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Abstract: The present study evaluated the effect of multiple variables (drying time, drying tempera-
ture, biomass/solvent ratio, glass beads/biomass ratio, extraction time, and extraction speed) in the
solubilization of three different phycobiliproteins (C-PC, APC, and PE) from a thermotolerant Oscilla-
toria sp. The strain was grown in BG11 media (28 ◦C, light: dark cycle of 12:12 h at 100 µmol·m−2·s−1,
20 days) and the experiments were conducted according to a two-level randomized factorial design
with six center points (38 runs). Results show that biomass/solvent ratio, glass beads/biomass ratio,
and extraction time, are the most significant variables in the extraction of all three proteins, whereas
the glass beads/biomass ratio and extraction time significantly affect their purity. The optimized
conditions allow a statistical increase in the concentration of C-PC, APC, and PE extracted from the
biomass; however, the purity was lower in comparison with the expected value. The latter occurs
due to a larger biomass/solvent ratio and longer extraction times, which enhanced the solubility of
other hydrophilic metabolites (proteins and carbohydrates, etc.).

Keywords: surface response methodology; allophycocyanin; phycocyanin; phycoerythrin; drying;
biomass/solvent ratio; cell lysis

1. Introduction

The global demand for organic and sustainable food products has risen over the past
decade. Furthermore, as a result of the expansion in the world’s population, it is vital to
investigate and identify alternative food sources [1] that comply with national and interna-
tional regulations [2]. Microalgae and cyanobacteria are now considered promising sources
of natural molecules (such as carbohydrates, proteins, lipids, etc.) suitable for food, feed,
cosmetic, and pharmaceutic applications [3–11]. Among those components, phycobilipro-
teins (PBPs) have gained popularity in the food and pharmaceutical sectors [12]. PBPs are
a group of brilliant-colored proteins responsible for photosynthetic activity in different
microbial groups such as cyanobacteria, cryptophytes, red algae, and glaucocystophytes [2].
PBPs are composed of several classes called phycocyanin (C-PC), allophycocyanin (APC),
and phycoerythrin (PE). Each of these classes possesses a unique spectrum referred to as
blue (610−620 nm), blue-green (650−655 nm), and pink (540−570 nm) [3,7,13]. Due to
its antioxidant and anti-inflammatory properties, and its flexibility to be used by various
industries such as the medical, pharmaceutical, cosmetic, and food industries, phycocyanin
(C-PC) is one of the most expensive dye proteins on the market, with an estimated value
of 5000–33,000 USD per gram [8]. C-PC has shown great success in the food sector as a
replacement for its synthetic counterparts such as Patent Blue V and Brilliant Blue FCF
(E133) [12].

Once the cyanobacterial biomass has been harvested, it must undergo physical and
chemical processes to efficiently extract the different metabolites concealed within the
cell [9]. Over the last ten years, other authors have identified several critical factors that af-
fect PBPs’ extraction yield and purity grade [10]. The most notable factors are drying or wa-
ter content [14–16], temperature [2,8–11,16–19], biomass/solvent ratio [8–10,14,15,18–22],
mixing speed [14,15,19–21], and mixing time [8–11,14,15,17–20,23].
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The cyanobacterial and algal biomass is known for its high humidity content (up to
80%) biomass. This high humidity can significantly reduce its shelf life and thus reduce
the quality of the metabolites of interest [16]. Therefore, it is critical to remove excess
water totally (or partially) [24]. In the case of phycobiliproteins, temperatures higher than
45 ◦C degrees can reduce the concentration and quality of these pigments by up to 50%
(w/w) [25]. However, as pointed out by Pez Jaeschke et al. [1], the information available
on the use of biomass form (fresh, frozen, oven-dried, or freeze-dried) is still unclear.
Another factor that influences the extraction efficiency is the destruction time and speed.
Since the extraction solvent employed is an aqueous buffer, other hydrophilic substances
such as carbohydrates and total proteins will be diluted into the buffer, affecting PBPs’
final purity [26]. Moreover, longer extraction times will eventually increase the system’s
temperature, which will degrade the PBPs [12].

Since most of the works published in recent years focused on the analysis of one
or two factors, the objective of this study was to evaluate for the first time the effect
of multiple factors (drying, biomass/solvent ratio, biomass/glass beads ratio, mixing
speed and time) on the extraction yield and purity of phycobiliproteins (C-CP, APC, and
PE) from a thermotolerant strain of Oscillatoria sp. with a high concentration of those
colorant proteins.

