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SUMMARY
Research background. C-phycocyanin (C-PC) as a water-soluble blue pigment was extracted
from microalgal Arthrospira. C-PC could be a good substitute for synthetic pigments with high
antioxidant activity. However, C-PC is unstable due to sensitivity to temperature, light, pH, and
oxygen; therefore applications of C-PC in food and other products are limited. Microencapsulation of
C-PC using freeze-drying is a solution to this problem and is considered a suitable method for drying
heat-sensitive pigment.
Experimental approach. C-phycocyanin was extracted from Arthrospira platensis. Cphycocyanin microcapsules were modified by freeze-drying, with different ratios at 0-100 % of
maltodextrin (MD) and gum Arabic (GA) used as microencapsulation wall materials. The powders
produced were evaluated for physical properties including moisture content and water activity,
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solubility, hygroscopicity, bulk density, colour appearance, particle morphology and size distribution.
Thermal stability and antioxidant activity of freeze-dried C-PC microencapsulated powders were also
assessed.
Results and conclusions. Freeze-dried C-PC microencapsulated powders with maltodextrin
and gum Arabic as wall materials gave high encapsulation efficiency of around 99%. At higher gum
Arabic percentage, moisture content decreased and water activity improved. Maltodextrin gave higher
solubility of C-PC powders whereas gum Arabic led to a similar colour of C-PC without
microencapsulation. Freeze-dried C-PC microencapsulated powders were composed of different
sized microparticles regardless of the combination of wall materials with amorphous glassy shapes.
Thermal stability of encapsulated C-PC increased and also showed high antioxidant properties.
Novelty and scientific contribution. C-PC microcapsules that maintain colourant stability with
high antioxidant levels and resistance to high temperatures can be applied in a wide variety of
products and also in the food industry.

Key words: phycocyanin, Arthrospira, microencapsulation, freeze-drying, antioxidant properties

INTRODUCTION
Colour is one of the most important attributes in the food industry and greatly influences
product acceptability by consumers (1). Blue colours are rare in nature and bright blue food colours
are often artificial (2). Increasing consumer health awareness has highlighted toxicity levels of
synthetic colourants used in food (3). Seeking naturally derived blue-shaded colourants to replace
artificial additives has recently become a major challenge for the food, pharmaceutical, and cosmetics
industries (2,4).
The natural blue colour of C-phycocyanin (C-PC) is produced by the photoautotrophic
cyanobacteria Arthrospira platensis (namely Spirulina). Arthrospira is considered as a nontoxic, noncarcinogenic natural blue colourant for food and cosmetic applications (5). Moreover, the US Food
and Drug Administration (FDA) classified Arthrospira extract as a colour additive exempt from
certification and approved its use for confectionery (including sweets and chewing gum), frostings,
ice cream and frozen desserts, dessert coatings and topping, beverage mixers and powders,
yoghurts, custards, puddings, cottage cheese, gelatin, breadcrumbs and ready-to-eat cereals. In the
European Union, Arthrospira extract is classified as colouring foodstuff (2). Nowadays, food
manufacturers are activity looking for natural additives (6). Protein content of Arthrospira ranges from
50 to 70 % dry mass with C-phycocyanin phycobiliprotein the major source (7).
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C-phycocyanin (C-PC) is a water-soluble light harvesting pigment protein and offers many
applications as a natural colourant for food and cosmetics (8). Interest in natural sources of C-PC has
been growing because they may promote human health. Previous reports suggested various C-PC
properties as antioxidant, anticancer, anti-inflammatory and other bioactivities which decrease
reactive oxygen species (ROS), thereby promoting healthy cells with potential therapeutic
applications in pulmonary diseases (9). C-PC is already used as a colourant; however, the natural
blue colour is unstable in aqueous solution.
Microencapsulation is defined as a process of packaging solids, liquids, gases or sensitive
ingredients, called core materials, in coating or wall materials to form capsules micrometres to
millimetres in size based on a drying technique (10). The wall materials protect the sensitive
ingredients from external influences, control the release of the ingredients and sometimes convert
liquids into powders which are easier to handle (11). Various kinds of microencapsulation techniques
such as emulsification, coacervation, spray drying, spray cooling, freeze-drying, fluid bed coating and
extrusion have been developed (12). C-PC encapsulation was studied using alginate and chitosan
following the extrusion method (13,14). However, the final product of C-PC encapsulation is required
as a dry ingredient for ease of manufacture or consumption.
Among microencapsulation techniques, freeze-drying or lyophilisation is a process used to
dehydrate heat-sensitive ingredients (15). However, the drying technique and material used as
coating usually affect the retention capacity of ingredients within the matrix (16).
Using

different

wall

materials

resulted

in

different

chemical

properties

of

the

microencapsulated powders such as moisture content, water activity, hygroscopicity and shelf life
depending on the structure and characteristics of each wall material (17). Water plays a vital role as
a major component of food products and influences food safety, stability, quality and physical
properties (18). The solubility parameter is associated with reconstitution of powder, while
hygroscopicity is essential for powder stability and storage (19). Colour is an important factor for dried
products used as colourant ingredients (20). Colour is defined in terms of luminosity (L*) red versus
green (a*) and yellow versus blue (b*). Thermal analyses of DSC and TGA are important tools in
determining the behaviour of microencapsulated natural colourants and their potential use in food
(21).
It is important to consider the type of wall material used in the microencapsulation process
because this may influence encapsulation efficiency and stability of the capsules (22). Maltodextrins
(MD) with different molecular masses are products of hydrolysed starch and these compounds are
commonly used as wall materials for microencapsulation. MD offers advantages due to its low cost,
high water solubility, neutral aroma and taste, low viscosity at high solids concentration and low sugar
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content (23). MD offers advantages due to its low cost, high water solubility, neutral aroma and taste,
low viscosity at high solids concentration and low sugar content (24). MD with dextrose equivalent
(DE) between 10 and 20 is widely used as a wall material in the encapsulation technique.
Anthocyanin-rich blackberry microcapsules showed better results using maltodextrin 10 than 20DE
(20). Moreover, gum Arabic (GA) is a hetero-polysaccharide with unique properties of emulsification,
low cost and high solubility (25). Combination of different types of wall materials can increase
encapsulation efficiency (26).
Selection of suitable wall materials is important to enhance the efficiency and properties of CPC microcapsules as a coloured bioactive compound in food applications. Here, C-PC extracted from
A. platensis was selected to generate microencapsulated powders by freeze-drying using different
ratios of maltodextrin 10DE (MD) and gum Arabic (GA) as wall materials. Physical properties and
thermal analysis of the C-PC microcapsules were evaluated.

