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ABSTRACT
Objective: To evaluate the effect of adding honey and the gelatin degrees Bloom in the phenolic content and 
antioxidant capacity of a marshmallow product.
Design/methodology/approach: A 32 factorial design was carried out adding 0, 50 and 75% honey 
concentrations and 265, 300 and 315 degrees Bloom of gelatin.
Results: Adding of honey increased the phenolic content and antioxidant activity by 45% compared to samples 
without honey. Sensory analysis showed no differences in flavor, aroma and mouthfeel between samples with 
and without honey, however, higher degrees bloom improved the texture and appearance of the marshmallows. 
Limitations of the study/implications: The sweetness of honey-added marshmallows increased with the 
honey concentration, being excessive for consumers.
Findings/conclusions: Functional honey-added marshmallow is a viable alternative that can be feasibly 
introduced to the confectionery market.
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INTRODUCTION
	 The confectionery industry is one of the most profitable sectors in Mexico. According to 
data reported by the Secretariat of Agriculture and Social Development and the Secretariat 
of Agrifood and Fisheries Information (SADER and SIAP, 2019), a surplus of 293 million 
dollars was obtained in 2019 from the sale of confectionery products. However, these 
products have been related to an increase in cardiovascular diseases, diabetes and obesity, 
as a consequence of their high sugar content (Cabezas-Zabala et al., 2015). Therefore, it 
is necessary to innovate traditional confectionery by turning products into vehicles that 
delivers compounds that contribute to the improvement of the health of the Mexican 
population.

Citation: Gayosso-Sánchez, A. P., 
Colmenares-Cuevas, S. I., García-
Ramírez, É. J., Contreras-Oliva, 
A., Uscanga-Sosa, D. P., Herrera-
Corredor, J. A.& Salinas-Ruiz, J. 
(2022). Phenolic compounds and 
antioxidant activity of a functional 
honey-added marshmallow. Agro 
Productividad. https://doi.org/10.32854/
agrop.v15i3.2164 

Editor in Chief: Dr. Jorge Cadena 
Iñiguez 

Received: November 3, 2021.
Accepted: March 19, 2022.
Published on-line: April 1, 2022.

Agro Productividad, 15(3). March. 2022. 
pp: 111-119.

This work is licensed under a 
Creative Commons Attribution-Non-
Commercial 4.0 International license.

Image by S. Hermann & F. Richter at Pixabay 



112 Agro productividad 2022. https://doi.org/10.32854/agrop.v15i3.2164

	 On the one hand, marshmallows are aerated confectionery products, with a 
characteristic foamy structure that is created when air and moisture are incorporated into 
a syrup mixture. They are composed of a stabilizing agent, a foaming agent, sweeteners, 
f lavor enhancers and air. Gelatin is the most used stabilizer in marshmallows, because it 
produces an elastic texture that can be moderated by choosing the degrees bloom (°Bloom) 
strength.
	 On the other hand, honey is composed of minerals, vitamins, organic acids, proteins, 
enzymes, and phenolic compounds. The main responsible for the functional properties 
of honey are phenols, which provide to honey its antioxidant capacity, preventing from 
cardiovascular diseases and cancer (Viada et al., 2017). Therefore, the objective of this 
study was to evaluate the effect of the addition of honey and gelatin bloom grades on the 
total phenolic content (TPC) and total antioxidant activity (TAA) of a marshmallow.

MATERIALS AND METHODS
	 The marshmallows were made with refined sugar (Great Value), glucose syrup 
(Deiman), 265, 300, and 315 °Bloom gelatin (Progel), egg albumin, and multifloral honey 
harvested in 2019. The reagents used were: gallic acid (Fermont, Mexico), Na2CO3 (Merck, 
Germany), 6-hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic acid (Trolox) (Sigma-
Aldrich, Russia), 2,2-Diphenyl-1-picryl hydrazyl (DPPH) (Sigma-Aldrich, Germany), and 
the Folin-Ciocalteu reagent (Sigma-Aldrich, USA).

Determination of honey quality
	 Moisture (AOAC 962.19), ash (AOAC 920.181), hydroxymethylfurfural (HMF) content 
(AOAC 980.23), total acidity (AOAC 926.19), reducing sugars (NMX-F-274-1984), 
electrical conductivity (NOM 004-SAG/GAN 2018) and color (Ferreira et al., 2009) were 
determined using the Pfund scale.

