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ABSTRACT

Coffee fruit processing residues have been proposed to
prevent meat quality loss. This study aimed to evaluate
the effectiveness of coffee silverskin aqueous extract (CSE)
on the oxidative stability of a pork meat homogenate. CSE
was subjected to polyphenols determination (total phenol,
flavonoids, and caffeoylquinic acid contents) and antiradical
and reducing power assays. In addition, raw pork meat ho-
mogenates were divided into four treatments (CN, control or
without antioxidant; T1 and T2, CSE at 250 and 500 ppm, res-
pectively; BHT, synthetic antioxidant at 500 ppm), oxidized
for 1 h with potassium ferrocyanide (0, 0.5, and 1.0 %, w/v),
and subjected to meat quality evaluation (pH, lipid oxidation,
color, and metmyoglobin content). Results demonstrated
that CSE is an important source of polyphenols with antio-
xidant activity, and their incorporation in a raw pork meat
homogenate led to reduce pH values, lipid oxidation, and
metmyoglobin content, as well as decreased color changes
(p < 0.05). These results suggest that CSE has great potential
as an antioxidant additive for meat products.

Keywords: coffee residues; bioactive compounds; antioxi-
dants, meat quality.

RESUMEN

Los residuos del procesamiento del fruto de café se han
propuesto como una estrategia para prevenir la pérdida
de calidad de la carne. Este estudio tuvo como objetivo
evaluar la efectividad del extracto acuoso de cascarilla de
café (CSE) sobre la estabilidad oxidativa en un sistema de
homogenizados de carne cruda de cerdo. EI CSE se sometié a
la determinacion de polifenoles (fenoles, flavonoides y acido
cafeoilquinico), asi como a ensayos de actividad antirradical y
poder reductor. Ademas, los homogenizados de carne cruda
de cerdo se dividieron en cuatro tratamientos (CN, control o
sin antioxidante; T1 y T2, CSE a 250 y 500 ppm, respectiva-
mente; BHT, antioxidante sintético a 500 ppm), oxidados por
1 h con ferrocianuro de potasio (0, 0.5 y 1.0 %, p/v), y fueron
sometidos a evaluacion de calidad de la carne (pH, oxidacion
de lipidos, color y contenido de metamioglobina). Los resul-
tados demostraron que los CSE son una fuente importante
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de polifenoles con actividad antioxidante, y su incorporacion
en un homogenizado de carne de cerdo cruda condujo a
una reduccién de los valores de pH, oxidacién de lipidos y
contenido de metamioglobina, asi como a una disminucion
de los cambios de color (p < 0.05). Estos resultados sugieren
que el CSE tiene un gran potencial como aditivo antioxidante
para productos carnicos.

Palabras clave: residuos del café; compuestos bioactivos;
antioxidantes; calidad de la carne.

INTRODUCTION

In Mexico, pork production was around 1.5 metric tons (Mt),
with a per capita consumption of 20.8 kg in 2021 and a total
domestic consumption of 2.5 Mt. Furthermore, Mexico im-
ports approximately 1.2 Mt, mainly from the USA market, and
exports approximately 0.3 Mt to the Asiatic market, including
China and Japan. This country’s leading pork producing
states were Jalisco, Sonora, and Puebla, with a participation
of 22.6, 18, and 10.8%, respectively, concerning the total
production (USDA, 2023). According to Mexican regulations,
different products can be obtained from meat processing,
such as cured, aged, dried, raw/cooked ready, or not for con-
sumption (NOM, 2018).

Moreover, regardless of the type of pork meat products,
lipid-protein oxidation is considered a primary degradation
of quality loss in these products. Oxidative deterioration
induced by intrinsic factors, including a high concentration
of unsaturated and polyunsaturated lipids, heme pigments,
and oxidizing agents among others, can result in nutrient los-
ses, organoleptically undesirable changes, formation of toxic
compounds, and consequently, loss of acceptability by con-
sumers (Hadidi et al., 2022). In this regard, antioxidant agents
are incorporated into different meat products to enhance
oxidative stability; however, synthetic antioxidants have been
associated with adverse effects on human health. Although
these agents are widely used due to low cost, effectiveness
and stability, natural antioxidants from plant by-products are
considered a significant option to reduce partial or complete
uses (Ribeiro et al., 2019; Hadidi et al., 2022).

In this context, coffee is one of the most consumed
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beverages in the world, and to obtain it, its fruit must be
subjected to a process of pulping, fermenting, washing,
drying, and roasting, which generates many residues as by-
products and waste at each stage (Klingel et al., 2020; Serna
etal., 2022). Coffee silverskin (CSS), the major coffee-roasting
residue, is an important source of dietary fiber and bioactive
compounds, including caffeine, melanoidins, and phenolic
compounds. Therefore, it has been incorporated as an in-
gredient in the formulation of bakery products to improve
nutritional, physicochemical, and sensory attributes (Klingel
etal., 2020).

In a previous investigation, the effects of CSS powder as
a natural ingredient in chicken meat patties were evaluated.
It was concluded that the inclusion of this natural antioxi-
dant reduced the formation of oxidative products, thereby
influencing the sensory attributes. Consequently, they
suggested further research into its application in novel meat
formulations (Martucelli et al., 2021a). Based on the above,
the use of CSS as an antioxidant ingredient for improving the
oxidative stability of meat products is still limited.

Therefore, this investigation aimed to evaluate the effec-
tiveness of coffee silverskin aqueous extract on the oxidative
stability of a pork meat homogenate.

MATERIALS AND METHODS

Chemicals and reagents

All chemicals and reagents used were of analytical grade.
Folin-Ciocalteu, sodium carbonate (Na,CO,), sodium hydro-
xide (NaOH), sodium nitrite (NaNO,), sodium phosphate
monobasic and dibasic (NaH_PO,-H,0 and Na,HPO,, res-
pectively), potassium persulfate (KS,0,), ethanol (HPLQ),
butylated hydroxytoluene (BHT), gallic acid, quercetin, chlo-
rogenic acid, iron(lll) chloride 6-hydrate (FeCI3-6HZO), iron(ll)
sulfate 7-hydrate (FeSO,-7H.0), aluminum chloride (AICI3),
1,1-diphenyl-2-picrylhydrazyl (DPPH), 2,2'-Azino-bis(3-ethyl-
benzothiazoline-6-sulfonic acid) diammonium salt (ABTS),
2,4,6-tri(2-pyridyl)-s-triazine (TPTZ), hydrochloric acid (HCI),
glacial acetic acid (CH;COOH), urea (CH4N,0O) and potassium
ferrocyanide ([Fe(CN)é]“*), were purchased from Sigma Che-
micals. While 2-thiobarbituric acid (TBA), trichloroacetic acid
(TCA) and tetramethoxypropane (TMP), were acquired from
J.T. Baker®.

