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Abstract: Low biomass yield and nutrient removal efficiency are problems challenging the employ-
ment of microorganisms for wastewater remediation. Starch processing effluent (SPE) was used as a
fermentation substrate to co-culture Chlorella vulgaris and Rhodotorula glutinis for biofuel feedstock
production. Co-culture options were compared, and the optimal conditions were identified. The result
shows that microalgae and yeast should be inoculated simultaneously at the beginning of SPE-based
fermentation to achieve high biomass yield and the optimal inoculation ratio, light intensity, and
temperature should be 2:1, 150 µmol/m2/s, and 25 ◦C, respectively. Under the optimal conditions,
the lipid yield of microorganisms was 1.81 g/L and the carbon–conversion ratio reached 82.53%
while lipid yield and the carbon–conversion ratio in a monoculture fell in the range of 0.79–0.81 g/L
and 55.93–62.61%, respectively. Therefore, compared to the monoculture model, the co-fermentation
of Chlorella vulgaris and Rhodotorula glutinis in starch processing effluent could convert nutrients to
single-cell oil in a more efficient way. It should be noted that with the reduced concentration of
residual organic carbon in effluent and the increased carbon–conversion ratio, co-fermentation of
microalgae and yeast can be regarded as a promising and applicable strategy for starch processing
effluent remediation and low-cost biofuel feedstock production.

Keywords: microalgae; yeast; fermentation; lipid production; wastewater

1. Introduction

Biofuel is regarded as an environmentally friendly energy for the sustainable develop-
ment of human society [1]. It is expected that with the wide use of biofuel in agriculture,
industry, and transportation, global CO2 emission can be reduced and greenhouse effect
can be attenuated [2,3]. In the past decades, researchers have devoted a lot of efforts to
developing technologies to produce biofuel feedstock with low cost and high quality [4,5].
To our knowledge, due to the high biomass productivity of microorganisms and the easy
access to wastewater, cultivation of oleaginous microorganisms in wastewater to produce
single-cell oil (SCO) as biofuel feedstock is emerging into the limelight [4,6].

Previous studies mainly focused on the screening of oil-rich microorganisms, selection
of wastewater, optimization of operational parameters, and techno-economic analysis [6–8].
Up to now, microorganisms, which have been adopted to produce biofuel feedstock, include
fungi (e.g., Aspergillus sp., Mortierella isabellina, etc.), microalgae (e.g., Nannochloropsis
oceanica, Chlorella sp., Scenedesmus sp., etc.), and yeasts (e.g., Rhodotorula glutinis, Lipomyces
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sp., Rhodosporidium sp., etc.) [9–12]. In addition, wastewater from a variety of sources, such
as the food processing industry, animal manure, and aquaculture, has been employed for
the cultivation of oil-rich microorganisms [13–15]. Lastly, some key operational parameters,
including inoculation density, temperature, culture period, and so on, of microorganism
cultivation in wastewater have been optimized to enhance the production of SCO as a
biofuel feedstock.

As a type of food industry effluent, starch processing effluent (SPE) is enriched with a
variety of nutrients, including organic carbon, phosphorus, and nitrogen [16]. In practice,
delivering SPE without appropriate treatment can result in serious environmental pollution.
In recent years, in order to solve the discharge of SPE, SPE is intensively employed as
a nutrient-rich substrate for the microorganism fermentation [17,18]. On the one hand,
microorganisms’ fermentation can assimilate nutrients, attenuating the potential threats
of SPE to the environment. On the other hand, high-value biomass can be obtained by
the end of SPE-based fermentation, providing low-cost feedstock for biofuel production.
The environmental and economic benefits of SPE-based microorganism fermentation have
attracted the attention of researchers from academia and industry [19].

To promote the wide application of SPE-based microorganism fermentation for simul-
taneous wastewater treatment and biomass production, we propose a promising strategy of
co-fermenting microalgae with oleaginous yeast in SPE. Major questions addressed by this
work include: (1) what are the weaknesses of the monoculture of yeast and algae in SPE?
(2) what are the optimal conditions of the co-fermentation of yeast and microalgae in SPE?
(3) how can the co-fermentation strategy contribute to the reduction of total carbon emis-
sions? In our view, the major innovative point of this work is that a carbon-reducing strategy
is developed for SPE remediation and biofuel feedstock production by co-fermenting mi-
croalgae with yeast. The results of this work not only improve the biomass productivity
and nutrient removal rate in SPE-based fermentation but also reduce the carbon emission
of the fermentation process. Based on the innovations of this work, an eco-friendly and
profitable technical route will be widely industrialized in the coming future to meet the
growing demand for low-cost biofuel feedstock worldwide.

