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Abstract: 

C-phycocyanin, the major protein of cyanobacteria Spirulina, possesses significant 

antioxidant, anti-cancer, anti-inflammatory and immunomodulatory effects, ascribed to 

covalently attach linear tetrapyrrole chromophore phycocyanobilin. There are no literature 

data about structure and biological activities of released peptides with bound chromophore in 

C-phycocyanin digest. This study aims to identify chromopeptides obtained after pepsin 

digestion of C-phycocyanin and to examine their bioactivities. C-phycocyanin is rapidly 

digested by pepsin in simulated gastric fluid. The structure of released chromopeptides was 

analyzed by high resolution tandem mass spectrometry and peptides varying in size from 2 to 

13 amino acid residues were identified in both subunits of C-phycocyanin. Following 

separation by HPLC, chromopeptides were analyzed for potential bioactivities. It was shown 

that all five chromopeptide fractions have significant antioxidant and metal-chelating 

activities and show cytotoxic effect on human cervical adenocarcinoma and epithelial colonic 

cancer cell lines. In addition, chromopeptides protect human erythrocytes from free radical-

induced hemolysis in antioxidative capacity-dependant manner. There was a positive 

correlation between antioxidative potency and other biological activities of chromopeptides. 

Digestion by pepsin releases biologically active chromopeptides from C-phycocyanin whose 

activity is mostly related to the antioxidative potency provided by chromophore. 
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Abbreviated running title: Biological activities of chromopeptides from Spirulina. 

Introduction 

Spirulina (genus Arthrospira), photosynthetic, filamentous cyanobacteria (blue-green 

microalga), has been used as food for centuries. It is one of the richest known source of 

proteins and essential amino acids, excellent source of vitamins, macro- and micro-elements, 

essential fatty acids, glycolipids and sulfated polysaccharides, and numerous in vitro and in 

vivo studies have shown various health benefits of Spirulina [1, 2].  

The health beneficial properties of Spirulina are mainly attributed to calcium spirulan 

and C-phycocyanin (C-PC) [3]. C-PC is the most abundant protein of Spirulina, representing 

about 20% of the dry biomass [4]. It is highly fluorescent and water soluble protein with main 

function to transfer excitation energy to reaction centers during photosynthesis. Intensive blue 

color of protein arises from its covalently attached (via thioether bond) linear tetrapyrrole 

chromophore phycocyanobilin (PCB) [5]. One PCB molecule (Figure 4A) is attached to α 

subunit via Cys84, while β subunit binds two molecules of PCB via Cys82 and Cys153 [5, 6]. 

A large number of studies have shown that C-PC exhibits significant anti-

inflammatory, anti-cancer, nephroprotective and hepatoprotective effects [5], ascribed to its 

antioxidant and radical scavenging properties [4, 7]. As PCB, per se, efficiently scavenges the 

most of reactive species, chromophore should be responsible for the most of health benefits of 

C-PC [8]. Indeed, recent studies have shown that PCB exhibits significant anti-cancer [9], 

anti-inflammatory [10], atheroprotective [11] and nephroprotective effects [12]. Interestingly, 

the chromosphere unit of C-PC is also responsible for binding of metal ions, such as Hg
2+

, 

Pb
2+

, Cu
2+

, Ag
+
 [13, 14]. 

In recent years, there is a growing number of studies about protein hydrolysis as an 

effective method to produce bioactive peptides [15]. The bioactive peptides produced from 

enzymatic hydrolysis can exhibit excellent antioxidant capacity [16], antihypertensive, anti-

cancer, immunomodulatory and metal chelating activities [17]. Protein hydrolysis is usually 

performed by enzymes derived from microorganisms or plants [18], but digestion by enzymes 

of gastro-intestinal tract (GIT), such as pepsin or trypsin, is of physiological relevance. 

Oral administration of C-PC through consumption of Spirulina dietary supplements, its 

potential susceptibility to GIT proteolysis, and the structure and bioactivities of released 

chromopeptides is an interesting research topic. There are scarce literature data about 

bioactivities of peptides obtained after C-PC digestion, as well as bioactivities of peptides 
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with covalently bound bioactive chromophore (chromopeptides) in general. Therefore, we 

examined digestibility of C-PC by pepsin in simulated gastric fluid. Chromopeptides, 

obtained by pepsin digestion, were purified and identified by tandem mass spectrometry. 