Coffee residues processing

A commercial supplier (CAFFENIO®, Hermosillo, Sonora, Mé-
xico) donated coffee silverskin flakes from dark Coffea arabica
L. Coffee silverskin flakes were pulverized to a particle size of
20 mesh (Pulvex 200, CDMX., Mexico). The obtained material
was packed under vacuum (Food Saver®, FLA., USA), sterilized
at 121 °C for 20 min (Yamato SM300, TYO. Japan), and stored
at room temperature (25 °C) until further use.

Coffee residues processing

Bioactive compounds from coffee silverskin were extracted
with water (1:10 ratio) by maceration-assisted extraction at
150 rpm (24 °C) for 48 h, in the dark (Fisher Scientific MaxQ-
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5000, NEP, Canada). The resultant mixture was filtered (What-
man no. 1 filter paper), concentrated under reduced pressure
at 60 °C in a rotary evaporator (RE301BW, Yamato, TYO., Ja-
pan), and lyophilized in a freeze dryer (DC401, Yamato, TYO.,
Japan). The coffee silverskin aqueous extract (CSE) obtained
was stored in the dark at -20 °C until analysis.

Polyphenols content of CSE

Total phenolic content (TPC)

TPC was measured by the Folin-Ciocalteu method (Mati¢ and
Jakobek, 2021) with slight modifications. Briefly, 20 uL of CSE
(5 mg/mL) were mixed with 160 pL of distilled water, 40 uL of
Folin-Ciocalteu’s reagent (2 M), and 60 L of Na,CO, solution
(7 %, w/v). The resultant mixture was incubated at 25 °C for
1 h under dark conditions. The absorbance was measured at
750 nm in a spectrophotometer (Multiskan FC UV-Vis, Ther-
mo Scientific, TYO., Japan), and results were expressed as mg
of gallic acid equivalent/g of dried extract (mg GAE/qg).

Total flavonoids content (TFC)

TFC was measured by the aluminum chloride-complex for-
mation method (Mati¢ and Jakobek, 2021) with slight modi-
fications. Briefly, 20 L of CSE (5 mg/mL) were homogenized
with 130 uL of methanol and 20 L of AICL, (5 %, w/v). The
resultant mixture was incubated 30 min at 25 °C under dark
conditions. The absorbance was measured at 415 nm, and
results were expressed as mg of quercetin equivalents/g (mg
QE/q).

Caffeoylquinic acid content (CAC)

CAC was evaluated according to Griffiths et al. (1992) with
slight modifications. Briefly, 100 uL of CSE (5 mg/mL) were
mixed with 200 pL of urea (0.17 M), 200 uL of glacial acetic
acid (0.1 M), and 500 pL of distilled water. The resultant mix-
ture was homogenized with 500 pL of NaNO, (0.14 M) and
500 pL of NaOH (1 M), centrifuged at 2250x g for 10 min at
4 °C (Sorvall ST18R, Thermo Fisher Scientific, MA, USA). The
absorbance was measured at 510 nm, and results were ex-
pressed as mg chlorogenic acid equivalents/g (mg CGA/qg).

Antiradical activity of CSE

Free radical scavenging activity

This activity was measured by the DPPH method (Ozgen et
al., 2006) with slight modifications. Briefly, 100 uL of CSE (5
mg/mL) were mixed with 100 pL of DPPH ethanol solution
(300 pM). The resultant mixture was incubated at 25 °C for
30 min under dark conditions. BHT (0.1 mg/mL) was used as
positive control. The absorbance was measured at 517 nm,
and the results were expressed as a percentage of inhibition:
[(Radical absorbance at 0 min) — (Radical absorbance + antio-
xidant at 30 min) / (Radical absorbance at 0 min)] x 100.

Radical cation scavenging activity

This activity was determined by the ABTS method (Ozgen
et al., 2006) with slight modifications. Briefly, 20 uL of CSE (5
mg/mL) were mixed with 180 uL of ABTS solution (abs 0.7
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at 730 nm). The resultant mixture was incubated at 25 °C for
8 min under dark conditions. BHT (0.1 mg/mL) was used as
positive control. The absorbance was measured at 730 nm,
and the results were expressed as a percentage of inhibition:
[(Radical absorbance at 0 min) — (Radical absorbance + antio-
xidant at 30 min) / (Radical absorbance at 0 min)] x 100.

Reducing power activity of the aqueous extract
Reducing power activity

This activity was determined by the ferricyanide/Prussian
blue method (Berker et al., 2010) with slight modifications.
Briefly, 200 uL of CSE (5 mg/mL) were mixed with 300 pL of
phosphate buffer (0.2 M, pH 6.6) and 500 uL of potassium
ferrocyanide (1%, w/v) and incubated at 50 °C for 20 min, un-
der dark conditions. The resultant mixture was homogenized
with 500 uL of TCA (10%, w/v) and centrifuged at 2300x g
at 4 °C for 10 min. Subsequently, 100 pL of the supernatant
were homogenized with 100 uL of FeCI3 (0.1%, w/v). BHT
(0.1 mg/mL) was used as positive control. The absorbance
was measured at 700 nm, and the results were expressed as
absorbance at the same wavelength.

Ferric reducing/antioxidant power

This activity was determined by the FRAP method (Berker et
al., 2010) with slight modifications. Briefly, 20 pL of CSE (5 mg/
mL) were homogenized with 180 uL of FRAP solution [10:1:1,
300 mM buffer sodium acetate in glacial acetic acid at pH
3.6 and TPTZ (10 mM) in HCI (40 nM) and FeCI3 (20 mM)]. The
reaction mixture was incubated at 25 °C for 8 min under dark
conditions. BHT (0.1 mg/mL) was used as positive control.
The absorbance was measured at 595 nm, and the results
were expressed as mg of Fe?* equivalent/g (mg Fe?*/g).

Meat homogenates preparation

Fresh pork meat (Semimembranosus muscle, at 48 h post-
mortem) was purchased from a local processor (Norson®,
Hermosillo, Mexico). Any visible extra-muscular fat was trim-
med, and then the meat minced using a 4.5 mm-hole plate
(meat grinder 4152, 4 Hobart Dayton, OH, USA). The minced
pork meat was mixed with salt (1.5 %, w/w) and pork back
fat (10 % in the final formulation, w/w). Subsequently, the
obtained minced meat (1 g) was homogenized with 10 mL of
distilled water at 6000 rpm at 5 °C for 1 min (Ultraturrax T25,
IKA, Germany), and 100 pL of the respective antioxidants: CN,
without antioxidants; T1 and T2, CSE at 250 and 500 ppm, res-
pectively; BHT, synthetic antioxidant at 500 ppm. The mixture
was oxidized with 50 pL potassium ferrocyanide at 0, 0.5, and
1.0 % (w/v). After that, meat homogenates were stored at 4 °C
for 1 h and subjected to oxidative stability evaluation.