MATERIALS AND METHODS
Arthrospira microalgal preparation
Arthrospira platensis IFRPD 1182 microalgae were sourced from the Institute of Food
Research and Product Development (IFRPD), Kasetsart University, Thailand. Arthrospira biomass
production was generated in 500 L open raceway ponds (IFRPD, Kasetsart University, Thailand) of
working volume 200 L in Zarrouk medium. The biomass was grown to exponential phase, harvested
by nylon filtration and then cleaned with tap water to remove residual culture medium. A. platensis
biomass was dried in a hot air oven (UT6760 Double Door, Thermo Scientific Heraeus Heating and
Drying Ovens, Thermo Fisher Scientific Inc., Thermo Scientific, Germany) at 60 C for 4-6 h and then
milled to 0.5 mm particle size.

Extraction of C-phycocyanin
C-phycocyanin (C-PC) was extracted from Arthrospira oven-dried biomass suspended in
distilled water at a ratio of 0.06 g/mL and incubated under a controlled temperature at 25 C for 24 h
in the dark. The suspension was then centrifuged at 22,000xg for 30 min (Sorvall RC6 Plus
Superspeed Centrifuge, Thermo Fisher Scientific Inc., Thermo Scientific, Germany) at 25 C and Cphycocyanin was concentrated using a vacuum evaporator (R215, Buchi Ltd., Switzerland) to reduce
to 1/3 of the initial volume and then stored in the dark at 4 C until required for further experiments.
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Microencapsulation procedure
Wall materials including maltodextrin 10DE (MD) (GB/T20884, food grade powder, Thai Food
and Chemical Co., Thailand) and gum Arabic (GA) (KB-120, food grade powder, MT Instruments Co.,
Thailand) were mixed and dissolved in distilled water at room temperature. Combinations of wall
materials at five different ratios were studied including MD:GA 0:100, 25:75, 50:50, 75:25 and 100:0
% (m/m). Wall material solutions were prepared at 40 % (m/m) solid and kept at 4 C for 24 h to
complete hydration. Solutions of concentrated C-phycocyanin extracted from Arthrospira and wall
materials were mixed in a weight ratio (m/m) of 1:3 (C-PC:wall material). C-PC concentrate without
wall material was used as a control (Free C-PC). The solutions were mixed with a high-speed
homogeniser (Ultra Turrax, IKA, USA) at 12,000 rpm for 3 min with temperature controlled by cool
water in an outer jacket to not exceed 25 C. The mixture was then frozen at -20 °C for 24 h, followed
by freeze-drying in a pilot-scale freeze drier (VFD-12SH, Grisrianthon Co., Thailand) at pressure
ranging 30-60 Pa for 20 h. The dried samples were ground using a mortar and pestle and the powders
were packed in polyethylene bags and stored in the dark until required for further analysis. All
experiments were performed in triplicate.

C-phycocyanin concentration
Absorbance (A) of C-phycocyanin was performed at 615 and 652 nm using a UV-visible
spectrophotometer (SP-8001, Metertech Inc., Taiwan). C-PC concentration was calculated by the
following equation:

C-PC (mg/mL)

=

A615 – 0.474 A652

/1/

5.34
where A615 is the absorbance of the sample at 615 nm, and A652 is the absorbance at 652 nm.
Determination of microencapsulation efficiency
To evaluate the effectiveness of C-PC microencapsulation, C-PC content (C-PC) and surface
C-PC (SC-PC) of the microcapsules were determined following the modified method of Laokuldilok &
Kanha (27). For the determination of C-PC, the samples were reconstituted by adding distilled water
10 mL and continuously vibrated using a vortex mixer for 3 min. Then, the mixture was centrifuged at
22,000xg for 10 min at 25 °C (Sorvall RC6 Plus Superspeed Centrifuge, Thermo Fisher Scientific Inc.,
Thermo Scientific, Germany). The clear supernatant was collected and filtered through a 0.45 mm
pore-sized Millipore membrane to measure C-PC content.

5

Food Technology and Biotechnology 58 (4) 2020

www.ftb.com.hr

Please note that this is an unedited version of the manuscript that has been accepted for publication. This
version will undergo copyediting and typesetting before its final form for publication. We are providing this
version as a service to our readers. The published version will differ from this one as a result of linguistic and
technical corrections and layout editing.

To determine SC-PC, 100 mg of samples were directly extracted with 10 mL of 95 % (V/V)
ethanol solution. The mixture was performed by continuously vibrating with a vortex for 30 min,
followed by centrifugation at 10,000 rpm for 10 min at 25 °C. After phase separation, the clear
supernatant was collected and filtered through a 0.45 mm pore-sized Millipore membrane and C-PC
content was determined by absorbance. Microencapsulation efficiency was calculated by the
following equation (26):

EE (%)

=

(C-PC) – (SC-PC)

x 100

/2/

(C-PC)
where (C-PC) is the C-phycocyanin concentration calculated using equation 1, and (SC-PC) is the
surface C-phycocyanin concentration.

Moisture content and water activity
Moisture content of the C-PC microcapsule powder was determined gravimetrically. Samples
and aluminium cans were pre-weighed and dried in an oven at 105 C for 24 h. Water activity (aw)
was measured using the principle resistive electrolytic humidity measuring system at 25 C
(LabMaster- aw, Novasina AG., Switzerland).
Solubility
C-PC microcapsule powder solubility was evaluated following the method of Yamashita et al.
(20). Briefly, samples were dissolved in distilled water and then stirred at room temperature for 30
min. The suspension was then centrifuged at 11,000xg for 5 min (Sorvall RC6 Plus Superspeed
Centrifuge, Thermo Fisher Scientific Inc., Thermo Scientific, Germany). The aliquot supernatant was
transferred to a pre-weighed aluminium can and dried at 105 C in an oven until constant weight. Dry
mass of the soluble solid was measured and percentage solubility of the powder product was
calculated.

