 nm) for a set of samples are
shown in Fig. 3. The processed signal (BFis0 nm/RFsso nm
ratios) correlated linearly with composition as it may be seen
in Fig. 4. Analogous correlations were found for other exci-
tation wavelengths (results not shown).

This linear correlation between the fluorescence ratio and
the proportion of sticks may be interpreted in terms of an aver-
aged input from the fluorescence of leaves and sticks. In fact,
for a fixed excitation wavelength, considering independently
the emission of fluorescent compounds in leaves and sticks,
the ratio blue/red for the sample may be considered as the

3.5
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2.0 1
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BF 469/ RF 680

1.0 A
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0.0 - .
300 320 340 360 380
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Fig. 2 Blue to red fluorescence ratio (BF 469/RF 680) for sticks and for
leaves separately, after excitation with different wavelengths.
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Fig. 3 Fluorescence emission spectra of YM samples with different
stick contents. Excitation wavelength: 360 nm.
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Fig. 4 Blue to red fluorescence ratio (BF 469/RF 680) as a function of
stick content (mass percentage) in YM samples. Excitation wavelength:
360 nm. Standard errors for the linear fit: +0.0004 (slope), +0.02
(intercept).

weighted average of the contribution of leaves and sticks

(eqn (10)):

my, ( BF n ms (BF\  (BF

mr \RF),  mp \RF/g \RF/,
where m represents the mass and the subscripts L, S and T
stand for leaves, sticks, and total YM respectively.

Taking into account that the total mass of the sample is the
sum of the masses of leaves and sticks:

—

10)

my + ms = mr (11)
Eqn (12) is easily deduced from eqn (10):
BF ms | (BF BF BF
— ) +—==) — (= == (12)
RF/, mp|[\RF); \RF/, RF/

The applicability and goodness of this approach to our set
of data was validated not only by the linear correlation
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obtained (Fig. 4) but also by comparing the line intercept with
the averaged experimental values (BF/RF) for leaves and the
slope of the graph with the difference for BF/RF between sticks
and leaves. The agreement between the compared values was
very good (relative difference less than 14%).

Diffuse reflectance spectroscopy

Reflectance of the samples increased as the proportion of
sticks was augmented (Fig. 5). Actually, a linear correlation
between reflectance and YM composition was obtained
(Fig. 6). Thus, it was proved experimentally here that the reflec-
tance measured for the whole sample could be interpreted as a
linear combination of the reflectance of separate sticks and
leaves. From a theoretical point of view, this kind of behaviour
is present whenever particles are much larger than the wave-
length of the excitation light and the spatial scale of the
mixture is higher than the average photon path length.**7*
The remission function which is usually connected directly
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Fig. 5 Reflectance spectra of YM with different contents of sticks.
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Fig. 6 Percent reflectance at 669 nm as a function of stick
content (mass percentage) in YM samples. Standard errors for the linear
fit: £0.02 (slope), +1 (intercept).
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Fig. 7 Remission function as a function of stick content (mass percen-
tage) in YM samples. Standard errors for the polynomial fit: +8 x 107®
(@2), 8 x 107 (aq), +2 x 1072 (ay).

with the chromophore concentration did not show a linear
dependency when plotted vs. sticks percentage, but fitted to a
quadratic function instead (Fig. 7).

Colour coordinates from reflectance

Colour coordinates (R, G and B) obtained from reflectance
spectra were plotted as a function of stick content. Values for
each colour component increased linearly as the percentage of
sticks increased (Fig. 8). Linear mixing of signals with very
good correlation coefficients (particularly for the red com-
ponent) was also observed in this case.

Image technique

Colour coordinates (R, G and B) obtained from scanned
images of the samples with different compositions were
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Fig. 8 Correlations between the stick content (mass percentage) and
the values of the coordinates R, G, and B obtained from reflectance
spectra. Standard errors for the linear fits: R: +0.03 (slope), +2 (inter-
cept), G: +0.03 (slope), +2 (intercept), B: +0.04 (slope), +3 (intercept).
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Fig. 9 Correlations between the stick content (mass percentage) and
the values of the coordinates R, G, and B obtained from scanned
images. Standard errors for the linear fits: R: +0.02 (slope), +1 (inter-
cept), G: +0.03 (slope), +2 (intercept), B: +0.02 (slope), +2 (intercept).

plotted as a function of stick content (Fig. 9). Excellent linear
correlations were obtained.

