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Abstract: Salmorejo, a Mediterranean tomato-oil puree, is considered a dietary source of antioxidant
vitamins C and E and carotenoids lycopene and 3-carotene, the latter endowed with provitamin
A activity. However, these antioxidants can be degraded in oxidation reactions catalysed or not
by enzymes during pasteurisation and storage treatments used to stabilise the salmorejo before
consumption. Due to its better penetration, the use of dielectric heating by radiofrequency (RF)
may improve results of pasteurisation in this product. The objective was to assess the effects of
pasteurisation temperature (70-100 °C, at 5 °C intervals) and storage time (0-5 months, at one-month
intervals) on levels of ascorbic acid, x-tocopherol and carotenoids and antioxidant capacity (AC) in
salmorejo pasteurised (over 10 s) by conventional (CH) or RF continuous heating. Two successive
experiments were conducted to select an adequate pasteurisation temperature for use in the shelf-life
study. Pasteurisation upon tested conditions allows a good retention of salmorejo antioxidants. Either
CH or RF pasteurisers can be used with similar results. Vitamin C (L-ascorbic + dehydroascorbic
acids) was more abundant (15-19 mg 100 g_l) than carotenoids (0.9-2.6 mg 100 g_l) (all-trans + cis
lycopene and B-carotene) and «-tocopherol (0.8-1.2 mg 100 g~!) in the pasteurised product. Using
excessively low temperatures (70 °C) resulted in partial losses of the three antioxidants, possibly due
to oxidase residual activities. Intensifying thermal treatment improved this issue with minor losses
of the thermolabile vitamin C and increased carotenoid content. Using a suitable temperature (80 °C)
did not prevent most vitamin C from being degraded by the first month, while a-tocopherol, and, to a
lesser extent, carotenoids, showed good retention levels during shelf life under refrigeration. Vitamins
C and E and carotenoids, either by degradation, regeneration or releasing, likely contribute to the
AC in salmorejo. Phenolic antioxidant response, radical-scavenging activities and redox potential
values confirmed this finding. The pasteurised-chilled salmorejo shows good antioxidant properties
with potential health implications, a positive nutritional aspect for consumers of this tomato-oil
homogenate. The losses of antioxidants and AC due to pasteurization would be of little relevance
compared to the losses accumulated during shelf life.

Keywords: ascorbic acid; tocopherol; carotenoids; thermal; oxidative; stability; tomato-oil puree

1. Introduction

The consumption of tomato products has been reported as having excellent antiox-
idant, anti-inflammatory and anticancer properties [1], hence the interest in applying
elaboration methods that enable retention of the maximum content of bioactive compounds.
Consumers expect tomato products to provide relevant levels of healthy antioxidants;
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however, antioxidants can often be degraded during processing and shelf life. This might
occur with salmorejo, a Spanish cold purée prepared with whole tomatoes, extra virgin
olive oil (EVOO), bread, vinegar, garlic and salt, whose consumption and international
trade is on the rise [2]. Industrial salmorejo is aerobically homogenised to obtain a creaming
puree, pasteurised with “High Temperature Short Time” (HTST) treatments, and packed
in bricks or plastic bottles. Salmorejo can reach a shelf life under refrigeration of up to
six months as it is a microbiologically stable acidic product [3], though tends to develop
undesirable changes by oxidation, so that pasteurisation must be carefully conducted to
inactivate oxidase enzymes without altering thermolabile components, including antiox-
idants. Therefore, the use of dielectric heating by radiofrequency (RF) has recently been
proposed to improve the results of pasteurisation in this type of tomato-oil emulsions [4].
Compared to microwave (MW) heating, the most extended technology, RF heating works at
lower frequencies (10-300 MHz) and enables wave energy to penetrate more deeply into the
product, obtaining more uniform heating [5]; however, the power output is lower in RF than
in MW heating systems. Thus, larger RF systems are required to obtain the same power rating,
and slower heating rates are achieved with RF than with MW [6]. RF heating (27.12 MHZz) is
demonstrated to have a positive impact on the nutritional quality of cooked tomato puree by
preserving endogenous antioxidants (L-ascorbic acid) and colour characteristics [7].

Salmorejo can be considered a dietary source of bioavailable antioxidants from tomato
and EVOO (L-ascorbic acid, -tocopherol, lycopene and carotene) [8,9]. L-ascorbic acid is a
radical oxygen species (ROS) scavenger responsible for the primary antioxidant mechanism
in fruits and vegetables. A rapid degradation of L-ascorbic acid can be used as a reliable
oxidation index in fruit products sensitive to heat, light and oxygen [10]. L-ascorbic acid
can be reversibly oxidised to dehydroascorbic acid upon exposure to light, heat, transition
metal ions and pH (alkaline condition), then dehydroascorbic acid further irreversibly
hydrolyses to form 2,3-diketogulonic acid [11]. Both L-ascorbic and dehydroascorbic acids
are deemed different chemical species of vitamin C. a-tocopherol is a natural antioxidant
from vegetable oils that can also be present in tomatoes [12]. EVOO contains more -
tocopherol (over 200 mg kg~ !) than B- and y-tocopherol (<15 mg kg~!), contributing
with its antioxidant activities to thermal stability [13]. x-tocopherol inhibits formation of
hydroperoxides and oxidised secondary lipids (e.g., aldehydes, ketones, and alcohols) from
unsaturated lipids [14]. Lycopene and 3-carotene, the main natural pigments of tomatoes,
are carotenoids with a similar chemical structure and molecular weight. 3-carotene is
formed from all-trans lycopene in a reaction catalysed by the lycopene cyclase enzyme.
Lycopene is a linear molecule, has more conjugated double bonds and presents more
antioxidant activity than 3-carotene [15]. Cooking procedures are required to produce
relevant losses of carotenoids in tomato products [16-19]. Carotenoids can also degrade
by oxidation reactions catalysed or not by enzymes, which depend on the availability of
oxygen and carotenoid structure; oxidation is stimulated by light, heat, some trace metals,
enzymes and peroxides and is inhibited by antioxidants [20]. Several studies reported
that vitamin C and carotenoids reasonably resist HIST treatments used to stabilise tomato
products, such as vegetable beverages (90-98 °C, 15-21 s) [21] and purees (70-108 °C,
35-60 s) [22-24]. Tocopherols also remain relatively undegraded in the pasteurised tomato
products and may even concentrate with moisture loss [25]. Many of the above-mentioned
studies agree that antioxidant capacity (AC) is positively related with levels of antioxidants
retained intact by tomato products. The hydrophilic fraction contributes more AC than the
lipophilic fraction when both are separately studied in tomato products [26-28].

A recent study revealed that the microbiological quality of salmorejo can be easily
ensured with HTST pasteurisation treatments, though the temperature applied, either
by defect or by excess, can favour enzyme oxidation or produce overheating signs, re-
spectively [29]. A further study [30] confirmed that the shelf life of pasteurised-chilled
salmorejo is mainly limited by long-term oxidation involving some deterioration signs (dis-
colouration, flavour alteration, shear thinning and lipid oxidation). In both studies, enzyme
residual activities were crucial for oxidative stability in salmorejo; the relative activities of
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the polyphenol oxidase (PPO) and peroxidase (POD) enzymes decreased from 70% to less
than 10% depending on the pasteurisation temperature used, while drastically diminished
(<5%) after one month in refrigeration. Considering the above, the research hypothesis was
that the retention of key antioxidants (vitamin C and E, and carotenoids) in salmorejo may
vary under different pasteurisation and storage conditions. The first objective was to know
what temperatures (70-100 °C) improve retention levels of ascorbic acid, x-tocopherol and
carotenoids and resulting AC in salmorejo pasteurised by conventional heating (CH) or RE.
The second objective was to determine the stability of these antioxidants and AC during
the shelf life (up to five months) of salmorejo pasteurised at one optimised temperature.

2. Materials and Methods
2.1. Experimental Design

Antioxidant properties were considered to assess pasteurisation results for a salmorejo
alternatively treated with conventional or RF heating. Two successive experiments were
conducted for this purpose. In the pasteurisation experiment, antioxidants (vitamin C,
a-tocopherol and carotenoids) and AC (assessed by four different assays) were studied
in salmorejo pasteurised with CH or RF at increasing temperatures (70-100 °C). From
the results of the above experiment, a pasteurisation temperature was selected to study
antioxidant properties in the product kept at refrigeration. In the shelf-life experiment,
antioxidants and AC were again studied during the shelf life (0-5 months) of salmorejo
pasteurised with CH or RF at 80 °C. Raw samples were also analysed in both experiments.