These chromopeptides demonstrated significant antioxidant, Cu
2+

-chelating and anti-cancer 

activities.  

Materials and methods 

C-phycocyanin and phycocyanobilin purification and quantification 

Analytical grade C-PC (the absorbance ratio A620/A280 of 4.4) was purified from 

protein extract of commercial Spirulina powder (from Hawaiian Spirulina Pacifica, Nutrex, 

USA) according to the previously described protocol [19]. Extraction of crude phycocyanins 

was done using 20 mM sodium phosphate buffer, pH 6.8; the powder-buffer suspension was 

mixed during 3 hours at room temperature. The concentration of C-PC was determined by 

UV/VIS spectrophotometry [20].  

PCB was isolated from the same starting material by the method of Fu et al. [21]. The 

PCB concentration was determinated using a molar absorption coefficient of 37900 M
-1

cm
-1

 at 

680 nm [22].  

Pepsin digestion of C-phycocyanin 

Pepsin digestion of C-PC was performed in simulated gastric fluid (SGF) [23]. Briefly, 

80 μL of C-PC (5 mg/mL) was added to 760 μL of SGF (84 mM HCl and 35 mM NaCl, pH 

1.2), containing 1 unit of pepsin (from porcine gastric mucosa, 2546 U/mg; Sigma-Aldrich, 

USA) per μg of C-PC. Mixture was incubated at 37
o
C and aliquots of 60 μL were taken at 0.5 

min, 5 min, 30 min, 1 h, 2 h, 5 h and 24 h after initiation of the incubation. Each aliquot was 

quenched by addition of 20 μL of 300 mM NaHCO3, pH 11. Aliquots at zero time were 

prepared by quenching the pepsin containing SGF before adding C-PC. SDS polyacrylamide 

gel electrophoresis (SDS−PAGE) of digests under reducing conditions was performed [24] 

and gels were stained using Coomassie Brilliant Blue R-250. For identification of 

chromopeptides structure and their bioactivity evaluations, largeer scale digestion mixtures 

were prepared and digestion was done during 24 h incubation period. 

Separation of chromopeptide fractions from pepsin digest by semi-preparative HPLC 

Separation of pepsin digest of C-PC was conducted on HPLC Agilent 1260 system 

(Agilent, USA). Chromopeptides were separated using semi-preparative Zorbax Eclipse XDB 
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C-18 column (9.4 mm x 250 mm, 5 μm particles; Agilent, USA) connected with HPLC 

system. Elution of peptides and pepsin was done using gradient elution in the following order: 

100% solvent A (0.1% formic acid) - one column volume, gradient from 100% solvent A to 

20% solvent B (0.1% formic acid in acetonitrile) - one column volume, gradient from 80% 

solvent A to 40% solvent B - twelve column volume, gradient from 60% solvent A to 100% 

solvent B - three column volume. The flow rate was 3 mL/min with simultaneous detection at 

215, 280 and 615 nm. Each chromopeptide fraction (with absorbance at 615 nm) was 

collected and further analyzed by mass spectrometry. For bioactivity assays, solvent was 

evaporated and resulting pellet was dissolved in 20% DMSO. Rechromatography of each 

fraction was performed under analytical conditions (experimental details were described in 

Supplementary Materials). Relative purity of chromopeptides in comparison to other peptides 

(absence of peak at 615 nm) was estimated according to absorbance at 215 nm. 

Quantification of chromopeptides 

All fluorescence measurements were done using FluoroMax
®
-4 spectrofluorometer 

(HORIBA Scientific, Japan). Chromopeptides quantification was done by spectrofluorimetry 

using whole pepsin digest of C-PC as standard, considering that the concentration of the 

chromophore in the digest is known. Standard curve (Figure S0) was obtained by preparing a 

series of digest dilutions (between 0.1 and 1.1 μM chromophore concentration) in 20 mM 

phosphate buffer pH 7.4. Emission of standard and samples (chromopeptides solutions in the 

same buffer) was recorded at 638 nm (with excitation wavelength at 578 nm and slits width 5 

nm). At this wavelengths standard shows maximum of emission.   