Total polyphenol concentration (TPC)

In order to obtain information on the phytochemical compo-
sition of the YM samples, total polyphenol concentration was
determined in water infusions. YM tea like infusion is not
strictly the usual way of consumption by people in south
America as they mainly prepare a beverage by repeatedly
pouring very hot water over the YM until it loses its flavor.
However, differences between sticks and leaves are best com-
pared using YM infusions (Fig. 10). The obtained concen-
tration of polyphenols in the samples ranged from 29.5 + 0.5
(for the sample containing 0% leaves) to 110.0 + 0.5 (for the
sample containing 100% leaves) mg equiv. gallic acid per g of

120
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60 -
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Fig. 10 Correlation between the polyphenolic content of YM infusions,
determined by the Folin—Ciocalteu method, and the stick content

(mass percentage). Standard errors for the linear fit: +0.03 (slope),
+2 (intercept).
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the dry sample. These results are in agreement with previously
published values of 77.6 + 2.7 to 81.2 + 4.0 mg equiv. gallic
acid per g dry sample® and 94.91 + 4.18 mg equiv. gallic acid
per g dry YM tea for commercial brands.*® Our results confirm
that the TPC for leaves is higher than for sticks. As a
consequence, the mixture of sticks with YM dry leaves leads
to a decrease in its quality from a nutraceutical point of view.
YM is an important source of polyphenols, comparable to tea
and orange juice.®*® Previously, da Silva et al. have stated that
YM, in addition to its stimulant and nutritional properties, is
an important source of antioxidants.’” In fact, our results
showed that drinking 0.5 L of infusion (usually prepared
with 50 g of dry YM) provides an intake of about 0.5 g of
polyphenols.

UV-MALDI-MS and UV-LDI-MS analysis

Yerba mate samples studied in this work showed strong
absorption in the UV-vis region, particularly at 355 nm
(Fig. 5). This property allowed to desorb and ionize them using
a UV laser without needing the presence of a secondary
molecule as a photosensitizer or a matrix in the sample (UV-
laser desorption ionization mass spectrometry, UV-LDI-MS).
However, for comparison purposes, we also recorded the
mass spectra, adding a MALDI matrix in the sample
(UV-MALDI-MS). For the latter experiments, nHo, GA and SA
were chosen as matrixes.

Fig. S1a (Fig. S1-S9 are included in the ESIT) shows negative
ion UV-LDI mass spectrum of the leaf samples after being
smashed in a mortar. It was possible to detect and identify
some compounds: GA at m/z = 153.038, quinic acid at m/z =
191.191, chlorogenic acid at m/z = 353.68, and rutin at m/z =
609.873. The laser power was adjusted to obtain a high signal-
to-noise ratio (S/N) while ensuring minimal fragmentation of
the parent ions. However, some fragmentation was observed.
For instance, the loss of the disaccharide rutinose moiety from
the rutin yields a signal at m/z = 301.528 (flavonol quercetin
moiety). The spectrum was recorded also for stick samples
after they were smashed in a mortar (Fig. Sibf). A lower
number of compounds were detected in that spectrum com-
pared with the one obtained from leaves. Only GA at m/z =
153.020, quinic acid at m/z = 191.201 and chlorogenic acid at
m/z = 353.715 were identified. No significant differences were
observed in UV-LDI mass spectra when a hot water infusion
from leaves was used instead of the sample smashed in a
mortar (results not shown). Similar results were obtained for
sticks (results not shown).

UV-MALDI mass spectra for water infusions were recorded
in negative mode using nHo as a MALDI matrix. As shown in
Fig. S2af and in comparison with the UV-LDI-MS spectrum
obtained for the leaf samples, two additional compounds,
were detected at m/z = 515.174 and m/z = 677.402 corres-
ponding to dicaffeoylquinic and tricaffeoylquinic acid, respect-
ively. On the other hand, rutin and tricaffeoylquinic acid were
not detected in the stick samples (Fig. S2b}). No significant
differences in the spectra were observed when different sizes
of particles (smashed samples) were studied (data not shown).
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UV-MALDI MS/MS spectra of precursor ions at m/z =
514.007 and at m/z = 608.991 were recorded in order to
characterize the compounds as dicaffeoylquinic acid and
rutin respectively (Fig. S3 and S471). The successive loss of
two caffeoyl moieties from the former was observed
(Fig. S3;1 fragments at m/z 352.082 and 190218, Am/z 162);
taking into account the intensity ratio of ions at m/z 515 and
353 here observed and the fragmentation pattern previously
described in the literature, for dicaffeoylquinic isomeric
acids,"” the structure corresponding to 3,4-dicaffeoylquinic
acid can be inferred. Rutin showed the expected fragment at
mfz 299.754 (Fig. S4f) as it has been described in the
literature.