2. Materials and Methods
2.1. Wastewater and Microbial Species

SPE was obtained from a local farm (Zhenjiang, China) and pretreated by centrifu-
gation at 7000 rpm for 10 min to remove a portion of large-sized suspended solids. Then,
SPE was temporarily preserved in a refrigerator at 4 ◦C. Before the experiment, SPE was
autoclaved to rule out the effects of wastewater-borne bacteria/fungi on experimental
results. The parameters of water quality of the treated SPE used for the experiment are
shown in Table 1. To prevent the harmful effects of acidic conditions on algae and yeast,
the pH of SPE was adjusted to 6.5 before the inoculation of microorganisms.

Table 1. Characteristics of starch processing effluent.

Parameter Value Range Parameter Value Range

TOC (mg/L) 2680–2820 TAN (mg/L) 118.4–137.5
COD (mg/L) 9210–10,880 SS (g/L) 0.58–0.61
TN (mg/L) 228–281 pH 4.6–4.9
TP (mg/L) 25.7–29.4

TOC: Total organic carbon; COD: Chemical oxygen demand; TN: Total nitrogen; TP: Total phosphorus; TAN: Total
ammonia nitrogen; SS: Suspended solids.

2.2. Experimental Design

As shown in Figure 1, this study was carried out in four steps: (1) Chlorella vulgaris
and Rhodotorula glutinis were cultured individually in SPE to evaluate the biomass pro-
duction and nutrient removal of monoculture of alga or yeast in the fermentation process;
(2) Three options for microorganism inoculation were compared and evaluated based on
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the performance of microorganism growth and nutrients recovery in SPE-based fermenta-
tion; (3) critical parameters, including inoculation density, light intensity, and temperature,
were optimized and their interrelations with biomass yield, nutrients recovery, and carbon
transport were analyzed; (4) lipid productivity and carbon transport of microorganism fer-
mentation in SPE under the optimal conditions were studied. Based on this study, a novel
carbon-reducing strategy of co-fermenting Chlorella vulgaris with Rhodotorula glutinis in SPE
for simultaneous wastewater remediation and biofuel feedstock production is developed.
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All the experiments and tests were conducted in triplicate and the results were ex-
pressed as mean ± standard deviation.

2.3. Monoculture of Microorganism in the SPE

To evaluate the effects of monoculture of microorganisms on wastewater remediation,
Chlorella vulgaris and Rhodotorula glutinis were cultivated in the SPE individually with
an initial biomass density of 0.20 g/L. In the experiment, 120 mL SPE was placed in a
200 mL Erlenmeyer flask which was rotated at a speed of 50 rpm on an electric shaker. The
temperature was controlled at 15 ± 2 ◦C by the air conditioner. Light-emitting-diode (LED)
lamps were put next to the flasks (The distance from the lamp to the flask was about 25 cm)
and light intensity for microorganism culture was set as 150 µmol/m2/s. The fermentation
period of microorganisms in SPE was 6 days. Biomass yields and nutrient removal during
the fermentation process were measured daily. By the end of fermentation, microalgae and
yeast were harvested for biomass composition analysis. Based on the carbon removal in
SPE and carbon accumulation in microbial biomass, carbon transports in the fermentation
process were estimated.

2.4. Assessment of Co-Culture Options

As shown in Figure 1, there are three options for the co-culture of microalgae and
yeast in the SPE. In Option 1, microalgae were inoculated on Day 3 after yeast growth in
the SPE. In Option 2, yeast was inoculated on Day 3 after microalgae growth in the SPE.
In Option 3, microalgae and yeast were inoculated simultaneously at the beginning of
SPE-based fermentation. The inoculation densities of microalgae and yeast in the co-culture
system were controlled at about 0.1 g/L. In the experiment, the temperature was controlled
at around 15 ± 2 ◦C, and light intensity was set at 150 µmol/m2/s. The performance
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of each co-culture option was evaluated according to biomass yield, lipid productivity,
and nutrient removal in the SPE. The optimal co-culture option was identified for the
following experiment.

2.5. Optimization of Critical Fermentation Parameters

Three major factors, including inoculation ratio (0.5, 1, 2, and 4), light intensity (0,
75, 150, and 225 µmol/m2/s), and temperature (5, 15, 25, and 35 ◦C), were optimized
to enhance the SPE-based fermentation. The inoculation ratio refers to the ratio of algal
biomass density (g/L) to yeast biomass density (g/L). The total inoculation density of
microalgae and yeast was controlled at around 0.2 g/L.

After the experiment of parameters optimization, microalgae, and yeast were co-
cultured under the optimal conditions for the SPE-based fermentation. Biomass yield,
major compositions, and fatty acids profile were measured. Fatty acids profile and lipid
productivity of co-culture microorganisms were compared with those of traditional oil-rich
crops to evaluate the advantages of the SPE-based fermentation for biofuel feedstock pro-
duction.