2. Materials and Methods
2.1. Strain

Oscillatoria sp. OSCI_UFPS001 was isolated from a thermal spring in Cucuta (Colom-
bia) and kept at the INNOValgae collection (UFPS, Cúcuta, Colombia) (https://www.
innovalg.com accessed on 20 April 2020). The strain was cultured in a 2 L tubular glass flask
with 1.3 L of BG-11 media (composition in g/L: citric acid 0.006; NaNO3 1.5; K2HPO4·3H2O
0.04; MgSO4·7H2O 0.075; CaCl2·2H2O 0.036; Na2CO3 0.02; MgNa2EDTA·H2O 0.01; and
1 mL of trace element solution (in g/L: H3BO3, 2.86; MnCl2·4H2O 1.81; ZnSO4·7H2O 0.222;
NaMoO4·2H2O 0.39; CuSO4·5H2O 0.079; Co (NO3)2·6H2O 0.049 with pH 7.0 ± 2) [27]. The
strain was mixed through the injection of filtered air with 1% (v/v) CO2 at a flow rate of
0.78 L min−1, with a light:dark cycle of 12:12 h at 100 µmol·m−2·s−1, 27 ± 1 ◦C, for 20 days.

2.2. Experimental Design

The evaluation of six factors that affect the extraction yield and purity of PBPs were
studied using a 2-level randomized factorial design with six center points (38 runs), using
Design-Expert® software (version 13.0, Stat-Ease Inc., Minneapolis, MN, USA). Table 1
shows the levels studied for each factor.

Table 1. Variables evaluated with their levels for the extraction of PBPs.

Variables Coded Name Low Level (−1) High Level (+1)

Drying time (h) A 18 30
Drying temperature (◦C) B 40 60

Biomass/solvent ratio (%) C 0.125 0.5
Glass beads/biomass ratio (%) D 5 15

Extraction time (min) E 10 30
Extraction speed (rpm) F 1000 1500

2.3. Culture Conditions

For each experiment, Oscillatoria sp. was cultured (in triplicate) in 500 mL flasks with
a working volume of 250 mL of BG-11 culture media. Each flask was mixed through the
injection of filtered air with 1% (v/v) CO2 at a flow rate of 0.15 Lair·min−1, with a light:dark
cycle of 12:12 h at 100 µmol·m−2·s−1, 27 ± 1 ◦C, for 20 days.

https://www.innovalg.com
https://www.innovalg.com


Processes 2022, 10, 836 3 of 12

2.4. Biomass and PBPs Quantification

After 20 days, each flask was removed from the air inlet and allowed to self-flocculate,
due to the filamentous morphology of Oscillatoria sp., the cyanobacteria precipitate in
20 min. The concentrated biomass was transferred to a 500 mL plastic flask and centrifuged
at 3500 rpm (20 ◦C, 20 min), and the supernatant was withdrawn. The pellet was poured
into non-stick food-grade silicone molds. The different samples were dried using a food-
grade dehydrator (Hamilton Beach® 32100a). The mass obtained was recorded using a
digital balance. The dehydrated biomass was subjected to extraction (one sample plus
5 replicates) using the method described by Zuorro et al. [28]. Briefly, a known amount of
dried biomass was mixed with a volume of cold phosphate buffer solution (0.05 M, pH 6.8)
and a known amount of glass beads (0.5 mm diameter) according to the experimental design.
The solution was mixed using an automatic vortex (Multi Reax, Heidolph, Germany). The
mixture was stored in a refrigerator to promote the solubilization of the phycobiliproteins
(4 ◦C, 24 h). PBPs were separated from cell debris by centrifugation (3400 rpm, 30 min,
20 ◦C). The deep blue supernatant was collected and measured in a spectrophotometer at
different wavelengths (620, 652, 562, and 280 nm). The concentration of C-PC, APC, and
PE was calculated using the Equations (1)–(3) described by Bennett and Bogorad [29]. The
purity of C-PC, APC, and PE was determined using the Equations (4)–(6) proposed by
Patil [30] and Antello et al. [31]. The average of the results obtained for each experiment
was used to perform the ANOVA analysis according to the Design-Expert® software.