Identification of amino acid sequence of the chromopeptides 

Chromopeptides, separated by semi-preparative HPLC, were analyzed by high 

resolution tandem mass spectrometry using LTQ Orbitrap XL (Thermo Fisher Scientific Inc., 

USA) mass spectrometer. Ionization was done in positive mode on heated electrospray 

ionization (HESI) probe. HESI parameters were: capillary temperature 275
o
C, source voltage 

4 kV, capillary voltage 5 V, tube lens voltage 70 V, sheath and auxiliary gas flow 12 and 3 

(arbitrary units), respectively. Acquisition was 5 minute per sample. Samples were injected 

directly with flow 10 μL/min. MS spectra were acquired between m/z 100 and m/z 2000. 

Ionized peptides were fragmented with CID (collision-induced dissociation) in order to obtain 

MS2 and MS3 spectra. CID was performed with helium gas at a normalized collision energy 

of 35% and the parent ions were activated for 30 ms. The ESI-MS, ESI-MS2 and ESI-MS3 

data were acquired with Xcalibur version 2.1 (Thermo Fisher Scientific Inc., USA). 
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Identification of chromopeptides was done by manual de novo sequencing using NIST Mass 

and Fragment Calculator Software (Version: 1.3) for calculations the fragments mass of an 

input peptide sequence along with m/z ions corresponding to 1+, 2+, and 3+ charge states 

(http://www.nist.gov/mml/bmd/bioanalytical/massfragcalc.cfm).  

Antioxidant assays 

The spectrofluorimetric oxygen radical absorbance capacity (ORAC) assay was 

performed according to Ou at al. [25]. Stock solutions of fluorescein (153 mM; Sigma-

Aldrich) and free radical generator 2,2'-azobis(2-amidinopropane) dihydrochloride (AAPH, 5 

μM; Sigma-Aldrich) were made in 75 mM potassium phosphate buffer, pH 7.4. Excitation 

and emission wavelengths were of 485 and 511 nm, respectively, and slits were set to 2 nm. 

The relative ORAC value for chromopeptides was expressed as Trolox equivalents (TE) [26].  

The reducing power of chromopeptides was measured according to the method of 

Oyaizu [27]. 20 μL of sample or Trolox in concentration range of 50-400 μM was added to 50 

μL of 0.2 M phosphate buffer, pH 6.6 and 50 μL of 1% potassium ferricyanide. After 

incubation at 50
o
C during 20 min, 25 μL of 20% trichloroacetic acid was added to the reaction 

mixture. A volume of 100 μL from each incubated mixture was mixed with 100 μL of milliQ 

water and 12 μL of 0.1% FeCl3. After a 10 min absorbance was measured at 670 nm. 

Reducing power, expressed as Trolox equivalents (TE), was calculated by dividing the slope 

of sample curve with slope of Trolox curve. 

Metal chelating activity of chromopeptides was tested by fluorescence spectroscopy. 

Slits were set to 5 nm, excitation wavelength was 578 nm and emission was recorded at 638 

nm. Chromophore concentration in analyzed samples (chromopeptides, C-PC or PCB in 20 

mM phosphate buffer, pH 7.4) was kept constant (1 μM), and concentration of CuCl2, FeSO4 

or FeCl3 varied from 0.5 to 6 μM. Binding constants (Ka) were calculated using equation [28]: 

  

where F0, F and Fi represent emission intensities (at 638 nm) of chromopeptides (or C-

PC) without metal cation (Me), with addition of Me and at an infinite concentration of Me, 

respectively. 

Inhibition of AAPH-induced erythrocyte hemolysis by chromopeptides was performed 

as previously described [29]. Heparinized blood samples were obtained by venipuncture from 

healthy human donors, after obtaining informed consent. Erythrocytes were isolated by 

centrifugation at 2000g for 10 min, washed three times with phosphate saline buffer (PBS) 
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and finally re-suspended in the same buffer to obtain hematocrit level of 5%. Cells were 

preincubated with chromopepetides, PCB or Trolox at final concentration of 5 μM for 15 min 

at 37
o
C. After that, mixtures were incubated with 50 mM (final concentration) AAPH during 

4 hours at 37
o
C for the purpose of induction the free radical chain oxidation. Erythrocytes 

incubated with PBS served as control, and 100% hemolysis was obtained by cells incubation 

in distilled water. At 30, 60, 120, 180 and 240 min after beginning of hemolysis, 200 μL of 

reaction mixture was removed and centrifuged at 3000g for 2 min. Hemoglobin content in 

supernatants was determined at 540 nm using Drabkin's reagent. 