2.2. Salmorejo Manufacturing Process

Salmorejo ingredients (g 100 g’l) were: whole vine tomatoes (87.6), EVOO (Var.
Hojiblanca) (5.0), breadcrumbs (3.0), inulin (Orafti® HP, Beneo, Barcelona, Spain) (2.0),
wine vinegar (1.5), garlic (0.7) and salt (0.2). Briefly, tomatoes were crushed and sieved
(3 mm diameter). The resulting purée was then mixed with the rest of ingredients in
a stirring tank for 30 min. Raw salmorejo was homogenised in a MZ-100 colloid mill
(FrymaKoruma AG, Rheinfelden, Switzerland) and preheated at 50 °C for 15 s in a tubular
heat exchanger. Before pasteurisation, preheated product was homogenised at 250 bars
(HA31002, Bertoli SRL, Parma, Italy). Pasteurisation was conducted to inactivate E. coli
O157:H7, S. enterica and L. monocytogenes to ensure at least a 5-log reduction of vegetative
pathogens of concern. Salmorejo was heated at 70-100 °C (at 5 °C intervals) in a continuous
pasteurisation line (200 L product h™!) using a CH (2-stage tubular heat exchanger, Inoxpa,
Banyoles, Barcelona, Spain) or a RF equipment (45 kW EVO RF Cartigiliano, Vicenza,
Italy; working at 27.12 MHz). The holding time stablished for each equipment was 10.9 s
(CH) and 9.08 s (RF). The freshly pasteurised salmorejo was cooled to 25 °C in a tubular
heat exchanger and aseptically packaged in 250 mL translucent HDPE bottles with white
polypropylene closures (Cat. N0.342089; Nalguene narrow-mouth bottles; Thermo Fisher,
Barcelona, Spain). For the shelf-life study, samples were kept at 4 °C in darkness for up to
5 months at one-month intervals. All samples were analysed in triplicate. A more detailed
procedure can be consulted in a previous study [29].

2.3. Vitamin C

Vitamin C (L-ascorbic + dehydroascorbic acid) was determined by HPLC-DAD [31] us-
ing an Infinity II 1260 Series system (Agilent Technologies, Santa Clara, CA, USA). Detailed
information concerning ascorbic acid analysis (sample pretreatment, HPLC column and
operating conditions, chemical standard and calibration) is available in [29]. To quantify
dehydroascorbic acid, a 1.5 mL sample extract was mixed with 1.5 mL 1,4-dithiothreitol 2%
(w/v) water solution and kept in the dark for 2 h. This reaction converts dehydroascorbic
acid to L-ascorbic acid. Sample analysis was then repeated to quantify dehydroascorbic
acid and total vitamin C. Results were expressed as mg acid per 100 g salmorejo.
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2.4. Vitamin E and Total Carotenoids
Obtention of Sample Extract

Extraction was conducted according to Sadler et al., (1990) [32] with some modifica-
tions. 0.5 g salmorejo was mixed with 10 mL of hexane:acetone:ethanol (2:1:1, v/v) and
sonicated at room temperature for 5 min. The sample was homogenised with 2 mL distilled
and kept at room temperature and in the dark for 15 min to facilitate phase separation. The
non-polar phase was transferred to a round-bottomed distillation flask and evaporated in a
Hei-vap rotavapor (Heidolph, Schwabach, Germany) at 35 °C and 270 HPa for 10 min. Dry
residue was redissolved in 1 mL tert-butyl methyl ether:methanol (1:1, v/v), centrifuged
at 6596 x g for 12 min (D-37520 Biofuge Pico centrifuge, Heraeus, Germany) and filtered
with a 0.45 um Millipore filter to obtain the sample extract ready for injection into the
chromatographic system.

2.5. Vitamin E

Next, 20 pL sample extracts were injected into an HPLC-DAD Infinity II 1260 Serie
system with a Brisa LC2 C18 column (25 x 0.46 cm, with 5 um pore size). Operating
conditions were: (i) Flow rate: 1 mL min~'; (ii) Mobile phase: methanol in isocratic;
(iii) Temperature: 27 °C; (iv) Analysis time duration: 20 min; and (v) Detection wavelength:
204 nm. a-tocopherol (Sigma, St. Louis, MO, USA) was used as standard. Then 0.01 g
a-tocopherol (Sigma, St. Louis, MO, USA) were completed with a methanol: methyl tert-
butyl ether (1:1; v/v) solution in 20 mL volumetric flask to prepare standard solution. A
calibration line (y = 110.76x — 26.384; R? = 0.9999) of the standard solution at concentrations
from 50 to 500 ug a-tocopherol mL~! was used for quantification. Results were expressed
as mg a-tocopherol per 100 g salmorejo.

2.6. Carotenoids

Carotenoids were analysed according to Bohm (2001) [15], with some modifications.
A 100 pL sample extract was injected into a 1200 HPLC-DAD system (Agilent Technologies,
Barcelona, Spain) with a C30 column (25 x 0.46 cm, 5 um pore size) (Andlisis Vinicos,
Villarobledo, Spain). Operating conditions were as follows: (i) Flow rate: 1 mL min~'.
(if) Mobile phase: tert-butyl methyl ether (A) and methanol (B), where the gradient started
with 2% A in B to reach 35% A at 35 min, 60% A at 45 min, 60% at 55 min and return-
ing to initial conditions (2% A in B) for 5 min prior to next injection. (iii) Temperature:
17 °C. (iv) Analysis time duration: 60 min. Ultraviolet spectra and retention times by
chromatographic comparisons with authentic standards were used to identify carotenoids.
[-carotene was quantified at 450 nm, E-lycopene and its Z-isomers were quantified at
472 nm. Standards of lycopene Z-isomers were unavailable, thus were identified based
on their retention times and spectral characteristics described in the literature [25,33]. A
calibration line 0.1 mg mL~! (w/v) of B-carotene (y = 13.99x — 62.259; R? = 0.9998) and
E-lycopene (y = 15.094x + 88.165; R? = 0.9998) (LGC Standards, Teddington, UK) at concen-
trations from 0.010 to 2.6 mg 100 g~! (B-carotene) and 0.05 to 1.1 mg 100 g~ ! (E-lycopene)
were used for quantification. Results were expressed as mg carotenoids per 100 g salmorejo.

2.7. Antioxidant Capacity Assays
Total Phenolic Content (TPC)

The TPC was analysed according to a modified version of the Folin—Ciolcateu method [34].
A total of 5 g salmorejo was completed with methanol in a 10 mL volumetric flask under
stirring and kept at room temperature and in the dark for 30 min. The sample was
centrifuged at 4554 x g and 4 °C for 10 min. The supernatant was filtered with 0.25 Millipore
SAS filter (Molsheim, France) to obtain sample extract. A 250 puL sample extract was mixed
under stirring with 5 mL distilled water and 800 pL Folin-Ciocalteu reagent (Sigma,
St. Louis, MO, USA) into a 10 mL volumetric flask. After 8 min, 1.2 mL Na,CO3 20%
(w/v) water solution was added to the sample and the flask was completed with distilled
water. The sample mixture was kept at 20 °C and in the dark for 2 h in a water bath.
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Sample absorbance was measured at 760 nm. The blank was determined by replacing the
sample extract with distilled water. A calibration line (y = 0.1332x — 0.1946; R? = 0.9994)
of 5mg mL~! (w/v) Gallic acid (GA) (Merck KGaA, Darmstadt, Germany) water solution
at concentrations from 0.1 to 5.5 ug GA mL~! was used for quantification. Results were
expressed as mg Gallic Acid Equivalent (GAE) per 100 g salmorejo.

2.8. Obtention of Sample Extract

In total, 2 g of salmorejo was completed with methanol in a 10 mL volumetric flask
and kept under stirring at room temperature and in the dark for 10 min. The mix was
centrifuged in a Digicen 21 R centrifuge (Orto Alresa, Madrid, Spain) at 3500 x g at 4 °C for
10 min. The supernatant was collected to obtain sample methanolic extract and stored at
—20 °C until further analysis.

2.8.1. 2.2'-Azinobis-3-Ethylbenzothiazoline-6-Sulfonic (ABTSe) Radical Cation
Decolouration Assay

The ABTS assay was conducted according to Re et al., (1999) [35]. To obtain reagent
solution, 1 mL 2.45 mM K,S,0g water solution was mixed with 10 mL of 7 mM ABTS
water solution (Merck, Darmstadt, Germany) and kept at room temperature for 16 h. The
absorbance at 734 nm of the reaction solution was adjusted to 0.7 using ABTS + K5,04
solution and distilled water to obtain the adjusted reaction solution. A UV-Vis Genesys™
180 spectrophotometer (Thermo Fisher Scientific, Madison, WI, USA) was used. A 15 uL
sample extract was mixed with 985 uL ABTS + K;5,03 reagent solution and kept at room
temperature and in the dark for 6 min before measuring absorbance at 734 nm. The blank
was determined by replacing the sample extract with distilled water. A 10 mM ethanolic
solution of Trolox (£-6-hydroxy-2,5,7,8-tetramethylchromane-2-carboxylic acid; Sigma,
St. Louis, MO, USA) was used as standard. A calibration line (y = 111.72x + 0.0138;
R? = 0.9987) of Trolox Equivalents (TE) at concentrations from 5 to 500 pg mL~! was used
for quantification. Results were expressed as mg TE per 100 g salmorejo.

2.8.2. 2,2-Diphenyl-1 Picrylhydrazyl (DPPHe) Radical-Scavenging Activity

The DPPH assay was conducted according to Brand-Williams et al., (1995) [36] with
some modifications. To obtain reagent solution, a 0.9 mM DPPH methanolic solution
was kept at room temperature and in the dark for 30 min and absorbance at 517 nm was
adjusted to 1.0 using methanol. A 15 pL sample extract and 985 uL of DPPH solution was
mixed and kept at room temperature and in the dark for 10 min. Sample absorbance was
measured at 517 nm. The blank was determined by replacing the sample extract with distilled
water. A calibration line (y = 83.729x + 0.0279; R? = 0.9991) of 10 mM TE at concentrations
from 10 to 500 pg TE mL~! was used for quantification. Results were expressed as mg TE per
100 g salmorejo.