Additional information was obtained from spectra recorded
in negative and positive ion modes. For the leaf samples,
signals at m/z 1057, 1073 and 1219 in negative ion mode and
the corresponding [M + Na]" species in positive ion mode at
m/z 1082, 1098 and 1244 (Fig. S5a and S5bt) were observed.
For the stick samples, only one of these signals was detected at
m/z 1073 (negative ion mode) and the corresponding [M + Na]"
ion at m/z 1098 (positive ion mode) (Fig. S61). Similar results
were obtained for smashed and hot water infusion from leaves
and sticks. Spectra obtained in negative ion mode showed
quite broad low intensity signals while higher resolution
spectra with a better signal to noise ratio were obtained in
positive ion mode. Saponins, named matesaponins, have been
reported in YM."'”*® As it has been confirmed, UV-MALDI MS/
MS analysis (positive ion mode) for precursor ions at m/z
1082.037, 1098.451 and 1244.079 (Fig, S7a, S8 and S7b,t
respectively) the matesaponin 2, matesaponin 3 and matesapo-
nin 4, fully characterized by Gosman and Guillaume,*® are
present in the samples from leaves. For the stick samples, the
MS/MS spectrum obtained from a precursor ion at m/z
1098.284 (Fig. S91), in the same ion mode, showed a different
fragmentation pattern from that observed for the precursor
ion at m/z 1098.452 from the leaf samples (Fig. S8t). Thus the
presence of a matesaponin 3 like isobaric compound in sticks
can be inferred from the present results.

Besides, disaccharides and trisaccharides were detected in
positive ion mode; the former at m/z = 365 and m/z = 381 as
sodium and potassium adducts, respectively, and the latter at
m/z = 527 and m/z = 543 as sodium and potassium adducts too
(results not shown).

An outstanding chemical aspect arising from MALDI analy-
sis is that the polyphenolic flavonoid rutin, the 3,4-dicaffeoyl-
quinic acid (a hydroxycinnamic acid) and matesaponins 2 and
4 are present in leaves and absent in sticks (both smashed
samples and hot water infusion). Both of them present signifi-
cant healing properties. Rutin was reported to have relevant
nutraceutical properties in: anti cancer activity,>® protection of
blood vessels,*® prevention of cardiovascular diseases,”’ anti-
hyperglycaemic and antioxidant activity in diabetic rats,** the
improvement of spatial memory in Alzheimer’s disease due to
anti-oxidant and anti-inflammatory activity,"® arthritis treat-
ment as an anti-inflammatory drug,** and antifungal activity*®
among others.
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Furthermore, dicaffeoylquinic acids (ester formed from
quinic acid and two units of caffeic acid) were reported to have
antioxidant properties through direct scavenging on free
radicals.**® The isomer 3,5-dicaffeoylquinic acid was proved
to be an antioxidant and anti-inflammatory drug®” and several
isomers (3,4; 4,5 and 1,5) of dicaffeoylquinic acid displayed
antiviral activity against HIV.*® Several isomers of dicaffeoyl-
quinic acid also presented a hepatoprotective effect in pre-
viously published studies.**>°

In connection with matesaponins, a family of glycoconju-
gated derivatives of the pentacyclic triterpenoid named ursolic
acid,*® an extensive review recently published® describes
the pentacyclic triterpenoids in herbal medicines and their
pharmacological activities in human diabetes.

Conclusions

The dry leaves and sticks of YM displayed emission upon exci-
tation in the UV-blue region of the electromagnetic spectrum.
In particular, the fluorescence ratio blue/red excited at 360 nm
was shown to be a fingerprint for each YM component (stick
or leaf).

Linear correlations have been found for the different
optical and spectroscopic parameters studied as a function of
YM composition: BF/RF, S(669), and colour coordinates RGB
(obtained either from reflectance or directly from standardized
images). The best correlations were obtained for the scanned
images and for the fluorescence ratio. These results open
diverse interesting possibilities for determining YM compo-
sition in a non-destructive way through the linear unmixing of
these optical signals. Thereby, in this work we are presenting
the basis for new optical methods to assess YM quality,
instead of the traditional and time consuming method of
analysis by mechanical separation. In particular, standardized
imaging analysis should be a reliable low cost methodology. It
has been presented here for scanned images but it might
easily be extended to other image acquisition techniques.

Higher TPC was found for leaves suggesting a higher nutri-
tional value compared to sticks.

Additionally, UV-MALDI-MS and UV-LDI-MS analysis were
performed for the first time on this substrate (smashed leaves,
smashed sticks, infusions prepared with hot water) finding
distinctive chemical profiles for leaves and sticks. These
results also suggested a quite different nutraceutical value for
leaves and sticks.

Abbreviations

YM Yerba mate

SPMF Solid phase molecular fluorescence

DRS Diffuse reflectance spectroscopy

™M Imaging

UV-MALDI Ultraviolet matrix-assisted laser desorption ionization
UV-LDI Ultraviolet laser desorption ionization
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MS Mass spectrometry

TPC Total phenol concentration

BF Blue fluorescence

RF Red fluorescence

FRF Far red fluorescence

S(4) Reflectance at wavelength A

DRS Diffuse reflectance spectroscopy

LC Liquid chromatography

UPLC Ultra performance liquid chromatography
PDA Photodiode array detection

MS/MS Tandem mass spectrometry

HPLC High pressure liquid chromatography
ESI/IT-TOF  Electrospray/ion trap-time of flight
DAD Diode array

LC x LC Two-dimensional liquid chromatography
FLD Fluorescence detector

CGA Chlorogenic acids

LC Liquid chromatography

CQA Caffeoylquinic acids

GA Galic acid
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