PC [g / L] =
OD620 − 0.474(OD652)

5.34
(1)

APC [g / L] =
OD652 − 0.208(OD620)

5.09
(2)

PE [g / L] =
(OD562 − 2.41(P − PC)− 0.849(APC))

9.62
(3)

PC [purity] =
OD620

280
(4)

APC [purity] =
OD652

280
(5)

PE [purity] =
OD562

280
(6)

3. Results
3.1. Effect of Multiple Parameters on the Concentration of PBPs

The results of the ANOVA analysis (Table 2) on the effect of multiple variables (drying
time (A), drying temperature (B), biomass/solvent ratio (C), glass beads/biomass ratio (D),
extraction time (E), and extraction speed (F)) in the extraction of phycobiliproteins (C-PC,
APC, and PE) from Oscillatoria sp. biomass shows that in the case of C-PC, the F-value
obtained (85.78) implies the model is significant. There is only a 0.01% chance that an
F-value this large could occur due to noise; therefore, the results obtained did not happen
by chance.

The p-values obtained for the different variables analyzed show that drying time, dry-
ing temperature, biomass/solvent ratio, glass beads/biomass ratio, extraction time, and ex-
traction speed (A, B, C, D, E, and F, respectively) are statistically significant (p-value < 0.05)
variables that affect the extraction efficiency. Another interesting result obtained is that
several interactions between the analyzed variables (AB, BC, BE, BF, CE, DF, EF, ABD, ABE,
ABF, ACD, ADE, ADF, and AEF) are significant model terms. The Lack of Fit F-value of
1.32 implies the Lack of Fit is not substantial relative to the pure error, which means that
the model fits.

In the case of allophycocyanin (APC), an F-value of 13.38 implies the model is signifi-
cant, with only a 0.01% chance that an F-value this large could occur due to noise.
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Table 2. Analysis of variance (ANOVA) of the model obtained for C-PC, APC, and PE extraction.

Sum of Squares Df Mean Square F-Value p-Value

C-PC (g/L)

Model 47.83 27 1.77 85.78 <0.0001 *
Curvature 1.48 1 1.48 71.73 <0.0001 *
Residual 0.1859 9 0.0207

Lack of Fit 0.0956 4 0.0239 1.32 0.3760 **
Pure Error 0.0903 5 0.0181
Cor Total 49.49 37

APC (g/L)

Model 92.28 23 4.01 13.38 <0.0001 *
Curvature 1.21 1 1.21 4.03 0.0658
Residual 3.90 13 0.2997

Lack of Fit 1.51 8 0.1886 0.3948 0.8834 **
Pure Error 2.39 5 0.4776
Cor Total 97.38 37

PE (g/L)

Model 302.89 11 27.54 18.54 <0.0001 *
Curvature 16.17 1 16.17 10.89 0.0029
Residual 37.14 25 1.49

Lack of Fit 34.80 20 1.74 3.73 0.0748 **
Pure Error 2.33 5 0.4666
Cor Total 356.20 37

R2 Adj R2 Pred R2 Adq Pr Std. Dev. Mean C.V. %

C-PC g/L 0.9961 0.9845 0.8699 355.217 0.1437 2.72 5.28
APC g/L 0.9595 0.8878 0.7133 135.805 0.5475 4.81 11.39
PE g/L 0.8908 0.8427 0.7281 169.951 1.22 7.56 16.11

* Significant. ** Not Significant.

In the extraction of APC, the statistically significant variables (p-value < 0.05) were
biomass/solvent ratio, glass beads/biomass ratio, and extraction time (C, D, and E, respec-
tively). Moreover, different interactions between the variables were found to be statistically
significant (AB, BC, CE, DF, ABD, ABF, ACD, ADE, and ADF). The Lack of Fit F-value of
0.39 implies the Lack of Fit is not significant relative to the pure error, which means that the
model fits.

Finally, the analysis of the extraction of phycoerythrin (PE) shows that an F-value of
18.54 implies the model is significant. There is only a 0.01% chance that an F-value this
large could occur due to noise. Drying time, biomass/solvent ratio, glass beads/biomass
ratio, extraction time, and extraction speed (A, C, D, E, and F, respectively) and several
interactions (BF and ADE) are the most important terms affecting the extraction of the
colorant protein PE. The Lack of Fit F-value of 3.73 implies the Lack of Fit is not significant
relative to the pure error, which means that the model fits.