2.8.3. Ferric Ion Reducing Antioxidant Power (FRAP)

The FRAP assay was conducted according to Benzie and Strain, (1999) [37] with some
modifications. To obtain the FRAP reagent, a mixture of 300 mM acetate buffer (pH 3.6),
10 mM 2,4,6-Trypyridyl-s-Triazine (TPTZ) solution in 40 mM HCl and 20 mM ferric chloride
(10:1:1; v/v/v) was freshly prepared. In total, 1.2 mL of FRAP reagent solution was mixed
with 40 pL sample extract and 120 pL distilled water. Sample absorbance was measured at
593 nm. The blank was determined by replacing the sample extract with distilled water.
A calibration line (y = 0.0003x + 0.0308; R? = 0.9991) of 1 mM FeSO4-7 H,O (Panreac,
Castellar del Vallés, Spain) at concentrations from 10 to 500 uM Fe?* L~!. Results were
expressed as uM Fe?* per 100 g salmorejo.

2.9. Statistical Analysis

A randomised factorial design was performed for the experiment. For the first trial, treat-
ments were heating method (CH vs. RF) and pasteurisation temperature (70-100 °C at 5 °C
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intervals). Sample size was n = 144 (3 manufacturing batches x 3 bottled samples x 2 heating
methods x 8 temperatures, including raw samples). For the second trial, treatments
were heating method (CH or REF, at 80 °C) and storage time (0-5 months, at one-month
intervals). Sample size was n = 126 (3 manufacturing batches x 3 bottled samples x 2
heating methods x 7 retailing times, including raw samples). The effects of treatments on
dependent variables were determined by two-way ANOVA (Tukey range test; p < 0.05). Data
were analysed with the Statistix 8.0 software for Windows (Analytical Software, Tallahassee,
FL, USA).

3. Results
3.1. Effects of Heating Method and Pasteurisation Temperature

Antioxidants quantified in the salmorejo pasteurised upon different conditions are
shown in Table 1. CH and RF treatments provided a product with similar levels of antioxi-
dants, with some exceptions. The highest concentrations of L-ascorbic acid, dehydroascor-
bic acid and total vitamin C corresponded to raw salmorejo (more than 12, 8 and 20 mg
100 g1, respectively). In the pasteurised product, L-ascorbic acid level strongly decreased
at 70 °C (over 9 mg 100 g~ 1), was higher at 75-90 °C (over 11 mg 100 g~ !) and decreased
again at 95-100 °C (over 8 mg 100 g~ !). Dehydroascorbic acid content tended to increase
with temperature in CH (from 6.0 to 7.8 mg 100 g~ !) and RF (from 5.6 to 8.2 mg 100 g~ 1)
samples. The highest contents of total vitamin C were recorded at 80-95 °C (over 18 mg
100 g~ 1!) in CH and RF samples. Unlike those seen for vitamin C, raw and pasteurised
salmorejo had similar levels of a-tocopherol (over 1.0 mg 100 g~!). Again, the lowest
levels of x-tocopherol corresponded to the CH and RF samples pasteurised at 70 °C (over
0.84 mg 100 g~ 1). a-tocopherol level tended to increase with temperature, although there
were some fluctuations at intermediate temperatures and effects were not too clear. The
main carotenoids, in order of abundance, were E-lycopene, [3-carotene, 15-cis-isomer of
lycopene and 9-cis-isomer of lycopene. Other tomato carotenoids were below the limit of
quantification (LOQ) of the method. That was also the case for lutein (LOQ = 0.004 mg
100 g~ 1) and a-carotene (LOQ = 0.013 mg 100 g~ !). The lowest contents of total carotenoids
(<1 mg 100 g~ !) again corresponded to the CH and RF samples at 70 °C. The total content
of all-trans + cis Lycopene tended to increase with temperature in CH (from 1.0 to 2.2 mg
100 g~1) and RF (from 1.0 to 2.2 mg 100 g ') samples. B-carotene content also tended to
increase with temperature in CH (from 0.25 to 3.8 mg 100 g~ !) and RF (from 0.25 to 3.5 mg
100 g~ 1) samples. The total content of carotenoids tended to increase with temperature in
CH (from 0.6 to 2.3 mg 100 g 1) and RF (from 0.7 to 1.8 mg 100 g~!) samples, although, as
seen for a-tocopherol, there were also fluctuations at intermediate temperatures. Regard-
less of the heating method used, pasteurisation at low temperature (70 °C) resulted in a
salmorejo with a lesser antioxidant content. Increasing the temperature up to 100 °C led to
some decrease in vitamin C content but not in the respective contents of x-tocopherol and
carotenoids, which may even be increased.

AC values recorded in salmorejo pasteurised upon different conditions are shown
in Table 2. The lowest TPC corresponded to samples pasteurised at 70 °C (over 27 mg
GAE 100 mL~!). TPC tended to increase with temperature in CH (from 28 to 31 mg GAE
100 mL~!) and RF (from 27 to 31 mg GAE 100 mL~!) samples, reaching at 100 °C similar
contents than those recorded in raw product (over 32 mg GAE/100 mL~!). The DPPH
values of raw product (9-11 mg GAE 100 g~ !) also decreased with CH or RF pasteurisation.
The lowest DPPH values corresponded to samples pasteurised at 70 °C (6-7 mg GAE
100 g~1) and 95-100 °C (7-8 mg TE 100 g !). RF samples had higher DPPH values than
CH samples at various temperatures. Pasteurisation effects on ABTS values were less clear,
with minor differences among raw (1617 mg TE 100 g~ !) and pasteurised (16-19 mg TE
100 g~ 1) samples processed with CH or RF. The lowest FRAP values again corresponded to
samples pasteurised at 70 °C (196-202 mg Fe?* 100 mL~!). FRAP values tended to increase
with temperature in CH (from 202 to 237 Fe?* 100 mL~!) and RF (from 204 to 228 Fe?*
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100 mL~!) samples. Regardless of the heating method, the AC improved when salmorejo
was pasteurised at temperatures higher than 70 °C.

Table 1. Concentrations (mg 100 g~ ') of vitamin C, a-tocopherol and carotenoids in salmorejo pas-
teurised at different temperatures by conventional (CH) or radiofrequency (RF) continuous heating.

Raw 70 75 80 85 90 95 100
Temperature (°C) RMSE
M M M M M M M M
L-ascorbic acid CH 12.02 8981 1059 1114 115bc 9908 9.16 8.58] 0.117
RF 1252  955h  110°¢d  q02¢ 10.7de 1173  950h 733k
Dehydroascorbic acid CH 8.09% 6049 6034 638bc 6104 640bc 67420 72220 (0371
RF 8642  560¢ 7033 7433b 7472 7002  g162 7774
Total vitamin C CH 20.12 150f 165 174bc  175bc  164de  159e  158¢ 0.343
RF 2122 152f 166  176Pc  181Pc 1860  177Pc  151f
a-tocopherol CH 0924 0834 0964 1.04bc 1142 1197 1082 108 0344
RF 0.99bc  084d 095 po98bc  1052b g97ed  (g9g8bc  100bc
E-Lycopene CH 125f  062h  116f8 2062 1902 2113 1544 2032 0.698
RF 093h8  069h  1.018 144de  17abc  119f8 134def 7 opefy
15-Cis-Isomer of Lycopene ~ CH 0034 0034 0044 0122 007Pc 0123  0.08°  0.08°  0.067
RF 0044 0034 0049 0112 0.09P 0049 008° 0.07°¢
9-Cis-Isomer of Lycopene CH 0004 0004 0014 0032 002bc 0047 0047 0042  0.034
RF 0004 0004 0004 002bc 0.02Pc 0014 00320 (.02bc
All-Trans + cis Lycopene CH 128f  o0e64h  121f8 2232 2002 2273 165 2162 0735
RF 1.00h8  072h  1.058 156de  185bc  124f8 145def 135efg
p-Carotene CH 031bc  025¢  033P 034P 0352 0362 033b 0382 0.123
RF 030bc  025¢  027¢ 034b 0352 033P 0373 (0352
Total carotenoids CH 1.60¢f 0908 154 2572 2343 232 198cd 2542 (792
RF 126f 0978 1.32f  190¢d  219bc  157ef  1g1de q71de

Abbreviations: M: mean; RMSE: Root Mean Standard Error; ** Means with different superscripts are different for
p < 0.05 (Two-way ANOVA; Tukey Test).

Table 2. Antioxidant capacity measured in salmorejo pasteurised at different temperatures by
conventional (CH) or radiofrequency (RF) continuous heating.

Raw 70 75 80 85 90 95 100
Temperature °C RMSE
M M M M M M M M
TPC CH 32.62 27.8¢ 28.3¢d 30.7b 30.8 ab 30.8 ab 31.0ab 31.12b  0.204
RF 31.72 27.3¢€ 29.64 30.4° 30.9 ab 3112 31.72 3152
DPPH CH 9.042b 6.37¢ 8.64 be 9.80 ab 10.52 8.26 ¢ 7.57 < 7.77 <d 0.399
RF 11.22 7.164 8.56 b¢ 8.62 be 9.453b 1092 7.50 < 7.70 <d
ABTS CH 15.8P 16.1P 16.0° 19.12 17.6 2 17.7 2b 18.52b 18.52ab 0.716
RF 17.6 2P 16.0P 159P 17.52b 17.3 b 17.1 b 18.0 b 16.9 ab
FRAP CH 207.04 202.44d 2253 ¢ 226.6b¢  2339ab  2322ab  934ab 23742 2580
RF 205.3 <d 19614 2043 2167 223.7°¢ 2249¢ 227.3 be 222.8¢

Abbreviations: M: mean; RMSE: Root Mean Standard Error; TPC: Total Phenolic Content (mg Gallic acid 100 mL~1);
DPPH: 2,2-diphenyl-1 picrylhydrazyl radical-scavenging activity (mg Trolox 100 g’l); ABTS: 2.2’-Azinobis-3-
Ethylbenzothiazoline-6-Sulfonicradical Cation Decolouration Assay (mg Trolox 100 g~1); FRAP: Ferric Reducing
Antioxidant Power Assay (mg Fe?* /100 mL~1); * Means with different superscripts are different for p < 0.05
(Two-way ANOVA; Tukey Test).