2.6. Parameters Analysis
2.6.1. Water Quality Analysis

Concentrations of nutrients, including total organic carbon (TOC), chemical oxygen
demand (COD), total nitrogen (TN), total phosphorus (TP), and total ammonia nitrogen
(TAN), were measured daily by using the analysis kits (Hach). The concentrations of
nutrients were expressed as mg/L. The nutrient removal efficiency was calculated according
to Equation (1).

R =
N0 − Nt

N0
× 100% (1)

where R is the nutrient removal efficiency; N0 and Nt refer to the concentration (mg/L) of a
certain nutrient on Day 0 and Day t, respectively.

2.6.2. Biomass Yield Measurement

In this work, a 5 mL sample was centrifugated to separate microbial biomass from
the SPE. Harvested biomass was dried at 105 ◦C in an oven for 10 h. The biomass yield
of microorganisms was calculated according to the previously published method [15].
TVSSs (Total volatile suspended solids) were measured to reflect the biomass yield in the
SPE-based fermentation. The biomass yield of the fermentation was expressed as g/L.

2.6.3. Biomass Component Analysis

Carbon content, protein content, lipid content, and fatty acids profile of microbial
biomass were major components analyzed by this work.

Microbial biomass was harvested and then subjected to dehydration in vacuum dryer
before the analysis of carbon content. Carbon content in microbial biomass was identified by
using the elemental analyzer (ThermoFisher, Waltham, MA, USA). The analysis procedure
was performed according to the instrument manual.

Protein content was calculated based on the measurement of nitrogen content in
biomass. In this study, the measurement of nitrogen content in microbial biomass was
conducted by using an elemental analyzer. The conversion factor of nitrogen-to-protein
was set as 6.25 [15].

Lipid in biomass was extracted by using the mixed chloroform/methanol and the
extraction was conducted in a water bath for 15 min. The extraction was conducted for
three times and extracted lipid was separated from the organic solvent by nitrogen-gas
drying. Then, lipid was weighted, and lipid content was calculated accordingly [15,20].

The fatty acids profile in biomass was measured by using a gas chromatograph-mass
spectrometer (GC-MS). According to a preliminary experiment, long-chain fatty acids with
16 and 18 carbon atoms in the carbon skeleton are the major components in the fatty acids
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profile. Hence, standards of palmitic acid (C16:0), palmitoleic acid (C16:1), stearic acid
(C18:0), oleic acid (C18:1), and linoleic acid (C18:2) were used for the quantification of
major fatty acids in microbial lipid. The analysis was conducted according to the method
documented by the previous study [21].

2.6.4. Estimation of Carbon Transport in the SPE-Based Fermentation

To reflect the carbon transport from wastewater to microbial biomass in the SPE-based
fermentation, three important items, including carbon–conversion ratio, overall carbon–
conversion ratio, and net carbon emission, are considered. Firstly, the carbon–conversion
ratio refers to the ratio of carbon accumulated in microbial biomass to carbon removed
from the SPE. Secondly, the overall carbon–conversion ratio refers to the ratio of carbon
accumulated in microbial biomass to carbon in the SPE. Thirdly, net carbon emission reflects
the total amount of carbon that cannot be converted to biomass by microorganisms in the
fermentation process. The aforementioned items were calculated according to Equation (2),
Equation (3), and Equation (4), respectively.

CCR =
C × W × 1000
TOC0 − TOCt

× 100% (2)

OCCR =
C × W × 1000

TOC0
× 100% (3)

NCE =
TOC0

1000
− C × W (4)

where CCR is the carbon–conversion ratio of the SPE-based fermentation; OCCR is the
overall carbon–conversion ratio of SPE-based fermentation; NCE is the net carbon emission;
C refers to the carbon content in microbial biomass and W refers to the biomass yield (g/L)
of microorganism cultured in SPE; TOC0 and TOCt refer to the concentration (mg/L) of
TOC in SPE at the beginning of fermentation and the end of fermentation, respectively.

3. Results
3.1. Monoculture of Yeast and Algae

During the 6-day fermentation, mono-microalgae and mono-yeast grew well in the
SPE, yielding biomass at a concentration of 1.68 and 2.39 g/L, respectively (Figure 2a).
This result confirms that nutrients in the SPE could basically support the growth of both
microalgae and yeast. It should be noted that microorganisms grew fast in the first 4 days
while their growth rate decreased gradually after Day 4. This phenomenon is mainly
attributed to the gradual depletion of digestible nutrients in the SPE. Based on Liebig’s law
of the minimum, the exhaustion of one or more nutrients in digestible forms could prohibit
the growth of microalgae in wastewater [15].