Hygroscopicity
Hygroscopicity of C-PC microencapsulated powder was determined as the tendency of a
product to absorb moisture from the surrounding atmosphere. Samples were storage under 20 C in
desiccators which contained saturated sodium chloride solution at 75 % relative humidity and aw 0.75.
The samples were weighed before storage and again after 1 week. The hygroscopicity was calculated
as grams of absorbed moisture per 100 g of dry solids (g/100g) (28).
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Bulk density
Ten grammes of C-PC microcapsules were poured into a 10 mL graduated cylinder. Bulk
density was calculated by dividing powder weight by volume in the cylinder (g/cm3) (29).

Color measurement
Colour of the C-PC microencapsulated powder was measured using a Datacolour
Spectraflash Spectrophotometer (SF 600 plus, Datacolour International Co., USA). Colour
measurements were expressed in terms of lightness (L*) from 0 (black) to 100 (white) with
chromaticity parameters (a*) as green colour (-) to red (+) and b* as blue (-) to yellow (+).

Particle morphology and size distribution
Particle microstructure of C-PC freeze-dried powders was evaluated using a Scanning
Electron Microscope (SEM) (SU8020, Hitachi High-Technologies Corporation, Japan). Samples were
placed in a carbon layer support and coated with a layer of platinum. The SEM was operated using
an acceleration voltage of 5 kV with 5,000x and 1,000x magnification. Particle size was measured
using a laser light diffraction instrument (Mastersizer 2000, Malvern Panalytical Ltd., UK). A small
quantity of C-PC microcapsule powder was suspended in isopropanol under magnetic agitation using
a sample dispersion unit connected to the equipment. Particle size distribution was observed until
successive readings became constant and expressed as D [4,3], the De Brouckere mean diameter
used to characterise a particle (20).

Thermal stability
Thermal stability of C-phycocyanin microencapsulated powders was evaluated using a
differential scanning calorimeter (DSC) and thermogravimetric analysis (TGA). In both analyses, a
small sample of around 4-6 mg was loaded in a silver pan and crucible for DSC and TGA respectively.
An empty pan and crucible were used as reference material. For DSC analyses (DSC3+, STARe
system, Mettler Toledo, Switzerland), the pans were sealed and scans were run at a heating rate of
10 °C/min, under nitrogen flow at 50 mL/min from 15 to 250 °C (30). Dynamic assays of TGA were
performed using a thermobalance (TGA/DSA3+, STARe system, Mettler Toledo, Switzerland).
Temperature programmes for the assays were performed from 25 to 800 °C at a heating rate of 10
°C/min under nitrogen flow at 50 mL/min (31).

7

Food Technology and Biotechnology 58 (4) 2020

www.ftb.com.hr

Please note that this is an unedited version of the manuscript that has been accepted for publication. This
version will undergo copyediting and typesetting before its final form for publication. We are providing this
version as a service to our readers. The published version will differ from this one as a result of linguistic and
technical corrections and layout editing.

Antioxidant activity
C-PC microencapsulated powders were evaluated for radical scavenging activity of different
wall materials using DPPH antioxidant assay (2, 2-diphenyl-1-picrylhydrazyl). The samples were
dissolved in distilled water. Two millilitres of sample solutions were mixed with 1 mL of 200 µM DPPH
in an ethanol solution. The mixtures were incubated at room temperature for 30 min. Absorbance of
the mixture was measured at 517 nm by a UV-vis spectrophotometer (SP-8001, Metertech Inc.,
Taiwan). Percentage of inhibition (%) was calculated by the following equation (32):

Inhibition (%)

=

(Ablank) – (Asample)

x

100

/3/

(Ablank)
where Ablank is the absorbance of control and Asample is the absorbance of the sample.
Statistical analysis
Data were analysed by analysis of variance (ANOVA) using SPSS V.11.0 (33). Duncan’s
multiple range test (DMRT) was used to assess significant differences between the samples at p <
0.05. All experiments were performed in triplicate.

RESULTS AND DISCUSSION
Effect of wall materials on C-phycocyanin microcapsules
Microencapsulation is an enduring technology for protection and controlled release of food
ingredients (34). For microencapsulated loading of one or more bioactive ingredients, the key
functional properties include encapsulation efficiency, size, morphology and also stability under
storage (35). C-phycocyanin (C-PC), the blue colour from Arthrospira is a natural resource, generally
recognised as safe (GRAS) for human consumption (36). C-PC was extracted from Arthrospira,
followed by evaporation to increase total solid content from 1.25 ± 0.26 % (m/m) in the aqueous
extract to 5.20 ± 0.23 % (m/m) in C-PC concentrate. C-PC content was 7.31 ± 0.76 mg/mL in the
extract solution which increased to 18.89 ± 1.11 mg/mL after concentration by evaporation with
volume reduced to 1/3 of the original amount.
After freeze-drying at different combinations of MD and GA, C-PC content in the
microencapsulated powders and efficiency of encapsulation are shown in Table 1. C-PC content in
microcapsules ranged 18.85-20.48 mg/g. A higher ratio of GA gave higher C-PC remaining in the
microcapsules. Moreover, adding GA as the wall material showed better results than using MD for
encapsulation efficiency. Our results determined high encapsulation efficiency of freeze-dried C-PC
powders. Most commonly used wall materials are maltodextrin, gum Arabic, emulsifying starches and
8
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whey protein (34). Moreover, modified starch and gelatin were used as wall materials in freeze-drying
of turmeric microcapsules (37). Ezhilarasi et al. (34) found that wall materials of whey protein and
maltodextrin had excellent encapsulation efficiency during freeze-drying of Garcinia fruit extract.
Highest encapsulation efficiency of 78-97 % was obtained for freeze-dried Averrhoa carambola
extract compared with spray-drying (38).