Oxidative stability of meat homogenates

pH values

The pH values of meat homogenates were determined using
a potentiometer with automatic temperature control (pH211,
Hanna Instruments Inc., Rl, USA) following the procedure
981.12 (AOAC, 2020).

Thiobarbituric acid reactive substances (TBARS)

Lipid oxidation of meat homogenates was determined by
the TBARS method (Pfalzgraf et al., 1995). Meat homogenates
(10 g) were homogenized with 20 mL of TCA (10%, w/v) (4500
rpm at 5 °C for 1 min) and centrifuged (2500x g at 5 °C for 20
min). Subsequently, 2 mL of the filtered supernatant were mi-
xed with 2 mL of TBA solution (20 mM) and incubated at 98 °C
for 20 min. After that, the absorbance was measured at 531
nm. The results were expressed as mg of malondialdehyde/
kg of pork meat (mg MDA/kg).

Color parameters values

The color parameters values of meat homogenates were
evaluated as described previously (Sanchez et al., 2001). The
color parameters were performed using a spectrophotome-
ter (CM 508d, Konica Minolta Inc., TYO, Japan) with a D65 illu-
minant and a 10° observer calibrated with a white calibration
cap (CM-A70). Color parameters consisted of lightness (L*),
redness (a*), yellowness (b*), Chroma (C*), and hue (h*).

Metmyoglobin content (MMb)

MMb of meat homogenates was measured using a spectro-
photometer as described previously (Sanchez et al., 2001).
The maximum value of the quotient K/S525 and K/S572 at
the beginning of the experiment (day 0) was fixed as 0 %
MMb, while 100 % MMb was obtained after oxidizing the
meat sample in potassium ferricyanide (1 %, w/v).

Statistical analysis

Data obtained from all measurements were expressed as
mean + standard deviation (SD) of at least three independent
trials. Polyphenols content and antioxidant activity data were
subjected to a t-test. In addition, data from meat quality as-
says were subjected to a two-way analysis of variance, using
the treatments (CN, T1, T2, and BHT) and level of oxidized
agent (0, 0.5, and 1.0 %) as the fixed effect, including the
interaction. A Tukey-Kramer test was conducted for means
comparison (p < 0.05). Also, a principal components analysis
was performed to determine the relationship between the
analyzed parameters and treatments (SPSS, version 21).

RESULTS AND DISCUSSION
Polyphenols content of CSE

Table 1 reports the polyphenols content results of CSE.
The results showed the presence of phenolic, flavonoids,
caffeoylquinic acid, in this extract.

According to the literature, coffee silverskin is an im-
portant source of antioxidant components like alkaloids
(caffeine), vitamins (tocopherols a, B, y, and &), phenolic
components (chlorogenic acid and their derivates, including
5-0-, 3-0- and 4-O-caffeoylquinic acids), and carbohydrates
associated with polysaccharides (Bessada et al., 2018). In
agreement with our study, it has been demonstrated that
CSE obtained by maceration-assisted extraction is a source
of polyphenols, including phenolics, flavonoids, and caffeo-
ylquinic acid; however, the results of the cited study were
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Table 1. Polyphenols content and antioxidant activity of CSE.
Tabla 1. Contenido de polifenoles y actividad antioxidante del CSE.

Item Results
Polyphenols

TPC (mg GAE/qg) 103.16 +3.48
TFC (mg QE/q) 43.62 + 1.86
CAC (mg CGA/g) 23.19+0.35
Free radical scavenging activity (% inhibition)

CSE 42.76 £ 4.02
BHT 56.84 + 3.90
p-value < 0.001
Radical cation scavenging activity (% inhibition)

CSE 12.82 +1.07
BHT 47.12+£2.61
p-value < 0.001
Reducing power ability (Abs 700 nm)

CSE 0.43 £0.01
BHT 1.47 £ 0.04
p-value <0.001
Ferric reducing antioxidant power (mg Fe?/g)

CSE 1.23+0.18
BHT 1.39+0.09
p-value <0.001

Values expressed as mean + SD of at least three independent experiments.
CSE, coffee silverskin aqueous extract; BHT, butylated hydroxytoluene; TPC,
total phenolic content; TFC, total flavonoids content; CAC, caffeoylquinic
acid content.

Valores expresados como media + DE de al menos tres experimentos inde-
pendientes. CSE, extracto acuoso de piel plateada de café; BHT, butilhidro-
xitolueno; TPC, contenido total de fenoles totales; TFC, contenido total de
flavonoides; CAC, contenido de acido cafeoilquinico.

greater than those obtained in our study, which is associated
with the extraction method used, i.e., ultrasound-assisted ex-
traction (Rodrigues et al., 2015; Vimercati et al., 2022; Vargas
et al., 2023). In contrast with our study, lower TPC and CAC
values (approx. 5 mg GAE/g and 0.4 mg CGA/g, respectively)
were reported in the extract obtained from coffee silverskin
(Martuscellietal., 2021b).

Antioxidant activity of CSE
Table 1 also reports the antioxidant activity results of CSE. The
results showed that the synthetic antioxidant (BHT) showed
35 % greater (p < 0.05) free radical scavenging activity com-
pared to CSE. Although both antioxidants showed values
greater than 40 % of inhibition. In addition, BHT showed 72.8
% greater radical cation scavenging activity compared to CSE
(p < 0.05). Regarding reducing power activity, BHT showed
FRAP values 11.5 % greater (p < 0.05) than CSE, both antio-
xidants report values greater than 1.0 mg Fe?*/g. Also, BHT
showed 70.7 % greater (p < 0.05) reducing power ability than
CSE.

In agreement with our study, it has been evidenced that
CSE exerts in vitro free radical and radical cation scavenging
activity, as well as reducing power activity; however, the
results of the cited work were greater than those obtained
in our investigation, which is associated with the extraction
method used, i.e., ultrasound-assisted extraction (Rodrigues
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et al., 2015; Vimercati et al., 2022; Vargas et al., 2023). The
hydrogen atom transfer (HAT) is the principal mechanism
through which polyphenols exert their antioxidant activity,
and according to a theoretical investigation, the capacity
of caffeoylquinic acid to transfer hydrogen atoms is higher
when compared to the caffeic, rosmarinic, ferulic, sinapic,
ellagic, vanillic, syringic, p-coumaric, and p-hydroxybenzoic
acids (Sabiq et al., 2016).