Figure 2b demonstrates that the concentrations of residual nutrients in the SPE after 6-
day fermentation. During the 6-day fermentation, yeast removed 63.31% TOC, 81.99% TAN,
49.06% TN, and 46.67% TP. By the end of fermentation, concentrations of TOC, TAN, TN,
and TP remained in the SPE were 1020, 23.5, 136, and 15.2 mg/L, respectively. Compared
with yeast, microalgae could not effectively reduce the concentration of TOC in the SPE.
As shown in Figure 2b, by the end of fermentation, microalgae only removed 37.05% TOC
while the concentration of residual TOC in the SPE reached 1750 mg/L. The low biomass
yield of microalgae is mainly attributed to the poor performance of microalgae in the
decomposition of solid organics in the SPE [22]. In this experiment, however, compared
with yeast, microalgae had better performance in removing nitrogen (Figure 2b). Therefore,
in the monoculture, both microalgae and yeast could not effectively remove all types of
nutrients. In a real-world application, high concentrations of residual nutrients in SPE after
yeast-based and microalgae-based remediation may pose a serious environmental problem.
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As shown in Figure 2c, in monoculture, after the SPE remediation, carbon contents in
microalgae and yeast reached 45.1% and 46.0%, respectively. The difference was observed in
the lipid contents of microalgae and yeast, which contained 44.5% and 23.2% lipids, respec-
tively. Such a difference in lipid content is mainly attributed to the different metabolisms in
algal cells and yeast cells. Low lipid contents (20–30%) in yeast biomass were also observed
by Rane, et al. (2021) that grew Rhodotorula glutinis in an MGYP medium with different
carbon sources, including glucose, mixed sugars, and corn cob hydrolysate [23].

In a monoculture, yeast had a much better performance than microalgae in terms of
carbon removal. As shown in Figure 2d, 63.31% of organic carbon in the SPE was removed
by yeast while only 37.05% of organic carbon in the SPE was removed by microalgae,
revealing the advantage of employing yeast for wastewater remediation. However, it
should be noted that only 55.93% of removed organic carbon (ROC) was converted to yeast
biomass carbon while microalgae converted 62.61% of ROC to biomass carbon. Therefore,
although microalgae removed less organic carbon in the SPE than yeast, higher CCR was
achieved in the monoculture of microalgae in comparison with a monoculture of yeast.

3.2. Assessment of Three Co-Culture Options

To identify the optimal co-culture options, microalgae and yeast were inoculated in the
SPE according to the experimental design (Figure 1). As shown in Figure 3a, biomass yields
of co-cultured microorganisms reached 2.48, 1.75, and 3.38 g/L, respectively, in Option 1,
Option 2, and Option 3. In addition, the removal efficiency of TOC in Option 3 (74.91%) was
much higher than that in Option 1 (62.73%) and Option 2 (36.53%) (Figure 3b). By the end of
microorganism cultivation, concentrations of TOC remained in the SPE in Option 1, Option
2, and Option 3 were 1010, 1720, and 680 mg/L, respectively. Therefore, regarding biomass
production and nutrient removal, Option 3 is an optimal choice for microorganism-based
SPE remediation. In our view, the efficient removal of organic carbon in Option 3 was
closely related to the fast growth of microorganisms in the SPE. Synergistic cooperation
between microalgae and yeast is supposed to be established in Option 3 to promote the
decomposition of organics in the SPE. Accordingly, with the organic’s decomposition and
assimilation by microorganisms, a high biomass yield was achieved.

The growth of microalgae (~0.20 g/L) and yeast (~0.17 g/L) was limited in
Option 1 and Option 2, respectively, while biomass yields of algae and yeast in
Option 3 reached 1.65 and 1.73 g/L (Figure 3c). This result indicates that Option 3 pro-
moted the growth of both microalgae and yeast while the other two options (Option 1 and
Option 2) could not support their co-growth.

The lipid yield of Option 3 was estimated to be around 1.14 g/L while those of Option
1 and Option 2 fell in a range of 0.62–0.74 g/L. Hence, the co-culture of microalgae and
yeast via Option 3 not only increased biomass productivity but also yielded more microbial
lipids. In a real-world application, the high lipid content in microorganisms increases the
economic feasibility of using microbial biomass as feedstock for biofuel production. In
terms of carbon transport, the input of microalgae positively promoted the conversion of
carbon resources in the SPE to biomass, since the CCR in Option 1, Option 2, and Option 3,
reached 54.93%, 59.25%, and 63.95%, respectively (Figure 3c). Therefore, the co-culture of
microalgae and yeast in the SPE can be more favorable to both lipid production and carbon
conversion than monoculture.
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3.3. Evaluation of Critical Factors

Single factor experiments were conducted to evaluate the effects of aforementioned
factors on microorganism growth and carbon resource recovery. Based on the experimental
results, optimal conditions for the co-culture of Chlorella vulgaris and Rhodotorula glutinis in
the SPE-based fermentation would be identified.

