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Abstract: The problem of food with functional ingredients, characterized by low energy intake
and a variety of phytonutrients with biological activity, is one of the concerns of the population.
The objectives of this study were to investigate the effect of pumpkin powder and its bioactive
components on the quality, color and textural properties of shortbread cookies. In the drying process
of pumpkin powder (Cucurbita moschata) at 60 + 2 °C, the physicochemical parameters did not
change significantly in relation to fresh pulp. The chromatic parameters L*, a* and b* showed that the
pumpkin powder was brighter than the pulp, with a greater presence of yellow pigments. Pumpkin
powder presented a rich source of bioactive compounds (polyphenols flavonoids, carotenoids) with
an antioxidant potential of 161.52 mmol TE/100 g DW and 558.71 mg GAE/100 g DW. Antimicrobial
activity against Gram-positive (Staphylococcus aureus, Bacillus cereus), Gram-negative (Escherichia coli,
Salmonella Abony and Pseudomonas aeruginosa) bacteria and high antifungal activity against Candida
albicans were attested. The sensory, physicochemical, texture parameters and color indicators of
shortbread cookies with yellow pumpkin powder (YPP) added in a proportion of 5-20% were
analyzed. The optimal score was given to the sample of 15% YPP. The use of 15-20% YPP contributed
to improved consistency due to the formation of complexes between starch and protein.

Keywords: Cucurbita moschata; shortbread cookies; biologically active compounds; antioxidant
activity; antimicrobial activity; texture; sensory quality; physicochemical quality

1. Introduction

Pumpkin (Cucurbita moschata), widely cultivated in different climatic zones, famous for
its nutritional value and health-promoting effects, is consumed in abundance as a functional
food and as a medicine for the treatment of various health conditions [1-3]. Pumpkin seeds,
peel, pulp, flowers and leaves contain compounds characterized by high bioactivity, such as
polysaccharides, proteins, polyphenols, carotenoids, phytosterols, vitamins and minerals,
which positively affect human health [4-6].

The qualitative and quantitative profile of biologically active compounds in pump-
kin seeds, peels and cores depends on several factors: genotype [7], cultivation method,
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maturity degree, storage conditions and duration, processing method, drying and func-
tional compound extraction process [8,9]. Several studies have shown that the antioxidant
components contained in pumpkin inhibit free radicals and reduce the risk of cancer,
cardiovascular and neurodegenerative diseases [10,11].

Pumpkin pulp is a source of dietary fiber, especially pectin, with low energy value,
useful in lowering blood glucose levels [2]. The water content in pumpkin pulp varies
from 88 to 96%, and the caloric content per 100 g of fresh material varies, on average, from
15 kcal to 46 kcal [12]. Low molecular weight polysaccharides (3.5 kDa), extracted from
pumpkin pulp, inhibit free radicals and reduce oxidative stress [13]. Pumpkin pulp and
seed extracts showed antibacterial, fungicidal and antioxidant potential [14,15]. Research
has shown that pumpkin pulp flour had hypoglycemic and hypolipidemic effects [16]. The
antidiabetic activity of pumpkin powder was demonstrated by reducing blood glucose
with increased plasma insulin in alloxan-induced diabetic mice [17].

Despite its valuable phytonutrient content and health benefits, pumpkin is used little
in the Republic of Moldova’s food industry. One of the causes is the difficulty in processing
pumpkin and creating storage spaces with appropriate conditions. These impediments can
be reduced by using fruits and vegetables, including pumpkin, in dehydrated or powdered
form. The powders, obtained by the correct dehydration of fresh fruits and vegetables, as
well as byproducts resulting from their processing, are a concentrated form of biologically
active compounds that are bioaccessible, which can be applied in the production of foods
with increased biological potential [18,19]. Furthermore, it was determined that drying the
pumpkin at higher temperatures did not reduce the antioxidant activity of the pulp [20].

The B-carotene content of 3934.02 ug/100 g DW determined in pumpkin powder
was higher than in peels and seeds [14]. Pumpkin powder extracts showed increased
antioxidant effect due to the high content of biologically active compounds [4]. The to-
tal content of carotenoids determined by the researchers in the pumpkin pulp powder
was 35.2 mg/100 g DW, and of B-carotene, 6.18 mg/100 g DW. According to research [21],
pumpkin pulp extracts showed antioxidant, antiproliferative activities and stronger antibac-
terial potential than pumpkin peel extracts, against three bacterial species (Escherichia coli,
Staphylococcus aureus and Pasteurella multocida). The ones presented confirm that pumpkin
powder, due to its phytochemical content and functional properties, could be used as a
potential source of nutraceuticals in food production [22,23].

Nutraceutical is an umbrella term that includes foods, food parts or dietary sup-
plements that provide physical or protective benefits against chronic diseases. [24]. The
bioactive components of pumpkin pulp, such as polyphenols, fibers, polysaccharides,
proteins, lipids, amino acids, carotenoids (precursors of vitamin A), vitamins (vitamin C,
vitamin B2, vitamin E), minerals (potassium, calcium, magnesium, selenium) [4,25], have
been shown to be effective nutraceuticals in the treatment of oxidative stress-related healing
disorders, including allergies, Alzheimer’s disease, cardiovascular disease, cancer, diabetes,
ocular, immune, inflammatory and Parkinson’s diseases, as well as obesity [26].

Pumpkin powder is an exceptional raw material and natural colorant for nectars,
juices, fermented drinks, jams, marmalades, purees, teas, etc. Fortifying foods with pump-
kin powder gives them sweet taste, texture, color, volume and low-calorie content [12].
Recent research has shown that pumpkin powder, rich in minerals, vitamins, proteins
and antioxidants, can replace white flour in bakery products [27,28], which, in addition to
providing substantial nutrients, changes the texture and sensory properties of the fortified
product [29].

An excellent food matrix for the functional ingredients of pumpkin powder is cook-
ies [25], which are preferred by all categories of consumers, especially children.

Therefore, in addition to fresh consumption, it is important to implement technologies
to develop new nutraceuticals from the beneficial health constituents of pumpkin, as well
as to develop fortified food products that are attractive to consumers.

The objective of the present study was to investigate the effect of pumpkin powder and
its bioactive components on the quality, color and textural properties of shortbread cookies.
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2. Materials and Methods
2.1. Chemical Materials

Folin—-Ciocalteu reagent was purchased from Merck (Darmstadt, Germany). Gallic acid
(98%), quercetin (>95%), methanol (>99.9%), tert-butyl methyl ether (>99.9%), hydrochlo-
ric acid (37%), ethyl acetate (>99.5%), petroleum ether, sodium hydroxide (97%), phe-
nolphthalein, sodium nitrite (>>97.0%), aluminum chloride, 2,2-diphenyl-1-picrylhydrazyl,
(£)-6-hydroxy-2,5,7,8-tetramethylchromane-2-carboxylic acid, sodium citrate (>99.0%),
trisodium citrate, silver nitrate (>99.0%), hexane reagent (>99%), boric acid (>99.5%), hy-
drochloric acid (37%), KjTabs VST, sulfuric acid (95.0-98.0%), potassium hydroxide (>85%),
n-octanol (>99%), anhydrous acetone (>99.5%) were obtained from Sigma (Darmstadt,
Germany; Tokyo, Japan; Shanghai, China). Lutein and p-carotene were purchased from
Extrasynthese (Lyon, France). A Specord 200 Plus spectrophotometer (Jena, Germany) was
used for spectrophotometric measurements.

2.2. Biological Material

Fully ripe pumpkins of the variety butternut squash (species Cucurbita moschata), har-
vested in September, were procured from the company “S.C. S&S COM” S.R.L. (Costesti,
Moldova), located in the northern part of the Republic of Moldova (46.8677787780761700 lat-
itude, 28.7686119079589840 longitude and altitude of 80 m above sea level). The fruits were
washed and cut into two portions; the fruit matrix and seeds were scooped out.

2.3. Characterization of Pumpkin Fresh Pulp and Powder

Pumpkin halves were cut into slices. The slices were peeled and grated into shreds.
The shreds of pumpkin were dried in a laboratory drying oven, model SLW 115 SMART,
with forced air circulation at a constant temperature of 60 & 2 °C and relative humidity of
60-65%. The drying process was carried out for 24 h, until they reached a safe moisture
content level, under 8% (wet basis). The average water content was periodically measured
with a halogen moisture analyzer (model HG53, from Mettler Toledo, Columbus, OH,
USA), which was previously calibrated in terms of optimal operating parameters for
vegetable foods. The dry shreds of pumpkin were crushed to powder with a particle size
of 175 £ 15 pm and then sieved. The pumpkin powder was packed in a hermetic box for
subsequent use in this study and the preparation of cookies.

2.3.1. Color Analysis of Fresh Pumpkin Fruits, Pumpkin Powder and Shortbread Cookies
Using the CIELAB Method

The CIELab parameters, L*, a* and b*, were measured using a Chroma Meter CR-
400/410 colorimeter (Konica Minolta, Tokyo, Japan) according to the method in [30]. Each
sample was analyzed at three distinct points, measuring variations in brightness (L*),
red/green component (a*) and yellow /blue component (b*).

Equation (1) was used to determinate the overall difference in color—AE™:

A = /(L —L15)? + (af — ap)? + (b} — b5) M)

where
Ly, ay and by the values of the control sample;
L;,a; and b; the values of the samples with pumpkin powder.

2.3.2. Physicochemical Analysis of Fresh Pumpkin Fruits and Pumpkin Powder

The moisture content (MC) was determined by measuring the weight loss due to
evaporation of water (AOAC, 2012). The total soluble solids (TSS) of the pumpkin pulp
were measured using a handheld Brix refractometer at 0-32° (AOAC, 2012). The pH was
measured using a pH meter (TESTO 206-ph2, Pruszkow, Poland) calibrated with buffer
solutions pH 4.0 and 7.0, directly immersing the electrode in the beaker containing the
sample macerated with distilled water, according to the AOAC (2012) method [31]. The ash
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content (AC) was estimated using the method described by Ranganna [32]. The titratable
acidity (TA) was estimated by titrating a known volume of sample against standard 0.1 N
NaOH using phenolphthalein as an indicator. The results were expressed in % citric
acid [32,33]. The fat content (FC), protein content (PC) and total fiber content (TFC) of the
samples were determined using the method reported by the AOAC (2012) [31]. The FC was
gravimetrically quantified after hexane extraction from the dehydrated sample using the
Soxhlet method in a SER148 Solvent Extraction Unit (VELP Scientifica, Monza, Italy) [33].
The PC was analytically estimated by determining the amount of total nitrogen content
with a conversion factor of 6.25, using the Kjeldahl method in a UDK129 (VELP Scientifica,
Italy). The method for determining TFC in FIWE Raw Fiber Extractors (VELP Scientifica,
Italy) involves a series of chemical treatments to remove all soluble and easily digestible
components from the sample. The remaining fiber components are then washed, dried
and weighed as the residual fiber component. The weight of the TFC is calculated as a
percentage of the initial weight of the food sample.

2.4. Extract Characterization

For sample extraction, 1 g of pumpkin powder was extracted by shaking the sample
1 min at 2000 rpm in a vortex mixer VX-200 (Labnet, Edison, NJ, USA) with 10 mL of acidi-
fied methanol (85:15 v/v, MeOH:HCl). Ultrasonic-assisted extraction (ISOLAB Laborgerite
GmbH, Eschau, Germany) was performed at a frequency of 37 kHz for 30 min; then, the
mixture was centrifuged at 3000 rpm for 10 min. After filtration, the total polyphenol
content (TPC), total flavonoid content (TFC) and antioxidant activity by reaction with
DPPH radical were determined. The extract was stored in glass bottles at 4.0 = 1.0 °C, in
the dark.