Cell culture and cytotoxicity assay 

Human cervical adenocarcinoma (HeLa) and human epithelial colonic carcinoma 

(Caco-2) cells were cultured according to Krstic at al. [30] and Stojadinovic et al. [31], 

respectively. Cytotoxicity of each chromopeptide fraction on these cell lines was evaluated by 

3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) viability assay [32]. 

Cells were seeded in 96-well plates at a density of 10,000 cells per well and left overnight to 

allow cell attachment. Next day, cells were incubated with chromopeptide solution (90 μM) 

for the next 24 h. 2% DMSO in medium was added to the cells in the control wells and cell 

culture medium was added to blank wells. After 24 h, 20 μL of 5 mg/mL MTT (Sigma-

Aldrich) solution in phosphate-buffered saline was added and the resulting mixture was 

incubated for the next 1 h at 37°C. The medium was carefully removed and 200 μL of DMSO 

were added to dissolve the formed formazan complexes; absorbance was read at 540 nm. Data 

are expressed as percentage of viability with untreated cells taken as 100%. 

Statistics 

All experiments were performed at least in duplicate and results were presented as 

mean ± standard deviation. For evaluation of chromopeptides cytotoxicity and antioxidant 

capacity, an analysis of variance (ANOVA) of data was performed and means comparisons 

were done using Turkey test. Relationship between variables has been assesed by means of 

Pearson's product moment correlation coefficient. In all statistical analyses, differences were 

considered significant if p<0.05. 
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Results and discussions 

C-phycocyanin is readily digested by pepsin 

C-PC digestibility was analyzed by SDS-PAGE after pepsin digestion in simulated 

gastric conditions (Figure 1A). The results demonstrate that pepsin rapidly (after 0.5 minutes) 

releases small peptides, visible as smears at the bottom of separating gel that gradually 

decrease with increasing of digestion incubation time. This suggests that C-PC is very 

susceptible to pepsin digestion under applied conditions, and it is in agreement with the C-PC 

instability below pH 4; after unfolding at acidic pH, protein becomes fully accessible to 

enzyme [33]. 

Released peptides were separated using semi-preparative HPLC. Five dominant 

fractions of peptides containing PCB chromophore (I-V) were isolated (Figure 1B). There is a 

good agreement between shapes of peaks at 615 nm (absorption of chromophore), 280 

(absorption of chromophore and aromatic amino acid residues) and 215 nm (absorption of 

chromophore and peptide bonds). Rechromatography of isolated fractions has shown that 

relative purity of chromopeptides (according to absorbance at 215 nm) in fractions II-V was 

between 91 and 98 %, while chromopeptide in fraction I had 72% purity (Figures S14-S18). 

Therefore, it can be concluded that chromopeptides obtained after semi-preparative HPLC 

have reasonoble purity grades. 

Identification of chromopeptides released by pepsin digestion 

Chromopeptides separated by HPLC were sequenced using tandem mass spectrometry. 

Sequences of chromopeptides were determinated from MS spectra of chromopeptide fractions 

(Figures 2A, S1A-S5A), using their calculated molecular masses (Table 1), known sequences 

of α (UniProtKB-P72509) and β (UniProtKB-P72508) subunits of C-PC (Figure 4B) and 

position of PCB binding. Confirmation of sequences was done by analysis of MS2 and MS3 

spectra of parent ions, and MS and MS2 spectra of pure PCB. MS spectrum of PCB shows 

characteristic dominant ion at m/z 587.29; in PCB MS2 spectrum the most dominant ions with 

m/z ratios 464.22 and 299.14 are generated by CID fragmentation of PCB (Figures S6A and 

S6B; Table S6); MS3 spectrum of ion with m/z 299.14 contains ion with m/z 271.14 (Figure 

S6C). Similarly to other bilins, ion with m/z ratio 464.22 is the result of loss of the terminal 

two pyrrole rings, while ion with m/z 299.14 results from cleavage of the C-C bond between 

the central bridge methylene carbon to either of the inner two pyrrole rings in PCB molecule. 