Oxidative stability of meat homogenates
pH values

Figure 1 illustrates the results of the treatment and the
induced pro-oxidation effect, using potassium ferrocyanide
in pH changes of pork meat homogenates, which were in-
corporated with CSE and BHT. The results showed an effect
of treatment and pro-oxidation interaction (p < 0.05) on this
parameter. At 0% of oxidizing, BHT samples showed the hig-
her (p < 0.05) pH values for meat homogenates (6.01) respect
to CN, T1 and T2 whose values ranged between 5.90-5.97. At
1.0 % of the oxidizing agent, T1 and T2 showed lower (p <
0.05) pH values than other treatments.

Figure 1. Effect of treatment and pro-oxidation on pork meat homogena-
tes pH values. Lowercase letters indicate significant differences between
treatments; capital letters indicate significant differences in each treatment
at different pro-oxidation levels (p < 0.05).

Figura 1. Efecto del tratamiento y pro-oxidacion sobre los valores de pH de
homogenizados de carne de cerdo. Las letras minusculas indican diferencias
significativas entre tratamientos; las letras mayusculas indican diferencias
significativas en cada tratamiento a diferentes niveles de pro-oxidacién (p
< 0.05).

A previous investigation evaluated the influence of
the anticaking agent potassium ferrocyanide (80, 2500,
and 17500 ppm) on the oxidative stability of frozen minced
pork meat, and results showed that pH values were not
affected by pro-oxidant incorporation (Hansen et al., 1996).
In addition, it has been reported that including coffee husk
aqueous-ethanol extract (100 and 200 ppm) in raw frozen
chicken patties did not affect initial pH values for CN samples
(De Farias Marques et al., 2022). However, regardless of the
antioxidant and pro-oxidant agent addition, in our study,
pH values remained within the acceptable range (> 5.5 - 6.1)
reported for pork meat (Kim et al., 2016a). In agreement with
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our study, it has been evidenced that initial pH values of raw
and cooked chicken patties were not affected by 1.5 and
3.0 % of coffee silverskin powder addition (Martuscelli et al.,
2021a). Also, initial pH values of raw and cooked pork patties
were not affected by non-compliant green coffee beans ex-
tract at 0.15, 0.30, and 0.60 % (Bergamaschi et al., 2023).

TBARS values

The incorporation of extracts obtained from agro-industrial
residues into meat products is a promissory strategy to
improve oxidative stability (Hadidi et al., 2022). pH is an
intrinsic meat quality parameter involved in lipid oxidation
chain reactions (Chaijan, 2008). Oxidative stability decrease
has been associated with several oxidant products, including
transition metals and salt, which affect their physicochemical
properties and promote lipid and protein oxidation (Min et
al., 2010). In this context, potassium ferrocyanide, a non-
physiological iron compound used as an anti-caking agent
in salt for human consumption, has also been related to
pro-oxidant effects in meat systems (Hansen et al., 1996; Van
Nguyen etal., 2012).

Figure 2 reports the results of the treatment and pro-
oxidation effect on lipid oxidation of pork meat homogenates
incorporated with CSE and BHT. The results showed an effect
of treatment and pro-oxidation interaction (p < 0.05) on this
parameter. At 0 % of oxidizing, no differences (p > 0.05) were
found between treatments on TBARS values for meat homo-
genates; however, these values increased (p < 0.05) by the
pro-oxidation effect. At 1.0 % of oxidizing agents, T1,T2, and
BHT showed the lowest (p < 0.05) TBARS values compared to
samples from CN.

In a previous study, the influence of potassium ferrocya-
nide at concentrations of 80, 2500, and 17500 ppm on lipid
oxidation in frozen minced pork meat was evaluated. The

Figure 2. Effect of treatment and pro-oxidation on pork meat homogena-
tes lipid oxidation values. Lowercase letters indicate significant differences
between treatments; capital letters indicate significant differences in each
treatment at different pro-oxidation levels (p < 0.05).

Figura 2. Efecto del tratamiento y pro-oxidacion sobre los valores de oxida-
cién de lipidos de homogenizados de carne de cerdo. Las letras minusculas
indican diferencias significativas entre tratamientos; las letras mayusculas
indican diferencias significativas en cada tratamiento a diferentes niveles de
pro-oxidacion (p < 0.05).

results indicated that TBARS values remained unaffected at
0 d of storage. However, these values exhibited an increased
at 56 d of storage, with a concentration-dependent effect
(Hansen et al., 1996). In another work, it was evidenced that
the incorporation of Fe** and Fe?** + NaCl increased MDA
formation in raw beef patties, 45.1 and 51.2% of inhibition
respect CN samples (Min et al., 2010). Also, it has been de-
monstrated that incorporation of potassium ferrocyanide
(2.5, 7.5, and 100 ppm) to cod fillets (Gadus morhua) accele-
rated in concentration-dependent lipid oxidation during the
salting process, as well as during storage for 6 months (Van
Nguyen etal., 2012).

In agreement with our study, the incorporation of spent
coffee ground aqueous extract (500 and 1000 ppm) to raw
pork meat homogenates reduces MDA formation, approx.
39.5 and 46.9% of inhibition respect to CN, after being
subjected to thermal treatment at 37 °C for 12 h (Kim et al.,
2016b). Also, it has been reported that incorporation of co-
ffee husk aqueous-ethanol extract (100 and 200 ppm) to raw
and cooked frozen chicken patties during storage (- 18 °C for
45 d), enhances antioxidant stability through MDA reduction,
approx. 90 and 66 % of inhibition, respectively, respect to
CN (de Farias Marques et al., 2022). In another study, it was
demonstrated that incorporation of CSE (500 ppm) into raw
pork meat homogenates reduces MDA formation, approx.
55 % of inhibition respect to CN, after being subjected to
thermal treatment at 37 °C for 8 h (Vargas et al., 2023). Addi-
tionally, although the oxidation of meat products can begin
from their processing and storage, it has been reported that
meat products treated with antioxidants, and whose values
did not exceed 0.6 mg MDA/kg, do not present rancid aroma
(Georgentelis et al., 2007).