2.4.1. Total Polyphenols Using Folin—Ciocalteu

Folin—Ciocalteu reagent was used to determine the total polyphenol content (TPC),
according to the method described by Waterman and Mole [34]. The results were calculated
from a calibration curve using gallic acid (0-10 mg/L, y = 0.5056x + 0.0650, R? = 0.9977)
and expressed in equivalents of gallic acid per 100 g of dried weight (DW) of pumpkin
powder (mg GAE/100 g DW).

2.4.2. Total Flavonoids

Total flavonoid content (TFC) in pumpkin extract was determined spectrophotomet-
rically according to Zhishen et al. [35]. The flavonoid-aluminum complex was detected
at 510 nm. The quercetin calibration curve was used (0-0.250 mg/L, y = 0.7038x + 0.0004,
R? = 0.9955). The results were expressed in quercetin equivalents per 100 g dry weight
(DW) of pumpkin powder (mg QE) /100 g DW).

2.4.3. Total Carotenoids

The total carotenoid content (TCC) was determined following the modified method
described by Ghendov-Mosanu et al. [36]. The plant material (3 g) was extracted with a
mixture of methanol/ethyl acetate/petroleum ether (1: 1: 1, v/v/v). After filtering the extract,
the residue was reextracted twice using the same solvent mixture. TCC was determined
using the spectrophotometric method. The absorption spectrum was plotted and the TCC
was measured at the maximum absorbance wavelength (450 nm).

2.4.4. Separation of Carotenoids Using Reverse-Phase High-Performance Liquid
Chromatography (RP-HPLC)

Carotenoids were separated using RP-HPLC, on an LC-20AT equipped with an SPD-
M20A diode array detector (DAD) (Shimadzu Corporation, Kyoto, Japan), according to
the method described by Ghendov-Mosanu et al. [18]. Saponified carotenoid extracts
were used for this analysis. Carotenoids were identified based on their retention times
and absorption spectra, compared with those of available standards (violaxanthin, lutein,
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B-cryptoxanthin, all-trans-p-carotene) and the available literature data. For the quantifi-
cation of B-carotene and lutein, external eight-point calibration curves were constructed
in the range 1-100 pg/mL. The regression equations were y = 481,115x — 43,279, correla-
tion coefficient: R? = 0.9985 for B-carotene, and, respectively, y = 415,811x — 17,763 and
R? = 0.9996 for lutein. The other compounds in the extract were determined using either
the curve for lutein (luteoxanthin and violaxanthin), or that of B-carotene (S-cryptoxanthin
and cis-f-carotene), Table 1.

Table 1. Spectral characteristics and retention times of carotenoids identified using RP-HPLC analysis.

Compound Retention Max Absorption
Time (min) (nm)

Luteoxanthin 7.498 401, 420, 448
Violaxanthin 9.122 401, 420, 444
Lutein 10.121 421, 445,473
B-cryptoxanthin 38.246 428,451,476
Cis-B-carotene 70.383 424,446,472
All-trans-B-carotene 75.511 421,452,478

2.4.5. Antioxidant Activity, DPPH Assay

The antioxidant activity of the pumpkin extract was determined using the DPPH free
radical method, according to Brand-Williams et al. [37]. The calibration curve with Trolox
(0-250 umol/L) was used, and the results were expressed as mmol TE/100 g DW.

2.4.6. Antioxidant Activity by Silver Nanoparticle

To determine the antioxidant activity, the silver nanoparticle method was used accord-
ing to Pintea et al. [38]. This is a simple spectrophotometric method based on the reduction
of silver ion Ag+ (a solution of silver nanoparticles stabilized with sodium citrate and
starch) to metallic silver Ag® nanoparticles, in the presence of antioxidants—polyphenols
extracted from pumpkin powder. The absorption of the samples is read at A = 423 nm,
against the blank [39].

The pumpkin powder extract was obtained in the following way: 0.5 g of pumpkin
powder was extracted by shaking the sample for 1 min at 2000 rpm in a VX-200 vortex
mixer (Labnet, Edison, NJ, USA) with 5 mL of methanol. The extraction was carried
out using the ultrasound-assisted method (ISOLAB Laborgerdte GmbH, Germany) at a
frequency of 37 kHz for 30 min; then, the mixture was centrifuged at 3000 rpm for 10 min
and filtered. For quantification, we used the gallic acid calibration curve (0-0.05 g/L,
y = 20.646x + 0.0054, R? = 0.9963). The results were expressed in gallic acid equivalents per
100 g dry weight of the product (mg GAE/100 g DW).

2.5. Antimicrobial Activity
2.5.1. Preparation of Inoculum

Antimicrobial properties of extracts (pumpkin powders were tested against Gram-
positive bacteria (Staphylococcus aureus ATCC 25923, Bacillus cereus ATCC 11778), Gram-
negative bacteria (Escherichia coli ATCC 19433, Salmonella Abony ATCC BAA-2162, Pseu-
domonas aeruginosa ATCC 27853) and yeast (Candida albicans ATCC 10231). The strains
used were purchased from the American Type Culture Collection (ATCC). Gram-positive
and Gram-negative microorganisms were precultured in Miieller—Hinton broth at 37 °C
for 18-24 h. Subsequently, a suspension was prepared from each microbial strain with a
concentration of 108 cells/mL according to the McFarland standard of 0.5 [40]. Candida
yeasts were cultivated for 48 h on potato dextrose agar at 37 °C, and after that the inoculum
was prepared with a final concentration of 10° cells/mL [41].
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2.5.2. Antimicrobial Activity Detection Using the Agar Well Diffusion Method

Antimicrobial activity was determined using the agar well diffusion method, as
displayed by Ben Hsouna et al. [42]. Wells with 8 mm diameter were made on Miieller—
Hinton agar plates using a sterile metallic cylinder. The previously prepared inoculum was
spread uniformly on the surface of the agar plates using a sterile swab. In each well, 100 pL
of dissolved powder (125 mg/mL dimethylsulfoxide (DMSO)) was introduced. The plates
were kept at +4 °C for 2 h to ensure the diffusion of the extracts in the agar [43], subsequently
being incubated at 37 °C for 24 h (bacteria) and 48 h (yeasts). The measurement of the total
zone of inhibition (including the diameter of the wells) after the incubation period allowed
for the detection of antimicrobial activity. DMSO was used as a negative control. All tests
were performed in triplicate.

2.5.3. Determination of MIC, MBC and MFC Using the Microdilution Well Method

The goal of our study was to determine whether the etiologic agent is resistant or
sensitive to the natural antimicrobial agents being tested. The minimum inhibitory concen-
tration (MIC) values were determined using the method described by Gulluce et al. [44]. In
a sterile 96-well microtiter plate with a total volume of 200 uL per well, initially or after
dispensing 100 pL of Miieller-Hinton peptone broth. Afterwards, we performed twofold
serial dilutions of pumpkin powder in the range of 0.25-150 mg/mL. A microbial suspen-
sion of 10puL was added to each well with a final inoculum concentration of 108 cells/mL
for bacteria and 10° cells/mL for yeasts.

The contents were homogenized; then, the plates were covered with sterile lids and in-
cubated for 24 h at 37 °C (bacterial strains) and for 48 h at 37 °C (fungal strains). The lowest
concentration of powder inhibiting the growth of microorganisms was established—MIC.

The minimum bactericidal concentration (MBC) values were interpreted as the smallest
amount of powder inhibiting the visible growth of the microorganisms. For determination
of MBC, each dilution was subcultured on Miieller-Hinton agar plates with subsequent
incubation of the plates and interpretation of the results. The MBC value is determined by
the lowest concentration of the tested compound that reduces the number of colonies on
the plate by up to 99.9% [45].

The minimum fungicidal concentration (MFC) was determined by serially subcultur-
ing 10 pL in potato dextrose agar plates and incubating for 48 h at 37 °C. MFC represented
the lowest concentration that inhibited yeast growth [46].

All assays were caried out in triplicate and the results were expressed as a mean value
=+ standard deviation (SD).

2.6. Preparation and Characterization of Shortbread Cookies with Pumpkin Powder
2.6.1. Preparation Shortbread Cookies with Pumpkin Powder

Samples of shortbread dough were made using 5% to 20% yellow pumpkin powder
(5% YPP, 10% YPP, 15% YPP and 20% YPP) to determine its effects on the sensory and
physicochemical quality of the shortbread cookies. YPP was added directly to wheat flour.
For the control, a sample was prepared without the addition of YPP.

Premium quality wheat flour (moisture content: 13.7%, ash content 0.6%), powdered
sugar (average crystal size: 120 um), butter (moisture content: 16.9%, fat content: 82.5%)
and potato starch (moisture content—18%) were used to make shortbread cookies.

Soft butter and powdered sugar were mixed for 6 & 1 min. Afterwards, wheat flour
with potato starch, and with/without YPP was poured in slowly while stirring. The dough,
kneaded for 5-10 min, was left to rest for 30 min at 20 + 1 °C. The dough was rolled
on lightly floured surface to an even thickness of 5 mm. The biscuits were stamped out
using a round cookie cutter with a diameter of 60 mm, keeping cuts close together. The
stamped biscuits (20 £ 1 g) were baked in an electric convection oven (EASY EV-UME604-
LS, Luxstahl, PiggioTorriana, Italy) at 180 4= 2 °C for 12 4= 1 min until cooked. After baking,
the biscuits were packed and stored in a dry place at room temperature.

The quantities of each ingredient used in the preparation are presented in Table 2.
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Table 2. Formulation of the shortbread cookies.
Ingredients CS 5% YPP 10% YPP 15% YPP 20% YPP
Wheat flour, g 100 95 90 85 80
YPP, g 0 5 10 15 20
Powdered sugar, g 40 40 40 40 40
Butter, g 80 80 80 80 80
Potato starch, g 13 13 13 13 13

CS = 100% wheat flour; 5% YPP = 5% yellow pumpkin powder; 10% YPP = 10% yellow pumpkin powder; 15%
YPP = 15% yellow pumpkin powder; 20% YPP = 20% yellow pumpkin powder.

2.6.2. Texture Profile Analysis of Dough and Shortbread Cookies

A Stable Micro Systems TA.HD plus C analyzer, UK was used for texture profile
analysis of dough. The textural properties (hardness, cohesiveness, gumminess, resilience,
adhesiveness) of the dough samples were determined with a 40 mm cylindrical probe
through the double compression test, using P/75 stainless plate and respecting the follow-
ing parameters: pretest speed—100 m/s; test speed—>5 m/'s; posttest speed—5 m/s; cell
load—5 kg [47].

The texture parameters of shortbread cookies were made using a texture analyzer
(Stable Micro Systems TA. HD plus C, Godalming, UK) equipped with a 5 kg load cell. The
breaking force or hardness (g) of cookie samples was performed using the three-point bend
test with an HDP/3PB knife-edge probe. The biscuit samples were placed on base beams
with a distance of 4 cm between the two beams. The analyzer was set to a return-to-start
cycle with the following parameters: pretest speed 1 mm/sec; test speed 2 mm/s; posttest
speed 10 mm/s; trigger force—b5 g; distance—5 mm [48].