3.3.1. Inoculation Ratio

As shown in Figure 4a, when the inoculation ratio of algae to yeast was 0.5, 1, 2, and 4,
the biomass yield of microorganisms co-cultured in the SPE reached 2.74, 3.29, 3.87, and
1.70, respectively. In addition, the removal efficiency of TOC in the SPE by algae and yeast
reached 54.61%, 76.01%, 78.23%, and 40.22%, respectively, when the inoculation ratio of
algae to yeast was 0.5, 1, 2, and 4 (Figure 4b). Although the increase in ratio from 1 to
2 did not dramatically improve TOC removal, it enhanced the biomass accumulation in the
SPE-based fermentation. Hence, to achieve high biomass productivity and high removal
efficiency of TOC, the inoculation ratio should be set at two.
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3.3.2. Light Intensity

Figure 4c,d demonstrate that light intensity is another important factor that can influ-
ence the microorganism growth and TOC removal in the SPE fermentation, respectively.
When the light intensity was 0, 75, 150, and 225 µmol/m2/s, the biomass yield of co-
cultured algae and yeast reached 2.51, 2.88, 3.52, and 3.38 g/L, respectively (Figure 4c).
Compared to no illumination, light intensity at 150 µmol/m2/s increased biomass yield
by 40.24%. In addition, the removal efficiency of TOC was improved gradually with the
increase of light intensity, reaching the highest value (80.51%) when the light intensity
was 150 µmol/m2/s. Figure 4d shows that with the increase of light intensity from 150 to
225 µmol/m2/s, removal of TOC in the SPE was slightly limited. Therefore, concerning
biomass production and TOC removal, 150 µmol/m2/s is regarded as an optimal light
intensity for microalgae- and yeast-based SPE fermentation.

Previous studies demonstrated that the O2 production rate of microalgae was im-
proved with the increase of light intensity in a certain range [24,25]. The enrichment of
DO in the SPE is mainly attributed to the enhancement of microalgal photosynthesis un-
der conditions with high light intensity. In addition, when light intensity increased from
0 to 225 µmol/m2/s, it was observed that the pH value of SPE increased dramatically,
suggesting that Chlorella vulgaris became the dominant microorganism with the increase
of light intensity. In situations with sufficient illumination, microalgal cells perform both
heterotrophic growth and autotrophic growth [26,27], showing a great advantage over
yeast cells. Therefore, light intensity is an important factor that could be adjusted to balance
the ratio of microalgae to yeast in the SPE-based fermentation.

Based on the results of Figure 4c,d, in terms of biomass production and TOC removal,
a light intensity of 150 µmol/m2/s is considered an optimal fermentation parameter.

3.3.3. Temperature

The increase in temperature from 5 to 25 ◦C promoted microorganism growth and TOC
removal. As shown in Figure 4e, the biomass yield (4.42 g/L) of microorganisms grown at
25 ◦C was 703.64% higher than that (0.55 g/L) of microorganisms grown at 5 ◦C. In addition,
the increase in temperature from 5 to 25 ◦C was accompanied by the improvement of TOC
removal efficiency. Figure 4f demonstrates that TOC removal efficiency by the end of
fermentation at 5 ◦C and 25 ◦C reached 4.78% and 88.60%, respectively. This phenomenon
is mainly attributed to the low growth rate of microalgae and yeast at low temperatures.

Additionally, when the temperature reached 35 ◦C, both microorganism growth and
TOC removal were negatively impacted (Figure 4e,f). Therefore, to achieve high biomass
productivity and improve the SPE treatment effect, the temperature should be controlled
within the appropriate range. Since both yeast growth and microalgae growth are positively
correlated with temperature in an appropriate range, a temperature increase (5–25 ◦C)
would boost the growth of two microorganisms, instead of disturbing their dynamic
equilibrium in the fermentation process. Further, when the temperature reached 35 ◦C, the
growth, and metabolisms of both yeast and microalgae were limited, resulting in lower
biomass yield and TOC removal efficiency. According to the experimental results, in the
co-culture system, the optimal temperature should be set at 25 ◦C.

3.4. Biomass for Biofuel Production

The optimized fermentation parameters were adopted to co-culture microalgae and
yeast in the SPE for biomass production. Major compositions of harvested biomass are
shown in Figure 5a. Lipid content (32.61%) in biomass from the Option 1 was lower than
that (44.93%) in biomass from Option 2, suggesting that in the SPE fermentation, Chlorella
vulgaris is a lipid-rich source.
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As shown in Figure 5b, fatty acids profile of microalgae is similar to that of yeast.
For example, oleic acid (C18:1), palmitic acid (C16:0), and linoleic acid (C18:2) are the
major fatty acids in both microalgae and yeast. Compared to microalgae, co-cultured
microorganisms contained higher contents of oleic acid, but lower contents of palmitic
acid and linoleic acid. Figure 5b indicates that the percentage of palmitic acid, palmitoleic
acid (C16:1), stearic acid (C18:0), oleic acid, linoleic acid, and linolenic acid (C18:3) in lipid
of co-culture algae and yeast was 12.1%, 1.09%, 5.44%, 41.9%, 19.7%, 5.51%, and 14.26%,
respectively. Regarding the structure of fatty acids profile, co-cultured algae with yeast
have a high similarity with rapeseed, of which the oil is regarded as a good feedstock for
biodiesel production [28].