3.2. Effect of Multiple Parameters on the Purity of PBPs

One of the most critical responses in the extraction of phycobiliproteins is their purity.
Since PBPs are proteins, the selected extraction method will inevitably allow the solubiliza-
tion of other groups of proteins that will reduce the quality of the extract. The results of the
ANOVA analysis (Table 3) on the purity of PBPs shows that, in the case of C-PC, the F-value
obtained (16.17) for this protein implies the model is significant. There is only a 0.04%
chance that an F-value this large could occur due to noise. In this case, the purity of C-CP is
affected only by glass beads/biomass ratio, extraction time (D, E, respectively), and several
interactions (AB, AE, BC, BE, BF, EF, ABC, ABD, ABE, ABF, ACD, ADE, and ADF); in this
case, these terms are considered to be significant model terms. The Lack of Fit F-value of
0.09 implies the Lack of Fit is not significant relative to the pure error, which means that
the model fits. The different surface responses (three-dimensional plots) obtained from the
extraction of C-PC, APC, and PE are shown in Figure 1. According to the results, a high
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biomass/solvent ratio of up to 0.5% w/v coupled with 30 h of drying using a food-grade
dehydrator maximizes the extraction of the studied PBPs.
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Table 3. Analysis of variance (ANOVA) of the model obtained for phycobiliprotein purity.

Sum of Squares df Mean Square F-Value p-Value

C-PC
Purity

Model 0.5172 29 0.0178 16.17 0.0004 *
Curvature 0.0237 1 0.0237 21.50 0.0024
Residual 0.0077 7 0.0011

Lack of Fit 0.0003 2 0.0001 0.0914 0.9141 **
Pure Error 0.0074 5 0.0015
Cor Total 0.5486 37

APC
Purity

Model 0.2874 26 0.0111 4.16 0.0113 *
Curvature 0.0046 1 0.0046 1.73 0.2172
Residual 0.0266 10 0.0027

Lack of Fit 0.0015 5 0.0003 0.0599 0.9961 **
Pure Error 0.0251 5 0.0050
Cor Total 0.3187 37

PE
Purity

Model 1.15 21 0.0550 11.24 <0.0001 *
Curvature 0.1099 1 0.1099 22.47 0.0003
Residual 0.0734 15 0.0049

Lack of Fit 0.0333 10 0.0033 0.4152 0.8890 **
Pure Error 0.0401 5 0.0080
Cor Total 1.34 37

R2 Adj R2 Pred R2 Adq Pr Std. Dev. Mean C.V. %

C-PC Purity 0.9853 0.9244 0.8468 236.165 0.0332 0.0921 36.04
APC Purity 0.9153 0.6951 0.6887 115.801 0.0516 0.3667 14.06
PE Purity 0.9402 0.8565 0.6753 176.953 0.0699 1.47 4.77

* Significant. ** Not Significant.

In the case of APC, an F-value of 5.37 implies the model is significant, with only a
0.21% chance that an F-value this large could occur due to noise. According to the p-values
obtained for the different model terms, only glass beads/biomass ratio, extraction time (D
and E, respectively), and several interactions between the analyzed variables are significant
model terms (AB, AE, BC, BF, ABC, ABD, ABF, ACD, and ADE). The Lack of Fit F-value of
0.05 implies the Lack of Fit is not significant relative to the pure error, which means that the
model fits.

Finally, the analysis of the extraction of PE shows that an F-value of 13.75 implies the
model is significant. There is only a 0.01% chance that an F-value this large could occur due
to noise. Drying time, glass beads/biomass ratio, extraction time (A, D, and E, respectively),
and several interactions (AB, AE, BC, BE, BF, DE, ABC, ABD, ABE, ABF, ACD, ADE, and
ADF) are the most significant terms affecting the extraction of the colorant protein PE. The
Lack of Fit F-value of 0.36 implies the Lack of Fit is not significant relative to the pure error,
which means that the model fits.

The surface responses (three-dimensional plots) of the model equation fitted to the
data on the purity index of the extracted C-PC, APC, and PE are shown in Figure 2. Unlike
the extraction results, the purity of PBPs is favored with a lower biomass/solvent ratio of
0.2 % w/v (or lower), and 30 h of drying using a food-grade dehydrator can effectively
enhance the purity of the extracted PBPs.

Table 4 represents the highest scenario that maximizes C-PC, APC, and PE concen-
tration and purity using all the different variables analyzed. To test the viability of the
proposed method, Oscillatoria sp. was grown in three 2 L flasks (1.2 L of working volume,
0.72 L·min−1 of filtered air, 12:12 h light:dark cycle at 100 µmol·m−2·s−1, 27 ± 1 ◦C, for
20 days). The biomass obtained was prepared according to Table 3, with 12 samples (one
experiment with 11 replicates).
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Table 4. Variables for optimal biomass concentration on both strains were studied.