2.6.3. Sensory Analysis of Shortbread Cookies

The sensory properties of the shortbread cookies samples were analyzed according to
ISO 6658:2017 [49]. Appearance, taste, odor, color and consistency of five cookie samples
were evaluated by a trained panel comprising academic staff and food industry experts
with necessary knowledge and experience consisting of 11 persons. Sensory analysis
was performed in individual booths at room temperature using white light. The panel
developed a list of attributes and evaluated the samples using a 5-point method: 5 = Like
extremely. Exceptional, ideal qualities, 4 = Like. Suitable qualities, 3 = Slightly. With slight
defects, 2 = Dislike. With obvious defects, 1 = Dislike extremely. With strongly pronounced
defects, 0 = Altered, with large changes. Each sample was tested in duplicate in sensory
laboratories that met the requirements of ISO 8589 [50]. The cookies were served in plastic
containers with lids, coded with three-digit random numbers, and presented to the raters
in randomized order. A rest period of 2-3 min between assessments was provided. Warm
water was used to rinse the mouth.

2.6.4. Physicochemical Analysis of Shortbread Cookies

The moisture content (MC) of the shortbread cookies was determined according to the
AACC standard (AACC, Method 44-15.02) [51]. The water swelling of shortbread cookies
was determined according to [18]. The method is based on the measurement of the mass
difference in the products immersed in water at a temperature of 20 + 1 °C for 2 min,
as recommended for flour confectionery products. The water activity (aw) of the baked
cookies was measured at room temperature (25 =+ 1 °C) using an electronic dew-point water
activity meter LabMaster (Novasina AG, CH-8853 Lachen, Switzerland) [52]. Measurement
of a,, was carried out until the value was concurrent.

2.7. Statistical Analysis

The test results are presented in this paper as mean values + standard error of the
mean for three parallel measurements. The Microsoft Office Excel 2007 program (Microsoft,
Redmond, WA, USA) was used for statistical processing. One-way analysis of variance
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(ANOVA) was performed according to the Tukey test, with a significance level of p < 0.05.
Staturphics software Centurion XVI 16.1.17 (Statgraphics Technologies, Inc., The Plains,
VA, USA) was used.

3. Results and Discussion
3.1. Characterization of Pumpkin Fresh Pulp and Powder

The physicochemical indicators and color parameters determined for fresh pumpkin
pulp are presented in Table 3.

Table 3. Physicochemical indicators and color parameters (CIELab) of the pumpkin fresh pulp
and powder.

Parameters Fresh Pumpkin Pulp Pumpkin Powder
Physicochemical Parameters
Moisture content, g/100 g 89.6 = 0.03 6.88 &= 0.05
pH 6.01 £0.30 n/d
Titratable aci.dijcy, %. expressed in n/d 1.05 + 0.01
citric acid
Soluble solids content, g/100 g 8.97 £ 0.06 n/d
Fat content, g/100 g DW 2.13 £0.10 5.74 £0.21
Protein content, g/100 g DW 8.42 £0.21 11.68 £ 0.11
Total fiber content, g/100 g DW 7.53 £0.17 9.69 £ 0.35
Ash content, g/100 g DW 2.98 £+ 0.01 4.07 £0.14
CIELab Chromatic Parameters
L* 59.84 £ 0.21 69.33 £0.13
a* 15.04 & 0.06 6.67 £ 0.08
b* 69.16 £ 0.11 43.1 £0.05

Values represent means of three replicated trials, £ standard deviation; n/d = not determined; L* = luminosity;
a* = red/green component; b* = yellow /blue component.

Moisture values for butternut pumpkin samples (89.6%) were somewhat lower com-
pared to the MC of fresh pumpkin pulp, which, according to Adubofuor et al. and See et al.,
were 92.24-95.66% [53,54]. These values correlate with the data recorded for pumpkin
pulp of the cylindrical variety Cucurbita moschata—=89.5-89.65% [55,56]. The rather high
MC of pumpkin fruit pulp indicates the susceptibility of the fruit to microorganisms and
spoilage [57].

There are differences in how fruits and vegetables are categorized based on pH.
Pumpkin fruit is generally classified as a medium-acidic product with a pH range of
4.99-5.50 [58]. The values obtained for the butternut variety study were above the range
4.90-5.50 reported for pumpkin fruits [58,59]. According to the values obtained in this
study, the fruits are within the pH range of 5.0 and above the pH range established for
low-acid products [60]. The pH value of the fresh pulp was 6.01 (Table 3). Malkanthi
et al. [26] recorded a pH of 5.75 for dry pumpkin powder (10 g powder in 100 mL water),
the acidity of which acidity was due to the dry form of the sample. Over the course of the
study, it was found that the content of dry matter in the studied variety of pumpkin was
8.97%, which agrees well with the result of organoleptic evaluation of the pulp. It should
be noted that the studied pumpkin variety contains an insignificant number of acids (this
fact explains the bland flavor of the pulp).

For the fresh pulp, the FC, PC, TFC and AC, expressed in g/100 g DW, were determined
as 2.13, 8.42, 7.53 and 2.98, respectively (Table 3). The values recorded by Kim et al. [29]
were 4.20, 11.3, 10.88 and 10.53 for lipid, protein, fiber and ash of pumpkin flesh, expressed
in g/kg raw weight. The AC in pulp of the studied variety (2.98%) was significantly higher
than that of pumpkin fruit pulp reported in the scientific works [53,54] and compares well
with the rates of 2.14-4.26% obtained in the scientific works [55,61]. Differences in AC may
be due to varietal and geographical differences in pumpkin fruit cultivation [62].
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In the pumpkin pulp drying process, at the temperature of 60 & 2 °C, the physicochem-
ical parameters determined for the powder did not change significantly (Table 3). Other
authors [20] established that hot-air drying at temperatures of 70 °C ensures very good
quality of pumpkin powder and increased antioxidant potential. The MC (6.88%) was lower
than in a previous study [63] (10.14%), but was within the safety limit, as Bothast et al. [64]
noted that pumpkin powder with more than 14% moisture is susceptible to fungus and
mold growth. In the pumpkin powder, the titratable acidity was 1.05%, expressed in citric
acid. These values correlate with Dhiman et al.—1.03% [65].

In pumpkin powder, higher values (g/100 g DW) for lipid, protein, fiber and ash
content of 5.74, 11.68, 9.69 and 4.07, respectively, were recorded. On the other hand, ash
(4.07%) in pumpkin powder was reported by Ptitchkina et al. [66]. This phenomenon
was probably due to the processes of splitting macromolecular complexes during the
procurement of the dry powder, which led to the release of lipids, proteins, and other
components from the vegetable product matrix.

See et al. [54] determined that in fresh pumpkin, the contents of moisture, fat, protein,
ash, fiber and carbohydrate were 92.24, 0.15, 0.98, 0.76, 0.56 and 5.31%, respectively, whereas
moisture, fat, protein, ash, fiber and carbohydrate in pumpkin powder were 10.96, 0.80, 9.65,
5.37,0.81 and 72.41%, respectively. Bhat et al. [67] determined a lower (3-carotene content
in fresh pumpkin (2.44 mg/100 g) compared to that in dried powder (7.30 mg/100 g).

The physicochemical parameters of the pumpkin powder also fall within the limits of
the values obtained by several researchers (Table 3). Malkanthi et al. [27] determined the
following contents (g /100 g) of moisture, protein, carbohydrates and ash in pumpkin flesh
powder: 14.8, 8.95, 67.00 and 5.56, respectively. Jabeen et al. [68] determined 9.9 g moisture,
2.3 g fat, 3.07 g protein, and a high amount of fiber (11.46 g) and ash (15.98 g/100 g) in
pumpkin flour.

Nor et al. [69] reported that pumpkin powder contained 7.10%, 3.10%, 1.80%, 5.70%,
and 82.30% of protein, fat, moisture, ash, and carbohydrates, respectively. Badr et al. [14]
determined the proximate composition of pumpkin flesh powder; the values for ash, fat,
fiber, moisture, protein and carbohydrates (g/100 g DW) were 6.64, 0.18, 11.25, 18.03, 15.50
and 48.40, respectively.

The values of the chromatic parameters L*, a* and b* were analyzed in pumpkin pulp
and powder (Table 3). The L* values show that the pumpkin powder (69.33) was brighter
than the pulp (59.84). The a* value of fresh pumpkin was higher (15.04) than powder (6.67),
indicating more redness in fresh pumpkin. The b* value of fresh pumpkin (69.16) was
also higher than for pumpkin powder (43.1), demonstrating a greater presence of yellow
pigments. This transformation can be explained by the isomerization of trans carotenes into
various cis isomers, recognized as one of the mechanisms for the degradation of carotenoids
in food [70]. Dehydration in hot air exposed the color pigments to the action of oxygen,
and the activity of the enzymes lipoxygenase and peroxidase, responsible for oxidative
degradation, also contribute to the reduction in pigment content [71].

3.2. Chemical Composition and Antioxidant Activity of the Pumpkin Powder

The research carried out in the present study showed that the biological value of
pumpkin powder increased due to the qualitative and quantitative content of antioxidants
determined using UV-VIS spectroscopy and RP-HPLC chromatography (Table 4).

The values determined for TPC of 363.15 mg GAE/100 g DW and TFC 77.83 mg
QE/100 g DW in the acidified methanolic extracts (85:15, v/v, MeOH:HCl) of pumpkin pow-
der variety butternut squash were higher, and the carotenoid content of 27.76 mg/100 g DW
was lower (Table 4) compared to the values determined by several researchers. Thus, Hus-
sain et al. [4] obtained powder from pumpkin flesh, dried first in the sun, then in a conven-
tional hot-air oven, at 60°C. For the 80% aqueous methanolic extract, these authors recorded
lower values for TPC (134.59 mg GAE/100 g powder) and TFC (77.11 mg CE/100 g,
catechin equivalent), but determined higher TCC content (35.2 mg/100 g) using the
HPLC method.



Foods 2023, 12, 3907

10 of 20

Table 4. The content of total polyphenols, flavonoids, total and individual carotenoids, and the
antioxidant activity of pumpkin powder used for experiments.

Indices Mean Value £+ SD

Total polyphenols, mg GAE/100 g DW 363.15 + 16.8
Total flavonoids, mg QE/100 g DW 77.83 +9.01

Total carotenoids, mg /100 g DW 27.76 & 5.01
Luteoxanthin, mg/100 g DW 0.50 +£0.16
Violaxanthin, mg/100 g DW 0.45 £+ 0.07
Lutein, mg/100 g DW 219+0.11
B-cryptoxanthin, mg/100 g DW 0.27 £ 0.04
Cis-p-carotene, mg/100 g DW 0.26 - 0.09
All-trans-pB-carotene, mg/100 g DW 0.66 = 0.13

Antioxidant activity (DPPH), mmol TE/100 g DW 161.52 £ 21.6

Antioxidant activity by silver nanoparticles, mg
GAE/100 g DW 558.71 +£11.3

Values represent means of three replicated trials, & standard deviation. DPPH = 2,2 diphenyl-1-picrylhydrazyl-hydrate.

The content of biologically active substances in plant powders depends on several fac-
tors [8,9,29], including the method applied to obtain the extracts [72]. Thus, Asif et al. [21],
for methanolic extracts of 65%, 80%, 99.9% pumpkin puree, determined TPCs of 6.78, 5.15,
4.31 mg GAE/100 g and TFCs of 0.72, 0.65, 0.51 mg GAE/100 g, respectively.

Wang et al. [73] noted that the carotenoid content in Cucurbita maxima dried slices
extracted with 100% acetone was not influenced by the drying method. TCC determined in
hot-air-dried samples was 67.6 mg/100 g, and in freeze-dried samples 63.7 mg/100 g.