Aditional ion with m/z ratio 271.14 (z=1) corresponds to natural loss of CO from the product 

ion at m/z 299.14 [34]. CID cleaves thioether bond between PCB chromophore and peptide, 
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thus ions representing PCB and peptides without chromophore occur in MS2 spectra of 

chromopeptides (Figures 3B, S1B-S5B; Tables S1B-S5B). Further fragmentation of ion with 

m/z ratio 587.29 gives ions with m/z ratio 464.22, 299.14 and 271.14 in appropriate MS3 

spectrum (Figures 3D, S1D-S5D; Tables S1D-S5D). These ions were confirmation that 

parent ion is chromopeptide and only ions which fragmentation gives ions derived from 

chromophore were further analyzed. Fragmentation of peptide ions without chromophore in 

MS2 spectrum gives MS3 spectrum with series of y and b ions, confirming chromopeptide 

sequences (Figures 3C, S1C-S5C; Tables S1C-S5C).  

We identified in total six chromopeptides from C-PC pepsin digest (fraction II 

contained two chromopeptides), varying in size from 2 to 13 amino acid residues (Table 1). 

In fraction IV two additional chromopeptides were found from traces of allophycocyanin, 

protein with sequence very similar to C-PC and with the same chromophore [35]. 

Chromopeptide from the most abundant fraction I arises from α subunit of C-PC, while others 

fractions originate from digestion of β subunit of C-phycocyanin or α subunit of 

allophycocyanin (Table 1). These results are in agreement with those of SDS-PAGE digest, 

confirming that pepsin efficiently cleaves C-PC into very small (chromo)peptides. Small size 

of peptides is obtained due to broad specificity of pepsin and therefore numerous cleavage 

sites. In β subunit of C-PC pepsin cleaves after Met79, Ala81 and Leu83, resulting in short 

chromopeptides (AACLRD, CLRD, AACL and CL). In contrast, in α subunit at homolog 

positions pepsin does not act, as it rarely cleaves when Lys is in P1 position (Lys81 and 

Lys83) and in P3 position (with Ala85 at P1) [36], resulting in single long chromopeptide 

AADQRGKDKCARD. In general, bioactive peptides frequently contain 3-20 amino acid 

residues [17], and thus small size of obtained chromopeptides indicate their potential 

bioactivity.  

Antioxidant activities of chromopeptides 

ORAC assay is based on ability of antioxidants to inhibit degradation of fluorescence 

molecule induced by free radicals and ORAC value, as a measure of substance antioxidant 

capacity, is usually expressed as Trolox equivalents. As shown in Figure S7A and Table 2, 

chromopeptides effectively quenched peroxyl radicals with scavenging activities from 8.2 to 

13.2 greater than Trolox, a hydrosoluble analogue of vitamin E. Due to presence of other 

peptides and pepsin, whole digest showed higher ORAC value (25.4 TE) in comparison to 

chromopeptides from C-PC and PCB itself (8.4 TE). On average, chromopeptides contributed 

to the total mass of digest (all peptides from C-PC and pepsin) by 3.5%, but to the ORAC 
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value of the digest with 40%. Therefore, chromophore part of peptides (from chromopeptides 

and PCB) is mainly responsible for radical scavenging activity of digested C-PC. Tyr, Trp, 

Cys, Met and His are the most potent free radical scavenging residues in ORAC assay, due to 

their electron/hydrogen donating abilities [37]. Identified chromopeptides do not contain 

mentioned amino acid residues (except Cys, whose sulfhydryl group is involved in thioether 

bond with PCB), and their antioxidative activities originate almost completely from 

chromophore. In whole digest, beside chromophore, sixteen Tyr, one Trp, three Cys (with free 

sulfhydryl group), ten Met and one His residues (Figure 4B) contribute to total antioxidative 

activity in ORAC assay, resulting in higher TE value in comparison with chromopeptide 

fractions.  