Color parameter values

Lipid oxidation is a primary factor that negatively influences
meat discoloration, reducing consumer acceptance (Chai-
jan, 2008). Table 2 reports the results of the treatment and
pro-oxidation effect on color parameter values of pork meat
homogenates incorporated with CSE and BHT. The results
showed an effect of treatment and pro-oxidation interaction
(p < 0.05) on evaluated color parameters, except for L* values
(p > 0.05). At 0 % of an oxidizing agent, no differences (p >
0.05) were found between treatments on a*, b*, C*, and h*
values for meat homogenates. In addition, a*, b*, and C*
values decreased by the pro-oxidation effect, while h* values
increased (p < 0.05). At 1.0 % of the oxidizing agent, T1, T2,
and BHT showed higher (p < 0.05) a* and C* values respect
to CN, which reveals the protective effect of the antioxidants
used on color changes of the product. However, non-diffe-
rences were found in b* values (p > 0.05). Furthermore, T1
and T2 showed the lowest (p < 0.05) h* values.

In a previous investigation, the influence of potassium
ferrocyanide (80, 2500, and 17500 ppm) was determined, on
the color of frozen minced pork meat, and results showed
that a* values decreased at 0 and 56 d of storage in a concen-
tration-dependent manner (Hansen et al., 1996). In addition,
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Table 2. Effect of treatment and pro-oxidation on pork meat homogenates
color parameter values.
Tabla 2. Efecto del tratamiento y pro-oxidacion sobre los valores de los para-
metros de color de homogenizados de carne de cerdo.

Item Treatment Potassium ferrocyanide level
0% 0.5 % 1.0 %

L* values CN 39.12+0.39 39.63 =+ 0.64 41.12+1.26
T1 39.84+0.78 39.68 £1.29 41.17 £0.50
T2 39.04+£0.18 4096 £0.26  40.94 +0.09
BHT 39.26 + 0.46 41.38 +0.76 4145 +1.05

a* values CN 6.99+0.15° 527+024*® 3.46+0.03*
T1 731+0.26°® 521+0.16** 4.83+0.34%
T2 7.35+0.06 532+0.13°* 557 +0.09°
BHT 6.91+0.10®®  501+0.13*A 4.57+0.36°

b* values CN 876 +0.19% 8.66+0.48%®  734+0.25%
T1 9.55+0.14 851+£0.32* 6.99+0.81
T2 9.33+0.10® 834%0.23** 7.91+0.09*
BHT 9.36+0.74 A 9.11+033%* 885+0.85%

C* values CN 11.21+£0.13%¢ 10.13+£0.53% 8.11+0.24*
T1 12.03+0.25*® 9.98+0.35°* 850+0.86**
T2 11.88+0.10%® 9.89+0.26** 9.67+0.11°*
BHT 1230+ 1.14%®  1040+035** 9.96 +0.19 A

h* values CN 51.39+1.04* 58.65+0.56% 64.72+0.61<
T1 52.59+0.75** 55.24+1.20® 58.50+0.62*
T2 51.72+£0.22** 54.83+0.32°® 57.44+0.16%
BHT 53.16+0.59* 61.18+0.42<¢ 62.64+0.57 o

Values expressed as mean + SD of at least three independent experiments.
CN, control; T1, T2, CSE at 250 and 500 ppm, respectively; BHT, butylated hy-
droxytoluene at 500 ppm. Lowercase letters indicate significant differences
between treatments; capital letters indicate significant differences in each
treatment at different pro-oxidation levels (p < 0.05).

Valores expresados como media + DE de al menos tres experimentos inde-
pendientes. CN, control; T1, T2, CSE a 250 y 500 ppm, respectivamente; BHT,
butilhidroxitolueno a 500 ppm. Las letras minusculas indican diferencias
significativas entre tratamientos; las letras mayusculas indican diferencias
significativas en cada tratamiento a diferentes niveles de pro-oxidacion (p
< 0.05).

it has been reported that the incorporation of coffee husk
aqueous-ethanol extract (100 and 200 ppm) to raw frozen
chicken patties during storage (-18 °C for 45 d) did not affect
L* values during the storage period; however, the addition
of this extract promotes an increase of a* and b* values (de
Farias Marques et al., 2022). While the incorporation of potas-
sium ferrocyanide (2.5, 7.5, and 100 ppm) to cod fillets exerts
an effect on color parameters (L*, a*, and b*), which was as-
sociated with lipid oxidation during the salting process (Van
Nguyen et al., 2012). In agreement with our study, L*, a*, and
b* values of raw and cooked pork patties were not affected
by non-compliant green coffee beans extract at 0.15, 0.30,
and 0.60 % (Bergamaschi et al., 2023). Also, a* value of raw
meat balls was not affected by green coffee powder addition
at 250 ppm during storage (Mostafa and El Azab, 2022).

MMb values

Lipid and myoglobin oxidation in meat occurs simulta-
neously, and each process enhances the other. This is be-
cause aldehydes affect myoglobin’s redox stability, leading
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to meat discoloration (Chaijan, 2008). Figure 3 reports the
results of the treatment and pro-oxidation effect on the MMb
formation of pork meat homogenates incorporated with
CSE and BHT. The results showed an effect of treatment and
pro-oxidation interaction (p < 0.05) on this parameter. At 0
% of oxidizing, T2 showed the lowest (p < 0.05) MMb values
for meat homogenates. At 1.0 % of the oxidizing agent, T2
showed the lowest (p < 0.05) MMb values compared to sam-
ples from CN.

Figure 3. Effect of treatment and pro-oxidation on pork meat homogenates
metmyoglobin content. Lowercase letters indicate significant differences
between treatments; capital letters indicate significant differences in each
treatment at different pro-oxidation levels (p < 0.05).

Figura 3. Efecto del tratamiento y pro-oxidacion sobre el contenido de me-
tamioglobina de homogenizados de carne de cerdo. Las letras minusculas
indican diferencias significativas entre tratamientos; las letras mayusculas
indican diferencias significativas en cada tratamiento a diferentes niveles de
pro-oxidacion (p < 0.05).

In a previous study, it has been reported that high
concentrations of potassium ferrocyanide result in ferricya-
nide formation, which improves an immediate oxidative
discoloration reaction of pork meat, i.e., MbO, — MMb + O,
(Hansen et al., 1996). In addition, another work demonstra-
ted that the incorporation of Fe?* and Fe** +NaCl increased
MMb formation of beef patties, 68.3 and 68.7% of inhibition
respect to CN (Min et al., 2010). In agreement with our study,
the incorporation of spent coffee grounds to frozen cooked
pork patties (0.1 %) reduced MMb values (Jully et al., 2016).

Principal components analysis

A principal components analysis was conducted to deter-
mine the differences between analyzed parameters and
treatments (Figure 4).