Research showed that the TPC, TFC and TCC determined in this study provide an
excellent antioxidant potential of 161.52 mmol TE/100 g DW for pumpkin powder applied
in shortcake manufacturing. Other research showed an antioxidant activity of pumpkin
pulp powder of 0.53 mmol AAE/100 g (ascorbic acid equivalents), a TPC of 192 mg
GAE/100 and a 3-carotene content of 32.87 mg/100 g DW [27].

In pumpkin puree, it was found to be 23.6 mg/100 g of phenol content and 0.102 mmol
TE/100 g antioxidant activity [74]. Another experiment revealed that the phenolic content
of pumpkin pulp powder ranged from 159.69 to 35.94 mg GAE/L, whereas the antioxidant
activity ranged from 0.284 to 0.135 mmol AAE/L [75].

In the present study, the antioxidant activity of phenolic compounds from pumpkin
powder against the formation of silver nanoparticles was evaluated. The plasmonic re-
sponse of silver nanoparticles reduced with phenolic compounds was evaluated (558.71 mg
GAE/100 g DW) and correlated with the antioxidant capacity of gallic acid. The relation-
ship between the antioxidant capacity of phenolic acids and the corresponding optical
response of plasmons can be used as an innovative antioxidant detection test for samples
rich in phenolic compounds. Nanoparticle-based antioxidant assays have been shown
to be sensitive, and rapid methods for determining the antioxidant capacity of phenolic
compounds correlate well with classical antioxidant assays such as DPPH and ABTS [39].

According to the literature review, the TCC value is higher if minor carotenoids and
their esterified forms are considered. The main carotenoids identified in pumpkin were
B-carotene, a-carotene, lutein and zeaxanthin. B-carotene, the precursor of vitamin A, is
the major carotenoid in pumpkin species [76]. Table 4 and Figure 1 show the profile of
saponified carotenoids, identified in butternut squash powder, of which lutein has the
highest content (2.19 mg/100 g DW), followed by all-trans-B-carotene (0.66 mg/100 g DW).
Compared to other bibliographic results [76], the lutein content recorded in our research
was modest, although it was mentioned in the literature that in three pumpkin species, the
lutein concentration varied from 0 to 17 mg/100 g [77].
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Figure 1. RP-HPLC chromatograms of saponified carotenoid extracts of butternut squash powder:
1-Luteoxanthin; 2-Violaxanthin; 3-Lutein; 4-B-cryptoxanthin; 5-Cis-B-carotene; 6-all-trans-B-carotene.

To determine the concentration of a- and B-carotenes and their isomers, Garvalho
etal. [78] applied HPLC to the pulp of two local species (A and B) of fresh Cucurbita moschata.
The results showed that (all-E)-f-carotene was the most abundant in both samples, with
values of 244.22 and 141.95 pg/g in samples A and B, respectively. The values for (9Z)--
carotene were 2.34 ug/g (A) and 0.97 ug/g (B), and those for (13Z)-B-carotene were 3.67 (A)
and 1.84 ug/g (B).

Kim et al. [29], using the HPLC method, determined the following concentrations of
carotenoids in Cucurbita maxima pumpkin pulp: a-tocopherol—2.31; B-carotene—17.04;
B-cryptoxanthin—0.65 mg/kg raw weight. In our research, the content of S-cryptoxanthin
was lower (0.27 mg/100 g DW).

The lower concentration of carotenoids in saponified form, identified in our re-
search, was probably influenced by the extraction method and the saponification process
of carotenoids.

3.3. Antibacterial Activity of the Pumpkin Powder

In this study, the antimicrobial activity of pumpkin powder against Staphylococcus
aureus ATCC 25923, Bacillus cereus ATCC 11778, Escherichia coli ATCC 19433, Salmonella
Abony ATCC BAA-2162, Pseudomonas aeruginosa ATCC 27853 and Candida albicans ATCC
10231 was evaluated (Table 5). Initially, the antimicrobial activity of the pumpkin powder
was qualitatively assessed by the presence or absence of microorganism growth inhibition
zones. The obtained results demonstrated that the pumpkin powder has a bactericidal
effect both on Gram-positive and Gram-negative bacteria, as well as on Candida yeasts.

Pumpkin powder demonstrated antibacterial activity with the maximum zone of
inhibition for Candida albicans (19.0 mm). For Pseudomonas aeruginosa, the zone of inhibition
was 14.0 mm, and for Bacillus cereus and Escherichia coli it was 12.0 mm. The smallest zone
of inhibition was recorded for the species Salmonella Abony (10.0 mm).
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Table 5. Antimicrobial activity of pumpkin powder.

[ Powder C trati L
Test Strains Zone of Inhibition, mm owder Concentration, mg/m

MIC MBC/MFC
Gram-positive bacteria
Staphylococcus aureus 11.0+05° 375+15P 75.0 £2.0°
Bacillus cereus 1204+ 0.0° 187 +1.07% 375+152
Gram-negative bacteria
Escherichia coli 120 +0.0° 375+ 13P 75.0 +2.5°
Salmonella Abony 10.0+05° 750+£15¢ 150.0 £5.0¢
Pseudomonas aeruginosa 140+05¢ 375+ 15P 75.0 £ 2.5°
Yeast
Candida albicans 19.0 40549 187 £0.67 37.5+£202

Different letters (*%) designate statistically different results (p < 0.05). MIC = minimum inhibitory concentration;
MBC = minimum bactericidal concentration; MFC = minimum fungicidal concentration.

The results of the study on the MIC and MBC values of the pumpkin powder
are presented in Table 5. The MIC for Bacillus cereus and Candida albicans strains was
18.75 mg/mL, and for Staphylococcus aureus, Escherichia coli and Pseudomonas aeruginosa it
was 37.5 mg/mL. Antimicrobial activity in higher concentrations was recorded on strains of
Salmonella Abony—75.0 mg/mL. Pumpkin powder also demonstrated a bactericidal effect
at a concentration of 37.5 mg/mL on Bacillus cereus and Candida albicans. The MBC for
strains of Staphylococcus aureus, Escherichia coli and Pseudomonas aeruginosa was 75.0 mg/mL,
and for Salmonella Abony it was150.0 mg/mL. The antimicrobial effect of pumpkin pow-
der is due to the high concentrations of polyphenols (363.15 mg GAE/100 g DW) and
flavonoids (77.83 mg QE/100 g DW) that it contains. These compounds are responsible for
the antimicrobial activity due to the polar isopropyl functionality of the phenolic compo-
nents. Polyphenols and flavonoids from pumpkin powder react with cellular components
of microorganisms and lead to leakage of nucleotides and proteinaceous material into
extracellular areas [10].

Asif et al. conducted research to investigate the antibacterial activity of 65%, 80%
and 99.9% methanolic extracts of pumpkin peel and flesh against Pasteurella multocida,
Escherichia coli, Staphylococcus aureus and Bacillus subtilis. The diameter of inhibition zone
of methanolic extracts of pumpkin peel and flesh against Pasteurella multocida was greater
than 15 mm, while the zone of inhibition against three other bacterial species was in the
range of 10 to 15 mm [21].

Dissanayake et al. determined the antimicrobial effect of pumpkin peel, seed and
leaf extracts using acetone, methanol and ethyl acetate solvents on Staphylococcus aureus,
Bacillus subtilis and Escherichia coli bacteria. Methanolic extract of pumpkin peel showed
the highest activity against Staphylococcus aureus with zones of inhibition of 7.58 mm and
4.83 mm for Bacillus subtilis, and no antimicrobial activity was found for Escherichia coli.
On the other hand, methanol extracts of pumpkin seeds showed no antimicrobial effect,
but ethyl acetate extract of pumpkin seeds showed an inhibition zone of 6.61 mm against
Staphylococcus aureus [79].

Tyan et al. [80] evaluated the antimicrobial activity of pumpkin extracts on seven
microbial strains and proved that Cucurbita moschata extracts possess antimicrobial activity
against all strains taken in the study.

Chonoko and Rufai [81] conducted research on the antimicrobial activity of pumpkin
and reported a zone of inhibition in the range of 7-10 mm of both ethanolic and methanolic
extracts of pumpkin peel against bacterial species Staphylococcus aureus and with the zone
of inhibition of 6-12 mm against Salmonella typhi.

Badr et al. [14] found that pumpkin seed oil exhibited strong antifungal activities
against the fungal species Saccharomyces cerevisiae. The antimicrobial effect exerted by
pumpkin powder is probably due to saponins, tannins, flavonoids, alkaloids and steroids
present in pumpkin [81].
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Hussain et al. [10] tested the antimicrobial activity of three types of pumpkin methano-
lic extracts against various species of bacteria and fungi. Significantly different values
were obtained for the antibacterial activity of pumpkin peel, flesh and seed extracts against
the microbial species taken in the research. Against Salmonella typhi, all three types of
extracts showed significant antibacterial activity. Against Escherichia coli and Bacillus subtilis
species, pumpkin flesh extract showed a larger zone of inhibition compared to peel and
seed extracts. Against Staphylococcus aureus, pumpkin peel, flesh and seed extracts showed
nonsignificant activity.

The antimycotic activity of these extracts was also demonstrated. The highest activity
against the species Candida albicans was demonstrated by the methanolic extract from
seeds (9.34 mm), followed by the extract from the peel (8.69 mm) and flesh (7.80 mm) of
pumpkin [10].

3.4. Characterization of Shortbread Cookies

Sensory evaluation of the products showed that the highest average score was given
to 15% YPP (4.9 points), 20% PSC (4.55 points), and control samples (4.59 points) (Table 6).
The highest rating for the consistency of cookies was obtained with the use of YPP
15%—4.87 points. Replacing 20% of wheat flour with YPP slightly reduced the score
to 4.48 points. The control sample and cookies with the addition of 5-10% YPP had a
crumbly consistency. The use of 15-20% pumpkin powder contributed to firmer cookie
consistency. According to Seyhun et al. [82], the firmer cookie consistency with 15-20% YPP
can be attributed to amylose and amylopectin recrystallization, the formation of complexes
between starch and proteins, and to redistribution of water between the components of the
product, as well as other events that may occur in this type of cookie.

The highest rating for the taste of cookies was obtained in the samples with the
addition of 10 and 15% YPP—4.94 and 4.99 points, respectively. The use of 15% YPP
provided an odor at the highest level of 4.84 points. The use of a higher amount of pumpkin
powder slightly reduced this indicator to 4.45 points. Products with high YPP content
(15-20%) had a pronounced nutty flavor and odor.

The resulting shortbread cookies have a particular orange yellow color, which is typical
of the substitute ingredient, which is YPP. Assessed simultaneously regarding all attributes,
the result that received the highest rating was cookies with 15% pumpkin powder, with a
score of 4.83. The cookies with high concentration of YPP (15-20%) had a dark orange color,
which is the result of a more intensive Maillard reaction, which depends on the content
of sugars and proteins [83-85]. It should be noted that all products had an appropriate
shape, without bloating and dents, with a smooth surface. Taste and odor were typical of
the ingredients included in the product, without extraneous taste and odor.

Thus, the introduction of a natural component of raw plant materials—YPP—into the
developed biscuits recipe significantly improved organoleptic parameters, in particular,
the taste, odor and color of the products, which was noted by all tasters. In addition,
the biscuit samples obtained using the developed formulation had a better structure and
appearance, being denser and moister in texture compared to the control sample. The
introduction of YPP was found to compensate for the lack of flavor compounds compared
to the control. However, the addition of 20% YPP has a slight negative effect on taste
and odor (more pungent nutty taste). Overall, the addition of YPP in an amount not
exceeding 15% improves the overall consumer experience and has practical applications in
the development of a better and more presentable product.

