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Anaerobic Fermentation

J. Batista"?, M. Carvalheira **, M. Matos “*, M.A.M. Reis"? and N.D. Lourenco **

'"UCIBIO-Applied Molecular Biosciences Unit, NOVA School of Sciences and Technology, NOVA University of
Lisbon, Chemistry Department, Caparica, Portugal
? Associate Laboratory i4HB-Institute for Health and Bioeconomy, NOVA School of Science and Technology, NOVA
University of Lisbon, Caparica, Portugal
Keywords: Acidogenic Fermentation; Volatile Fatty Acids; Sewage sludge; Fruit Waste
Presenting author email: jba.batista@campus.fct.unl.pt

Fruit wastes are generally rich in carbohydrates, proteins and other organic compounds, making them prone to valorization
through biotechnological processes (Lee et al., 2014). Added-value compounds, such as volatile fatty acids (VFAs), can
be produced by acidogenic fermentation (AF) of fruit waste. On the other hand, wastewater treatment plants produce high
volumes of sewage sludge (SS), with its treatment and disposal representing 11-60% of total operating costs Montiel-
Jarillo et al., 2021). SS rich content in carbohydrates and proteins makes it a suitable feedstock for VFAs production via
AF. Co-fermenting fruit waste and nutrient-exhausted SS (treated SS) can lead to better management of both wastes and
potentially increase VFA production yields. These waste-derived VFAs can be used for polyhydroxyalkanoates (PHAs)
production, therefore increasing their sustainability and economic value (Lee et al., 2014). Therefore, this work aimed to
valorize treated SS and fruit waste streams through the production of VFAs using mixed microbial cultures. The impact
of using one or multiple fruit wastes as co-substrates was assessed for VFA and PHA composition tailoring.

To assess the co-fermentation potential of multiple fruit waste streams (tomato, kiwi, and orange) and treated SS
as feedstocks, preliminary acidogenic batch fermentation tests in serum flasks were performed. A Design of Experiments
(DoE) approach in serum flasks was also performed to determine the optimal operational conditions for scaling-up. Based
on the preliminary acidogenic fermentation, tomato waste achieved the highest acidification degree (71.7 + 0.4 %COD).
For this reason, and due to its general availability throughout the year, tomato waste was selected for subsequent co-
digestion with treated SS. The optimal conditions obtained in the DoE assays were a substrate to inoculum ratio (S/T) of
2.5 gVSiesiaue/8V Sinocum and a tomato/treated SS content of 80/20 (%gVS). To determine the performance of co-
fermentation of a mixture of tomato/treated SS under the optimal conditions in a larger scale, AF assays were carried out
in a 2-L sequencing-batch reactor (SBR) with a Hydraulic Retention Time (HRT) of 10 days (Figure 1). Although tomato
waste was the preferred primary feedstock, it was also relevant to understand the impact of using a mixture of fruits
(tomato, kiwi and orange - 1:1:1 mass basis) with the treated SS. Additionally, AF of exclusively treated SS as feedstock
was also performed.
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Figure 1. SBR assays experimental setup (created in https://BioRender.com).

For the tomato/treated SS mixture, a VFA concentration of 209.8 + 17.7 Cmmol/L (5.4 £ 0.5 gVFA/L) was

attained after 10 days of operation, corresponding to an acidification degree of 41.6 + 3.0% (%COD) (Figure 2). In terms
of VFA profile, acetic acid (H.Acet, 45 + 8%) and butyric acid (H.But, 36 + 1%) were the most abundant fermentation
products (Figure 3). Based on the obtained fermentation product profile, it is predicted that PHA will be mainly composed
by 3-hydroxybutyrate (HB) (87 + 7%) and 3-hydroxyvalerate (HV) (17 + 6%) monomers, with a residual content of 3-
hydroxyhexanoate (HHx) monomer (1%) (Rodrigues et al., 2024).
When co-fermenting the mixture of fruits/treated SS, a-VFA concentration of 257.2 + 9.6 Cmmol/L (6.2 + 0.4 gVFA/L)
was attained after 10 days of operation, corresponding to an acidification degree of 56.6 + 2.7% (%COD). The fermented
stream was mostly composed of H.Acet (25-28 %) and H.But (28-34%) and propionic acid (H.Prop, 31%). The resulting
PHA would be composed of HB (61-67%), HV (21-29%), and HHx (5-15%).