Table 1

Physical properties
After freeze-drying, moisture contents, water activity (aw), solubility, hygroscopicity and bulk
density of C-PC microencapsulated powders are shown in Table 2. Results showed decreasing
moisture content with increasing ratio of GA in the wall materials combination. Moisture content was
significantly lowest at 0.99 % with 100 % GA as the wall material. Moreover, aw values were not
significantly different when using higher MD and aw decreased with increasing ratio of GA. However,
moisture content and aw recorded in free C-PC as the control were higher than in C-PC microcapsules.
Moisture content and water activity ranged at 0.99-3.38 % and 0.07-0.19 respectively for different wall
material ratios. Moisture content of food affects its storage, packaging and processing (20), while
water activity plays a major role in determining both quality change and microbial growth or survival
as it indicates the amount of free water available for microbial growth and quality change. To prevent
microbial growth, water activity below about 0.6 is needed (39). The higher the aw, the more free water
is available for biochemical reactions and shorter shelf life is predicted (20). Average aw for different
wall materials was lower than aw for free C-PC. Therefore, C-PC microencapsulated powders were
considered relatively more stable against microbial growth and hydrolytic and enzymatic reactions
with aw values less than 0.6 (40). Moreover, freeze-drying of lemon by-product aqueous extract using
maltodextrin and soybean protein determined microparticles with lower moisture content and water
activity than those produced by spray-drying (41).
Solubility, hygroscopicity and bulk density of the different wall materials used in the
microencapsulation process are shown in Table 2. Results indicated that all microencapsulated
powders had excellent solubility with values ranging from 93.3 to 97.1 % and higher than free C-PC.
Highest solubility was obtained from C-PC microcapsules with 100 % MD wall material. Colourant
powders used as ingredients for the food industry must exhibit good solubility. Our results showed
that different ratios of maltodextrin and gum Arabic used as wall materials did not affect the solubility
values. Hygroscopicity ranged from 8.1 to 13.7 %. Higher MD or MD equal with GA showed lower
hygroscopicity but with no significant differences (p ˃ 0.05). Low hygroscopicity of powders resulted
9
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in lower adsorptions and thus lower molecular mobility (42), whereas higher GA ratio of wall materials
showed higher significant hygroscopicity (p ˂ 0.05).
Bulk densities of all C-PC microencapsulated powders and free C-PC were around 0.6 g/cm3.
Wall material composition showed no influence on bulk density. Bulk density of fat powder capsules
containing fat and PUFA-rich oils using different wall materials and liquid oils showed no effect on
bulk density and supported this result (43). However, bulk properties of food powder are highly
dependent on particle size and its distribution (44). Moreover, bulk density decreased with increase
in inlet air temperature for encapsulation of vegetable oil by spray drying. Gum Arabic is the most
commonly used wall material due to its high soluble fibre content, prebiotic effect, highly digestive
tolerance and low caloric value. Gum Arabic is also suitable for various formulations of functional
foods as it is non-cariogenic (45).

Table 2

C-PC microcapsules are used as colourants in food products. Colour of C-PC
microencapsulated powders and free C-PC revealed that different wall materials had no significant
effect on lightness, whereas free C-PC was darker (lower L* value) and deeper blue (b*) (Table 3).
Blue shade colours (b*) for mixtures of wall materials from high ratio of maltodextrin to low ratio were
deeper blue. Lightness (L*) was lighter in C-PC microencapsulated powders with higher ratio of
maltodextrin wall material mixture. Destruction of C-phycocyanin reduced pigment with lighter
powders (38) that were less blue. Therefore, blue colour of C-PC microencapsulated powders using
gum Arabic as wall material gave blue colour (b*) comparable with the control (free C-PC).

Table 3

Fig. 1 shows the external morphology of freeze-dried C-PC microencapsulated powders with
different wall materials and size particle distribution with free C-PC as a control. The microparticles
showed a structure similar to a broken glass of variable sizes. Structural characteristics of freezedried powders were irregularly shaped like broken glass of various sizes (46). At low temperatures of
freeze-drying the physical state is important for frozen food stability (47). A glassy structure with
irregular shape might protect the bioactive compounds against heat and oxygen exposure (20). The
micrographs showed that only 100 % maltodextrin used as wall material resulted in porous powders.
Loss of porous structure was observed in microcapsules when gum Arabic was added as wall
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material, possibly due to increased hygroscopicity. However, free C-PC did not show a porous
structure.

Fig. 1

A size distribution graph of all experiments and free C-PC (control) particles is presented as
Fig. 2. All experiments showed only one distinct peak with particle diameter varying from 1.5 to 316
µm. Mean particle diameters of C-PC microencapsulated powders at different wall material conditions
and free C-PC were in the range 51 to 74 µm (Table 3). C-PC microencapsulated powder with higher
maltodextrin in the wall material mixture had smaller particle size, while higher gum Arabic increased
particle size (p ˂ 0.05). Large particle size of freeze-dried samples was caused by the low temperature
process and lack of strength necessary to break the frozen drops or to alter the surface during drying.
Particle size is related to kinetic solubility which increases as particle size decreases. Moreover,
solubility influenced particle size dissolution (48). Large particle size influences solubility and higher
solubility is associated with smaller particle size because of the greater surface area available for
hydration (19).

Fig. 2

Thermal stability
Table 4 shows DSC and TGA analysis results for characterisation and evaluation of the
formation of C-PC microencapsulation natural blue colourant with different wall material ratios. DSC
measures the physical properties of C-PC microcapsules and free C-PC powder change was
determined for temperature against time. All experiments obtained one peak from the DSC
thermogram caused by C-PC and wall materials combined as homogeneous with the
microencapsulated powders. Glass transition temperature (tg) was determined as the midpoint of the
beginning (t0) temperature and endpoint (tf) temperature range of the endothermic peak. Results show
that glass transition temperatures of C-PC microencapsulated powders were in the range 158 to 173
°C, whereas free C-PC gave a lower midpoint temperature at 152 °C. Therefore, freeze-dried C-PC
microencapsulated powders had higher glass transition temperatures than free C-PC, especially in
the high ratios of maltodextrin at 100:0 and 25:75 as high gum Arabic. Our results showed higher
glass transition temperature than freeze-dried blueberry extract with maltodextrin DE 4.0-7.0 at 100.7
°C (49). Percentages of mass loss from thermogravimetric analysis (TGA) were in the range 73 to 82
% at temperature gradient from 25 to 800 °C. Arthrospira cells dried at various temperatures 80-110
11
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°C had mass loss of 31.7-25.8 % at temperature gradients from 180 to 350 °C (31). C-PC as a natural
pigment extract mixed with other components as wall materials showed high percentage mass loss
at high temperatures.