Coded Name Variable Units Value

A Drying time h 30
B Drying temperature ◦C 40
C Biomass/Solvent ratio % w/v 0.26
D Glass beads/Biomass ratio % w/v 14.9
E Extraction time min 30
F Extraction speed rpm 1486

Z1 C-PC
g/L

0.38
Z2 APC 0.073
Z3 PE 0.064
Z4 C-PC

Purity Index
1.56

Z5 APC 0.64
Z6 PE 0.87

The results obtained for the concentration and purity of C-PC, APC, and PE were
analyzed using an unpaired t-test (Figure 3). The analysis shows that the concentration
of C-PC, APC, and PE under the conditions presented in Table 4 were statistically higher
than expected (<0.0001). However, the purity of the obtained extracts was lower than
expected. The latter indicates that the proposed factors can effectively enhance the solu-
bility of C-PC, APC, and PE; however, they also increase the solubility of other proteins
(globular proteins, etc.), which in turn reduce the purity of PBPs.
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4. Discussion

In recent years, PBPs obtained from cyanobacteria and red algae have become a
dye of industrial interest [2]. The main source of these proteins are Arthorspira platen-
sis [2,4,9,10,12,15,18,20,21], and A. máxima [19]; therefore, the extraction protocols have
been specifically designed for this genera. More recently, another group of species has
been evaluated to produce different PBPs, such as Anabaena cylindrica [11], Cyanidium cal-
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darium [23], Cyanidioschyzon merolae NIES-3377 [17], Gracilaria gracilis [21], Nostoc commune
TUBT05 [8], Oscillatoria sp. BTA170, [22], and Oscillatoria okeni TISTR8549 [8].

Typically, most studies in this area evaluate the effect of two or a maximum of four
variables at a time. Moreover, most of these works employ One Factor at a Time (OFAT)
experimental processes, increasing the experimentation time required. Design of Exper-
iments (DoE) is a series of statistical tools that improve the number of the experiments
needed to obtain a statistically significant response [32–35]; in recent years, its application
in biotechnology has proven to be a valuable tool to reduce experimental costs and improve
the quality of the results [36–40]. One example of the application of DoE in the optimization
of PBP extraction is the work reported by Sintra et al. [11], where the researchers evaluated
the effect of solid–liquid ratio, time of extraction, and temperature in the extraction of C-PC
and chlorophylls in Anabaena cylindrica using the response surface methodology (RSM).
In another study, Ferreira-Santo et al. [10] found that the application of ohmic heating
(OH) at shorter times (44 ◦C and 30 min, respectively) allowed a significant increase in
C-phycocyanin extraction yield compared to conventional heating and freeze-thawing.
Another example is the experiment reported by Tavanandi et al. [18], where they analyzed
the effect of ultrasonication with thawing and maceration. Other more advanced research,
such as the work of Ilter et al. [14], examined the impact of up to five variables (homoge-
nization rate (rpm), amplitude (%), microwave power (W), biomass/solvent ratio (%), and
extraction time of classical, ultrasound and microwave extraction) in the extraction of C-PC
using central composite rotatable design (CCRD).

In the case of the PBP extraction, the common factors affecting the efficiency of C-PC,
APC, and PE were biomass/solvent ratio (C), glass beads/biomass ratio (D), and extraction
time (E). By comparison, the most repetitive interaction found was drying time–glass
beads/biomass ratio–extraction time (ADE). In the case of the PBP purity, the common
factors affecting the efficiency of C-PC, APC, and PE were glass beads/biomass ratio (D)
and extraction time (E). In addition, the most repetitive interactions found were AB, AE,
BC, BF, ABC, ABD, ABF, ACD, and ADE, where drying time is the most repetitive factor
(A). One exciting result obtained from the ANOVA analysis for the extraction of PBPs is
that only C-PC and PE showed a fit for the curvature model. The latter may occur due to
the high content of both proteins in comparison with APC in the thermotolerant strain of
Oscillatoria sp. The same result was obtained in analyzing the purity of all three PBPs.