The MC of cookies increased linearly from 3.37% to 3.87% with an increase in con-
centration of YPP, which can be explained by the biochemical composition of the YPP, in
particular, a fairly high content of proteins and dietary fiber, which account for the high
water-binding capacity of pumpkin powder, which retained more moisture in the finished
products. The results for moisture content of the shortbread cookies were similar to the
results obtained by Mishra and Kalpana [86], who incorporated potato flour in preparation
of the cookies, similar to the results obtained by Dziki et al. [87], who incorporated oat husk
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in preparation of the cookies. The MC obtained for shortbread cookies with YPP compares

well with the rates obtained in the scientific works [88,89].

Table 6. Sensory, physicochemical, texture parameters and color indicators of pumpkin powder

shortbread cookies (results are presented as mean =+ standard deviation).

Indicators/ Shortbread Cookies
Parameters CS 5% YPP 10% YPP 15% YPP 20% YPP
Sensory indicators
Average Sl’;r‘;rfeﬂ:f sensory 459 + 0.04 b 468 +0.02°¢ 47740014 490 4+ 0.02°¢ 4.55 4 0.05 2P
Consistency 4.64 +0.02° 4.67 +0.03 < 472 4+0.02°¢ 4.87 +0.01¢ 448 +0.012
Taste 4754 0.01° 4.84 +0.02°¢ 494 +0.02 ¢ 499 +0.01°¢ 4.62+0.022
Appearance 4.66+0.012 4.69 +0.022 4.824+00P 496 +0.02°¢ 4.66+0.012
Color 4.46 + 0.032b 4.634+0.02° 475+ 0.04 4834 0.01°¢ 451+ 0.02°
Odor 4.45+0.022 456+ 0.02° 461+00P 484 +0.02¢ 44540202
Physicochemical indicators

Moisture content, % 2.93 4+ 0.053 2 337 +0.57P 35+021¢ 3.67 4 0.088 ¢4 3.87 +0.082¢
Swelling in water, % 183.6 £14° 166.8 + 0.0 P 165.5 +1.4P 163.6 = 1.0 *P 161.8 +0.52

Water activity (aw), c. u.

Hardness, g
Adhesiveness, g-s
Cohesiveness, %
Resilience, %
Gumminess, g

Hardness, g
L*
a*
b*
AE*
L’(-

b?(-
AE*

0.177 +0.001 2

19234 +45.7°¢
1639.0 +26.2¢
0.200 =+ 0.001 2
0.102 £ 0.001 4
386.7 £ 8.2¢

1265.8 £31.4°

0.177 £0.001 #
Texture parameters of cookie doughs

8932 +17.8P
7422 +189P

0.221 + 0.001 ®
0.094 + 0.001 ©

196.5+9.1b

0.176 £ 0.001 2

670.6 +£ 1242

560.5 + 21.3 b
0.221 + 0.001 ®
0.093 + 0.001 <

1475 + 1412

Texture parameters of cookies

1991.7 +26.5°
CIELab chromatic parameters of shortbread cookie cores

2321.7 £194°¢

0.183 £+ 0.001 °

630.0 +25.32
514.1 + 32.6 2P
0.221 + 0.001 ®
0.089 4+ 0.0
138.6 £ 15.72

24353 £22.7¢

0.199 + 0.001 ©

618543152
503.7 +17.42
0.221 £ 0.001 °
0.088 4 0.001 @
136.1 +£11.32

2539.9 +28.44

75.10 + 0.45 4 67.17 +0.48 ¢ 61.89 4+ 0.03P 56.56 + 0.65 2 57.28 4 0.28 2

0.66 +0.152 0.11 + 0.06 2 3.07 £0.12° 5.60 + 0.08 619 £0.12°¢

27.01 +0.182 31.21 +£0.07° 34.54 4 0.08 b 35.39 4+ 0.08 4 35.99 4+ 0.07 ¢
- 899 +0.412 15.39 + 0.58 P 20.94 +0.32 ¢4 20.71 + 0.67 <4

CIELab chromatic parameters of shortbread cookie crusts

75.39 + 0.27 4 67.24 4+ 0.46 ¢ 60.91 + 0.06 P 56.08 4+ 0.84 2 55.23 4+ 0.19 2

1.42 £ 0.07 2P 233 +0.04P 416 +0.08 ¢ 6.01 +0.054 8.71 £ 0.05¢

31.82 +0.232 3454 +0.11° 36.70 £ 0.12 <4 37.73 £ 0.19 de 38.52 +0.14 de
- 8.64 +0.432 15.52 +£0.31° 20.71 4+ 0.57 ¢ 22.46 + 0.64 ¢

Different letters (*"¢) designate statistically different results (p < 0.05). L*—luminosity; a*—red /green component;
b*—yellow /blue component; AE*—overall difference of color; CS—control sample; YPP—shortbread cookies
with yellow pumpkin powder.

The swelling in water of the cookies decreased as the amount of YPP was increased.
This is due to the fact that the dough with increasing replacement of top-grade wheat flour
with YPP becomes more plastic, which further allows for obtaining a more loosened and
brittle cookie structure. It was found that with increasing quantity of YPP in the recipe of
shortbread cookies, wetness of the products decreases by 9.1% upon introduction of 15% of
YPP from the weight of flour and by 11.9% at 20%. This can be explained by the presence
of pectin substances in pumpkin powder, which retain a significant amount of water.

Cookie ay, is very important to predict its stability and safety regarding microbial
growth and lipid oxidation rates. The ay, of all measured cookies were in the range of
0.177 to 0.199 (Table 6). According to the reference, the a,, for food spoilage by bacteria,
yeasts and molds are 0.90, 0.85-0.88 and 0.80, respectively [90]. The a, significantly
influences the shelf life of the product. The higher the a, value, the more likely the
development of microorganisms and product decomposition processes. a,, values lower
than 0.60 prevent microbial spoilage and exhibit microbiological stability [91].

The use of pumpkin powder led to a decrease in the hardness of the cookie dough.
Pumpkin powder had a different chemical composition from wheat flour in terms of fat,
dietary fiber and gluten content. A drastic decrease of about two times was observed
between the CS and the sample where the wheat flour was substituted with only 5% YPP.
This dependence was also observed for the other samples, respectively, with a decrease in
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hardness by 65-67%. The composite dough of wheat flour and pumpkin powder had much
lower hardness compared to the CS, possibly due to higher fat content in the pumpkin
powder. Similar results have been obtained by other authors [92] in the manufacture of cuts
with the addition of pumpkin flour. Also, Wongsagonsup et al. [93] obtained decreasing
results for bread dough hardness when made from a mixture of wheat flour and pumpkin
flour. This decrease in hardness results was explained by the weakening of the gluten
matrix, since pumpkin powder does not contain gluten.

The respective changes in the dough structure also influenced other texture parameters;
namely, for adhesiveness, decreasing values were recorded for all the dough samples with
the addition of pumpkin powder—a significant decrease of over 55% for 5% YPP compared
to the CS. Resilience also showed decreasing values, with a maximum of 13.7% for the
20% YPP and a minimum of 8% for 5% YPP. Cohesiveness, which represents the internal
links that hold together the structure of composite flour gels [94], remains practically
unchanged for all samples; the amount of pumpkin powder did not influence the results of
this parameter. The evolution of resilience and cohesiveness may be due to the weakening
of the dough matrix initiated by the increase in dietary fiber content, which also influences
the ability of the dough to retain gases [95].

Considering that gumminess is related to the evolution of hardness and cohesive-
ness [96], this parameter also showed decreasing values. The gumminess of the dough
samples with the addition of pumpkin powder compared to the control sample decreased
by almost 50% for the 5% YPP, by 61.8% for the 10% YPP, 64.2% for the 15% YPP, and by
almost 65% for the 20% YPP.

Similar results were obtained by Aljahani [94] for composite gels from wheat flour
and pumpkin powder (5%, 10% and 15%), a decrease in firmness and gumminess of a
maximum of 23.3% and, respectively, 25% for nonessential cohesiveness changes.

Hardness is a quality indicator specific to cookies. According to the data presented
in Table 6, the values for hardness increased compared to the CS. Increasing the amount
of pumpkin powder in the shortbread cookie recipe led to an increase in this texture
parameter, by approximately 36% for the 5% YPP, 45% for the 10% YPP, 48% for the 15%
YPP and 50% for the 20% YPP. The increase in shortbread cookie hardness values was due
to the weakening of the gluten network, due to the addition of pumpkin powder. Liubych
et al. [97] showed that the use of pumpkin powder in the manufacture of cookies led to an
increase in breaking strength: there was an increase from 1.05 kg for the control sample to
1.4-4.0 kg for samples with 5-20% pumpkin flour. The authors argued that the increase in
breaking strength values of the composite cookies was due to their small volume as well
as the reduction in the degree of swelling due to the reduced absorption capacity of the
pumpkin powder.

Table 6 shows the values of the color parameters L*, a* and b* for the core and crust of
the shortbread cookies. It was found that in both cases, for all cookie samples (CS and YPP),
the brightness values (L*) were over 50 and were in the clear zone [98]. It was found that
the L* of the cookies showed a decreasing trend with the increase in the level of substitution
of flour with pumpkin powder. Lower values of L* indicated that the cookies were more
closed at higher levels of substitution compared to the CS. This effect was caused by the
presence of natural pigments, such as carotenoids, which are naturally found in pumpkin
powder [76,77]. Also, crust L* values are lower for YPP due to the result of browning and
Maillard reactions, which depend on the content of reducing sugars and proteins on the
sample surface [85].

The values of the parameters a* and b* in both cases (core and crust) of CS and
YPP were positive, demonstrating the predominance of red color over green and a strong
predominance of yellow coloration, in disfavor of the blue, respectively. The resulting
color of the cookies was a dark yellow. It was also found that the values of parameters a*
and b* in the samples with pumpkin powder were higher than in the case of the CS. This
is probably due to the natural coloring pigments, carotenoids, in the pumpkin powder.
In general, the a* and b* parameter values of the shortbread cookies crust were higher
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compared to their core. YPP samples contained more sugar, which facilitates browning and
Maillard reactions.

AE* represents a dimensionless parameter, resulting from the combination of the
L*, a* and b* values of the pairs of samples, which indicates whether or not there are
differences in the colors perceived by the human eye, depending on the specific sensory
thresholds [99]. Lo Faro et al. showed the difference between colors: if AE < 0.2—an
imperceptible difference; if 0.2 < AE < 0.5—a very small difference; if 0.5 < AE <1.5—a
small difference; if 2 < AE < 3—a barely distinguishable difference; if 3 < AE < 6—a very
distinguishable difference; if 6 < AE < 12—a large color difference; if AE > 12—completely
different colors. [99]. The CS was analyzed for shortbread cookies with different substitu-
tions of pumpkin powder. The values of AE* were found to be between 6 < AE* <12, a
large color difference, and AE* > 12, completely different colors [100]. The AE* of the cookie
crust and core was also influenced by the presence of pumpkin powder, and the AE* values
increased with increasing replacement of pumpkin powder in the cookies. The pumpkin
composition significantly influenced color differences, since the baking conditions were the
same for all samples obtained.