3.5. Assessment of Carbon Emission of the SPE-Based Fermentation

Under the optimal conditions, co-culture microorganisms removed 88.60% of TOC
in the SPE in the 6-day fermentation and yielded 4.42 g/L biomass with 45% carbon
content (Figure 6). In 1 L SPE, 2410 mg organic carbon was removed and 1989 mg carbon
was accumulated in microbial biomass. In this way, the carbon–conversion ratio of co-
cultured algae and yeast in the SPE-based fermentation reached 82.53%. Compared to
the co-cultured microorganisms, monoculture algae, and yeast only converted 62.61%
and 55.93% of removed TOC to biomass. Therefore, the co-culture of microalgae with
yeast has a greater advantage over the monoculture of microalgae and yeast regarding
carbon conversion.

By the end of 6-day fermentation, TOC concentration in the co-cultured system was
only 310 mg/L while those in monoculture systems of algae and yeast reached 1750 and
1020 mg/L, respectively. Based on the comparison of TOC concentrations, the co-culture of
microalgae with yeast can be regarded as a more promising strategy than monoculture for
SPE remediation. In a real-world application, the SPE after fermentation should be further
treated by chemical oxidation methods, such as Fenton oxidation and sodium hypochlorite,
to eliminate its potential threats to water environment. In the stage of secondary treatment,
the SPE with lower concentration of residual TOC is expected to release less CO2 than that
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with higher concentration of residual TOC. Hence, co-culture of microalgae with yeast
could lower the carbon emission of the SPE in the secondary treatment.
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As shown in Figure 6, overall, 23.71% and 36.19% of TOC in the SPE were converted
to microbial biomass in the monoculture of algae and yeast, respectively. However, in
the co-culture system, OCCR was improved to 73.13%. By the end of fermentation with
co-cultured microalgae and yeast, NCE was 0.731 g/L (Figure 6). In contrast, in the
monoculture system, NCE fell from 1.776 to 2.123 g/L. Therefore, the co-culture strategy
could reduce the NCE of the SPE-based fermentation by 58.84–65.57%. The comparison
between NCEs of monoculture and co-culture systems suggests that the co-culture of
Chlorella vulgaris with Rhodotorula glutinis could effectively reduce the concentrations of
residual organic carbon, further lowering the NCE of the SPE-based fermentation.

4. Discussion
4.1. Monoculture of Microorganism for the SPE-Based Fermentation

Based on the performance of microalgae and yeast in the monoculture model (Figure 2),
major points are summarized as follows: (1) in terms of biomass yield and carbon removal,
yeast had better performance than microalgae; (2) monoculture of microalgae yielded
biomass with higher lipid content and Chlorella vulgaris can be considered as a better
microbial strain than Rhodotorula glutinis for lipid production; (3) in monoculture model,
microalgae had higher CCR than yeast, revealing the advantages of employing microalgae
for carbon recycling.

Monoculture of microalgae or yeast for wastewater fermentation and oil production
has also been intensively studied by previous studies [29–31]. However, the monoculture
strategy is challenged by a variety of technical problems, such as low removal efficiency of
nutrients, low biomass yield, and intensive CO2 emission [32]. Considering the individual
advantages of yeast and microalgae, herein, a concept of co-culturing Chlorella vulgaris
and Rhodotorula glutinis is proposed to overcome the weaknesses of monocultures for SPE
remediation. According to the experimental results, conditions of the co-culture system
should be optimized to improve the biomass yield and nutrient removal. For example,
when the inoculation ratio was 0.5, 1, and 4, the concentration of residual TOC in the SPE
after the fermentation was 1230, 650, and 1620 mg/L, respectively (Figure 4b). This result
suggests that under these conditions, microorganisms could not effectively assimilate the
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nutrients in the SPE. Further, the discharge of the treated SPE may pose a serious threat to
the environment.