Table 4

Antioxidant activity
The antioxidant activity of food is an expression of its capability to defend the human organism
from the actions of free radicals and prevent degenerative disorders deriving from persistent oxidative
stress. Use of natural antioxidants in the food industry is a promising alternative to synthetic
antioxidants and highly compatible for dietary intake with no harmful effects inside the human body
(50). C-phycocyanin has a high antioxidant capacity (9) and one of the important characteristics of
natural blue C-PC colourants is their scavenging ability for free radicals of reactive oxygen species
(ROS). The 50 % DPPH free radical scavenging (IC50) results from all experiments are presented in
Table 5 in the range 7.6 to 13.5 mg/mL. A higher or equal ratio of maltodextrin in the wall material
mixtures showed lower IC50 values, whereas free C-PC had the lowest IC50 values with no significant
difference. Increasing the gum Arabic ratio of the wall material increased IC50 value.
Table 5

CONCLUSIONS
Selection of suitable wall materials is crucial for the microencapsulation freeze-drying process
of C-phycocyanin. Wall materials prevent changes due to chemical interaction and maximise retention
of the C-PC blue colourant after the drying process is completed. A mixture of maltodextrin and gum
Arabic was optimised at ratio 25:75 and provided the best condition for freeze-dried C-PC
microencapsulation. Findings indicated that freeze-dried C-PC microcapsules using a combination of
maltodextrin and gum Arabic as wall material offer an interesting alternative to maintaining C-PC
colourant stability during encapsulation to produce a powder with high levels of antioxidant blue
colourant.

FUNDING
This study was funded by the Kasetsart University Research and Development Institute
(KURDI), Kasetsart University and the Centre of Excellence on Agricultural Biotechnology, Science

12

Food Technology and Biotechnology 58 (4) 2020

www.ftb.com.hr

Please note that this is an unedited version of the manuscript that has been accepted for publication. This
version will undergo copyediting and typesetting before its final form for publication. We are providing this
version as a service to our readers. The published version will differ from this one as a result of linguistic and
technical corrections and layout editing.

and Technology Postgraduate Education and Research Development Office, Office of the Higher
Education Commission, Ministry of Education (AG-BIO/PERDO-CHE), Thailand.

CONFLICT OF INTEREST
The authors declare no conflicts of interest.
AUTHORS’ CONTRIBUTION
W. Pan-utai and S. Iamtham conceived and designed the experiments. W. Pan-utai performed
the experiments, analyzed the data, authored or reviewed draft of the manuscript. W. Pan-utai and S.
Iamtham approved the final manuscript.

ORCID ID
W. Pan-utai https://orcid.org/0000-0001-5392-8302
S. Iamtham https://orcid.org/0000-0003-1592-1075

REFERENCES
1. Spence C. On the psychological impact of food colour. Flavour. 2015;4(21).
https://doi.org/10.1186/s13411-015-0031-3
2.

Buchweitz M. Natural Solutions for Blue Colors in Food. Handb Nat Pigment Food Beverages.

2016;355–84.
https://doi.org/10.1016/B978-0-08-100371-8.00017-8
3.

Amchova P, Kotolova H, Ruda-Kucerova J. Health safety issues of synthetic food colorants.

Regul Toxicol Pharmacol. 2015;73(3):914–22.
https://doi.org/10.1016/J.YRTPH.2015.09.026
4.

Falkeborg MF, Roda-Serrat MC, Burnæs KL, Nielsen ALD. Stabilising phycocyanin by anionic

micelles. Food Chem. 2018;239:771–80.
https://doi.org/10.1016/J.FOODCHEM.2017.07.007
5.

Manirafasha E, Ndikubwimana T, Zeng X, Lu Y, Jing K. Phycobiliprotein: Potential microalgae

derived pharmaceutical and biological reagent. Biochem Eng J. 2016;109:282–96.
http://doi.org/10.1016/j.bej.2016.01.025
6.

Pan-utai W, Iamtham S. Extraction, purification and antioxidant activity of phycobiliprotein from

Arthrospira platensis. Process Biochem. 2019;82:189-198.
https://doi.org/10.1016/j.procbio.2019.04.014
7.

Kissoudi M, Sarakatsianos I, Samanidou V. Isolation and purification of food-grade C13

Food Technology and Biotechnology 58 (4) 2020

www.ftb.com.hr

Please note that this is an unedited version of the manuscript that has been accepted for publication. This
version will undergo copyediting and typesetting before its final form for publication. We are providing this
version as a service to our readers. The published version will differ from this one as a result of linguistic and
technical corrections and layout editing.

phycocyanin from Arthrospira platensis and its determination in confectionery by HPLC with diode
array detection. J Sep Sci. 2018;41(4):975–81.
https://doi.org/10.1002/jssc.201701151
8.

Ores J da C, Amarante MCA de, Kalil SJ. Co-production of carbonic anhydrase and

phycobiliproteins by Spirulina sp. and Synechococcus nidulans. Bioresour Technol. 2016;219:219–
27.
https://doi.org/10.1016/j.biortech.2016.07.133
9.