3.2. Changes in Antioxidant Properties during Chill Storage

Changes over time in antioxidant quantification made in pasteurised (at 80 °C)
salmorejo are shown in Table 3. Again, results obtained for CH and RF salmorejo were
similar. The content of L-ascorbic acid strongly decreased from 19-21 to less than 1.2 mg
100 g~ ! by the first month and then remained over 1 mg 100 g~ ! during the rest of storage.
The decrease over time in the content of dehydroascorbic acid was less pronounced in
CH (from 10.2 to 3.1 mg 100 g~') and RF (from 8.5 to 3.7 mg 100 g~!) samples at the
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first month, showing values less than 1.1 mg 100 g~! from the second month onwards.
Total vitamin C content similarly decreased in CH (from 29.5 to 4.3 100 g~!) and RF
(from 29.5 to 4.8 mg 100 g 1) samples at the first month and then remained low (<2 mg
100 g~1) in both samples during the rest of storage. Unlike those seen for vitamin C,
salmorejo retained most of its «-tocopherol during its shelf life. «-tocopherol content
remained over 1.2 mg 100 g~ throughout chill storage in the CH and RF salmorejo at
80 °C. In contrast, there were changes in carotenoid content during chill storage. After five
months, E-Lycopene content tended to decrease in CH (from 1.6 to 1.0 mg 100 g~ !) and RF
(from 1.5 to 0.9 mg 100 g ') samples; 15-Cis-Isomer of Lycopene content was not affected by
storage time, there was some formation of 9-Cis-Isomer of Lycopene during storage, while
B-Carotene content decreased from 0.35 mg 100 g~ ! at the beginning of storage to 0.25 mg
100 g~ ! after five months. Total carotenoid content decreased in CH and RF samples (from
2.1to 1.3 mg 100 g~ 1) after five months. Chill storage had a detrimental effect on the levels
of salmorejo carotenoids, although there were fluctuations over time.

Table 3. Concentrations (mg 100 g~!) of vitamin C, a-tocopherol and carotenoids in salmorejo
pasteurised at 80 °C by conventional (CH) or radiofrequency (RF) continuous heating and refrigerated
for up to 5 months.

Raw 0 1 2 3 4 5
Storage Time (Months) RMSE
M M M M M M M

L-ascorbic acid CH 2134 19.2°P 1.21¢ 1.17¢ 1.13¢ 1.06 € 092°¢ 0.085
RF 21.32 21.12 1.10°¢ 1.15¢ 1.01¢ 1.08 ¢ 0.88¢

Dehydroascorbic acid CH 8.50 10.22 3.13¢ 1.024 0.154 0.78 d 0.74 4 0.286
RF 7.88 P 8.47P 3.74°¢ 0.494d 0304 0.834d 0.744

Total vitamin C CH 2992 2952 433P 2.18¢ 1.27°¢ 1.83¢ 1.66 ¢ 0.277
RF 29.02 29,52 484" 1.63¢ 1.31°¢ 1.90 ¢ 1.63¢

a-tocopherol CH 1.342 1.342 11926 12420 1q72b 1.13° 1.172b 0.032
RF 1.342 1.27ab 1.17ab 1.23ab 1.12°P 1.14° 1.18ab

E-Lycopene CH 0.91 be 1.642 0.97b¢  096b  099bc  111bc  109bc 0.073
RF 0.86 ¢ 1534 1.32ab 1.04 be 0.86 ¢ 1.20° 1.07 be

15-Cis-Isomer of Lycopene CH 0.09 0.13 0.10 0.09 0.09 0.10 0.09 0.011

RF 0.08 0.13 0.08 0.08 0.08 0.09 0.09

9-Cis-Isomer of Lycopene CH 0.01°¢ 0.04 be 0.08 2 0.08 2 0.11% 0.09 0.092 0.005
RF 0.00¢ 0.04 be 0.04 be 0.06" 0.082 0.082 0.082

All-Trans + cis Lycopene CH 1.01¢ 1.812 115k 1.13bc 1433 1p9bc  q27be 0.051
RF 0.93°¢ 1.702 1.43 b 1.19 be 1.00°¢ 1.38 be 1.23 be

p-Carotene CH 0.352 0.352 0.334b 0.29 be 0.28 be 0.27 be 0.26°¢ 0.006
RF 0.32ab 0.342 0.31ab 0.29 be 0.27 be 0.28 bc 0.25¢

Total carotenoids CH 1.36bc 2172 1.47 be 1.42 be 1.71 b 1.57 be 1.53 be 0.066
RF 1.25¢ 2.042 1.75ab 1.48 be 1.29 be 1.653b 1.48 be

Abbreviations: M: Mean; RMSE: Root Mean Standard Error; @9 Means with different superscripts are different for
p < 0.05 (Two-way ANOVA; Tukey Test).

Changes over time in the AC of pasteurised (at 80 °C) salmorejo are shown in Table 4.
AC values were similar in CH and RF salmorejo, except for the DPPH value at the end of
storage (lower in RF). TPC tended to decrease with chill storage (from 36 to 32 mg GAE
100 mL~1), so that pasteurised-chilled salmorejo kept most of its phenolic antioxidant
capacity during shelf life. DPPH value also decreased from 21.7 to 7.7 mg TE 100 g ! after
five months of storage, meaning that the product gradually lost most of its antiradical
scavenging activity to DPPH. ABTS values decreased more in RF (from 22 to 13 mg TE
100 g~ 1) than in CH (from 22 to 8 mg TE 100 g~!) stored product; in this case, the loss
of most antiradical scavenging activity to ABTS was recorded at the first month. FRAP
values also decreased with chill storage in CH and RF samples (from 230 to 160 mg Fe?*
100 mL~!). AC decreased over time in pasteurised-chilled salmorejo, particularly at the
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beginning of storage. The four assays allowed a good discrimination among samples with
different shelf lifetime.

Table 4. Antioxidant capacity measured in salmorejo pasteurised at 80 °C by conventional (CH) or
radiofrequency (RF) continuous heating and refrigerated for up to 5 months.

Raw 0 1 2 3 4
Temperature °C RMSE
M M M M M M
TPC CH 3572 36.32 36.22 34.6P 33.7°¢ 32.44d 32.0d 0.174
RF 36.42 36.7 2 35.1P 34.4bc 33.4°¢ 32.04 3154
DPPH CH 20.82 21.72 183" 14.7¢ 14.1 <d 13.2¢d 12.84 0.293
RF 17.8b 21.74 165" 13.7¢ 13.1<d 10.9 de 7.73¢
ABTS CH 14.62 12.72 8.67b 8.20b 9.17b 7.72b 7.34b 0.424
RF 13.82 13.62 8.20b 8.80b 9.08P 7.23b 7.16P
FRAP CH 227.94 232,54 191.6P 162.5¢ 167.7 ¢ 165.8 ¢ 158.1 ¢ 1.593
RF 2183b 231.72 192.9b 164.1°¢ 171.3¢ 159.4 ¢ 160.5 €

Abbreviations: M: mean; RMSE: Root Mean Standard Error; TPC: Total Phenolic Content (mg Gallic acid 100 mL~1y;
DPPH: 2,2-diphenyl-1 picrylhydrazyl radical-scavenging activity (mg Trolox 100 g’l); ABTS: 2.2’-Azinobis-3-
Ethylbenzothiazoline-6-Sulfonicradical Cation Decolouration Assay (mg Trolox 100 g~1); FRAP: Ferric Reducing
Antioxidant Power Assay (mg Fe?* 100 mL~!). 3¢ Means with different superscripts are different for p < 0.05
(Two-way ANOVA; Tukey Test).