In each of the papers mentioned previously, the authors employed freeze-dried or
spray-dried biomass. Since PBPs are sensitive to high temperatures (>45 ◦C) [25], these
drying processes are preferred. To the best of the author’s knowledge, this is the first
time a food dehydrator has been used for the drying process of cyanobacterial biomass
for PBP extraction. A food dehydrator is an inexpensive piece of equipment that can be
acquired in almost every country. This research showed excellent results in maintaining
the quantity and quality of PBPs while removing the moisture within the cyanobacterial
biomass using longer times and mild temperatures (30 h and 40 ◦C, respectively). Another
poorly evaluated variable is the glass beads/biomass ratio; the latter occurs because
when glass beads are employed, they are commonly added in excess to better destroy
cyanobacterial or algal biomass.

This research shows that a glass beads/biomass ratio of 15% w/w enhances biomass
contact with the beads, allowing better PBP solubilization. Another variable worth men-
tioning is the destruction time; according to the results, longer times increase the content
of PBPs extracted from the cells but reduce their purity. These results are congruent with
those reported by Pott et al. [26], who found that longer times will eventually solubilize
other proteins and hydrophilic metabolites such as carbohydrates. Another variable that
affects the extraction time is the biomass/solvent ratio. According to the results, larger
proportions of biomass in the buffer will increase the final content of PBPs but decrease
their purity. One possible explanation for this behavior between PBP concentration and
purity can be found in the drying time–glass beads/biomass ratio–extraction time (ADE)
interaction; however, it is necessary to explore this interaction using other experimental
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design methods, such as central composite design, to determine if both the concentration
and purity of PBPs can be optimized in parallel.

5. Conclusions

This study indicates that the Design of Experiments is a robust methodology for
identifying critical variables that enhance the extraction and purity of PBPs in Oscillatoria sp.
The obtained results prove that, in the case of the PBP extraction, the common factors
are biomass/solvent ratio, glass beads/biomass ratio, and extraction time, whereas the
factors affecting purity are glass beads/biomass ratio and extraction time. The optimized
conditions allowed the concentration of extracted C-PC, APC, and PE to be significantly
increase; however, the purity of the proteins was lower than expected. The latter occurs due
to a larger biomass/solvent ratio and longer extraction times, which enhance the solubility
of other hydrophilic metabolites (proteins and carbohydrates, etc.). Future studies should
provide further insight into the optimization of the interaction between the drying time,
glass beads/biomass ratio, and extraction time variables.
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14. İlter, I.; Akyıl, S.; Demirel, Z.; Koç, M.; Conk-Dalay, M.; Kaymak-Ertekin, F. Optimization of Phycocyanin Extraction from Spirulina
Platensis Using Different Techniques. J. Food Compos. Anal. 2018, 70, 78–88. [CrossRef]

15. Khandual, S.; Sanchez, E.O.L.; Andrews, H.E.; de la Rosa, J.D.P. Phycocyanin Content and Nutritional Profile of Arthrospira
Platensis from Mexico: Efficient Extraction Process and Stability Evaluation of Phycocyanin. BMC Chem. 2021, 15, 24. [CrossRef]

16. Vega-Gálvez, A.; Miranda, M.; Clavería, R.; Quispe, I.; Vergara, J.; Uribe, E.; Paez, H.; Di Scala, K. Effect of Air Temperature on
Drying Kinetics and Quality Characteristics of Osmo-Treated Jumbo Squid (Dosidicus Gigas). LWT Food Sci. Technol. 2011, 44,
16–23. [CrossRef]

17. Yoshida, C.; Murakami, M.; Niwa, A.; Takeya, M.; Osanai, T. Efficient Extraction and Preservation of Thermotolerant Phycocyanins
from Red Alga Cyanidioschyzon Merolae. J. Biosci. Bioeng. 2021, 131, 161–167. [CrossRef]

18. Tavanandi, H.A.; Mittal, R.; Chandrasekhar, J.; Raghavarao, K.S.M.S. Simple and Efficient Method for Extraction of C-Phycocyanin
from Dry Biomass of Arthospira Platensis. Algal Res. 2018, 31, 239–251. [CrossRef]

19. Devi, A.C.; Tavanandi, H.A.; Govindaraju, K.; Raghavarao, K.S.M.S. An Effective Method for Extraction of High Purity Phyco-
cyanins (C-PC and A-PC) from Dry Biomass of Arthrospira Maxima. J. Appl. Phycol. 2020, 32, 1141–1151. [CrossRef]