Pagels F, Guedes AC, Amaro HM, Kijjoa A, Vasconcelos V. Phycobiliproteins from

cyanobacteria: Chemistry and biotechnological applications. Biotechnol Adv. 2019; 37(3): 422-443.
https://doi.org/10.1016/J.BIOTECHADV.2019.02.010
10. Ozkan G, Franco P, De Marco I, Xiao J, Capanoglu E. A review of microencapsulation methods
for food antioxidants: Principles, advantages, drawbacks and applications. Food Chem.
2019;272:494–506.
https://doi.org/10.1016/J.FOODCHEM.2018.07.205
11. Ray S, Raychaudhuri U, Chakraborty R. An overview of encapsulation of active compounds
used in food products by drying technology. Food Biosci. 2016;13:76–83.
https://doi.org/10.1016/J.FBIO.2015.12.009
12. Yang M, Liang Z, Wang L, Qi M, Luo Z, Li L. Microencapsulation Delivery System in Food
Industry—Challenge and the Way Forward. Adv Polym Technol. 2020;ID7531810.
https://doi.org/10.1155/2020/7531810
13. Pan-utai W, Iamtham S. Physical extraction and extrusion entrapment of C-phycocyanin from
Arthrospira platensis. J King Saud Univ - Sci. 2018;31(4):1535-1542.
https://doi.org/10.1016/j.jksus.2018.05.026
14. Yan M, Liu B, Jiao X, Qin S. Preparation of phycocyanin microcapsules and its properties. Food
Bioprod Process. 2014;92(1):89–97.
https://doi.org/10.1016/J.FBP.2013.07.008
15. Pudziuvelyte L, Marksa M, Sosnowska K, Winnicka K, Morkuniene R, Bernatoniene J. Freezedrying technique for microencapsulation of Elsholtzia ciliata Ethanolic extract using different coating
materials. Molecules. 2020;25(9):2237.
https://doi.org/10.3390/molecules25092237
16. Ballesteros LF, Ramirez MJ, Orrego CE, Teixeira JA, Mussatto SI. Encapsulation of antioxidant
phenolic compounds extracted from spent coffee grounds by freeze-drying and spray-drying using
different coating materials. Food Chem. 2017;237:623–31.
https://doi.org/10.1016/J.FOODCHEM.2017.05.142
14

Food Technology and Biotechnology 58 (4) 2020

www.ftb.com.hr

Please note that this is an unedited version of the manuscript that has been accepted for publication. This
version will undergo copyediting and typesetting before its final form for publication. We are providing this
version as a service to our readers. The published version will differ from this one as a result of linguistic and
technical corrections and layout editing.

17. Mohd Nawi N, Muhamad II, Mohd Marsin A. The physicochemical properties of microwaveassisted encapsulated anthocyanins from Ipomoea batatas as affected by different wall materials.
Food Sci Nutr. 2015;3(2):91–9.
https://doi.org/10.1002/fsn3.132
18. Vinod RB. Safety of water used in food production. Food Saf Hum Health. 2019;219–47.
https://doi.org/10.1016/B978-0-12-816333-7.00009-6
19. Kuck LS, Noreña CPZ. Microencapsulation of grape (Vitis labrusca var. Bordo) skin phenolic
extract using gum Arabic, polydextrose, and partially hydrolyzed guar gum as encapsulating agents.
Food Chem. 2016;194:569–76.
https://doi.org/10.1016/J.FOODCHEM.2015.08.066
20. Yamashita C, Chung MMS, dos Santos C, Mayer CRM, Moraes ICF, Branco IG.
Microencapsulation of an anthocyanin-rich blackberry (Rubus spp.) by-product extract by freezedrying. LWT. 2017;84:256–62.
https://doi.org/10.1016/J.LWT.2017.05.063
21. Paula da Silva Dos Passos A, Madrona GS, Marcolino VA, Baesso ML, Matioli G. The use of
thermal analysis and photoacoustic spectroscopy in the evaluation of maltodextrin
microencapsulation of anthocyanins from Juçara Palm Fruit (Euterpe edulis Mart.) and Their
Application in Food. Food Technol Biotechnol. 2015;53(4):385–96.
https://doi.org/10.17113/ftb.53.04.15.3726
22. Wilkowska A, Ambroziak W, Czyżowska A, Adamiec J. Effect of microencapsulation by spraydrying and freeze-drying technique on the antioxidant properties of blueberry (Vaccinium myrtillus)
juice polyphenolic compounds. Polish J Food Nutr Sci. 2016;66(1):11-16.
https://doi.org/10.1515/pjfns-2015-0015
23. Saavedra-Leos Z, Leyva-Porras C, Araujo-Díaz SB, Toxqui-Terán A, Borrás-Enríquez AJ.
Technological application of maltodextrins according to the degree of polymerization. Molecules.
2015;20(12):21067-21081.
https://doi.org/10.3390/molecules201219746
24. Di Battista CA, Constenla D, Ramírez-Rigo MV, Piña J. The use of Arabic gum, maltodextrin
and surfactants in the microencapsulation of phytosterols by spray drying. Powder Technol.
2015;286:193-201.
https://doi.org/10.1016/j.powtec.2015.08.016
25. Shaddel R, Hesari J, Azadmard-Damirchi S, Hamishehkar H, Fathi-Achachlouei B, Huang Q.
Use of gelatin and gum Arabic for encapsulation of black raspberry anthocyanins by complex
coacervation. Int J Biol Macromol. 2018;107:1800–10.
15

Food Technology and Biotechnology 58 (4) 2020

www.ftb.com.hr

Please note that this is an unedited version of the manuscript that has been accepted for publication. This
version will undergo copyediting and typesetting before its final form for publication. We are providing this
version as a service to our readers. The published version will differ from this one as a result of linguistic and
technical corrections and layout editing.