4. Conclusions

In the process of drying pumpkin pulp at 60 £ 2 °C, the physicochemical parameters
did not change significantly. Significant amounts for lipid, protein, fiber and mineral
content, respectively, of 5.47, 11.68, 9.69 and 4.07 g/100 g DW were recorded in pumpkin
powder. The chromatic parameters L*, a* and b* showed that the pumpkin powder was
brighter than the pulp, with the greater presence of yellow pigments.

The content of polyphenols, flavonoids, total and individual carotenoids of the pump-
kin powder was determined. It was found to be a rich source of bioactive compounds,
with an antioxidant potential of 161.52 mmol TE/100 g DW. The profile of saponified
carotenoids in pumpkin powder showed that lutein has the highest content (2.19 mg/100 g
DW), followed by all-trans-3-carotene (0.66 mg/100 g DW).

Pumpkin powder shows antimicrobial activity against both Gram-positive (Staphy-
lococcus aureus, Bacillus cereus) and Gram-negative (Escherichia coli, Salmonella Abony and
Pseudomonas aeruginosa) bacteria. High antifungal activity against Candida albicans species
was detected.

Sensory, physicochemical and texture parameters and color indicators of pumpkin
shortbread cookies with 5-20% YPP added, in relation to the CS, were analyzed. Sensory
evaluation showed that the highest average score was achieved by the 15% YPP sample.
The use of 15-20% YPP contributed to firmer cookie consistency due to the formation of
complexes between starch and proteins.

The dough with increasing replacement of top-grade wheat flour with YPP became
more plastic, which allowed for obtaining a more brittle cookie structure. As the amount of
pumpkin powder in the cookie recipe was increased, a constant increase in the breaking
strength values of the cookies was attested due to the weakening of the gluten network
and the reduced absorption capacity of the pumpkin powder.

The brightness of the cookies showed a decreasing trend with the level of replacement
of wheat flour with pumpkin powder; the resulting color of the cookies was dark yellow.
The values of parameters a* and b* in the samples with pumpkin powder were higher
than in the case of CS due to the natural coloring pigments, carotenoids. YPP samples had
higher sugar content, which facilitated browning and Maillard reactions. The difference
in colors perceived by the human eye of the cookie’s crust and core increased with the
replacement of pumpkin powder in the cookies.

Research results showed that pumpkin powder considerably improves the sensory
and textural characteristics of biscuits and is recommended for extending the range of
high-quality and food-safe flour products.

Author Contributions: Conceptualization, A.G.-M., N.N., G.B,, D.C,, O.B,, V.B.,, A.G,, LP, OD,,
VR, CS.,, AP, TS. and R.S.; methodology, A.G.-M., N.N., G.B,, D.C,, O.B,, V.B.,, A.G,, L.P. and



Foods 2023, 12, 3907 17 of 20

A.P,; software, A.G.-M., V.B. and V.R,; validation, A.G.-M., N.N., G.B., VB.,, A.G,, O.D., CS,, AP,
T.S. and R.S;; investigation, A.G.-M., N.N., G.B,, D.C,, O.B., V.B. and L.P,; resources, A.G.-M., N.N,,
G.B.,0.D., VR, C.S. and A.P,; data curation, A.G.-M., N.N,, G.B., D.C,, O.B., VB, A.G., LP,0O.D,,
VR, CS., AP, TS. and R.S.; writing—original draft preparation, A.G.-M., N.N., G.B,, D.C,, O.B,,
VB., A.G,LP,0.D, VR. and RS,; writing—review and editing, A.G.-M., G.B., C.S., AP, T.S. and
R.S,; supervision, A.G.-M., G.B,, C.S.,, AP, TS. and R.S,; project administration, A.G.-M., G.B. and
T.S.; funding acquisition, A.G.-M. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was funded by the Francophone University Agency (AUF) ECO 2023 DRECO-
7859, project “Extraction ‘verte’, stabilisation et valorisation des composants bioactifs de Ribes nidrigo-
laria et Cucurbita maxima”.

Data Availability Statement: No new data were created or analyzed in this study. Data sharing is
not applicable to this article.

Acknowledgments: The authors would like to thank the Francophone University Agency (AUF) and
Cost Action CA 15136 EUROCAROTEN.

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

References

10.

11.

12.

13.

14.

15.

16.

17.

18.

Stovel, D.D. Pumpkin: A Super Food for All 12 Months of the Year; Storey Publishing, LLC: North Adams, MA, USA, 2005; 224p.
Jun, H.L; Lee, C.H.; Song, G.S.; Kim, Y.S. Characterization of the pectic polysaccharides from pumpkin peel. LWT Food Sci. Technol.
2006, 39, 554-561.

Hussain, A.; Kausar, T.; Sehar, S.; Sarwar, A.; Ashraf, A.H.; Jamil, M.A.; Noreen, S.; Rafique, A.; Iftikhar, K.; Quddoos, M.Y;; et al.
A Comprehensive review of functional ingredients, especially bioactive compounds present in pumpkin peel, flesh and seeds,
and their health benefits. Food Chem. Adv. 2022, 1, 100067.

Hussain, A.; Kausar, T.; Din, A.; Murtaza, M.A.; Jamil, M.A.; Noreen, S.; Ramzan, M.A. Determination of total phenolic, flavonoid,
carotenoid, and mineral contents in peel, flesh, and seeds of pumpkin (Cucurbita maxima). J. Food Process. Preserv. 2021, 45, e15542.
Al-Anoos, I.M.; El-Dengawi, R.; Hasanin, H.A. Studies on Chemical Composition of Some Egyptian and Chinese pumpkin
(Cucurbita maxima) Seed Varieties. . Plant Sci. Res. 2015, 2, 137.

Adams, G.G.; Jeewani, S.I.; Morris, G.A.; Harding, S.E. The hypoglycaemic effect of pumpkins as anti-diabetic and functional
medicines. Food Res. Int. 2011, 44, 862-867.

Kulczynski, B.; Gramza-Michatowska, A. The Profile of Carotenoids and Other Bioactive Molecules in Various Pumpkin Fruits
(Cucurbita maxima Duchesne) Cultivars. Molecules 2019, 24, 3212. [PubMed]

Ratnayake, RM.S.; Hurst, PL.; Melton, L.D. Influence of cultivar, storage and cooking on the mechanical properties of winter
squash (Cucurbita maxima). J. Sci. Food Agric. 2004, 84, 433—440. [CrossRef]

Sharma, S.; Rao, R. Nutritional quality characteristics of pumpkin fruit as revealed by its biochemical analysis. Int. Food Res. ].
2013, 20, 2309-2316.

Hussain, A.; Kausar, T.; Din, A.; Murtaza, A.; Jamil, M.A.; Noreen, S.; Igbal, M.A. Antioxidant and Antimicrobial Properties of
Pumpkin (Cucurbita maxima) Peel, Flesh and Seeds Powders. |. Biol. Agric. Healthc. 2021, 11, 42-51.

Xie, J.; Wang, C.; Zhang, B.; Yang, A.; Yin, Q.; Huang, H.; Chen, M. Cucurmosin induces the apoptosis of human pancreatic cancer
CFPAC-1 cells by inactivating the PDGFR-f signalling pathway. Pharm. Rep. 2013, 65, 682—-688.

McCreight, ].D. Cultivation and Uses of Cucurbits. In Genetics and Genomics of Cucurbitaceae; Grumet, R., Katzir, N., Garcia-Mas, J.,
Eds.; Springer International Publishing AG: Cham, Switzerland, 2016; pp. 1-12.

Li, F; Wei, Y; Liang, L.; Huang, L.; Yu, G.; Li, Q. A novel low-molecular-mass pumpkin polysaccharide: Structural characterization,
antioxidant activity, and hypo-glycemic potential. Carbohydr. Polym. 2021, 251, 117090. [CrossRef] [PubMed]

Badr, S.E.; Shaaban, M.; Elkholy, Y.M.; Helal, M.H.; Hamza, A.S.; Masoud, M.S.; El Safty, M.M. Chemical composition and
biological activity of ripe pumpkin fruits (Cucurbita pepo L.) cultivated in Egyptian habitats. Nat. Prod. Res. 2011, 25, 1524-1539.
[CrossRef] [PubMed]

Amin, M.Z; Rity, T.L; Uddin, M.R.; Rahman, M.M.; Uddin, M.]. A comparative assessment of anti-inflammatory, anti-oxidant
and anti-bacterial activities of hybrid and indigenous varieties of pumpkin (Cucurbita maxima Linn.) seed oil. Biocatal. Agric.
Biotechnol. 2020, 28, 101767. [CrossRef]

Bai, Y.; Zhang, M.; Atluri, S.C.; Chen, J.; Gilbert, R.G. Relations between digestibility and structures of pumpkin starches and
pectins. Food Hydr. 2020, 106, 105894. [CrossRef]

Jin, H. Studies on the extraction of pumpkin components and their biological effects on blood glucose of diabetic mice. J. Food
Drug Anal. 2013, 21, 184-189. [CrossRef]

Ghendov-Mosanu, A.; Cristea, E.; Patras, A.; Sturza, R.; Niculaua, M. Rose hips, a valuable source of antioxidants to improve
gingerbread characteristics. Molecules 2020, 25, 5659. [CrossRef]


https://www.ncbi.nlm.nih.gov/pubmed/31487816
https://doi.org/10.1002/jsfa.1674
https://doi.org/10.1016/j.carbpol.2020.117090
https://www.ncbi.nlm.nih.gov/pubmed/33142631
https://doi.org/10.1080/14786410903312991
https://www.ncbi.nlm.nih.gov/pubmed/20603772
https://doi.org/10.1016/j.bcab.2020.101767
https://doi.org/10.1016/j.foodhyd.2020.105894
https://doi.org/10.1016/j.jfda.2013.05.009
https://doi.org/10.3390/molecules25235659

Foods 2023, 12, 3907 18 of 20

19.

20.

21.

22.

23.

24.
25.

26.

27.

28.

29.

30.

31.
32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

Popescu, L.; Cesco, T.; Gurev, A.; Ghendov-Mosanu, A.; Sturza, R.; Tarna, R. Impact of Apple Pomace Powder on the Bioactivity,
and the Sensory and Textural Characteristics of Yogurt. Foods 2022, 11, 3565. [CrossRef]

Bochnak, J.; Swieca, M. Potentially bioaccessible phenolics, antioxidant capacities and the colour of carrot, pumpkin and apple
powders—Effect of drying temperature and sample structure. Int. J. Food Sci. Technol. 2020, 55, 136-145. [CrossRef]

Asif, M.; Raza Naqvi, S.A.; Sherazi, T.A.; Ahmad, M.; Zahoor, A.E; Shahzad, S.A.; Mahmood, N. Antioxidant, antibacterial
and antiproliferative activities of pumpkin (cucurbit) peel and puree extracts—An in vitro study. Pak. J. Pharm. Sci. 2017, 30,
1327-1334.

Bemfeito, C.M.; Carneiro, ].D.D.S.; Carvalho, E.E.N.; Coli, P.C.; Pereira, R.C.; Boas, E.V.D.B.V. Nutritional and functional potential
of pumpkin (Cucurbita moschata) pulp and pequi (Caryocar brasiliense Camb.) peel flours. |. Food Sci. Technol. 2020, 57, 3920-3925.
[CrossRef]

Nyam, K.L.; Lau, M.; Tan, C.P. Fibre from Pumpkin (Cucurbita pepo L.) Seeds and Rinds: Physico-chemical Properties, Antioxidant
Capacity and Application as Bakery Product Ingredients. Malays. J. Nutr. 2013, 19, 99-109.