Experimental design
	 A completely randomized design with a 32 factorial structure was used, with honey 
concentration (0, 50, 75) and gelatin bloom grades (265, 300, and 315) as factors, resulting 
in a total of nine treatment combinations. The experiment was performed in triplicate and 
an analysis of variance was performed using the GLIMMIX procedure of SAS.

Marshmallows making
	 To prepare 100 g of marshmallows, 5 mL of egg albumin were beaten in a 
KSM150PSER mixer (KitchenAid, USA), until stiff peaks were formed; subsequently, 
caramel (previously prepared with sugar, glucose, and water) was added when it reached 
a temperature of 121 °C. When the temperature of the mixture dropped to 80 °C, the 
liquid gelatin was added. In the case of honey-added marshmallows, honey was included 
after the gelatin had been added, when the mixture had a temperature of 40  °C. All 
ingredients were beaten at the highest speed (10) of the equipment used. The final mixture 
was poured into plastic trays with a 3.0-cm-high layer of cornstarch. The cylindrical 
molds were 2.5 cm wide and 2.0 cm tall. Finally, the marshmallows were covered with 
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a cornstarch layer and left in the mold for 24 h, packed in cellophane bags and stored at 
room temperature.

Obtaining extracts
	 To prepare the marshmallow extracts, they were lyophilized with a 9.5101 mm Hg 
vacuum pressure, at 49 °C for 24 h (Periche et al., 2015). Per each treatment, 2.0 g of 
lyophilized sample were dissolved with acidified water in a 1:2 ratio (adjusted to pH 2 with 
2 N HCl). The solutions were homogenized in a VM-300P vortex mixer (Gemmy, Taiwan) 
and then they were placed in an ultrasonic bath (Auto-science, Serial Ultrasonic Cleaner, 
USA) for 30 min. They were allowed to settle for 24 h in the dark, at room temperature. The 
next day the extracts were centrifuged at 4000 rpm for 20 min, using a Centrifuge 5810 R 
(Eppendorf, Germany). Each extract was separated from the solid phase by decantation 
and filtered through cotton. Meanwhile, for honey the extraction procedure was the same 
used for marshmallows; however, 1 g of honey was weighed to quantify the TPC and 2 g 
were weighed to determine the TAA. Both samples were dissolved with 10 mL of acidified 
water.

Total Phenolic Content Quantification
	 The TPC in honey and marshmallows was determined using the Folin-Ciocalteu 
method, as described by Cedeño-Pinos et al. (2020). The calibration curve was determined 
using gallic acid as standard. The results were expressed as mg of gallic acid equivalents 
(EAG)/100 g of sample.

Determination of Total Antioxidant Activity
	 The TAA of marshmallows and honey was determined with the 2,2-Diphenyl-1-picryl 
hydrazyl (DPPH) synthetic free radical, using the technique implemented by Dżugan et al. 
(2018). The Trolox compound was used as a standard for the calibration curve. The results 
were expressed in equivalent mg of Trolox/100 g of sample.

Sensory analysis of marshmallows
	 An acceptance test was performed using a nine-point hedonic scale, ranging from 1) 
Dislike extremely to 9) Like extremely. The attributes evaluated were appearance, texture, 
mouthfeel, f lavor, sweetness and aroma (Periche et al., 2015). This analysis was applied 
to 30 people between 15 and 60 years old, belonging to the community of San José del 
Corral, Yanga, Veracruz, Mexico.
	 The data obtained were analyzed with the Statgraphics Centurion software, through a 
multifactorial ANOVA (p0.05).

RESULTS AND DISCUSSION
Honey quality
	 The values of the physicochemical analysis of honey were 226.7 s cm1 (electrical 
conductivity), 17% (humidity), 0.1% (ash), 19.8 meq kg1 (total acidity), 75.1 (reducing 
sugars), and 5.6 mg kg1 (hydroxymethylfurfural content). These parameters fell within 
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the permissible values of the NOM-004-SAG/GAN 2018 standard indicating; honey was 
suitable for making marshmallows. Regarding color, the honey used in this study had a 
value of 9.0 mm, which matches the water white color according to the Pfund scale.