The first and second components showed a variance of
56.98 and 38.58 %, respectively; thus, the two components
explained an accumulation of 95.56 % of the total variation.
The results indicate a significant separation of the analyzed
data from antioxidant treatments compared to CN (p < 0.05).
The above suggests that multivariate analysis is an excellent
predictor for oxidative stability of meat quality (Sanchez et
al.,, 2001).
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Figure 4. Principal components analysis of evaluated parameters and treatments.
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Figura 4. Andlisis de componentes principales de los parametros evaluados y tratamientos.

CONCLUSIONS

In this investigation, the current findings revealed that CSE is
an important source of polyphenols, including phenolic com-
ponents, flavonoids, caffeoylquinic acid, and carbohydrates.
In terms of antioxidant activity, this extract exerts antiradical
and reducing power activity. Furthermore, incorporating CSE
into pork meat homogenates led to reduce pH values, lipid
oxidation, and metmyoglobin content, as well as decreased
color changes when exposed to an oxidizing agent in com-
parison to controls. Therefore, our research highlights the
significant potential of coffee residues as a valuable source of
antioxidant additives for meat industry.

ACKNOWLEDGMENTS

The authors gratefully acknowledge CONAHCYT for the
fellowship of project #739, program “Investigadoras e Inves-
tigadores por México" We are grateful to José Antonio Diaz
Rangel and Wendy Alejandra Atondo Echeagaray for the
technical support of this research.

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.

REFERENCES

AOAC. 2020. AOAC 943.02, pH of flour, potentiometric method.
Association of Official Analytical Chemists. [Consulted 23
March 2023]. Available in: http://www.aoacofficialmethod.
org/index.php?main_page=product_info&products_
id=937

Berker, K.I, GiclG, K., Demirata, B. and Apak, R. 2010. A novel
antioxidant assay of ferric reducing capacity measurement
using ferrozine as the color-forming complexation reagent.
Analytical Methods. 2: 1770-1778. https://doi.org/10.1039/
COAY00245C

Bergamaschi, M., Simoncini, N., Spezzano, V.M., Ferri,
M. and Tassoni, A. 2023. Antioxidant and sensory
properties of raw and cooked pork meat burgers

formulated with extract from non-compliant green
coffee beans. Foods. 12: 1264. https://doi.org/10.3390/
foods12061264

Bessada, S.M.F, Alves, R.C. and Oliveira, M.B.P.P. 2018. Coffee
silverskin: A review on potential cosmetic applications.
Cosmetics. 5: 5. https://doi.org/10.3390/cosmetics5010005

Chaijan, M. 2008. Lipid and myoglobin oxidations in muscle
foods. Songklanakarin Journal of Science & Technology. 30:
47-53.

De Farias Marques, A.D.J,, de Lima Tavares, J., de Carvalho, L.M.,
Abreu, T.L., Pereira, D.A., Santos, M.M.F,, Madruga, M.S., de
Medeiros, L.L. and Bezerra, TK.A. 2022. Oxidative stability
of chicken burgers using organic coffee husk extract.
Food Chemistry. 393: 133451. https://doi.org/10.1016/j.
foodchem.2022.133451

Georgantelis, D., Blekas, G., Katikou, P, Ambrosiadis, |. and
Fletouris, D.J. 2007. Effect of rosemary extract, chitosan and
a-tocopherol on lipid oxidation and colour stability during
frozen storage of beef burgers. Meat Science. 75: 256-264.
https://doi.org/10.1016/j.meatsci.2006.07.018

Griffiths, D.W,, Bain, H. and Dale, M.F.B. 1992. Development
of a rapid colorimetric method for the determination of
chlorogenic acid in freeze-dried potato tubers. Journal of
the Science of Food and Agriculture. 58: 41-48. https://doi.
org/10.1002/jsfa.2740580108

Hadidi, M., Orellana-Palacios, J.C., Aghababaei, F., Gonzalez-
Serrano, D.J., Moreno, A. and Lorenzo, J.M. 2022. Plant by-
product antioxidants: Control of protein-lipid oxidation in
meat and meat products. LWT-Food Science and Technology.
169: 114003. https://doi.org/10.1016/j.lwt.2022.114003

Hansen, T.B., Skibsted, L.H.and Andersen, H.J. 1996.The influence
of the anticaking agent potassium ferrocyanide and salt
on the oxidative stability of frozen minced pork meat.
Meat Science. 43: 135-144. https://doi.org/10.1016/0309-
1740(96)84585-2

Jully, KM.M., Toto, C.S. and Were, L. 2016. Antioxidant effect
of spent, ground, and lyophilized brew from roasted
coffee in frozen cooked pork patties. LWT-Food Science
and Technology. 66: 244-251. https://doi.org/10.1016/j.
Iwt.2015.10.046

Volume XXVI


http://www.aoacofficialmethod.org/index.php?main_page=product_info&products_id=937
http://www.aoacofficialmethod.org/index.php?main_page=product_info&products_id=937
http://www.aoacofficialmethod.org/index.php?main_page=product_info&products_id=937
https://doi.org/10.1039/C0AY00245C
https://doi.org/10.1039/C0AY00245C
https://doi.org/10.3390/cosmetics5010005
https://doi.org/10.1016/j.foodchem.2022.133451
https://doi.org/10.1016/j.foodchem.2022.133451
https://doi.org/10.1002/jsfa.2740580108
https://doi.org/10.1002/jsfa.2740580108
https://doi.org/10.1016/j.lwt.2022.114003
https://doi.org/10.1016/0309-1740(96)84585-2
https://doi.org/10.1016/0309-1740(96)84585-2

Vargas-Sanchez et al: Biotecnia / Biotecnia 26:€2128, 2024

8

Kim, TW., Kim, CW., Kwon, S.G., Hwang, J.H., Park, D.H., Kang,
D.G., Ha, J., Yang, M.R,, Kim, S.W. and Kim, I.S. 2016a. pH as
analytical indicator for managing pork meat quality. Sains
Malaysiana. 45: 1097-1103.