To improve the performance of co-cultured algae and yeast in the SPE treatment,
both synergistic and antagonistic relations between algae and yeast should be taken into
consideration. On the one hand, algae growth is accompanied by the alkalinization of the
water environment while yeast growth decreases the pH value of the ambient environment
by secreting acidic organic matter. The antagonistic relation between microalgae and yeast
can be significantly amplified when microalgae density is much higher or lower than
yeast density in the SPE. When Rhodotorula glutinis was the dominant species in the co-
culture system, an acidic environment was formed [33], threatening the survival of Chlorella
vulgaris. In contrast, the SPE became alkaline when Chlorella vulgaris was the dominant
species [34], further negatively impacting the survival of Rhodotorula glutinis. On the other
hand, yeast could promote the decomposition of suspended organics in SPE and provide
CO2 and low-molecular-weight organic acids to microalgal cells [35–37]. At the same time,
via photosynthesis, microalgae can continuously produce O2, which is essential to the
metabolisms of yeast cells [38]. It is noteworthy that with the decomposition of suspended
organics driven by yeast, the turbidity of the culture environment can be lowered, creating
a better environment for microalgal photosynthesis and O2 production. In the co-culture
system, the synergistic relation between microalgae and yeast might be undermined by
the unbalanced inoculation ratio. Hence, an optimal inoculation ratio should be adopted
to enhance the cooperation between microalgae and yeast for biomass production and
nutrient removal.

4.2. Interactions between Microalgae and Yeast in Co-Culture System

Interactions between microalgae and yeast in the co-culture system are important to the
performance of the SPE-based fermentation. According to previous studies [39,40], significant
interactions between microalgae and yeast include the exchange of O2 and CO2, degradation of
solid organics, and pH balance. Firstly, yeast consumes O2 and produces CO2 via heterotrophic
metabolisms while microalgae assimilate CO2 and release O2 through photosynthesis. It was
reported that with the accumulation of O2 in the culture medium, algal photosynthesis could
be inhibited [41]. In addition, CO2 accumulation and O2 exhaustion are unfavorable to the
heterotrophic metabolisms of yeast. In the co-culture system, O2 released by microalgae is
assimilated by yeast for heterotrophic metabolisms while CO2 produced by yeast is captured
by microalgae for photosynthetic metabolisms [39,40]. Thus, the synergistic relation between
microalgae and yeast is established based on the exchange of O2 and CO2 [40]. With the
attenuation of limiting factors, higher biomass yield was achieved in the co-culture of
Chlorella vulgaris and Rhodotorula glutinis (Figures 2 and 4). Since CO2 captured by algal
photosynthesis could partially compensate for CO2 released by microbial respiration,
OCCR was dramatically improved in the co-culture system (Figure 6). Secondly, some
positive interactions between microalgae and yeast enhanced the decomposition of organics
in SPE and promoted the conversion of carbon in the SPE to microbial biomass. For
example, extracellular enzymes secreted by yeast could accelerate the degradation of
suspended solid organics in the SPE [42]. With the conversion of solid organics to low-
molecular-weight organics, microalgae were exposed to a nutrients-richer environment.
According to previous studies, organic acids secreted by yeast could be assimilated by
microalgae cells efficiently [43,44]. Additionally, the degradation of suspended solids and
wastewater turbidity might be lowered while light transmission can be improved [45,46]. As
a consequence, a better environment for algal photosynthesis could be created. Thirdly, the
pH value of media could remain stable in the co-culture of Chlorella vulgaris and Rhodotorula
glutinis. As reported by previous studies, yeast growth is accompanied by a decrease in
pH while microalgae growth can cause the alkalinization of media. The dramatic shift
of pH can be regarded as one of the factors limiting the continuous growth of yeast and
microalgae [47,48]. In the co-culture system, when the inoculation ratio of microalgae and
yeast is controlled in a rational range, microalgae can assimilate a high portion of organic
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acids and CO2 released by yeast, attenuating the acidification process, at the same time,
residual organic acids and CO2 produced by yeast could limit the alkalinization caused
by algal metabolisms. Consequently, both acidification and alkalinization of SPE could be
inhibited in the co-culture system.

In the co-culture system, the increase of pH value in the SPE accompanied by the fast
growth of microalgae would seriously limit the survival of yeast cells. Due to the inhibition
of yeast growth under an alkaline environment, the decomposition rate of suspended
organics could be reduced. Further, enrichment of DO in the SPE could negatively impact
the photosynthetic rate of microalgal cells. Hence, it was observed that when light intensity
increased from 150 to 225 µmol/m2/s, biomass yield dropped from 3.52 to 3.38 g/L
(Figure 4c) and TOC removal efficiency decreased from 80.51% to 76.01% (Figure 4d).

4.3. Utilization of Microbial Biomass for Biodiesel Production

This work evaluated the microbial lipid productivity in the SPE-based fermentation,
demonstrating that a co-culture system could produce 1.81 g/L lipid in a 6-day period. In
the co-culture system, due to the accumulation of yeast biomass, lipid content was lowered.
However, according to the data in Figures 3, 4 and 5a, the lipid yield of Option 1, Option
2, and Option 3 reached 0.81, 0.79, and 1.81 g/L, respectively. Therefore, the co-culture
system improved the total biomass yield to produce the highest lipid yield. Compared with
traditional oil-rich crops, microalgae, and yeast have much higher lipid productivity [49].
In recent years, advanced technologies, such as flocculation, flotation, and sedimentation,
have been developed for the harvesting of microorganisms [50].