Total Phenolic Content and Total Antioxidant Activity in honey
	 The honey used had a TPC of 22.7 mg EAG/100 g of honey and an TAA equivalent 
to 11.8 mg of trolox/100 g of honey. Several researches correlate the TPC with the color 
of honey. Sant’Ana et al. (2012) showed that the lowest TPC belongs to white honeys with 
63.64 mg EAG/100 g of sample. Pontis et al. (2014) obtained similar data: honeys with 
lower mm of Pfund had the lowest TPC amount (25 mg EAG/100 g of sample).
	 The honey was stored for four months at room temperature before it was used. Kamal-
Eldin and Appelqvist (1996) determined that higher temperatures result in a higher rate 
of hydroperoxide decomposition, causing an increase in general redox reactions, which 
probably influences the stability of the antioxidant agents. Šarić et al. (2012) showed that 
the TPC in acacia and floral honeys decreased 91.8 and 88.6%, respectively, after one year 
of storage at room temperature. Meanwhile, during processing, the crystallized honey was 
heated from 38 °C to 42 °C, which could have contributed to the decrease in TPC, since 
these compounds are susceptible to thermal degradation.

Total Phenolic Content in marshmallows
	 During the storage time, the concentration of the honey and the gelatin bloom grades 
significantly influenced the TPC of the marshmallows (p0.05), while the treatments 
without honey (T1-T3) presented a TPC of 5.85-9.07 mg EAG/100 g of marshmallow 
(Figure 1). This could be caused by the interference of ingredients in the Folin-Ciocalteu 
assay and not by the presence of phenols.
	 Consequently, gelatin and egg albumin were analyzed and in the latter 1.30 mg 
EAG/100 mL of albumin was determined. Albumin is a protein that includes amino acid 
residues such as tryptophan, cysteine, tyrosine and methionine, which can reduce the 
Folin-Ciocalteu reagent through electron transfer (Elias et al., 2008). Singleton et al. (1999) 
and other authors showed that reducing sugars, such as glucose and fructose, are involved 
in the Folin-Ciocalteu assay.
	 During storage time, honey-added marshmallows provided 45% more TPC (10.37-
12.82 mg EAG/100 g of marshmallow) than those without honey. There was no significant 
difference in the TPC between T4-T9 treatments (50 and 75% honey). In addition, these 
treatments increased the TPC over time. On average, from day 1 to 6 the TPC increased 
3.16% and from day 1 to 12 it rose 15.30%.
	 Mandura et al. (2020), Dżugan et al. (2018), and other authors showed that the TPC 
in candies decreases over time. Therefore, the TPC increase in marshmallows may be the 
result of the interference of gelatin (made up of 85-92% protein) in the Folin-Ciocalteu 
reaction: the structure of the gelatin begins to destabilize and fragment into amino acid 
chains, increasing the number of molecules that interfere with the reaction (Carbajal, 
2018).
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Total Antioxidant Activity in marshmallows
	 During storage, blooms and honey concentration had a statistically significant effect 
(p0.05) on the TAA of marshmallows. The samples without honey had an TAA 
between 4.9-11.31 mg trolox/100 g of sample during storage time. The presence of TAA 
in marshmallows without honey could be caused by egg albumin (2.4 mg trolox/100 mL 
albumin) (Figure 2). This protein can contain amino acid residues (such as tryptophan, 
tyrosine, and cysteine) that have the ability to capture free radicals; however, this does not 
prove that it is an antioxidant (Elias et al., 2008).
	 There were no significant differences between the formulations with 50 and 75% honey 
(T4-T9), which presented 8.73-10.03 mg trolox/100 g of sample (day 1), 9.78-11.84 mg 
trolox/100 g of sample (day 6), and 7.96-9.3 mg trolox/100 g of sample (day 12). In most 
treatments, TAA increased from day 1 to 6 and decreased on day 12. The polymerization 
of the stored phenols which formed a more stable polyphenol radical through conjugation 
may be the cause of those changes. This causes an increase in TAA; however, when the 
polymerization degree reaches a critical value, molecular complexity increases and steric 
impediment occurs, which leads to a reduction in the availability of hydroxyl groups in 
reactions with radicals, decreasing TAA (Pinelo et al., 2004).
	 There are not many researches about confectionery candies supplemented with honey. 
On the one hand, Periche et al. (2015) evaluated the TAA of marshmallows made with 