4. Discussion

Salmorejo is a tomato-oil emulsion containing hydrophilic (e.g., L-ascorbic and dehy-
droascorbic acids) and lipophilic (e.g., x-tocopherol and carotenoids) antioxidants involved
in different protection mechanisms during processing and further storage. Both heating
technologies, conventional or RF, provided salmorejo with similar levels of antioxidants
and AC values, though there were some minor differences concerning levels of L-ascorbic
acid, a thermally unstable compound. In salmorejo, conversion of L-ascorbic to dehy-
droascorbic acid—an early oxidation index—began before pasteurisation and was probably
favoured by the grinding and homogenisation treatments conducted in aerobic equipment.
Heating method had no clear effect on retention of vitamin C, whose total contents were
similar for CH and RF salmorejo at most tested temperatures. Retention of x-tocopherol
or carotenoids was quite similar in the salmorejo pasteurised by both technologies. These
results were expected because flow conditions and holding times were adjusted in both
types of continuous pasteurisers to reach similar levels of microbiological inactivation
(Z-values) [29]. Dielectric heating has been barely studied in tomato-oil emulsions with
salt, a dielectric component involved in heat generation; at RF frequencies, the dielectric
constant decreases with increasing temperature in samples without salt, while this tendency
was reversed in samples with added salt [38]. There are some available data on tomato
products pasteurised by conventional or dielectric heating. In tomato puree samples located
in a water bath, heating by RF (27.12 MHz) from 25 to 90 °C (core temperature) allowed a
good retention of L-ascorbic acid [7]. Arjmandi et al., (2018) [22] studied retention levels
for antioxidants and AC in a tomato puree continuously pasteurised by CH (96 °C for
35 s) or MW (combinations at 390-3150 W for 150-848 s). According to these authors,
microwaved puree retains more vitamin C and shows more AC than the conventional
product, particularly when high-power/short-time microwaving is applied. In another
study, the AC of a pasteurised tomato juice (85 °C for 5 min) also improved with MW
heating [39]. Both studies show that MW improves heat penetration and favours tomato
cell-wall disruption and lycopene extraction with an improvement in AC. In the present
study, salmorejo was pasteurised upon milder conditions (HTST) and it is unlikely that
heating technology can produce different thermal effects on the product.

The effects of pasteurisation temperature and shelf-life time on the antioxidant proper-
ties of salmorejo are illustrated in Figures 1 and 2. Vitamin C, the most abundant antioxidant
of the three studied, appears solubilised in the aqueous phase of this emulsion, which
accounts for about 95% of its composition. In the pasteurisation trial, salmorejo lost up to a
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third of this vitamin C (20 mg 100 g ') depending on the temperature applied. Retention of
vitamin C was superior in the product pasteurised at 80-90 °C, suggesting that oxidation re-
actions leading to the degradation of this vitamin were probably attenuated at intermediate
temperatures. The shelf-life trial confirmed that the salmorejo pasteurised at 80 °C retains
practically all its vitamin C (29-30 mg 100 g~ !). However, most of its vitamin C degraded
after one month of chill storage. Therefore, pasteurisation treatment appears to be less rele-
vant than the storage time at the moment of consumption for the retention of vitamin C in
this product. Different studies agree that most vitamin C is retained by mild heated tomato
products, including salmorejo [40], gazpacho (a similar tomato-oil soup with fresh pepper
and fresh onion) [41], purees [22-24] and vegetable beverages [21]. At the beginning of
shelf-life, salmorejo contained higher levels of vitamin C than those reported for the respec-
tive commercial versions of pasteurised salmorejo (7.9 mg 100 g~!) [40] and pasteurised
gazpacho (9.0-11.4 mg 100 mL~!) [26,28,41], being within the range (9-36 mg 100 g~ 1)
reported for pasteurised tomato purees and smoothies [22,23]. Other shelf-life studies
reported losses of vitamin C in similar products. In gazpacho stored for 30 days, vita-
min C degraded to a greater extent when the product was pasteurised for 5 min at 60 °C
(from 20 to 13 mg 100 g~ 1) than at 90 °C (from 18 to 15 mg 100 g~ !) [42] while, in crushed
tomato, vitamin C decreased from 8 to 3 mg 100 g’1 after 180 days at 10 °C [43]. Salmorejo
lost most of this vitamin C at the first month of shelf-life coinciding with the time period of
higher activities of PPO and POD enzymes [30].
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Figure 1. Effects of pasteurisation temperature on the relative changes in antioxidant content and
antioxidant capacity of salmorejo. All values expressed as average (CH + RF) relative percentages
respect to the raw product (100%). Antioxidant capacity: average relative values for TPC, DPPH,
ABTS and FRAP assays.
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Figure 2. Effects of storage time on the relative changes in antioxidant content and antioxidant capac-
ity of pasteurised-chilled salmorejo. All values expressed as average (CH + RF) relative percentages
respect to the raw product (100%). Antioxidant capacity: average relative values for TPC, DPPH,
ABTS and FRAP assays.

Thermal effects on tomato carotenoids were less clear because both degradation and
overextraction can occur. As for vitamin C, the level of carotenoids was lower at 70 °C,
showing values even below those found for raw salmorejo, probably due to oxidase
residual activities [30]. By contrast, carotenoid content increased at temperatures higher
than 70 °C. This would be due to homogenising and heating treatments being able to disrupt
cell membranes and carotenoid-protein complex, making carotenoids more accessible for
extraction [44]. This fact has also been checked for carotenoids and tocopherols in oven-
baked tomatoes [12]. Quantified carotenoids in the shelf-life trial were almost double in
the freshly pasteurised than in the raw salmorejo. Once released, carotenoids moderately
degraded during the first month of shelf life and then remained stable, which is a positive
nutritional trait. Several studies agree that HTST tomato products retain most of their
carotenoids intact [22-24,40]. Intense thermal treatments (e.g., cooking) are required for
tomato carotenoids to be degraded. Lycopene is stable in tomato products heated at
80-100 °C, while its isomerisation increased at 120-140 °C, resulting in a degradation of
total lycopene and cis-isomers [18]. Lycopene degrades following a first order kinetic in
the tomato juice heated at 80 to 100 °C for 20 to 80 min [19]. In crushed tomato, lycopene
content (3.5 mg 100 g ') decreased by up to 55% after heating at 100 °C for 120 min [17].
Thermal stability can be different for carotene or lycopene. In tomato juice, pasteurisation
(at 90 °C for 90 s) reduced (3-carotene but not lycopene content, as the former is more
susceptible to thermal degradation or isomerisation [16]. At the beginning of shelf life, the
salmorejo pasteurised at 80 °C contained less lycopene and similar levels of (3-carotene
than those values reported for a pull of commercial salmorejo (0.67 and 0.31 mg 100 g~ !,
respectively) [40]. Salmorejo was also poorer in lycopene and (3-carotene than several
commercial gazpachos (1.6-4.8 and 1.9-5.1 mg 100 g~ !, respectively) [28], or than tomato
puree (6.5-7.7 and 10-14 mg 100 g, respectively) [23]. Salmorejo contains tomato skin
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rich in carotenoids [8] but is prepared with other ingredients different to tomatoes. Other
studies agree that carotenoids remain quite stable during the shelf life of tomato products.
In crushed tomato, lycopene content decreased from 15 to 14 mg 100 g~ ! after 180 days
of storage at 10 °C [43], while decreases in carotenoid content of up to 7% (cis and trans
lycopene) and to 19% (« and (3 carotene) were found in commercial gazpachos kept at 3 °C
until 12 weeks [3].

As seen for vitamin C or carotenoids, retention of «-tocopherol was clearly lower in the
salmorejo heated at 70 °C, perhaps since its degradation was favoured by oxidase residual
activities [30], while, in contrast, there was no clear degradation of this antioxidant at
higher temperatures. Most salmorejo x-tocopherol probably came from the EVOO used as
an ingredient. EVOO is exclusively obtained by mechanical procedures, being more stable
to oxidation than other edible oils [45]. Tocopherol stability in tomato-oil emulsions might
depend on chemical interactions with other compounds that can produce its degradation
or regeneration. Salmorejo is not particularly prone to lipid oxidation, though it can
contain oxidised lipids at low concentrations (<0.5 mg malondialdehyde kg ') just after
pasteurisation and during shelf life [29,30]. «-tocopherol perhaps contributed toward
stabilising lipids and maintaining constant levels during shelf life, which suggests that it
was regenerated by other antioxidants. This great stability of a-tocopherol during the long
shelf life of salmorejo of storage can be considered another positive nutritional aspect. The
«-tocopherol content recorded in salmorejo (over 1 mg 100 g~ ! at 80 °C) was coherent with
those published for a nutritional estimation of salmorejo (1.3 mg 100 g ') containing 10.8 g
olive 0il 100 g~! product [46].

Retention of antioxidants by salmorejo can also be explained by factors such as their
concentrations, specific chemical activities, synergisms with other antioxidants and their
susceptibility to enzymes. Vitamin C species are easily oxidizable molecules involved
in many oxidation-reduction reactions. L-ascorbic acid does not interact directly with
PPO but prevents browning by reducing oxidised substrates, being frequently added as
an antioxidant agent to prevent enzyme-catalysed browning reactions [47]. L-ascorbic
acid can act as an electron donor in the reaction of the ascorbate—glutathione cycle where
an ascorbate peroxidase enzyme can reduce HyO;, the main by-product of POD activity,
and as a direct ROS scavenger, and can protect both carotenoids and tocopherols against
oxidation [48]. A study made in vitro with liposomes revealed that, depending on oxygen
pressure, 3-carotene can be a less potent ROS scavenger against lipid peroxidation than
a-tocopherol; in this study, L-ascorbic acid showed some synergism with a-tocopherol but
not with (3-carotene. On the other hand, thermal behaviour of tomato carotenoids can be
different. Lycopene tends to form crystals inside plant cells that confer a great thermal
stability, while 3-carotene is more sensitive to heat applied for tomato processing [44].
Furthermore, heat can induce isomerisation of the all-trans to cis lycopene forms, which
increase with temperature and processing time [49]. This may explain why the 15-cis- and 9-
cis-isomers of lycopene were more abundant in heated rather than in raw salmorejo. Tomato-
based product such as gazpacho contain phenolic antioxidants (e.g., hydroxycinnamic
acids and flavonoids) able to stabilise the carotenoids [3]. Lycopene stability during the
shelf life of tomato heated products is favoured by factors such as enzyme inactivation,
the presence of tomato skin and the protection of other antioxidants (e.g., f-carotene
or a-tocopherol) [43]. The formation of O-quinones mediated by PPO enzyme brings
accumulation of HyO,, which in turn causes the browning of polyphenols mediated by
POD [50]. pB-carotene content can decrease in tomato products depending on whether
hydrolysis from linked proteins predominates over other oxidative reactions [43]. o-
tocopherol is another ROS scavenger that inhibits the formation of oxidised secondary lipids
from hydroperoxides. In salmorejo, x-tocopherol mainly appears solubilised with EVOO,
rich in triglycerides, which facilitates its antioxidant activities on lipids. «-tocopherol
stability depends on olive oil composition (free fatty acids, saturated and unsaturated
fat ratio, phenols, etc.) and processing conditions (packing material, occluded oxygen,
temperature, and lighting) [51]. Phenolic compounds (e.g., oleuropein and hydroxytyrosol)
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also present in EVOO can stabilise the «-tocopherol during heating [52]. EVOO tocopherols
are prone to oxidative degradation during storage, being more affected by lighting than by
room temperature [53].