One of the weaknesses of this work is that the suitability of lipids extracted from
co-cultured microalgae and yeast for biodiesel was not studied. According to previous
studies, cetane number, oxidation stability, iodine value, and cold filter plugging point,
which depend on the oil nature, should be analyzed to judge if the lipid can be used as
a biodiesel feedstock [28,51]. Therefore, to apply the research results of this work in the
biofuel industry, further studies on the properties of SCO should be conducted.

4.4. Reduction of Carbon Emission of the SPE-Based Fermentation

As the global climate changes caused by atmospheric CO2-level increase are challeng-
ing the sustainable development of human society, more and more researchers realize the
importance of reducing carbon emissions in their industries. In traditional models, wastew-
ater is treated by anaerobic fermentation, aerobic digestion, and/or chemical oxidation in
a wastewater treatment plant. As a result, organic carbon in wastewater is released into
the atmosphere in the forms of CH4 and CO2, worsening the greenhouse effect. Therefore,
the concept of employing wastewater as a fermentation substrate for SCO production is
becoming popular in both academia and industry.

In previous studies, the monoculture of microalgae or yeast in wastewater for nutrient
recovery has been intensively studied [9,15]. Based on the experimental results of this
study, the OCCR of monoculture of Chlorella vulgaris and Rhodotorula glutinis in the SPE
reached 23.71% and 36.19%, respectively (Figure 6). In our view, the low value of the OCCR
of microalgae in the SPE is mainly attributed to the high portion of undecomposed organics
in the SPE-based fermentation. Therefore, regarding carbon utilization, the monoculture
of microalgae or yeast in SPE could not be regarded as an eco-friendly, economical, and
sustainable strategy.

In this study, when Chlorella vulgaris and Rhodotorula glutinis were co-cultured in the
SPE, due to the synergistic cooperation between algae and yeast in nutrient assimilation,
OCCR was improved to 73.13% (Figure 6). In other words, 73.13% of organic carbon in
the SPE can be converted to microbial biomass in this case while only 26.87% of organic
carbon in the SPE was wasted. Compared with a monoculture of microalgae or yeast, in
terms of carbon utilization, the co-culture system is a more eco-friendly, economical, and
sustainable strategy for the SPE-based fermentation.
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Although OCCR was improved to 73.13% via co-culture of algae and yeast in SPE,
a portion of organic carbon will be converted to CH4 and CO2 if the SPE is subjected to
traditional treatment after fermentation. In the future, it is expected that the photosynthesis
of microalgal cells or conversion of organic carbon to microbial biomass in fermentation can
be further enhanced in the SPE-based fermentation. Firstly, synergistic cooperation between
microalgae and yeast in SPE can be enhanced to further improve the OCCR. Secondly, a
more suitable environment or algal strains with better photosynthetic performance can be
adopted to promote CO2 absorption, compensating for the CO2 emission that occurred
in the SPE-based fermentation. If the OCCR can be improved to over 100%, SPE-based
fermentation will become a carbon-negative process.

5. Conclusions

This work developed a strategy for co-culturing Chlorella vulgaris and Rhodotorula
glutinis in the SPE for lipid-rich biomass production and nutrient removal. Based on
the experimental results, it is concluded that (1) monoculture of microalgae and yeast
had low biomass yield and nutrient removal efficiency; (2) microalgae and yeast should
be inoculated simultaneously at the beginning of the SPE-based fermentation to achieve
high biomass yield and nutrient removal efficiency; (3) the optimal inoculation ratio, light
intensity, and temperature should be 2:1, 150 µmol/m2/s, and 25 ◦C, respectively, and the
biomass yield and TOC removal efficiency reached 4.42 g/L and 88.60% under the optimal
conditions; (4) lipid yield of co-fermentation of Chlorella vulgaris and Rhodotorula glutinis
was improved to 1.81 g/L and fatty acids profile of harvested biomass was similar to that
of the traditional oil-rich crop; (5) CCR was dramatically improved in the co-fermentation
of Chlorella vulgaris and Rhodotorula glutinis.

The advantages of the technical route developed in this study are listed as follows:
(1) co-fermentation of microalgae and oleaginous yeast in SPE could provide biofuel
industry with high-quality feedstock with high oil content; (2) A large portion of organic
carbon in SPE was recovered by microorganisms in fermentation, suggesting that this
technical route has a high conversion ratio of nutrients; (3) due to the high values of CCR
and OCCR and the low value of NCE in the co-fermentation of Chlorella vulgaris and
Rhodotorula glutinis, this technical route can be regarded as a carbon-reducing strategy for
SPE treatment and biofuel feedstock production. In the future, efforts should be devoted
toward promoting the industrialization of the co-fermentation of Chlorella vulgaris and
Rhodotorula glutinis for SPE remediation.
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