Kalra, E.K. Nutraceutical—Definition and introduction. AAPS PharmSci 2003, 5, E25. [CrossRef]

Kim, M.Y,; Kim, E.J.; Kim, Y.N.; Choi, C.; Lee, B.H. Comparison of the chemical compositions and nutritive values of various
pumpkin (Cucurbitaceae) species and parts. Nutr. Res. Pract. 2012, 6, 21-27.

Nasri, H.; Baradaran, A.; Shirzad, H.; Rafieian-Kopaei, M. New concepts in nutraceuticals as alternative for pharmaceuticals. Int.
J. Prev. Med. 2014, 5, 1487-1499.

Malkanthi, H.H.A.; Umadevi, S.H. Pumpkin powder (Cucurbita maxima)-supplemented string hoppers as a functional food. Int. J.
Food Nutr. Sci. 2020, 9, 2—6. [CrossRef]

Malkanthi, H.H.A.; Umadevi, S.H. Effect of Dried Pumpkin Pulp and Seed Powder on Physical, Chemical and Sensory Properties
of Biscuits. Int. . Sci. Res. 2018, 7, 32-34.

Hussain, A.; Kausar, T.; Aslam, J.; Quddoos, M.Y,; Ali, A.; Kauser, S.; Zerlasht, M.; Rafique, A.; Noreen, S.; Iftikhar, K.; et al.
Physical and Rheological Studies of Biscuits Developed with Different Replacement Levels of Pumpkin (Cucurbita maxima) Peel,
Flesh, and Seed Powders. J. Food Qual. 2023, 2023, 4362094.

Loypimai, P.; Moongngarm, A.; Chottanom, P. Thermal and pH degradation kinetics of anthocyanins in natural food colorant
prepared from black rice bran. J. Food Sci. Technol. 2016, 53, 461-470. [PubMed]

AOAC. Official Methods of Analysis, 19th ed.; Association of Offical Analytical Chemists: Washington, DC, USA, 2012.
Ranganna, S. Handbook of Analysis and Quality Control for Fruit and Vegetable Products; Tata Mc-Graw Hill Publishing Company
Ltd.: New Delhi, India, 2009; 112p.

Shajan, A.E. A study on physical and chemical characteristics of pumpkin (Cucurbita sp.) flesh. ]J. Pharm. Innov. 2023, 12,
2171-2175. [CrossRef]

Waterman, P.G.; Mole, S. Analysis of Phenolic Plant Metabolites, Ecological Methods and Concepts; Wiley-Blackwell: Hoboken, NJ,
USA, 1994; p. 248.

Jia, Z.; Tang, M.; Wu, J. The determination of flavonoids contents in mulberry and their scavenging effects on superoxide radicals.
Food Chem. 1999, 64, 555-559.

Ghendov-Mosanu, A.; Cristea, E.; Patras, A.; Sturza, R.; Padureanu, S.; Deseatnicova, O.; Turculet, N.; Boestean, O.; Niculaua, M.
Potential application of Hippophae rhamnoides in wheat bread production. Molecules 2020, 25, 1272. [PubMed]

Brand-Williams, W.; Cuvelier, M.E.; Berset, C. Use of a free radical method to evaluate antioxidant activity. LWT Food Sci. Technol.
1995, 28, 25-30.

Pintea, A.; Andrei, S.; Bele, C.; Rugina, D. Chemistry and Biochemistry—~Practical Work; Academic Press: Cluj-Napoca, Romania,
2015; pp. 138-140. (In Romanian)

Della Pelle, F,; Scroccarello, A.; Sergi, M.; Mascini, M.; Del Carlo, M.; Compagnone, D. Simple and rapid silver nanoparticles
based antioxidant capacity assays: Reactivity study for phenolic compounds. Food Chem. 2018, 256, 342-349. [PubMed]
Bhalodia, N.R.; Shukla, V.J. Antibacterial and antifungal activities from leaf extracts of Cassia fistula L.: An ethnomedicinal plant.
J. Adv. Pharm. Technol. Res. 2011, 2, 104-109. [CrossRef]

Nisha, M.C.; Subramanian, M.S.; Prathyusha, P.; Santhanakrishnan, R. Comparative studies on antimicrobial activity of Artemisia
sieversiana Ehrhart. Ex. Willd. and Origanum vuigare L. Int. ]. PharmTech Res. 2010, 2, 1124-1127.

Ben Hsouna, A.; Trigui, M.; Ben Mansour, R.; Mezghani, R.; Damak, M.; Jaoua, S. Chemical composition, cytotoxicity effect and
antimicrobial activity of Ceratonia siliqua essential oil with preservative effects against Listeria inoculated in minced beef meat. Int.
J. Food Microbiol. 2011, 148, 66-72.

Trigui, M.; Ben Hsouna, A.; Tounsi, S.; Jaoua, S. Chemical composition and evaluation of antioxidant and antimicrobial activities
of Tunisian Thymelaea hirsuta with special reference to its mode of action. Ind. Crop Prod. 2013, 41, 150-157.

Gulluce, M.; Sahin, E; Sokmen, M.; Ozer, H.; Daferera, D.; Sokmen, A.; Polissiou, M.; Adiguzel, A.; Ozkan, H. Antimicrobial and
antioxidant properties of the essential oils and methanol extract from Mentha longifolia L. ssp. longifolia. Food Chem. 2007, 103,
1449-1456.

Diao, W.; Hua, Q.; Zhang, H.; Xu, J. Chemical composition, antibacterial activity and mechanism of action of essential oil from
seeds of fennel (Foeniculum vulgare Mill.). Food Control 2014, 35, 109-116.

Zarrin, M.; Amirrajab, N.; Nejad, B. In vitro antifungal activity of Satureja khuzestanica Jamzad against Cryptococcus neoformans. J.
Med. Sci. Res. 2010, 26, 880-882.


https://doi.org/10.3390/foods11223565
https://doi.org/10.1111/ijfs.14270
https://doi.org/10.1007/s13197-020-04590-4
https://doi.org/10.1208/ps050325
https://doi.org/10.4103/IJFNS.IJFNS_2_20
https://www.ncbi.nlm.nih.gov/pubmed/26787965
https://doi.org/10.22271/tpi.2023.v12.i5aa.20183
https://www.ncbi.nlm.nih.gov/pubmed/32168868
https://www.ncbi.nlm.nih.gov/pubmed/29606458
https://doi.org/10.4103/2231-4040.82956

Foods 2023, 12, 3907 19 of 20

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.
58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

Overview of Texture Profile Analysis. Available online: https:/ /texturetechnologies.com/resources/texture-profile-analysis#tpa-
measurements (accessed on 28 July 2023).

Abdel-Shafi Abdel-Samie, M.; Wan, J.; Huang, W.; Kim Chung, O.; Xu, B. Effects of Cumin and Ginger as Antioxidants on Dough
Mixing Properties and Cookie Quality. Cereal Chem. 2010, 87, 454—460. [CrossRef]

ISO 6658:2017; Sensory Analysis—Methodology—General Guidance. International Organization for Standardization: Geneva,
Switzerland, 2017.

ISO 8589; General Guidance for the Design of Test Rooms. The International Organization for Standardization: Geneva,
Switzerland, 2007.

American Association of Cereal Chemistry (AACC). American Association of Cereal Chemistry Approved Methods, 10th ed.; American
Association of Cereal Chemistry (AACC): St. Paul, MN, USA, 2021.

Serin, S.; Turhan, K.N.; Turhan, M. Correlation between Water Activity and Moisture Content of Turkish Flower and Pine Honeys.
Food Sci. Technol. 2018, 38, 238-243. [CrossRef]

Adubofuor, J.; Amoabh, I.; Boamah, A. Physicochemical Properties of Pumpkin Fruit Pulp and Sensory Evaluation of Pumpkin-
Pineapple Juice Blends. Am. |. Food Sci. Technol. 2016, 4, 89-96.

See, E.; Wa, W.; Aa, N. Physico-Chemical and Sensory Evaluation of Breads Supplemented with Pumpkin Flour. ASEAN Food ].
2007, 14, 123-130.

El-Demery, MLE. Evaluation of Physico-Chemical Properties of Toast Breads Fortified with Pumpkin (Cucurbita moschata)
flour. In Proceedings of the 6th Arab and 3rd International Annual Scientific Conference, Mansoura, Egypt, 13-14 April
2001; pp. 2146-2157.

Fedha, M.S.; Mwasaru, M.A.; Njoroge, C.K.; Ojijo, N.O.; Ouma, G.O. Effect of drying on selected proximate composition of fresh
and processed fruits and seeds of two pumpkin species. Agric. Biol. J. N. Am. 2010, 1, 1300. [CrossRef]

Fellows, P. Food Processing Technology: Principle and Practice; Woodhood Publishing Limited: Sawston, UK, 2000; p. 234.
Classification of Food on Basis of Acidity. Available online: https:/ /foodtechnotes.com/2020/10/27/classification-of-food-on-
basis-of-acidity/ (accessed on 21 June 2023).

US Food and Drugs Authority CFSAN. Approximate pH of Foods and Food Products—Acidified and Low-Acid Canned Foods Report;
Center for Food Safety and Applied Nutrition: College Park, MD, USA, 2007; p. 9.

Smith, D.S.; Cash, J.N.; Nip, W.-K.; Hui, W.H. Processing Vegetables Science and Technology; Technomic Publishing AG: Basel,
Switzerland, 1997; p. 52.

Nwofia, G.E.; Victoria, N.N.; Blessing, K.N. Nutritional Variation in Fruits and Seeds of Pumpkins (Cucurbita spp.) Accessions
from Nigeria. Pak. J. Nutr. 2012, 11, 946-956. [CrossRef]

Shewfelt, R.L. Sources of variation in the nutrient content of agricultural commodities from the farm to the consumer. J. Food
Qual. 1990, 13, 37-54.

Jesmin, A.M.; Ruhul, A.M.; Mondal, S.C. Effect of Pumpkin Powder on Physico-chemical Properties of Cake. Res. J. Biol. Sci. 2016,
5,1-5.

Bothast, R.J.; Anderson, R.A.; Warner, K.; Kwolek, W.E. Effects of moisture and temperature on microbiological and sensory
properties of wheat flour and corn meal during storage. Cereal Chem. 1981, 58, 309-310.

Dhiman, A.; Bavita, K.; Attri, S.; Ramachandran, P. Preparation of pumpkin powder and pumpkin seed kernel powder for
supplementation in weaning mix and cookies. Int. J. Chem. Stud. 2018, 6, 167-175.

Ptitchkina, N.; Novokreschonova, L.; Piskunova, G.; Morris, E. Large enhancements in loaf volume and organoleptic acceptability
of wheat bread by small additions of pumpkin powder: Possible role of acetylated pectin in stabilising gas-cell structure. Food
Hydrocoll. 1998, 12, 333-337. [CrossRef]

Bhat, M.A; Bhat, A. Study on physico-chemical characteristics of pumpkin blended cake. J. Food Process. Technol. 2013, 4, 4-9.
Jabeen, A.; Hassan, S.; Masoodi, L.; Ajaz, N.; Rafiq, A. Physico-chemical composition and functional properties of blended flour
obtained from lentil, pumpkin and barley for development of extrudates. ]. Food Process. Technol. 2018, 9, 13-15.

Nor, N.M.; Carr, A.; Hardacre, A.; Brennan, C.S. The development of expanded snack product made from pumpkin flour-corn
grits: Effect of extrusion conditions and formulations on physical characteristics and microstructure. Foods 2013, 2, 160-169.
[CrossRef] [PubMed]

Rodriguez-Amaya, D.B. Food Carotenoids: Chemistry, Biology and Technology, 1st ed.; Wiley-Blackwell: Hoboken, NJ, USA, 2015; pp.
174-191.