For the AF of exclusively treated SS, the VFA concentration was only 53.2 + 3.4 Cmmol/L on day 10, corresponding to
an acidification degree of 9.7 £ 1.3% (%COD). The main VFA produced were H.Acet (39 £ 3%) and H.Prop (15 £ 2%),
corresponding to a PHA rich in HB (55.9 + 2.1%) and HV (41.4 £ 0.4%) monomers.

Figure 2: Average total VFA concentration (Cmmol/L) throughout SBR operation of each assay.

The stabilization of VFA production after approximately seven days suggests that the HRT could be reduced,
improving process efficiency and productivity yields of the co-fermentations: Productivity was 29% higher at day 7 for
both tomato (0.76 gVFA/L.d) and mixture of fruits (0.89 gVFA/L.d) as co-substrates, when comparing to day 10.

In terms of feedstock, the use of a mixture of fruits as a co-substrate, compared to using just tomato, benefited VFA
production yield (an increase of approx. 47 Cmmol/L), acidification degree (approx. 15% more) and productivity
(increase of 0.1 gVFA/L.d) (at operational day 10). By having multiple fruits available for co-fermentation, a more diverse
carbon source is provided, potentially providing sugars that are metabolized at different rates, and activating different
metabolic pathways, which can lead to a more resilient and diverse microbial community and consequently increase VFA
production (Vidal-Antich et al., 2022). In terms of PHA composition, the presence of multiple fruits as carbon source
resulted in a more versatile monomeric profile, possibly due to the more varied VFA profile. Therefore, having various
fruits available for AF enables the adjustment of treated SS/fruits blending ratios to tailor specific VFA profiles. This
approach allows the customization of PHA properties through the modulation of the monomeric composition. Future
work will explore the effect of using lower HRTs to optimize VFA production under batch mode and also the use of a
fed-batch regimen in the acidogenic fermentation of the fruits and treated sludge SS to enhance the acidification degree.

Figure 3: Average VFA composition (%Cmmol) and acidification degree (%COD) at day 10 of each assay.

This study was funded by the Circular Bio-Based Europe Joint Undertaking (CBE-JU) and its members in the framework
of the RELEAF project (GA: 101156998), and by national funds from FCT - Fundagdo para a Ciéncia e a Tecnologia,
L.P., in the scope of the projects UIDP/04378/2020 and UIDB/04378/2020 of the Research Unit on Applied Molecular
Biosciences - UCIBIO, and the project LA/P/0140/2020 of the Associate Laboratory Institute for Health and Bioeconomy
- i4HB.

Bibliography:

Lee, W.S., Chua, A.S.M., Yeoh, H.K., Ngoh, G.C., 2014. A review of the production and applications of waste-derived
volatile fatty acids. Chemical Engineering Journal 235, 83-99. https://doi.org/10.1016/j.cej.2013.09.002
Montiel-Jarillo, G., Gea, T., Artola, A., Fuentes, J., Carrera, J., Sudrez-Ojeda, M.E., 2021. Towards PHA Production from
Wastes: The Bioconversion Potential of Different Activated Sludge and Food Industry Wastes into VFAs Through
Acidogenic Fermentation. Waste Biomass Valorization 12, 6861-6873. https://doi.org/10.1007/s12649-021-01480-4



Rodrigues, T., Torres, C. V., Freitas, P., Neves, L.A., Carvalheira, M., Reis, M.A.M., Freitas, F., 2024. Conversion of
tomato waste into a poly(3-hydroxybutyrate-co-3-hydroxyvalerate-co-3-hydroxyhexanoate) by a mixed microbial

community. J Environ Chem Eng 12, 114755. https://doi.org/10.1016/j.jece.2024.114755
Vidal-Antich, C., Peces, M., Perez-Esteban, N., Mata-Alvarez, J., Dosta, J., Astals, S., 2022. Impact of food waste
composition on acidogenic co-fermentation with waste activated sludge. Science of The Total Environment 849, 157920.

https://doi.org/10.1016/J.SCITOTENV.2022.157920