https://doi.org/10.1016/J.IJBIOMAC.2017.10.044
26. Santana AA, Cano-Higuita DM, de Oliveira RA, Telis VRN. Influence of different combinations
of wall materials on the microencapsulation of jussara pulp (Euterpe edulis) by spray drying. Food
Chem. 2016;212:1–9.
https://doi.org/10.1016/J.FOODCHEM.2016.05.148
27. Laokuldilok T, Kanha N. Microencapsulation of black glutinous rice anthocyanins using
maltodextrins produced from broken rice fraction as wall material by spray drying and freeze drying.
J Food Process Preserv. 2017;41(1):e12877.
https://doi.org/10.1111/jfpp.12877
28. Tonon R V., Brabet C, Hubinger MD. Influence of process conditions on the physicochemical
properties of açai (Euterpe oleraceae Mart.) powder produced by spray drying. J Food Eng.
2008;88(3):411–8.
https://doi.org/10.1016/J.JFOODENG.2008.02.029
29. Tkacz K, Wojdyło A, Michalska-Ciechanowska A, Turkiewicz IP, Lech K, Nowicka P. Influence
carrier agents, drying methods, storage time on physico-chemical properties and bioactive potential
of encapsulated sea buckthorn juice powders. Molecules. 2020;25(17):3801.
https://doi.org/10.3390/molecules25173801
30. Rocha-Parra DF, Lanari MC, Zamora MC, Chirife J. “Influence of storage conditions on phenolic
compounds stability, antioxidant capacity and colour of freeze-dried encapsulated red wine.” LWT Food Sci Technol. 2016;70:162–70.
https://doi.org/10.1016/J.LWT.2016.02.038
31. Larrosa APQ, Camara ÁS, Pohndorf RS, da Rocha SF, Pinto LA de A. Physicochemical,
biochemical, and thermal properties of Arthrospira (Spirulina) biomass dried in spouted bed at
different conditions. J Appl Phycol. 2018;30(2):1019–29.
https://doi.org/10.1007/s10811-017-1265-5
32. Huang Z, Guo BJ, Wong RNS, Jiang Y. Characterization and antioxidant activity of seleniumcontaining phycocyanin isolated from Spirulina platensis. Food Chem. 2007;100(3):1137–43.
https://doi.org/http://doi.org/10.1016/j.foodchem.2005.11.023
33. SPSS. v. 11.0 software,. SPSS Inc, Chicago, IL, USA Internet.
34. Ezhilarasi PNN, Indrani D, Jena BSS, Anandharamakrishnan C. Freeze drying technique for
microencapsulation of Garcinia fruit extract and its effect on bread quality. J Food Eng.
2013;117(4):513–20.
https://doi.org/10.1016/J.JFOODENG.2013.01.009
35. Ye Q, Georges N, Selomulya C. Microencapsulation of active ingredients in functional foods:
16

Food Technology and Biotechnology 58 (4) 2020

www.ftb.com.hr

Please note that this is an unedited version of the manuscript that has been accepted for publication. This
version will undergo copyediting and typesetting before its final form for publication. We are providing this
version as a service to our readers. The published version will differ from this one as a result of linguistic and
technical corrections and layout editing.

From research stage to commercial food products. Trends Food Sci Technol. 2018;78:167–79.
https://doi.org/10.1016/J.TIFS.2018.05.025
36. Velasquez SF, Chan MA, Abisado RG, Traifalgar RFM, Tayamen MM, Maliwat GCF, et al.
Dietary Spirulina (Arthrospira platensis) replacement enhances performance of juvenile Nile tilapia
(Oreochromis niloticus). J Appl Phycol. 2016;28(2):1023–30.
https://doi.org/10.1007/s10811-015-0661-y
37. Malacrida CR, Ferreira S, Zuanon LAC, Nicoletti Telis VR. Freeze-Drying for
Microencapsulation of Turmeric Oleoresin Using Modified Starch and Gelatin. J Food Process
Preserv. 2015;39(6):1710–9.
https://doi.org/10.1111/jfpp.12402
38. Saikia S, Mahnot NK, Mahanta CL. Optimisation of phenolic extraction from Averrhoa
carambola pomace by response surface methodology and its microencapsulation by spray and
freeze drying. Food Chem. 2015;171:144–52.
https://doi.org/10.1016/J.FOODCHEM.2014.08.064
39. Syamaladevi RM, Tang J, Villa-Rojas R, Sablani S, Carter B, Campbell G. Influence of water
activity on thermal resistance of microorganisms in low-moisture foods: A review. Compr Rev Food
Sci Food Saf. 2016;15(2):353-370.
https://doi.org/10.1111/1541-4337.12190
40. Quek SY, Chok NK, Swedlund P. The physicochemical properties of spray-dried watermelon
powders. Chem Eng Process Process Intensif. 2007;46(5):386–92.
https://doi.org/10.1016/J.CEP.2006.06.020
41. Papoutsis K, Golding JB, Vuong Q, Pristijono P, Stathopoulos CE, Scarlett CJ, et al.
Encapsulation of citrus by-product extracts by spray-drying and freeze-drying using combinations of
maltodextrin with soybean protein and ι-carrageenan. Foods (Basel, Switzerland). 2018;7(7):115.
https://doi.org/10.3390/foods7070115
42. Tonon R V., Brabet C, Hubinger MD. Anthocyanin stability and antioxidant activity of spraydried açai (Euterpe oleracea Mart.) juice produced with different carrier agents. Food Res Int.
2010;43(3):907–14.
https://doi.org/10.1016/J.FOODRES.2009.12.013
43. Shivakumar KM, Chetana R, Reddy SY. Preparation and properties of encapsulated fat
powders containing speciality fat and ω/PUFA-rich oils. Int J Food Prop. 2012;15(2):412–25.
https://doi.org/10.1080/10942912.2010.487966
44. Ding H, Li B, Boiarkina I, Wilson DI, Yu W, Young BR. Effects of morphology on the bulk
density of instant whole milk powder. Foods. 2020;9(8):1024.
17

Food Technology and Biotechnology 58 (4) 2020

www.ftb.com.hr

Please note that this is an unedited version of the manuscript that has been accepted for publication. This
version will undergo copyediting and typesetting before its final form for publication. We are providing this
version as a service to our readers. The published version will differ from this one as a result of linguistic and
technical corrections and layout editing.