Koca, I.; Ustun, N.S.; Koyuncu, T. Effect of Drying Conditions on Antioxidant Properties of Rosehip Fruits (Rosa canina sp.). Asian
J. Chem. 2009, 21, 1061-1068.

Kulczyniski, B.; Gramza-Micha towska, A.; Krélezyk, ]J.B. Optimization of extraction conditions for the antioxidant potential of
different pumpkin varieties (Cucurbita maxima). Sustainability 2020, 12, 1305. [CrossRef]

Wang, S.Y.; Huang, W.C,; Liu, C.C.; Wang, M.E; Ho, C.S.; Huang, W.P.; Huang, C.C. Pumpkin (Cucurbita moschata) fruit extract
improves physical fatigue and exercise performance in mice. Molecules 2012, 17, 11864-11876. [CrossRef]

Nawirska-Olszanska, A.; Biesiada, A.; Sokol-Letowska, A.; Kucharska, A.Z. Content of bioactive compounds and antioxidant
capacity of pumpkin puree enriched with Japanese quince, cornelian cherry, strawberry and apples. Acta Sci. Pol. Technol. Aliment.
2011, 10, 51-60.


https://texturetechnologies.com/resources/texture-profile-analysis#tpa-measurements
https://texturetechnologies.com/resources/texture-profile-analysis#tpa-measurements
https://doi.org/10.1094/CCHEM-01-10-0012
https://doi.org/10.1590/1678-457x.31716
https://doi.org/10.5251/abjna.2010.1.6.1299.1302
https://foodtechnotes.com/2020/10/27/classification-of-food-on-basis-of-acidity/
https://foodtechnotes.com/2020/10/27/classification-of-food-on-basis-of-acidity/
https://doi.org/10.3923/pjn.2012.946.956
https://doi.org/10.1016/S0268-005X(98)00024-1
https://doi.org/10.3390/foods2020160
https://www.ncbi.nlm.nih.gov/pubmed/28239106
https://doi.org/10.3390/su12041305
https://doi.org/10.3390/molecules171011864

Foods 2023, 12, 3907 20 0f 20

75.

76.

77.

78.

79.

80.

81.

82.

83.
84.

85.

86.
87.

88.

89.

90.
91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

Dinu, M.; Soare, R.; Hoza, G.; Bechrescue, A.D. Biochemical composition of some local pumpkin population. Agric. Agric. Sci.
Procedia 2016, 10, 185-191. [CrossRef]

Nincevié¢ Grassino, A.; Rimac Brn¢i¢, S.; Badanjak Sabolovi¢, M.; Sic Zlabur, J.; Marovi¢, R.; Brné¢i¢, M. Carotenoid Content and
Profiles of Pumpkin Products and By-Products. Molecules 2023, 28, 858. [CrossRef]

Murkovic, M.; Miilleder, U.; Neunteufl, H. Carotenoid content in different varieties of pumpkins. J. Food Compos. Anal. 2002, 15,
633-638. [CrossRef]

De Carvalho, L.M.].; Barros Gomes, P.; De Oliveira Godoy, R.L.; Pacheco, S.; Fernandes do Monte, P.H.; De Carvalho, ].L.V.; Nutti,
M.R;; Lima Neves, A.C.; Rodrigues Alves Vieira, A.C.; Ramalho Ramos, S.R. Total carotenoid content, x-carotene and (3-carotene,
of landrace pumpkins (Cucurbita moschata Duch): A preliminary study. Food Res. Int. 2012, 47, 337-340. [CrossRef]
Dissanayake, D.; Deraniyagala, S.; Hettiarachchi, C.; Thiripuranathar, G. The study of antioxidant and antibacterial properties of
skin, seeds and leaves of the Sri Lankan variety of pumpkin. OSR J. Pharm. 2018, 8, 43-48.

Tyan, C.Y.; Radhakrishnan, L.; Mustaffa, F.; Sahgal, G. Antioxidant, antimicrobial and SPF protective activity of Cucurbita moschata,
Cucurbita reticulata and Clitoria ternatea. Rapp. Pharm. 2018, 4, 488-491.

Chonoko, U.; Rufai, A. Phytochemical screening and antibacterial activity of Cucurbita pepo (Pumpkin) against Staphylococcus
aureus and Salmonella typhi. Bayero J. Pure Appl. Sci. 2011, 4, 145-147. [CrossRef]

Seyhun, N.; Sumnu, G.; Sahin, S. Effects of different emulsifier types, fat contents, and gum types on retardation of staling of
microwave-baked cakes. Nahrung 2003, 47, 248-251. [CrossRef]

Cauvin, S.; Young, L. (Eds.) Baked Products: Science, Technology and Practice; Acribia, S.A.: Zaragoza, Spain, 2006; p. 264. (In Spanish)
Mildner-Szkudlarz, S.; Bajerska, J.; Zawirska-Wojtasiak, R. White grape pomace as a source of dietary fibre and polyphenols and
its effect on physical and nutraceutical characteristics of wheat biscuits. J. Sci. Food Agric. 2013, 93, 389-396. [CrossRef]

Walker, R.; Tseng, A.; Cavender, G.; Ross, A.; Zhao, Y. Physicochemical, nutritional, and sensory qualities of wine grape pomace
fortified baked goods. . Food Sci. 2014, 79, S1811-51822. [CrossRef]

Misra, A.; Kulshrestha, K. Potato flour incorporation in biscuit manufacture. Plant Foods Hum. Nutr. 2003, 58, 1-9. [CrossRef]
Dziki, D.; Lisiecka, K.; Gawlik-Dziki, U.; Rézylo, R.; Krajewska, A.; Cacak-Pietrzak, G. Shortbread Cookies Enriched with
Micronized Oat Husk: Physicochemical and Sensory Properties. Appl. Sci. 2022, 12, 12512. [CrossRef]

Kumar, P; Dorcus, M.; Chitra, S. Development and quality evaluation of pumpkin powder fortified cookies. Int. J. Innov. Res.
Technol. Sci. Eng. 2015, 3, 975-978.

Asadi, S.Z.; Khan, M.A.; Chamarthy, R.V. Development and quality evaluation of cookies supplemented with concentrated fiber
powder from chiku (Manilkara zapota L.). ]. Food Sci. Technol. 2021, 58, 1839-1847. [PubMed]

Smith, P.G. Applications of Fluidization to Food Processing; Blackwell Science Ltd.: Oxford, UK, 2007; pp. 116-117.

Kashmir, S.; Shafi, M. Composite flour blends: Influence of particle size of water chestnut flour on nutraceutical potential and
quality of Indian flat breads. J. Food Meas. Charact. 2017, 11, 1094-1105.

Lee, C.H.; Cho, ].K;; Lee, S.J.; Koh, W.; Park, W.; Kim, C.H. Enhancing (3-carotene content in Asian noodles by adding pumpkin
powder. Cereal Chem. 2002, 79, 593-595. [CrossRef]

Wongsagonsup, R.; Kittisuban, P.; Yaowalak, A.; Suphantharika, M. Physical and sensory qualities of composite wheat-Pumpkin
Powderbread with addition of hydrocolloids. Int. Food Res. ]. 2015, 22, 745-752.

Aljahani, A.H. Wheat-yellow pumpkin composite flour: Physico-functional, rheological, antioxidant potential and quality
properties of pan and flat bread. Saudi J. Biol. Sci. 2022, 29, 3432-3439.

Dabash, V,; BureSova, I; Tokdr, M.; Zacharova, M.; Gdl, R. The effect of added Pumpkin Powderon sensory and textural quality of
rice bread. J. Microbiol. Biotech. Food Sci. 2017, 6, 1269-1271. [CrossRef]

Bulgaru, V.; Popescu, L.; Netreba, N.; Ghendov-Mosanu, A.; Sturza, R. Assessment of Quality Indices and Their Influence on the
Texture Profile in the Dry-Aging Process of Beef. Foods 2022, 11, 1526.

Liubych, V.; Novikov, V.; Zheliezna, V.; Koval, H.; Tryhub, O.; Belinska, S.; Tverdokhlib, O.; Honcharuk, Y.; Kolibabchuk, T.;
Pykalo, S. Development of the recipe for cookies with pumpkin flour. Food Sci. Technol. 2023, 2, 21-30.

Pereira, D.; Correia, PM.R.; Guiné, R.P.F. Analysis of the physical-chemical and sensorial properties of Maria type cookies. Acta
Chim. Slovaca 2013, 6, 269-280.

Lo Faro, E.; Salerno, T.; Montevecchi, G.; Fava, P. Mitigation of Acrylamide Content in Biscuits through Combined Physical and
Chemical Strategies. Foods 2022, 11, 2343. [CrossRef] [PubMed]

Batista, R.J.E.; de Morais, M.P.; Caliari, M.; Junior, M.S.S. Physical, microbiological and sensory quality of gluten-free biscuits
prepared from rice flour and potato pulp. . Food Nutr. Res. 2016, 55, 101-107.

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.aaspro.2016.09.051
https://doi.org/10.3390/molecules28020858
https://doi.org/10.1006/jfca.2002.1052
https://doi.org/10.1016/j.foodres.2011.07.040
https://doi.org/10.4314/bajopas.v4i1.30
https://doi.org/10.1002/food.200390058
https://doi.org/10.1002/jsfa.5774
https://doi.org/10.1111/1750-3841.12554
https://doi.org/10.1023/B:QUAL.0000040337.69812.cb
https://doi.org/10.3390/app122412512
https://www.ncbi.nlm.nih.gov/pubmed/33897020
https://doi.org/10.1094/CCHEM.2002.79.4.593
https://doi.org/10.15414/jmbfs.2017.6.6.1269-1271
https://doi.org/10.3390/foods11152343
https://www.ncbi.nlm.nih.gov/pubmed/35954109

	Introduction 
	Materials and Methods 
	Chemical Materials 
	Biological Material 
	Characterization of Pumpkin Fresh Pulp and Powder 
	Color Analysis of Fresh Pumpkin Fruits, Pumpkin Powder and Shortbread Cookies Using the CIELAB Method 
	Physicochemical Analysis of Fresh Pumpkin Fruits and Pumpkin Powder 

	Extract Characterization 
	Total Polyphenols Using Folin–Ciocalteu 
	Total Flavonoids 
	Total Carotenoids 
	Separation of Carotenoids Using Reverse-Phase High-Performance Liquid Chromatography (RP-HPLC) 
	Antioxidant Activity, DPPH Assay 
	Antioxidant Activity by Silver Nanoparticle 

	Antimicrobial Activity 
	Preparation of Inoculum 
	Antimicrobial Activity Detection Using the Agar Well Diffusion Method 
	Determination of MIC, MBC and MFC Using the Microdilution Well Method 

	Preparation and Characterization of Shortbread Cookies with Pumpkin Powder 
	Preparation Shortbread Cookies with Pumpkin Powder 
	Texture Profile Analysis of Dough and Shortbread Cookies 
	Sensory Analysis of Shortbread Cookies 
	Physicochemical Analysis of Shortbread Cookies 

	Statistical Analysis 

	Results and Discussion 
	Characterization of Pumpkin Fresh Pulp and Powder 
	Chemical Composition and Antioxidant Activity of the Pumpkin Powder 
	Antibacterial Activity of the Pumpkin Powder 
	Characterization of Shortbread Cookies 

	Conclusions 
	References