20. Carullo, D.; Pataro, G.; Donsì, F.; Ferrari, G. Pulsed Electric Fields-Assisted Extraction of Valuable Compounds From Arthrospira
Platensis: Effect of Pulse Polarity and Mild Heating. Front. Bioeng. Biotechnol. 2020, 8, 551272. [CrossRef]

21. Pereira, T.; Barroso, S.; Mendes, S.; Amaral, R.A.; Dias, J.R.; Baptista, T.; Saraiva, J.A.; Alves, N.M.; Gil, M.M. Optimization of
Phycobiliprotein Pigments Extraction from Red Algae Gracilaria Gracilis for Substitution of Synthetic Food Colorants. Food Chem.
2020, 321, 126688. [CrossRef] [PubMed]

22. Sharma, R.; Bhunia, B.; Mondal, A.; Kanti Bandyopadhyay, T.; Devi, I.; Oinam, G.; Prasanna, R.; Abraham, G.; Nath Tiwari, O.
Statistical Optimization of Process Parameters for Improvement of Phycobiliproteins (PBPs) Yield Using Ultrasound-Assisted
Extraction and Its Kinetic Study. Ultrason. Sonochem. 2020, 60, 104762. [CrossRef] [PubMed]

23. Sommer, M.C.; Balazinski, M.; Rataj, R.; Wenske, S.; Kolb, J.F.; Zocher, K. Assessment of Phycocyanin Extraction from Cyanidium
Caldarium by Spark Discharges, Compared to Freeze-thaw Cycles, Sonication and Pulsed Electric Fields. Microorganisms 2021,
9, 1452. [CrossRef]

24. Falkeborg, M.F.; Roda-Serrat, M.C.; Burnæs, K.L.; Nielsen, A.L.D. Stabilising Phycocyanin by Anionic Micelles. Food Chem. 2018,
239, 771–780. [CrossRef]

25. Fratelli, C.; Burck, M.; Amarante, M.C.A.; Braga, A.R.C. Antioxidant Potential of Nature’s “Something Blue”: Something New
in the Marriage of Biological Activity and Extraction Methods Applied to C-Phycocyanin. Trends Food Sci. Technol. 2021, 107,
309–323. [CrossRef]

26. Pott, R.W.M. The Release of the Blue Biological Pigment C-Phycocyanin through Calcium-Aided Cytolysis of Live Spirulina sp.
Color Technol. 2019, 135, 17–21. [CrossRef]

27. Andersen, R.A.; Berges, J.A.; Harrison, P.J.; Watanabe, M.M. Appendix A—Recipes for Freshwater and Seawater Media. In Algal
Culturing Techniques; Andersen, R.A., Ed.; Elsevier Academic Press: Burlington, MA, USA, 2005; pp. 429–538.

28. Zuorro, A.; Leal-Jerez, A.G.; Morales-Rivas, L.K.; Mogollón-Londoño, S.O.; Sanchez-Galvis, E.M.; García-Martínez, J.B.; Barajas-
Solano, A.F. Enhancement of Phycobiliprotein Accumulation in Thermotolerant Oscillatoria sp. through Media Optimization.
ACS Omega 2021, 6, 10527–10536. [CrossRef]

29. Bennett, A.; Bogorad, L. Complementary Chromatic Adaptation in a Filamentous Blue-Green Alga. J. Cell Biol. 1973, 58, 419–435.
[CrossRef]

30. Patil, G.; Chethana, S.; Sridevi, A.S.; Raghavarao, K.S.M.S. Method to Obtain C-Phycocyanin of High Purity. J. Chromatogr. A 2006,
1127, 76–81. [CrossRef] [PubMed]

31. Antelo, F.; Anschau, A.; Costa, J.; Kalil, S. Extraction and Purification of C-Phycocyanin from Spirulina Platensis in Conventional
and Integrated Aqueous Two-Phase Systems. J. Braz. Chem. Soc. 2010, 21, 921–926. [CrossRef]

32. Zuorro, A. Optimization of Polyphenol Recovery from Espresso Coffee Residues Using Factorial Design and Response Surface
Methodology. Sep. Purif. Technol. 2015, 152, 64–69. [CrossRef]

33. Sarasini, F.; Tirillò, J.; Zuorro, A.; Maffei, G.; Lavecchia, R.; Puglia, D.; Dominici, F.; Luzi, F.; Valente, T.; Torre, L. Recycling
Coffee Silverskin in Sustainable Composites Based on a Poly(Butylene Adipate-Co-Terephthalate)/Poly(3-Hydroxybutyrate-Co-3-
Hydroxyvalerate) Matrix. Ind. Crops Prod. 2018, 118, 311–320. [CrossRef]