In reducing power assay, antioxidants reduce Fe
3+

-ferricyanide complex to Fe
2+

 ions, 

and increased absorbance of reaction mixture is directly proportional to the reducing power 

capacity. Chromopeptides showed significant and dose depending reducing power in this test, 

from 2.7 to 4.7 higher than standard antioxidant Trolox, whereby the fractions II and III were 

the most active (Figure S7B; Table 2). PCB also showed significant reducing power (4.5 

TE), while activity of whole C-PC digest (3.2 TE) only corresponded to the averaged activity 

of all chromopeptide fractions (3.2 TE), suggesting that reducing capacity is also almost 

entirely derived from PCB chromophore. Of all protein amino acid residues, only Cys shows 

substantial reducing power capacity [37]. In contrast to ORAC assay, in whole digest only 

three Cys residues and chromophore contribute to reducing power, having as consequence 

similar TE value as chromopeptide fractions.  

It is well known that tetrapyrroles, including phycocyanobilin, show potent antioxidant 

activity in vitro [38, 39]. However, there is no literature data about antioxidant activities of 

peptides with covalently bound tetrapyrrole chromophore. In comparison to other low 

molecular weight (LMW) peptides obtained after pepsin digestion of food proteins, isolated 

C-PC derived chromopeptides show moderate to high ORAC values [40-45], and high 

reducing power capacity [46-48]. 

Fluorescence quenching is a useful approach to study interactions between 

proteins/peptides and various ligands. In contrast to Fe
2+

/Fe
3+

 ions (results not shown), Cu
2+ 

efficiently quenched chromopeptides fluorescence (Figure S7C), indicating its specific 

binding to all chromopeptides. Indeed, calculated binding constants were 0.5 – 1.0 x
 
10

6 
M

-1
 

(Table 2). Obtained binding constants are moderately higher in comparison to N-terminal 

peptides of prion proteins that specifically bind Cu
2+

 ions [28]. Cupric ions
 
quenched C-PC 
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fluorescence with lower average value for the binding constant compared to chromopeptides 

and PCB (Table 2), indicating that the chromophore is main contributor for the binding of 

Cu
2+

 ions. Higher binding of Cu
2+

 ions for PCB than C-PC can be explaned by the fact that 

PCB in native protein has extended conformation, while upon denaturation (in this case 

digestion) chromophore forms cyclic-helical conformation which is more prone to bind Cu
2+ 

ions [13]. Inability of Fe
2+

 and Fe
3+

 ions to quench neither chromopeptides nor PCB 

fluorescence indicates that chromopeptides selectively chelate Cu
2+

 ions. Accordingly, C-PC 

derived chromopeptides may be useful in preventing pro-oxidative effect of copper, and in 

increasing its bioavailability in the GIT. 

Similar to ORAC assay, AAPH through peroxyl radical generation induce oxidative 

damage of RBC, inducing hemolysis in time-dependent manner. Hemolysis was significantly 

lower (p<0.05) after 2 h of incubation in presence of chromopeptides and in particular PCB. 

Moreover, C-PC derived chromopeptides and PCB showed significantly higher RBCs 

protective activities than Trolox (Figure S7D, Table 2). The addition of the PCB and 

chromopeptides to the RBC suspension in absence of AAPH did not cause hemolysis even 

after 6 h of incubation (data not shown). The highest protective activity of PCB chromophore 

is most likely due to its hydrophobic nature, as antioxidants with greater lipophilicity have 

better ability to inhibit RBC hemolysis [49]. High protective activity of PCB in this assay 

further confirms chromophore responsibility for antioxidant properties of chromopeptides. As 

expected, there was a strong correlation between inhibition of hemolysis and ORAC value 

(R=0.99; Fig. S8), reducing power (R=0.99; Fig. S9) and Cu
2+

-chelating activity (R=0.97; 

Fig. S10). This suggests that chromopeptides protect erythrocyte membrane structure and 

function by scavenging AAPH-generated free radicals and this activity implicated their 

potential for in vivo inhibition of lipid peroxidation. 