Vitamins C and E and carotenoids likely contributed to the AC in salmorejo. In
the pasteurisation trial, the lower AC assessed by the four assays (TPC, ABTS, ABTS
and FRAP) corresponded to samples pasteurised at low temperatures (70 or 75 °C). AC
provided by total phenols rose with increasing pasteurisation temperature, as occurred with
carotenoid levels. Something similar occurred for ROS scavenging activities to ABTS and
FRAP, while the highest ROS scavenging activity to DPPH was recorded at intermediate
temperatures. These results can be explained by the different chemical nature of each
assay [54]. The AC values obtained with water-methanolic sample extracts largely exceeds
those obtained with organic solvents in these tomato-oil emulsions [26,28]. The Folin—
Ciolcateu reaction measures the antioxidant response of phenolic antioxidants, though other
sample components (e.g., reducing sugars) can also show positive response in this reaction.
The ABTS assay measures the ability of sample antioxidants to extinguish the ABTSe radical
cation in lipophilic and hydrophilic environments. The DPPH assay measures the ability of
antioxidants or other ROS to react with the DPPHe radical and is widely used for plant
antioxidants. The FRAP is a redox assay that measures the antioxidant potential through
reduction of ferric iron (Fe**) to ferrous iron (Fe?*) by sample antioxidants, being useful
in determining the AC of water-soluble phenols. In salmorejo, intensifying pasteurisation
treatment does not necessarily entail a loss of AC because carotenoid release by heating
likely also contributes to antioxidant status. In contrast, chill storage has a detrimental
effect on antioxidant status in this product. During shelf life, AC, vitamin C and carotenoid
contents decreased over time. This precedes the appearance of objective oxidation signs
(discolouration, stress thinning or lipid oxidation) in salmorejo [30]. Several authors agree
that enzyme deterioration negatively contributes to AC in pasteurised-chilled tomato-oil
emulsions [42,55]. AC of fruit and vegetable products can also be negatively affected by
non-enzymatic oxidation, including browning caused by Maillard reaction products [56].
TPC (around 30 mg GAE 100 mL~') and DPPH values (around 9 mg TE 100 mL~!) of
salmorejo pasteurised at 80 °C were coherent with those values reported for a pull of
commercial salmorejo (27 mg and 13 mg TE 100 g’l) [40]. Vallverdu-Queralt et al. (2012) [3]
reported slight losses of AC (DPPH and ABTS) after 12 weeks of chill storage in commercial
pasteurised gazpachos. In sterilised tomato pulp, an increase over time (180 days at 20 °C) in
TPC from 9.4 to 12.5 GAE 100 g ! corresponded with slight increases in content of lycopene
(from 14.0 to 14.5 mg 100 g 1) and B-carotene (from 0.7 to 1.1 mg 100 g~ !), while vitamin
C content decreased (from 8.6 to 4.2 mg 100 g~ ') [43]. This suggests that carotenoids
can be released or regenerated during the shelf life of heated tomato, thus increasing
AC. A problem with the AC values obtained from different food samples and analytical
procedures is that information is not often comparable. Moreover, HTST treatments can
modify carotenoids content in tomato products, affecting the results of AC. A study on
AC (TE 100 g ') made in gazpacho [26] found that this product shows more hydrophilic
(18.9) than lipophilic (9.1) AC (TE 100 g~!); the AC measured was higher for L-ascorbic
acid (9.1) than for lycopene (0.5) or 3-carotene (0.6) at the same concentrations present in
the sample [26]. Similar findings have been reported for total ROS scavenging activity in
commercial gazpachos with different pasteurisation treatments [28] and in tomato juices,
canned tomatoes and tomato paste [27].

5. Conclusions

Salmorejo is a good dietary source of vitamin C (L-ascorbic and dehydroascorbic
acids), vitamin E (a-tocopherol) and carotenoids (lycopene and {3-carotene) from tomato
and olive oil. Vitamin C is more abundant but less resistant to heating and storage than
carotenoids and o-tocopherol. HTST pasteurisation allows a good retention of these
antioxidants. Either conventional heat exchangers or radiofrequency equipment can be
used with similar results when operating conditions are adjusted to standardise thermal
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effects. Pasteurisation temperature in the studied range (70-100 °C) may produce some
detriment in salmorejo antioxidants. Using excessively low temperatures (70 °C) may
lead to partial losses of the three antioxidants, probably due to oxidase residual activities.
Intensifying the thermal treatment improves this issue with minor losses of the thermolabile
vitamin C and increased carotenoid content, thus contributing to antioxidant stability in
this product. Using a suitable temperature (80 °C) does not prevent most vitamin C from
being degraded at the first month, while x-tocopherol, and, to a lesser extent, carotenoids,
show good retention levels during shelf life under refrigeration. Vitamins C and E and
carotenoids, either by degradation, regeneration or releasing, likely contribute to the
AC in salmorejo. Phenol antioxidant activity (TPC), ROS scavenging activities (ABTS
and DPPH) and redox potential (FRAP) values confirmed this finding. The pasteurised-
chilled salmorejo shows good antioxidant properties with potential health implications, a
positive nutritional aspect for the consumers of this tomato-oil homogenates. The losses of
antioxidants and AC due to pasteurization would be of little relevance compared to the
losses accumulated during shelf life.

Author Contributions: Conceptualisation, S.B., LM. and M.D.G.; methodology, M.K., A.A. and
FJ.G.-A,; software, S.B.; validation, All authors; formal analysis, M.K. and FJ.G.-A.; investigation,
All authors; resources, S.B., E].G.-A., LM. and M.D.G.; data curation, S.B.; writing—original draft
preparation, S.B.; writing—review and editing, All authors; visualisation, S.B.; supervision, S.B.;
project administration, S.B. and I.M.; funding acquisition, S.B., LM. and M.D.G. All authors have read
and agreed to the published version of the manuscript.

Funding: This research was funded by the Ministry of Science and Innovation of Spain under the
project No. RTI2018-098052, and by CERCA program from Generalitat of Catalunya.

Institutional Review Board Statement: National Research Agency, Government of Spain.
Informed Consent Statement: Not applicable.
Data Availability Statement: Data are contained within the article.

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

References

1.

10.

11.

12.

Salehi, B.; Sharifi-Rad, R.; Sharopov, F; Namiesnik, J.; Roointan, A.; Kamle, M.; Kumar, P,; Martins, N.; Sharifi-Rad, ]. Beneficial Effects
and Potential Risks of Tomato Consumption for Human Health: An Overview. Nutrition 2019, 62, 201-208. [CrossRef] [PubMed]
Alimarket Informe 2022 Del Mercado de Gazpachos y Cremas Refrigeradas En Espafia. Available online: https:/ /www.alimarket.es/
alimentacion/informe/353959 /informe-2022-del-mercado-de-gazpachos-y-cremas-refrigeradas-en-espana (accessed on 25 May 2023).
Vallverda-Queralt, A.; Arranz, S.; Casals-Ribes, I.; Lamuela-Raventds, R.M. Stability of the Phenolic and Carotenoid Profile of
Gazpachos during Storage. |. Agric. Food Chem. 2012, 60, 1981-1988. [CrossRef] [PubMed]

Abea, A,; Kravets, M.; Gou, P.; Guardia, M.D.; Felipe, X.; Bafién, S.; Mufoz, I. Modeling of Radio Frequency Heating of Packed
Fluid Foods Moving on a Conveyor Belt: A Case Study for Tomato Puree. Innov. Food Sci. Emerg. Technol. 2023, 86, 103386.
[CrossRef]

Moejes, S.N.; van Boxtel, A.].B. Energy Saving Potential of Emerging Technologies in Milk Powder Production. Trends Food Sci.
Technol. 2017, 60, 31-42. [CrossRef]

Stefanoiu, G.A.; Tanase, E.E.; Mitelut, A.C.; Popa, M.E. Unconventional Treatments of Food: Microwave vs. Radiofrequency.
Agric. Agric. Sci. Procedia 2016, 10, 503-510. [CrossRef]

Felke, K ; Pfeiffer, T.; Eisner, P. Radio-Frequency Heating A New Method for Improved Nutritional Quality of Tomato Puree. Agro
Food Ind. Hi-Tech 2011, 22, 29-32.