34. Zuorro, A.; Malavasi, V.; Cao, G.; Lavecchia, R. Use of Cell Wall Degrading Enzymes to Improve the Recovery of Lipids from
Chlorella Sorokiniana. Chem. Eng. J. 2019, 377, 120325. [CrossRef]

35. Sanchez-Galvis, E.M.; Cardenas-Gutierrez, I.Y.; Contreras-Ropero, J.E.; García-Martínez, J.B.; Barajas-Solano, A.F.; Zuorro, A. An
Innovative Low-Cost Equipment for Electro-Concentration of Microalgal Biomass. Appl. Sci. 2020, 10, 4841. [CrossRef]

http://doi.org/10.1016/j.seppur.2020.117538
http://doi.org/10.1016/j.lwt.2019.108802
http://doi.org/10.1007/s10811-007-9188-1
http://doi.org/10.1016/j.jfca.2018.04.007
http://doi.org/10.1186/s13065-021-00746-1
http://doi.org/10.1016/j.lwt.2010.06.012
http://doi.org/10.1016/j.jbiosc.2020.09.021
http://doi.org/10.1016/j.algal.2018.02.008
http://doi.org/10.1007/s10811-019-02033-y
http://doi.org/10.3389/fbioe.2020.551272
http://doi.org/10.1016/j.foodchem.2020.126688
http://www.ncbi.nlm.nih.gov/pubmed/32247888
http://doi.org/10.1016/j.ultsonch.2019.104762
http://www.ncbi.nlm.nih.gov/pubmed/31546084
http://doi.org/10.3390/microorganisms9071452
http://doi.org/10.1016/j.foodchem.2017.07.007
http://doi.org/10.1016/j.tifs.2020.10.043
http://doi.org/10.1111/cote.12373
http://doi.org/10.1021/acsomega.0c04665
http://doi.org/10.1083/jcb.58.2.419
http://doi.org/10.1016/j.chroma.2006.05.073
http://www.ncbi.nlm.nih.gov/pubmed/16782107
http://doi.org/10.1590/S0103-50532010000500022
http://doi.org/10.1016/j.seppur.2015.08.016
http://doi.org/10.1016/j.indcrop.2018.03.070
http://doi.org/10.1016/j.cej.2018.11.023
http://doi.org/10.3390/app10144841


Processes 2022, 10, 836 12 of 12

36. Zuorro, A. Enhanced Lycopene Extraction from Tomato Peels by Optimized Mixed-Polarity Solvent Mixtures. Molecules 2020,
25, 2038. [CrossRef] [PubMed]

37. Zuorro, A.; Lavecchia, R. Polyphenols and Energy Recovery from Spent Coffee Grounds. Chem. Eng. Trans. 2011, 25, 285–290.
[CrossRef]

38. Zuorro, A.; Iannone, A.; Natali, S.; Lavecchia, R. Green Synthesis of Silver Nanoparticles Using Bilberry and Red Currant Waste
Extracts. Processes 2019, 7, 193. [CrossRef]

39. Montanaro, D.; Lavecchia, R.; Petrucci, E.; Zuorro, A. UV-Assisted Electrochemical Degradation of Coumarin on Boron-Doped
Diamond Electrodes. Chem. Eng. J. 2017, 323, 512–519. [CrossRef]

40. Zuorro, A.; Maffei, G.; Lavecchia, R. Kinetic Modeling of Azo Dye Adsorption on Non-Living Cells of Nannochloropsis Oceanica. J.
Environ. Chem. Eng. 2017, 5, 4121–4127. [CrossRef]

http://doi.org/10.3390/molecules25092038
http://www.ncbi.nlm.nih.gov/pubmed/32349412
http://doi.org/10.3303/CET1125048
http://doi.org/10.3390/pr7040193
http://doi.org/10.1016/j.cej.2017.04.129
http://doi.org/10.1016/j.jece.2017.07.078

	Introduction 
	Materials and Methods 
	Strain 
	Experimental Design 
	Culture Conditions 
	Biomass and PBPs Quantification 

	Results 
	Effect of Multiple Parameters on the Concentration of PBPs 
	Effect of Multiple Parameters on the Purity of PBPs 

	Discussion 
	Conclusions 
	References