Kim, J.H., Ahn, D.U,, Eun, J.B. and Moon, S.H. 2016b. Antioxidant
effect of extracts from the coffee residue in raw and cooked
meat. Antioxidants. 5(3): 21. https://doi.org/10.3390/
antiox5030021

Martuscelli, M., Esposito, L. and Mastrocola, D. 2021a. The role
of coffee silver skin against oxidative phenomena in newly
formulated chicken meat burgers after cooking. Foods. 10:
1833. https://doi.org/10.3390/foods10081833

Martuscelli, M., Esposito, L., Di Mattia, C.D., Ricci, A. and
Mastrocola, D. 2021b. Characterization of coffee silver skin
as potential food-safe ingredient. Foods. 10: 1367. https://
doi.org/10.3390/foods10061367

Mati¢, P. and Jakobek, L. 2021. Spectrophotometric Folin-
Ciocalteu and aluminum chloride method validation for
the determination of phenolic acid, flavan-3-ol, flavonol,
and anthocyanin content. Croatian Journal of Food Science
and Technology. 13: 176-183. https://doi.org/10.17508/
CJFST.2021.13.2.06

Min, B., Cordray, J.C. and Ahn, D.U. 2010. Effect of NaCl,
myoglobin, Fe (Il), and Fe (1ll) on lipid oxidation of raw and
cooked chicken breast and beef loin. Journal of Agricultural
and Food Chemistry. 58: 600-605. https://doi.org/10.1021/
jf9029404

Mostafa, H.S. and El Azab, E.F. 2022. Efficacy of green coffee as an
antioxidant in beef meatballs compared with ascorbic acid.
Food Chemistry: X. 14: 100336. https://doi.org/10.1016/j.
fochx.2022.100336

Norma Oficial Mexicana NOM-213-SSA1-2018. Productos
carnicos procesados y los establecimientos dedicados a
su proceso. [Consulted 24 March 2023] 2018. Available in:
https://www.dof.gob.mx/nota_detalle.php?codigo=555664
5&fecha=03/04/2019#gsc.tab=0

Ozgen, M., Reese, R.N., Tulio, A.Z., Scheerens, J.C. and Miller,
A.R. 2006. Modified 2, 2-azino-bis-3-ethylbenzothiazoline-
6-sulfonic acid (ABTS) method to measure antioxidant
capacity of selected small fruits and comparison to ferric
reducing antioxidant power (FRAP) and 2,2-diphenyl-1-
picrylhydrazyl (DPPH) methods. Journal of Agricultural and
Food Chemistry. 54: 1151-1157. https://doi.org/10.1021/
jfo51960d

Pfalzgraf, A., Frigg, M. and Steinhart, H. 1995. Alpha-tocopherol
contents and lipid oxidation in pork muscle and adipose
tissue during storage. Journal of Agriculture of Food

Volume XXVI

Chemistry.  43:  1339-1342.
jf00053a039

Ribeiro, J.S., Santos, MJ.M.C, Silva, LK., Pereira, L.CL.,
Santos, I.A., da Silva Lannes, S.C. and da Silva, M.V. 2019.
Natural antioxidants used in meat products: A brief review.
Meat Science. 148: 181-188. https://doi.org/10.1016/j.
meatsci.2018.10.016

Rodrigues, F., Palmeira-de-Oliveira, A., das Neves, J., Sarmento,
B., Amaral, M.H. and Oliveira, M.B.P. 2015. Coffee silverskin:
A possible valuable cosmetic ingredient. Pharmaceutical
Biology. 53: 386-394. https://doi.org/10.3109/13880209.20
14.922589

Saqib, M., Igbal, S., Mahmood, A. and Akram, R. 2016. Theoretical
investigation for exploring the antioxidant potential
of chlorogenic acid: a density functional theory study.
International Journal of Food Properties. 19: 745-751.
https://doi.org/10.1080/10942912.2015.1042588

Sénchez, A, Djenane, D., Torrescano, G.R., Beltran, JA. and
Roncalés, P. 2001. The effects of ascorbic acid, taurine,
carnosine and rosemary powder on colour and lipid
stability of beef patties packaged in modified atmosphere.
Meat Science. 58: 421-429. https://doi.org/10.1016/50309-
1740(01)00045-6

Serna, J.A, Siles, J.A,, de los Angeles Martin, M. and Chica, AF.
2022. A Review on the applications of coffee waste derived
from primary processing: strategies for revalorization.
Processes. 10: 2436. https://doi.org/10.3390/pr10112436

U.S. Department of Agriculture. Livestock and poultry: world
markets and trade. [Consulted 24 March 2023] 2023.
Available in: http://www.fas.usda.gov/psdonline/circulars/
livestock_poultry.pdf

Van Nguyen, M. Thorarinsdottir, K, Thorkelsson, G,
Gudmundsdottir, A. and Arason, S. 2012. Influences of
potassium ferrocyanide on lipid oxidation of salted cod
(Gadus morhua) during processing, storage and rehydration.
Food Chemistry. 131: 1322-1331. https://doi.org/10.1016/j.
foodchem.2011.09.126

Vargas, R.D., Torres-Martinez, B.M., Torrescano, G.R., and
Sanchez, A. 2023. Physicochemical, techno-functional and
antioxidant characterization of coffee silverskin. Biotecnia.
25:43-50. https://doi.org/10.18633/biotecnia.v25i1.1755

Vimercati, W.C,, da Silva Araujo, C., Macedo, L.L. and Pimenta,
C.J. 2022. Optimal extraction condition for the recovery
of bioactive compounds and antioxidants from coffee
silverskin. Journal of Food Process Engineering. 45: e14009.
https://doi.org/10.1111/jfpe.14009

https://doi.org/10.1021/


https://doi.org/10.3390/antiox5030021
https://doi.org/10.3390/antiox5030021
https://doi.org/10.3390/foods10081833
https://doi.org/10.17508/CJFST.2021.13.2.06
https://doi.org/10.17508/CJFST.2021.13.2.06
https://doi.org/10.1021/jf9029404
https://doi.org/10.1021/jf9029404
https://www.dof.gob.mx/nota_detalle.php?codigo=5556645&fecha=03/04/2019#gsc.tab=0
https://www.dof.gob.mx/nota_detalle.php?codigo=5556645&fecha=03/04/2019#gsc.tab=0
https://doi.org/10.1021/jf051960d
https://doi.org/10.1021/jf051960d
https://doi.org/10.1021/jf00053a039
https://doi.org/10.1021/jf00053a039
https://doi.org/10.1016/j.meatsci.2018.10.016
https://doi.org/10.1016/j.meatsci.2018.10.016
https://doi.org/10.3109/13880209.2014.922589
https://doi.org/10.3109/13880209.2014.922589
https://doi.org/10.1080/10942912.2015.1042588
https://doi.org/10.1016/S0309-1740(01)00045-6
https://doi.org/10.1016/S0309-1740(01)00045-6
https://doi.org/10.3390/pr10112436
http://www.fas.usda.gov/psdonline/circulars/livestock_poultry.pdf
http://www.fas.usda.gov/psdonline/circulars/livestock_poultry.pdf
https://doi.org/10.1016/j.foodchem.2011.09.126
https://doi.org/10.1016/j.foodchem.2011.09.126
https://doi.org/10.18633/biotecnia.v25i1.1755
https://doi.org/10.1111/jfpe.14009