Reboul, E.; Richelle, M.; Perrot, E.; Desmoulins-Malezet, C.; Pirisi, V.; Borel, P. Bioaccessibility of Carotenoids and Vitamin E from
Their Main Dietary Sources. |. Agric. Food Chem. 2006, 54, 8749-8755. [CrossRef]

Chaudhary, P; Sharma, A.; Singh, B.; Nagpal, A K. Bioactivities of Phytochemicals Present in Tomato. J. Food Sci. Technol. 2018, 55,
2833-2849. [CrossRef]

Jayathunge, K.G.L.R.; Stratakos, A.C.; Delgado-Pando, G.; Koidis, A. Thermal and Non-thermal Processing Technologies on
Intrinsic and Extrinsic Quality Factors of Tomato Products: A Review. J. Food Process. Preserv. 2019, 43, €13901. [CrossRef]

Yin, X,; Chen, K.; Cheng, H.; Chen, X,; Feng, S.; Song, Y.; Liang, L. Chemical Stability of Ascorbic Acid Integrated into Commercial
Products: A Review on Bioactivity and Delivery Technology. Antioxidants 2022, 11, 153. [CrossRef]

Hwang, E.S.; Stacewicz-Sapuntzakis, M.; Bowen, P.E. Effects of Heat Treatment on the Carotenoid and Tocopherol Composition
of Tomato. J. Food Sci. 2012, 77, 1109-1114. [CrossRef] [PubMed]


https://doi.org/10.1016/j.nut.2019.01.012
https://www.ncbi.nlm.nih.gov/pubmed/30925445
https://www.alimarket.es/alimentacion/informe/353959/informe-2022-del-mercado-de-gazpachos-y-cremas-refrigeradas-en-espana
https://www.alimarket.es/alimentacion/informe/353959/informe-2022-del-mercado-de-gazpachos-y-cremas-refrigeradas-en-espana
https://doi.org/10.1021/jf204142j
https://www.ncbi.nlm.nih.gov/pubmed/22292529
https://doi.org/10.1016/j.ifset.2023.103386
https://doi.org/10.1016/j.tifs.2016.10.023
https://doi.org/10.1016/j.aaspro.2016.09.024
https://doi.org/10.1021/jf061818s
https://doi.org/10.1007/s13197-018-3221-z
https://doi.org/10.1111/jfpp.13901
https://doi.org/10.3390/antiox11010153
https://doi.org/10.1111/j.1750-3841.2012.02909.x
https://www.ncbi.nlm.nih.gov/pubmed/22950575

Foods 2024, 13, 349 15 of 16

13.

14.

15.

16.

17.

18.

19.

20.
21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Aparicio, R.; Roda, L.; Albi, M.A,; Gutiérrez, F. Effect of Various Parameters on Virgin Olive Oil Stability Measured by Rancimat.
J. Agric. Food Chem. 1999, 47, 4150-4155. [CrossRef] [PubMed]

Barouh, N.; Bourlieu-Lacanal, C.; Figueroa-Espinoza, M.C.; Durand, E.; Villeneuve, P. Tocopherols as Antioxidants in Lipid-Based
Systems: The Combination of Chemical and Physicochemical Interactions Determines Their Efficiency. Compr. Rev. Food Sci. Food
Saf. 2022, 21, 642-688. [CrossRef] [PubMed]

Bohm, V. Use of Column Temperature to Optimize Carotenoid Isomer Separation by C30 High Performance Liquid Chromatogra-
phy. J. Sep. Sci. 2001, 24, 955-959. [CrossRef]

Yan, B.; Martinez-Monteagudo, S.I.; Cooperstone, J.L.; Riedl, K.M.; Schwartz, S.J.; Balasubramaniam, V.M. Impact of Thermal and
Pressure-Based Technologies on Carotenoid Retention and Quality Attributes in Tomato Juice. Food Bioprocess Technol. 2017, 10,
808-818. [CrossRef]

Badin, E.E.; Quevedo-Leon, R.; Ibarz, A.; Ribotta, P.D.; Lespinard, A.R. Kinetic Modeling of Thermal Degradation of Color,
Lycopene, and Ascorbic Acid in Crushed Tomato. Food Bioprocess Technol. 2021, 14, 324-333. [CrossRef]

Chen, J.; Shi, J.; Xue, S.J.; Ma, Y. Comparison of Lycopene Stability in Water- and Oil-Based Food Model Systems under Thermal-
and Light-Irradiation Treatments. LWT 2009, 42, 740-747. [CrossRef]

Abdullahi, N.; Kabiruyunusa, A.; Aliyu, A. Kinetics of the Thermal Degradation of Lycopene in Tomatoes. Croat. J. Food Sci.
Technol. 2020, 12, 84-89. [CrossRef]

Rodriguez-Amaya, D.B. Changes in Carotenoids during Processing and Storage of Foods. Arch. Latinoam. Nutr. 1999, 49, 385-47S.
Barba, FJ.; Esteve, M.].; Frigola, A. Ascorbic Acid Is the Only Bioactive That Is Better Preserved by High Hydrostatic Pressure
than by Thermal Treatment of a Vegetable Beverage. J. Agric. Food Chem. 2010, 58, 10070-10075. [CrossRef]

Arjmandi, M.; Otén, M.; Artés-Hernandez, F; Gomez, P.A.; Artés, F.; Aguayo, E. Effect of Microwave Treatments on the Quality
of a Smoothie. Acta Hortic. 2018, 1194, 1481-1486. [CrossRef]

Pérez-Conesa, D.; Garcia-Alonso, J.; Garcia-Valverde, V.; Iniesta, M.D.; Jacob, K.; Sanchez-Siles, L.M.; Ros, G.; Periago, M.].
Changes in Bioactive Compounds and Antioxidant Activity during Homogenization and Thermal Processing of Tomato Puree.
Innov. Food Sci. Emerg. Technol. 2009, 10, 179-188. [CrossRef]

Sanchez-Moreno, C.; Plaza, L.; De Ancos, B.; Cano, M.P. Impact of High-Pressure and Traditional Thermal Processing of Tomato
Purée on Carotenoids, Vitamin C and Antioxidant Activity. J. Sci. Food Agric. 2006, 86, 171-179. [CrossRef]

Seybold, C.; Frohlich, K.; Bitsch, R.; Otto, K.; Bohm, V. Changes in Contents of Carotenoids and Vitamin E during Tomato
Processing. J. Agric. Food Chem. 2004, 52, 7005-7010. [CrossRef]

Arnao, M.B.; Cano, A.; Acosta, M. The Hydrophilic and Lipophilic Contribution to Total Antioxidant Activity. Food Chem. 2001,
73,239-244. [CrossRef]

Podsedek, A.; Sosnowska, D.; Anders, B. Antioxidative Capacity of Tomato Products. Eur. Food Res. Technol. 2003, 217, 296-300.
[CrossRef]

Pinilla, M.J.; Plaza, L.; Sdnchez-Moreno, C.; De Ancos, B.; Cano, M.P. Hydrophilic and Lipophilic Antioxidant Capacities of
Commercial Mediterranean Vegetable Soups (Gazpachos). J. Food Sci. 2005, 70, S60-S65. [CrossRef]

Kravets, M.; Cedefio-Pinos, C.; Abea, A.; Guardia, M.D.; Israel, M.; Bafién, S. Validation of Pasteurisation Temperatures for a
Tomato—Oil Conventional Continuous Heating. Foods 2023, 12, 2837. [CrossRef]

Kravets, M.; Abea, A.; Guardia, M.D.; Mufioz, I.; Bafién, S. Factors Limiting Shelf Life of a Tomato—Oil Homogenate (Salmorejo)
Pasteurised via Conventional and Radiofrequency Continuous Heating and Packed in Polyethylene Bottles. Foods 2023, 12, 3882.
[CrossRef]

Sanchez-Mata, M.C.; Camara-Hurtado, M.; Diez-Marqués, C.; Torija-Isasa, M.E. Comparison of High-Performance Liquid
Chromatography and Spectrofluorimetry for Vitamin C Analysis of Green Beans (Phaseolus vulgaris L.). Eur. Food Res. Technol.
2000, 210, 220-225. [CrossRef]

Sadler, G.; Davis, J.; Dezman, D. Rapid extraction of lycopene and beta-carotene from reconstituted tomato paste and pink
grapefruit homogenates. J. Food Sci. 1990, 55, 1460-1461. [CrossRef]

Frohlich, K.; Conrad, J.; Schmid, A.; Breithaupt, D.E.; Bohm, V. Isolation and Structural Elucidation of Different Geometrical
Isomers of Lycopene. Int. J. Vitam. Nutr. Res. 2007, 77, 369-375. [CrossRef] [PubMed]

Cedefio-Pinos, C.; Martinez-Tomé, M.; Mercatante, D.; Rodriguez-Estrada, M.T.; Bafién, S. Assessment of a Diterpene-Rich
Rosemary (Rosmarinus officinalis L.) Extract as a Natural Antioxidant for Salmon Paté Formulated with Linseed. Antioxidants 2022,
11,1057. [CrossRef] [PubMed]

Re, R.; Pellegrini, N.; Proteggente, A.; Pannala, A.; Yang, M.; Rice-Evans, C. Antioxidant Activity Applying an Improved ABTS
Radical Cation Decolorization Assay. Free Radic. Biol. Med. 1999, 26, 1231-1237. [CrossRef] [PubMed]