Cytotoxicity of chromopeptides on cancer cell lines 

In this study, Caco-2 and HeLa cell lines were used to evaluate cytotoxic activities of 

C-PC derived chromopeptides. In general, chromopeptides showed more cytotoxic effect on 

Caco-2 than HeLa cells (Figure 3). All five chromopeptide fractions (90 μM) significantly 

(p<0.05) reduced viability in Caco-2, while fractions II, III and V were significantly (p<0.05) 

cytotoxic on HeLa cells. The most potent cytotoxicity to Caco-2 cells had fraction III (reduced 

viability to 45±6%; IC50 value about 70 μM), and fraction V was the most cytotoxic for HeLa 

cells (reduced viability to 52±2%). These data are comparable with cytotoxity of PCB on 

pancreatic cancer cell lines [9]. There are large literature differences between doses of C-PC 
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required to induce cell death, depending on cancer cell lines used in evaluation of cytotoxicity 

[50, 51]. C-phycocyanin has shown significant effects on growth inhibition of HeLa cells at 

much lower concentrations [51] in comparison to concentrations of chromopeptides required 

to induce cell death in our study, indicating that apoprotein part of C-PC is an important 

contributor to the anti-cancer activity of protein. On the other hand, LMW peptides obtained 

from different food sources exhibited significant cytotoxic activities on several cancer cell 

lines at various concentrations, from few µM [52], hundreds of µM [53-55] or even few mM 

[56], suggesting that isolated chromopeptides show moderate cytotoxic activities in 

comparison to other food LMW peptides.  

Interestingly, there is a good correlation between chromopeptides cytotoxic activity on 

Caco-2 cells and ORAC value (R=0.93; Fig. S11), reducing power (R=0.88; Fig. S12) and 

Cu
2+

-chelating activity (R=0.93; Fig. S13), suggesting that chromopeptides with higher 

antioxidative activities have stronger cytotoxic effect(s). This implies that C-PC-derived 

chromopeptides reduced viability of cells by disturbing free radical balance specific for cancer 

cells. In contrast to normal cells, many types of cancer cells produce high levels of reactive 

species: anti-cancer activity of PCB on pancreatic cancer cell lines was due to inhibition of 

mitochondrial production of ROS and improvement of glutathione redox status [9]. 

Conclusion 

The present study has shown that C-PC is easily digestible by pepsin. In 

chromopeptide fractions, obtained after separation of pepsin digest of C-PC, identified 

chromopeptides contained 2 to 13 amino acid residues. Obtained chromopeptides show potent 

antioxidant activities, with chromophore portion being most responsible for these effects. 

Moreover, chromopeptides efficiently protected erythrocytes from free radical-induced 

hemolysis, as well as had cytotoxic activity on cancer cells, in parallel to their antioxidative 

capacity. These results indicate that chromopeptides released after pepsin digestion of C-PC 

could substantially contribute to the promotion of human health by increasing the organism’s 

antioxidant load. 

Acknowledgements 

This work was supported by the Ministry of Education, Science and Technological 

Development of the Republic of Serbia (Grant Number 172024) and FP7 RegPot project 

FCUB ERA GA No. 256716. The EC does not share responsibility for the content of the 

article.  



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

 12 

 

References 

[1] Buono S, Langellotti AL, Martello A, Rinna F, Fogliano V. Functional ingredients from 

microalgae. Food funct 2014;5:1669-85. 

[2] Kulshreshtha A, Zacharia AJ, Jarouliya U, Bhadauriya P, Prasad GB, Bisen PS. Spirulina 

in health care management. Curr Pharm Biotechnol 2008;9:400-5. 

[3] Basha OM, Hafez RA, El-Ayouty YM, Mahrous KF, Bareedy MH, Salama AM. C-

Phycocyanin Inhibits Cell Proliferation and May Induce Apoptosis in Human HepG2 Cells. 

Egypt J Immunol 2008;15:161-7. 

[4] Romay C, Gonzalez R, Ledon N, Remirez D, Rimbau V. C-phycocyanin: a biliprotein 

with antioxidant, anti-inflammatory and neuroprotective effects. Curr Protein Pept Sci 

2003;4:207-16. 

[5] Fernández-Rojas B, Hernández-Juárez J, Pedraza-Chaverri J. Nutraceutical properties of 

phycocyanin. J Funct Foods 2014;11:375-92. 

[6] Wang XQ, Li LN, Chang WR, Zhang JP, Gui LL, Guo BJ, et al. Structure of C-

phycocyanin from Spirulina platensis at 2.2 A resolution: a novel monoclinic crystal form for 

phycobiliproteins in phycobilisomes. Acta Crystallogr Sect D-Biol Crystallogr 2001;57:784-

92. 