https://doi.org/10.3390/foods9081024
45. Rigon RT, Zapata Noreña CP. Microencapsulation by spray-drying of bioactive compounds
extracted from blackberry (Rubus fruticosus). J Food Sci Technol. 2015/11/23. 2016;53(3):1515–24.
https://doi.org/10.1007/s13197-015-2111-x
46. Mahdavee Khazaei K, Jafari SMM, Ghorbani M, Hemmati Kakhki A. Application of maltodextrin
and gum Arabic in microencapsulation of saffron petal’s anthocyanins and evaluating their storage
stability and color. Carbohydr Polym. 2014;105:57–62.
https://doi.org/10.1016/J.CARBPOL.2014.01.042
47. Nowak D, Jakubczyk E. The freeze-drying of foods-the characteristic of the process course and
the effect of its parameters on the physical properties of food materials. Foods. 2020:9(10):1488.
https://doi.org/10.3390/foods9101488
48. Sun J, Wang F, Sui Y, She Z, Zhai W, Wang C, et al. Effect of particle size on solubility,
dissolution rate, and oral bioavailability: evaluation using coenzyme Q₁₀ as naked nanocrystals. Int J
Nanomedicine. 2012/11/12. 2012;7:5733–44.
https://doi.org/10.2147/IJN.S34365
49. Celli GB, Dibazar R, Ghanem A, Brooks MS-L. Degradation kinetics of anthocyanins in freezedried microencapsulates from lowbush blueberries (Vaccinium angustifolium Aiton) and prediction of
shelf-life. Dry Technol. 2016;34(10):1175–84.
https://doi.org/10.1080/07373937.2015.1099546
50. Pizzino G, Irrera N, Cucinotta M, Pallio G, Mannino F, Arcoraci V, et al. Oxidative Stress:
Harms and Benefits for Human Health. Oxid Med and Cell Longev. 2017:841673.
https://doi.org/10.1155/2017/8416763

Figure legends
Fig. 1. Scanning electron micrographs and particle size distributions of freeze-dried C-PC
microencapsulated powders using different ratios of MD:GA wall materials, a) (100:0, 5000x), b)
(75:25, 5000x), c) (50:50, 1000x), d) (25:75, 1000x), e) (0:100, 1000x), and f) (free C-PC, 1000x).
Fig. 2. Particle size distribution of freeze-dried C-PC microencapsulated powders using different wall
material ratios.
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Fig. 1
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Fig. 2

Table 1. C-phycocyanin content in microencapsulated powders and encapsulation efficiency using
different wall materials.

Wall material

w(C-phycocyanin)/(mg/g)

EE/%

100 : 0

(18.98±0.65)a

(99.75±0.14)b

75 : 25

(18.85±0.37)a

(99.95±0.00)a

50 : 50

(19.11±0.32)a

(99.92±0.05)a

25 : 75

(20.23±0.64)b

(99.94±0.10)a

0 : 100

(20.48±0.27)b

(99.90±0.06)a

(maltodextrin:gum Arabic)

Values are expressed as mean ± standard deviation. Different letters indicate significant difference
between treatments (p ˂ 0.05).
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Table 2. Physical properties of different wall material ratios for C-PC microencapsulated powders.

Wall material
(maltodextrin:gum

w(moisture)/

aw

Solubility/%

(2.41±0.73)c

(0.15±0.00

(97.07±3.31

d

)

b

)

c

(2.16±0.59)b

(0.18±0.02

(94.98±0.62

c

)b

)bc

(0.19±0.01

(93.31±0.43

b

)

b

(1.20±0.90)a

(0.08±0.04

(93.95±1.54

b

)a

)bc

(0.07±0.01

(94.80±0.80

a

bc

%

Arabic)
100 : 0

75 : 25

50 : 50

25 : 75

(3.38±0.17)d

0 : 100

(0.99±0.98)a

Free C-PC

(7.94±0.26)e

)

)

)

(0.26±0.01

(87.32±4.63

)c

)a

Hygroscopicity/
%
(8.06±0.55)a
(8.49±0.59)a
(8.89±0.80)a
(12.82±1.40)c

(13.68±0.95)c
(11.07±0.26)b

ρb/(g/cm3)

(0.68±0.05)
c

(0.68±0.03)
c

(0.64±0.02)
ab

(0.66±0.02)
bc

(0.68±0.02)
c

(0.62±0.02)
a

Values are expressed as mean ± standard deviation. Different letters indicate significant difference
between treatments (p ˂ 0.05).
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Table 3. Colour indices and mean diameter particle size of different wall material ratios for C-PC
microencapsulated powders.

Wall materials

Colour

(maltodextrin:gum Arabic)
100 : 0

L*

a*

b*

(59.58±1.26)b (-16.45±0.53)a

(24.55±0.53)a

(55.22±1.06)ab

(16.26±0.27)ab

(24.34±0.49)a

(50.78±0.75)a

((abc
15.18±0.64)
23.21±0.95)ab

(54.40±0.73)ab

(14.90±1.40)bc

(21.34±1.89)b

(74.30±1.19)c

(19.37±1.40)c

(72.75±1.18)c

(59.34±0.75)

b

50 : 50

(59.91±3.52)

b

25 : 75

(56.15±2.84)b

0 : 100

(57.27±2.60)b (-14.33±1.04)c

75 : 25

D[4,3]/ µm

(Free C-PC

(40.81±2.59)

a

(-8.41±1.26)

d

17.53±1.95)c

(59.34±5.89)b

Values are expressed as mean ± standard deviation. Different letters indicate significant difference
between treatments (p ˂ 0.05).
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Table 4. Thermal analysis of microencapsulated powders using different wall materials.

Wall material

DSC*

TGA**

(maltodextrin:gum Arabic)

t0/°C

tg/°C

tf/°C

∆H/(J/g)

Mass loss/%

100 : 0

169.86

173.00

178.27

-132.76

81.77

75 : 25

153.71

158.25

173.26

-220.90

76.13

50 : 50

162.28

164.42

173.19

-188.34

84.92

25 : 75

169.69

171.42

178.89

-142.39

81.20

0 : 100

169.42

171.00

176.75

-142.51

77.94

Free C-PC

149.70

152.34

170.96

-170.73

73.20

*DSC: Differential scanning calorimetry
**TGA: Thermogravimetric analysis

Table 5. Antioxidant capacity of microencapsulated powders using different wall materials.

Wall material

IC50/(mg/mL)

(maltodextrin:gum Arabic)
100 : 0

(8.89±0.19)ab

75 : 25

(8.50±0.29)ab

50 : 50

(8.91±1.11)ab

25 : 75

(10.22±1.27)b

0 : 100

(13.50±1.07)c

Free C-PC

(7.57±0.14)a

Values are expressed as mean ± standard deviation. Different letters indicate significant difference
between treatments (p ˂ 0.05).
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