Brand-Williams, W.; Cuvelier, M.; Berset, C. Use of Free Radical Method to Evaluate Antioxidant Activity. LWT—Food Sci. Technol.
1995, 28, 25-30. [CrossRef]

Benzie, LEF; Strain, ].J. Ferric Reducing/Antioxidant Power Assay: Direct Measure of Total Antioxidant Activity of Biological
Fluids and Modified Version for Simultaneous Measurement of Total Antioxidant Power and Ascorbic Acid Concentration.
Methods Enzymol. 1999, 299, 15-27. [CrossRef] [PubMed]

Abea, A.; Gou, P,; Guardia, M.D.; Baiién, S.; Muiioz, I. Combined Effect of Temperature and Oil and Salt Contents on the Variation
of Dielectric Properties of a Tomato-Based Homogenate. Foods 2021, 10, 3124. [CrossRef]


https://doi.org/10.1021/jf9812230
https://www.ncbi.nlm.nih.gov/pubmed/10552782
https://doi.org/10.1111/1541-4337.12867
https://www.ncbi.nlm.nih.gov/pubmed/34889039
https://doi.org/10.1002/1615-9314(20011201)24:12%3C955::AID-JSSC955%3E3.0.CO;2-B
https://doi.org/10.1007/s11947-016-1859-y
https://doi.org/10.1007/s11947-021-02579-1
https://doi.org/10.1016/j.lwt.2008.10.002
https://doi.org/10.17508/CJFST.2020.12.1.11
https://doi.org/10.1021/jf1019483
https://doi.org/10.17660/ActaHortic.2018.1194.207
https://doi.org/10.1016/j.ifset.2008.12.001
https://doi.org/10.1002/jsfa.2321
https://doi.org/10.1021/jf049169c
https://doi.org/10.1016/S0308-8146(00)00324-1
https://doi.org/10.1007/s00217-003-0751-y
https://doi.org/10.1111/j.1365-2621.2005.tb09066.x
https://doi.org/10.3390/foods12152837
https://doi.org/10.3390/foods12203882
https://doi.org/10.1007/PL00005516
https://doi.org/10.1111/j.1365-2621.1990.tb03958.x
https://doi.org/10.1024/0300-9831.77.6.369
https://www.ncbi.nlm.nih.gov/pubmed/18622946
https://doi.org/10.3390/antiox11061057
https://www.ncbi.nlm.nih.gov/pubmed/35739954
https://doi.org/10.1016/S0891-5849(98)00315-3
https://www.ncbi.nlm.nih.gov/pubmed/10381194
https://doi.org/10.1016/S0023-6438(95)80008-5
https://doi.org/10.1016/S0076-6879(99)99005-5
https://www.ncbi.nlm.nih.gov/pubmed/9916193
https://doi.org/10.3390/foods10123124

Foods 2024, 13, 349 16 of 16

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.
52.

53.

54.

55.

56.

Stratakos, A.C.; Delgado-Pando, G.; Linton, M.; Patterson, M.E,; Koidis, A. Industrial Scale Microwave Processing of Tomato Juice
Using a Novel Continuous Microwave System. Food Chem. 2016, 190, 622-628. [CrossRef]

Vioque, M.; de la Cruz-Ares, S.; Gémez, R. Preliminary Investigation on the Physicochemical and Functional Properties of
Commercial Salmorejo Found in Spanish Supermarkets. Foods 2021, 10, 1146. [CrossRef]

Elez-Martinez, P.; Martin-Belloso, O. Effects of High Intensity Pulsed Electric Field Processing Conditions on Vitamin C and
Antioxidant Capacity of Orange Juice and Gazpacho, a Cold Vegetable Soup. Food Chem. 2007, 102, 201-209. [CrossRef]
Ballesta, M. Mejora En La Calidad Del Puré de Tomate y Gazpacho Mediante Tratamientos Con Altas Presiones Hidrostaticas.
Aprovechamiento Integral Del Subproducto de Gazpacho. Doctoral Thesis, San Antonio Catholic University, Murcia, Spain, 2020.
Ordéiiez-Santos, L.E.; Vazquez-Odériz, L.; Arbones-Macifeira, E.; Romero-Rodriguez, M.A. The Influence of Storage Time on
Micronutrients in Bottled Tomato Pulp. Food Chem. 2009, 112, 146-149. [CrossRef]

Nguyen, M.L.; Schwartz, S.J. Lycopene Stability during Food Processing. Proc. Soc. Exp. Biol. Med. 1998, 218, 101-105. [CrossRef]
Velasco, ]J.; Dobarganes, C. Oxidative Stability of Virgin Olive Oil. Eur. . Lipid Sci. Technol. 2002, 104, 661-676. [CrossRef]
Moreno, R.; Moreno, A.; Medina, L.; Vioque, M.; Fernando, C. Bases Para La Estandarizacion y Valoraciéon Nutricional Del
Salmorejo Cordobés: Estudio Sobre El Salmorejo En Los Establecimientos de Restauracion de Cérdoba. Nutr. Hosp. 2016, 33,
111-117. [CrossRef]

Arias, E.; Gonzalez, J.; Oria, R.; Lopez-Buesa, P. Ascorbic Acid and 4-Hexylresorcinol Effects on Pear PPO and PPO Catalyzed
Browning Reaction. J. Food Sci. 2007, 72, 421-429. [CrossRef]

Foyer, C.H.; Noctor, G. Founders Review Ascorbate and Glutathione: The Heart of the Redox Hub. Plant Physiol. 2011, 155, 2-18.
[CrossRef]

Shi, J.; Le Maguer, M. Lycopene in Tomatoes: Chemical and Physical Properties Affected by Food Processing. Crit. Rev. Food Sci.
Nutr. 2000, 40, 1-42. [CrossRef]

Sukalovi¢, V.H.T,; Veljovié-Jovanovi¢, S.; Maksimovié¢, J.D.; Maksimovi¢, V.; Paji¢, Z. Characterisation of Phenol Oxidase and
Peroxidase from Maize Silk. Plant Biol. 2010, 12, 406-413. [CrossRef]

Li, X.; Wang, S.C. Shelf Life of Extra Virgin Olive Oil and Its Prediction Models. J. Food Qual. 2018, 12, 1639260. [CrossRef]
Pellegrini, N.; Visioli, F.; Buratti, S.; Brighenti, F. Direct Analysis of Total Antioxidant Activity of Olive Oil and Studies on the
Influence of Heating. |. Agric. Food Chem. 2001, 49, 2532-2538. [CrossRef]

Caipo, L.; Sandoval, A.; Septlveda, B.; Fuentes, E.; Valenzuela, R.; Metherel, A.H.; Romero, N. Effect of Storage Conditions on the
Quality of Arbequina Extra Virgin Olive Oil and the Impact on the Composition of Flavor-Related Compounds (Phenols and
Volatiles). Foods 2021, 10, 2161. [CrossRef]

Zhong, Y.; Shahidi, F. Methods for the Assessment of Antioxidant Activity in Foods. In Handbook of Antioxidants for Food
Preservation; Shahidi, F., Ed.; Elsevier Ltd.: Amsterdam, The Netherlands, 2015; pp. 287-333; ISBN 9781782420972.

Daoudi, L. Efecto de Las Altas Presiones Hidrostéticas Sobre El Gazpacho y Zumo de Uva. Doctoral Thesis, Universitat Autonoma
de Barcelona, Bellaterra, Spain, 2004.

Manzocco, L.; Calligaris, S.; Mastrocola, D.; Nicoli, M.C.; Lerici, C.R. Review of Non-Enzymatic Browning and Antioxidant
Capacity in Processed Foods. Trends Food Sci. Technol. 2001, 11, 340-346. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1016/j.foodchem.2015.06.015
https://doi.org/10.3390/foods10051146
https://doi.org/10.1016/j.foodchem.2006.04.048
https://doi.org/10.1016/j.foodchem.2008.05.051
https://doi.org/10.3181/00379727-218-44274
https://doi.org/10.1002/1438-9312(200210)104:9/10%3C661::AID-EJLT661%3E3.0.CO;2-D
https://doi.org/10.20960/nh.38
https://doi.org/10.1111/j.1750-3841.2007.00484.x
https://doi.org/10.1104/pp.110.167569
https://doi.org/10.1080/10408690091189275
https://doi.org/10.1111/j.1438-8677.2009.00237.x
https://doi.org/10.1155/2018/1639260
https://doi.org/10.1021/jf001418j
https://doi.org/10.3390/foods10092161
https://doi.org/10.1016/S0924-2244(01)00014-0

	Introduction 
	Materials and Methods 
	Experimental Design 
	Salmorejo Manufacturing Process 
	Vitamin C 
	Vitamin E and Total Carotenoids 
	Vitamin E 
	Carotenoids 
	Antioxidant Capacity Assays 
	Obtention of Sample Extract 
	2.2'-Azinobis-3-Ethylbenzothiazoline-6-Sulfonic (ABTS) Radical Cation Decolouration Assay 
	2,2-Diphenyl-1 Picrylhydrazyl (DPPH) Radical-Scavenging Activity 
	Ferric Ion Reducing Antioxidant Power (FRAP) 

	Statistical Analysis 

	Results 
	Effects of Heating Method and Pasteurisation Temperature 
	Changes in Antioxidant Properties during Chill Storage 

	Discussion 
	Conclusions 
	References

