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APRESENTAÇÃO

Avanços Científicos e Tecnológicos em Bioprocessos é uma obra que reúne 
vinte e três capítulos com temas em pesquisas científicas realizadas no campo da 
biotecnologia, e que envolve agentes biológicos e bioquímicos na geração de produtos 
ou processos. Nesta obra se concentram diversos avanços descritos nas metodologias 
e nos resultados, distribuídos em quatro tópicos principais, envolvendo: processos 
químicos e biotecnológicos no aproveitamento de resíduos; produção de metabólitos 
e enzimas; métodos analíticos e de simulação; e biotratamentos envolvidos na 
geração de energias. Esta obra foi escrita por jovens pesquisadores brasileiros que 
estão desenvolvendo suas teses e/ou dissertações em instituições nacionais. Por este 
motivo, os aspectos inovadores e o alcance dos resultados apresentados podem ser 
um grande estímulo para aqueles que visam conhecer com maior amplitude alguns 
dos aspectos biotecnológicos estudados em algumas das instituições de nosso país. 

Alberdan Silva Santos
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ANALYSIS OF PRE-TREATMENT OF PINEAPPLE 
WASTE WITH HYDROGEN PEROXIDE IN THE 
OBTENTION OF TOTAL REDUCING SUGARS

CAPÍTULO 11

Fernanda Ferreira Freitas
Federal University of Goiás, Institute of Chemistry, 
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Goiânia, Goiás.
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ABSTRACT:In order to take advantage of the 
waste generated by the pulp and fruit juice 
industries, the objective of this work was to 
study the use of pineapple biomass to obtain 
reducing sugars for future production of second- 
generation (2G) bioethanol. They were evaluated 
as better conditions of treatment of the dry and 

crushed biomass, using the hydrogen peroxide. 
The study was performed through a full factorial 
experiment, analyzing the factors: peroxide 
concentration, time and temperature. Then, the 
hydrolysis was carried out with 2.9% v / v sulfuric 
acid in all samples and, finally, the determination 
of the total reducing sugars (TRS). Analyzing 
the results, it was observed that the factors time 
and temperature did not present significantly 
different answers in the interval studied. On the 
other hand, the variation in the concentration of 
hydrogen peroxide presented different results 
significantly, in that when smaller concentrations 
were used, higher values of TRS were obtained.
KEYWORDS: pineapple waste, hydrogen 
peroxide, total reducing sugars

RESUMO: A fim de aproveitar os resíduos 
gerados pelas indústrias de polpa e suco de 
frutas, o objetivo deste trabalho foi estudar 
a utilização de biomassa de abacaxi para a 
obtenção de açúcares redutores para uma 
futura produção de bioetanol de segunda 
geração (2G). Eles foram avaliados como 
melhores condições de tratamento da biomassa 
seca e triturada, utilizando o peróxido de 
hidrogênio. O estudo foi realizado através de 
um experimento fatorial completo, analisando 
os fatores: concentração de peróxido, tempo 
e temperatura. Em seguida, a hidrólise foi 
realizada com ácido sulfúrico a 2,9% v / v em 
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todas as amostras e, finalmente, a determinação dos açúcares redutores totais (TRS). 
Analisando os resultados, observou-se que os fatores tempo e temperatura não 
apresentaram respostas significativamente diferentes no intervalo estudado. Por outro 
lado, a variação na concentração de peróxido de hidrogênio apresentou resultados 
significativamente diferentes, na medida em que, quando menores concentrações 
foram utilizadas, maiores valores de ERT foram obtidos.

1 |   INTRODUCTION

Second-generation (2G) bioethanol presents great potential for growth, not only 
because it does not depend on the production of food for its industrialization, but also 
on the expansion of the planted area, but on the reuse of waste from production, so 
the main advantage of bagasse is Logistics, since it is a co-product that is already 
available (Araújo et al., 2013). They can be transformed not only into raw materials for 
secondary processes, but also can be commercially made products. These residues 
have in their composition cellulose and hemicellulose, these structures after suffering 
saccharification can be converted to fermentable sugars, such as glucoseand xylose 
(Boussarsar et al., 2009). Thus, the use of pineapple bagasse as a possible biomass for 
the production of second generation ethanol was evaluated by correlating the time (h), 
temperature (°C) and alkaline hydrogen peroxide (%) concentration of pre-treatment 
submitted to diluted acidic hydrolysis, aiming at the greater obtaining of TRS. 

2 |  MATERIALS AND METHODS

2.1 Preparation of biomass

The pineapple bagasse was supplied by the Doce Vida industry, located in 
Anápolis, Goiás. Before being stored, it was oven dried at 60 ° C for three days, then 
crushed and sieved, then stored in hermetically sealed containers. 