Figure 1. Total phenolic content means of the 9 marshmallow formulations during storage time. T1: 0%, 265; 
T2: 0%, 300; T3: 0%, 315; T4: 50%, 265; T5: 50%, 300; T6: 50%, 315; T7: 75%, 265; T8: 75%, 300; T9: 75%, 
315. In each treatment the first value represents the honey concentration and the second the degrees bloom.
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Figure 2. Antioxidant activity means of the 9 marshmallow formulations during storage time. T1: 0%, 265; 
T2: 0%, 300; T3: 0%, 315; T4: 50%, 265; T5: 50%, 300; T6: 50%, 315; T7: 75%, 265; T8: 75%, 300; T9: 75%, 
315. In each treatment the first value represents the honey concentration and the second the degrees bloom.

oligofructose and isomaltose during one month of storage; the values obtained ranged from 
40-22 mg Trolox/100 g of sample, showing a significant reduction after 10 days of storage. 
On the other hand, Mandura et al. (2020) added white tea extracts to gummies, providing 
them with an antioxidant capacity equal to 121 g of Trolox/100 g of sample. Compared to 
these researches, the TAA of the honey-added marshmallows were very low, as the honey 
had a low TAA value.

Sensory analysis
	 The following parameters were evaluated in the sensory analysis: appearance, texture, 
f lavor, mouthfeel, sweetness and aroma. The results were represented in spiderweb chart 
(Figure 3).
	 The degrees bloom had a significant effect on the appearance of the marshmallows. 
Consumers found the appearance of the samples with higher degrees bloom more 
pleasing. The same trend was found with regard to the texture, since the marshmallows 
with 315 °Bloom had the highest liking.
	 Meanwhile, the honey concentration and the gelatin bloom degrade did not affect 
the liking of flavor, mouthfeel, and aroma. Sweetness increased proportionally to the 
concentration of honey; consequently, consumers found it excessively sweet for their 
taste. Treatments without honey were evaluated with better sweetness, categorizing them 
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Figure 3. Spiderweb graphs representing the mean scores of the sensory liking for the different formulations of marshmallows. T1: 0%, 265; T2: 
0%, 300; T3: 0%, 315; T4: 50%, 265; T5: 50%, 300; T6: 50%, 315; T7: 75%, 265; T8: 75%, 300; T9: 75%, 315. In each treatment the first value 
represents the honey concentration and the second the degrees bloom.
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as “like slightly” (value6). Nevertheless, the most popular treatments regarding most 
of the parameters evaluated were marshmallows with 50% honey-315 °Bloom and 75% 
honey-300 °Bloom.

CONCLUSIONS
	 Adding honey to the marshmallows incorporated phenolic compounds into the samples, 
providing them with antioxidant capacity. There was no difference in phenol content and 
antioxidant activity between treatments with honey (50 and 75%). Consumers found no 
difference between marshmallows with and without honey, with the exception of sweetness 
which was excessive for their flavor in honey-added marshmallows. Additionally, the 
highest degrees bloom improved the texture and appearance of the samples. Nevertheless, 
the treatments with honey were generally better qualified and the treatments with 50% 
honey-315 °Blooms and 75% honey-300 °Blooms had greater acceptance. Therefore, the 
innovated marshmallows could be well received in the confectionery market.

REFERENCES
Association of Official Analytical Chemists [AOAC]. (2019). Official Methods of Analysis. 21st ed.  Washington, 

D.C.
Cabezas-Zabala, C. C., Hernández-Torres, B. C., y Vargas-Zárate, M. (2015). Azúcares adicionados a los 

alimentos: efectos en la salud y regulación mundial. Revista de la Facultad de Medicina, 64(2), 319-329. 
DOI: 10.15446/revfacmed.v64n2.52143.

Carbajal, H. M. A. (2018). Rediseño de las columnas de intercambio iónico catiónico en un proceso de 
producción de grenetina. [Tesina de Licenciatura. Universidad Autónoma del Estado de México].

Cedeño-Pinos, C., Martínez-Tomé, M., Murcia, M. A., Jordán, M. J., y Bañón, S. (2020). Assessment of 
rosemary (Rosmarinus officinalis L.) extract as antioxidant in jelly candies made with fructan fibres 
and stevia. Antioxidants, 9(12), 1289. Doi: 10.3390/antiox9121289

Dżugan, M., Tomczyk, M., Sowa, P., y Grabek-Lejko, D. (2018). Antioxidant activity as biomarker of honey 
variety. Molecules, 23(8), 2069. DOI: 10.3390/molecules23082069.

Elias, R. J., Kellerby, S. S. y Decker, E. A. (2008). Antioxidant activity of proteins and peptides. Critical Reviews 
in Food Science and Nutrition, 48(5), 431-441. DOI: 10.1080/10408390701425615.