	_Hlk33688165
	_Hlk33688186
	_Hlk33688212
	_Hlk33688258
	_Hlk33688304
	_Hlk127875663
	_Hlk33688403
	_Hlk33688612
	_Hlk33688642
	_Hlk33688672
	_Hlk49880026
	_Hlk33689487
	_Hlk33689516
	_Hlk55642877
	_Hlk33689553
	_Hlk55643924
	_Hlk33689627
	_Hlk33689657
	_Hlk4749047
	_Hlk33689688
	_Hlk33689750
	_Hlk516226886
	_Hlk3543969
	_Hlk34906652
	_Hlk147566698
	_Hlk80717460
	_Hlk80717651
	_Hlk80717722
	_Hlk134353904
	_Hlk144292328
	_Hlk144292555
	_Hlk144292818
	_Hlk156495203
	_Hlk135301266
	_Hlk126310645
	_Hlk153372304
	_Hlk106180074
	_Hlk95770057
	_Hlk156587971
	_Hlk156637326
	_Hlk133772183
	_Hlk133772243
	_Hlk133772316
	_Hlk129759053
	_Hlk129796389
	_Hlk129811116
	_Hlk129548923
	_Hlk129550528
	_Hlk129811276
	_Hlk129811684
	_Hlk125722296
	_Hlk129813102
	_Hlk129550570
	_Hlk129813212
	_Hlk129813272
	_Hlk125722520
	_Hlk129593223
	_Hlk151489819
	_Hlk129796563
	_Hlk129759019
	_Hlk129550702
	_Hlk129813526
	_Hlk129813925
	_Hlk151491050
	_Hlk158933480
	_Hlk132663143
	_Hlk132351347
	_Hlk152797294
	_Hlk131748303
	_Hlk132663308
	_Hlk129968150
	_Hlk129585876
	_Hlk132353694
	_Hlk132357165
	_Hlk133613685
	_Hlk132356805
	_Hlk132357599
	_Hlk132357691
	_Hlk130065489
	_Hlk132358035
	_Hlk130065857
	_Hlk152801431
	_Hlk158680972
	_Hlk133649349
	_Hlk133649858
	_Hlk133649416
	_Hlk133741450
	_Hlk137439918
	_Hlk148367252
	_Hlk148536626
	_Hlk158969601
	_Hlk107301331
	_Hlk99285692
	_Hlk99285600
	_Hlk99285651
	_Hlk114070290
	_Hlk99320269
	_Hlk148002334
	_Hlk96062959
	_Hlk96062295
	_Hlk143094431
	_Hlk143084560
	_Hlk154056374
	_Hlk154056930
	_Hlk110701518
	_Hlk104232384
	_Hlk104234676
	_Hlk105516021
	Mujica
	_Hlk153541335
	_Hlk153541221
	_Hlk153541614
	_Hlk153800677
	_Hlk153800886
	_Hlk153803562
	_Hlk153803635
	_Hlk153801334
	_Hlk153804244
	_Hlk153804173
	_Hlk153805275
	_Hlk153805725
	_Hlk137581958
	_Hlk137582341
	_Hlk137583406
	OLE_LINK10
	_Hlk161653768
	_Hlk161568545
	OLE_LINK3
	_Hlk161734016
	_Hlk161741720
	_Hlk163809096
	_Hlk56098937
	_Hlk163236249
	_Hlk164438365
	_Hlk163237731
	_Hlk163057642
	_Hlk55644350
	_Hlk55644259
	_Hlk148696309
	_Hlk148696496
	_Hlk148696531
	_Hlk145183190
	_Hlk148696568
	_Hlk148696638
	_Hlk164774690
	_Hlk164774751
	_Hlk157600609
	_Hlk148696690
	_Hlk157615358
	_Hlk161763924
	_Hlk161822963
	_Hlk162103728
	_Hlk162094467
	_Hlk162088921
	_Hlk161987180
	_Hlk162008885
	_Hlk162105054
	_Hlk162097587
	_Hlk162093574
	_Hlk162090991
	_heading=h.gjdgxs
	_heading=h.pvk396bwfq9q
	_Hlk158716145
	_Hlk159246672
	_Hlk159765747
	_Hlk159772738
	_Hlk159774049
	_Hlk159842375
	_Hlk161232396
	_Hlk170299175
	_Hlk170299594
	_Hlk170299442
	_Hlk161233771
	_Hlk161234002
	_Hlk161242942
	_Hlk111716551
	_Hlk111716948
	_Hlk111717538
	_Hlk170323021
	_Hlk170309353
	_Hlk161243140
	_Hlk161243353
	_Hlk161243809
	_Hlk170319099
	_Hlk170317652
	_Hlk161243927
	_Hlk161244236
	_Hlk161245028
	_Hlk161245119
	_Hlk111724203
	_Hlk92799904
	_Hlk92799799
	_Hlk92799930
	_Hlk161329938
	_Hlk532571334
	_Hlk20130911
	_Hlk36057347
	_Hlk532572736
	_Hlk532572758
	_Hlk532572870
	_Hlk532572826
	_Hlk532568857
	_Hlk532568973
	_Hlk18011487
	_Hlk142318134
	_Hlk173874840
	_Hlk173868883
	_Hlk167815134
	_Hlk168148139
	_Hlk167528780
	_Hlk174095385
	_Hlk174094453
	_Hlk174093987
	_Hlk174094231
	_Hlk167628204
	_Hlk173931009
	_Hlk151557924
	_Hlk151557877
	_Hlk151967592
	_Hlk151967398
	_Hlk151558430
	_Hlk151557548
	_Hlk151967524
	_Hlk151967377
	_Hlk151967151
	_Hlk151557497
	_Hlk151556774
	bau2
	bau3
	bau4
	bau5
	bau6
	bau7
	bau8
	bau9
	bau10
	bau11
	bau12
	bau13
	_gjdgxs
	_30j0zll
	_Hlk173178471
	_Hlk173776508
	_Hlk147732074
	_Hlk147732105
	_Hlk147732117
	_Hlk173446352
	_Hlk162256051
	_Hlk173847572
	_Hlk173779067
	_Hlk166480520
	_Hlk166481618
	_Hlk173912318
	_Hlk166482419
	_Hlk173780276
	_Hlk173865440
	_Hlk173323418
	_Hlk173323329
	_Hlk88233817
	_Hlk162689625
	_Hlk170736340
	_Hlk492313055
	_Hlk492314503
	_Hlk492313579
	_Hlk492314630
	_Hlk175739376
	_Hlk175906909
	_Hlk175739507
	_Hlk175742749
	_Hlk175739318
	_Hlk175909287
	_Hlk175909340
	_Hlk175907339