2.2 Pretreatment with alkaline hydrogen peroxide

Samples of 4g of the dry biomass were treated with 100 mL of hydrogen peroxide 
solution (H2O2), and its pH adjusted to 11.5 by the addition of sodium hydroxide (20 mol 
/ L), according to the methodology described by Krishna (2000). The temperature, the 
reaction time and the concentration of the hydrogen peroxide used were established 
by the experimental design. They were then charged to a shaker orbital shaker under 
agitation of 150 rpm. After the reaction time, it was filtered and washed the solution 
several times with distilled water in order to obtain a neutral pH in the residue.
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2.3 Acid hydrolysis

After pretreatment the filtrate was collected and dried at 40 °C to constant weight, 
after acid hydrolysis was performed for each experiment, the solids were transferred 
to 125 mL Erlenmeyer flask and treated with 25 mL of sulfuric acid (H2SO4) 2.9% 
m / v. Subsequently, the flasks of Erlenmeyer flasks were closed with aluminum foil 
and autoclaved for 30 min at 121 ° C has been shown (Moutta et al., 2011). After 
decompression of the autoclave, the flasks were removed and cooled to room 
temperature, the solid fraction being separated from the liquid fraction by vacuum 
filtration. The hydrolysates of all the samples were neutralized with sodium hydroxide 
and the total reducing sugars were quantified.

2.4 Quantification of total reducing sugars (TRS)

For the quantification of ART, the dinitro-3,5-salicylic acid (DNS) method described 
by (Miller, 1959) was used. For this, it was necessary to construct a standard curve of 
glucose with concentrations ranging from 0 to 10 mg / mL. Where necessary, dilutions 
of the samples were performed so that the resulting absorbance was within the range 
of the standard curve.

2.5 Experimental planning

A 2³ factorial design with three central points and six axial points was used, 
totaling 17 experiments and 34 responses. From this factorial planning, we studied the 
variables that affect the efficiency of the pretreatment with alkaline hydrogen peroxide. 
The unit of measurement of the response was chosen in g of crude bagasse / g (without 
any treatment) so that the bulk yield of the process could be compared to the mass of 
the bagasse before any treatment

3 |  RESULTS AND DISCUSSION

The table 1 presents the planning matrix, with the values, and the quantity 
responses of ART, produced after the acid hydrolysis, of each experiment.

Experiment Time (h) Temperature (°C)
H2O2

Concentration 
(% v/v

TRS) (g / g 
bagasse)

1 8 20 2 0.0929
2 8 20 6 0.0510
3 8 50 2 0.0779
4 8 50 6 0.0452
5 24 20 2 0.105
6 24 20 6 0.0480
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7 24 50 2 0.0709
8 24 50 6 0.0393
9 2.54 35 4 0.0510

10          29.45 35 4 0.0545
11 16           9.77 4 0.0733
12 16        60.23 4 0.0702
13 16 35      0.64 0.0833
14 16 35      7.36 0.0449
15 16 35 4 0.0717
16 16 35 4 0.0674
17 16 35 4 0.0680

Table 1. Factorial design matrix and total reducing sugars responses for pre-treatment with 
alkaline hydrogen peroxide in pineapple bagasse.

Analyzing Table 2, in tests 1, 3, 5, 7 and 13, it is observed that the higher production 
of reducing sugars occurred at low peroxide concentrations, setting a good result due 
to the reagent economy. It was verified that the time variable has no significant effect 
on the response, observed by the tests 9 and 10, that is, the best responses occur 
throughout the studied time frame. Therefore, the ideal time for this pretreatment may 
be of lower values. In the case of the temperature variable, it is noticed that the higher 
production of TRS occurs at the lower temperatures studied, so it is verified that it is 
possible to conduct pretreatment at ambient temperatures, generating savings in the 
process. On the other hand, the variable peroxide concentration has better responses 
in the lower ranges studied. One possible explanation could be that excess peroxide 
degrades the cellulose present in the biomass. It is noted that the best results were in 
experiments 1 and 5, where TRS masses of 0.0929 g / g crude bagasse and 0.105 g / 
g crude bagasse, respectively, were obtained.

4 |  CONCLUSION

As based on the results, it is possible to observe that the best operating condition 
to obtain total reducing sugars from the pineapple bagasse was 20oC, which represents 
in energy terms an advantage due to the use of low temperatures reducing the process 
costs. On the other hand, the pretreatment time of alkaline hydrogen peroxide was not 
significant in the studied range. However, new studies should be carried out in order to 
include a point of higher TRS.
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