Ferreira, I. C. F. R., Aires, E., Barreira, J. C. M., y Estevinho, L. M. (2009). Antioxidant activity of Portuguese 
honey samples: Different contributions of the entire honey and phenolic extract. Food Chemistry, 114(4), 
1438-1443. DOI: 10.1016/j.foodchem.2008.11.028.

Kamal-Eldin, A. y Appelqvist, L. A. (1996). The chemistry and antioxidant properties of tocopherols and 
tocotrienols. Lipids, 31(7): 671–701. DOI: 10.1007/BF02522884.

Mandura, A., Šeremet, D., Ščetar, M., Vojvodić Cebin, A., Belščak-Cvitanović, A., y Komes, D. (2020). 
Physico-chemical, bioactive, and sensory assessment of white tea-based candies during 4-months 
storage. Journal of Food Processing and Preservation, 44 (8), (14628). DOI: 10.1111/jfpp.14628.

Norma Mexicana NMX-F-274-1984, Determinación de grados brix en muestras de meladura, masas cocidas, 
mieles “a” y “b” de refinerias y miel final.

Norma Oficial Mexicana NOM-004-SAG/GAN-2018, Producción de miel y especificaciones.
Periche, A., Castelló, M. L., Heredia, A., y Escriche, I. (2015). Stevia rebaudiana, oligofructose and isomaltulose 

as sugar replacers in marshmallows: stability and antioxidant properties. Journal of Food Processing and 
Preservation, 40(4), 724-732. DOI: 10.1111/jfpp.12653.

Pinelo, M., Manzocco, L., Nuñez, M. J., y Nicoli, M. C. (2004). Interaction among phenols in food fortification: 
negative synergism on antioxidant capacity. Journal of Agricultural and Food Chemistry, 52(5), 1177-1180. 
DOI: 10.1021/jf0350515.

Pontis, J. A., da Costa, L. A. M. A., da Silva, S. J. R., y Flach, A. (2014). Color, phenolic and flavonoid content, 
and antioxidant activity of honey from Roraima, Brazil. Food Science and Techology, 34(1), 69-73. DOI: 
10.1590/S0101-20612014005000015.

Sant’Ana, L. D., Sousa, J. P. L. M., Salgueiro, F. B., Lorenzon, M. C. A., y Castro, R. N. (2012). Characterization 
of monofloral honeys with multivariate analysis of their chemical profile and antioxidant activity. 
Journal of Food Science, 77(1), C135-C140. DOI: 10.1111/j.1750-3841.2011.02490.x.



119 Agro productividad 2022. https://doi.org/10.32854/agrop.v15i3.2164

Šarić, G., Marković, K., Major, N., Krpan, M., Uršulin-Trstenjak, N., Hruškar, M., y Vahčić, N. (2012). 
Changes of antioxidant activity and phenolic content in acacia and multifloral honey during storage. 
Food Technology and Biotechnology, 50(4), 434-441. 

Secretaría de Agricultura y Desarrollo Rural [SADER] y Servicio de Información Agroalimentaria y Pesquera 
[SIAP]. Expectativas de producción Agropecuaria y Pesquera. Disponible en:https://www.gob.mx/
cms/uploads/attachment/file/465358/Expectativas_Mayo_2019.pdf.

Singleton, V. L., Orthofer, R., y Lamuela-Raventos, R. M. (1999). Analysis of total phenols and other oxidation 
substrates and antioxidants by means of Folin-Ciocalteu reagent. Methods in Enzymology. 299, 152-178. 
DOI: 10.1016/S0076-6879(99)99017-1.

Viada, E., Gómez, L., y Campaña, I. R. (2017). Estrés oxidativo. Correo Científico Médico, 21(1), 171-186.


	_GoBack
	_Hlk96633774
	_Hlk96633813
	_Hlk29378628
	_Hlk70515866
	_Hlk48736397
	_Hlk70515936
	_Hlk70515985
	_Hlk80814662
	_Hlk97396000
	_Hlk80450255
	_Hlk80450284
	_Hlk78206553
	_Hlk78280960
	_Hlk78280411
	_Hlk78280570
	_Hlk80826463
	_Hlk82633442
	_Hlk82633685
	_Hlk78339944
	_Hlk78291299
	_Hlk80567759
	_Hlk97122116
	_Hlk97283482