[7] Nishanth RP, Ramakrishna BS, Jyotsna RG, Roy KR, Reddy GV, Reddy PK, et al. C-

Phycocyanin inhibits MDR1 through reactive oxygen species and cyclooxygenase-2 mediated 

pathways in human hepatocellular carcinoma cell line. Eur J Pharmacol 2010;649:74-83. 

[8] Zhou Z-P, Liu L-N, Wang J-X, Chen M, Zhang Y-Z, Zhou B-C. Factors that effect 

antioxidant activity of C-Phycocyanin from Spirulina platensis. J Food Biochem 2005;29:313-

22. 

[9] Konickova R, Vankova K, Vanikova J, Vanova K, Muchova L, Subhanova I, et al. Anti-

cancer effects of blue-green alga Spirulina platensis, a natural source of bilirubin-like 

tetrapyrrolic compounds. Ann Hepatol 2014;13:273-83. 

[10] Marin-Prida J, Pavon-Fuentes N, Llopiz-Arzuaga A, Fernandez-Masso JR, Delgado-

Roche L, Mendoza-Mari Y, et al. Phycocyanobilin promotes PC12 cell survival and 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

 13 

modulates immune and inflammatory genes and oxidative stress markers in acute cerebral 

hypoperfusion in rats. Toxicol Appl Pharmacol 2013;272:49-60. 

[11] Strasky Z, Zemankova L, Nemeckova I, Rathouska J, Wong RJ, Muchova L, et al. 

Spirulina platensis and phycocyanobilin activate atheroprotective heme oxygenase-1: a 

possible implication for atherogenesis. Food Funct 2013;4:1586-94. 

[12] Zheng J, Inoguchi T, Sasaki S, Maeda Y, McCarty MF, Fujii M, et al. Phycocyanin and 

phycocyanobilin from Spirulina platensis protect against diabetic nephropathy by inhibiting 

oxidative stress. Am J Physiol Regul Integr Comp Physiol 2013;304:R110-20. 

[13] Suresh M, Mishra SK, Mishra S, Das A. The detection of Hg
2+

 by cyanobacteria in 

aqueous media. Chem Commun 2009:2496-8. 

[14] Gelagutashvili E. Binding of Heavy Metals with C-Phycocyanin: A Comparison between 

Equilibrium Dialysis, Fluorescence and Absorption Titration. Am J Biomed Life Sci 

2013;1:12-16. 

[15] Bamdad F, Chen L. Antioxidant capacities of fractionated barley hordein hydrolysates in 

relation to peptide structures. Mol Nutr Food Res 2013;57:493-503. 

[16] Chang SK, Ismail A, Yanagita T, Mohd Esa N, Baharuldin MTH. Antioxidant peptides 

purified and identified from the oil palm (Elaeis guineensis Jacq.) kernel protein hydrolysate. 

J Funct Foods 2015;14:63-75. 

[17] Kim S-K, Wijesekara I. Development and biological activities of marine-derived 

bioactive peptides: A review. J Funct Foods 2010;2:1-9. 

[18] Samaranayaka AGP, Li-Chan ECY. Food-derived peptidic antioxidants: A review of 

their production, assessment, and potential applications. J Funct Foods 2011;3:229-54. 

[19] Zhang Y-M, Chen F. A simple method for efficient separation and purification of C-

phycocyanin and allophycocyanin from Spirulina platensis. Biotechnol Tech 1999;13:601-3. 

[20] Moraes CC, Kalil SJ. Strategy for a protein purification design using C-phycocyanin 

extract. Bioresour Technol 2009;100:5312-7. 

[21] Fu E, Friedman L, Siegelman HW. Mass-spectral identification and purification of 

phycoerythrobilin and phycocyanobilin. Biochem J 1979;179:1-6. 

[22] Cole WJ, Chapman DJ, Siegelman HW. Structure of phycocyanobilin. J Am Chem Soc 

1967;89:3643-5. 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

 14 

[23] Thomas K, Aalbers M, Bannon GA, Bartels M, Dearman RJ, Esdaile DJ, et al. A multi-

laboratory evaluation of a common in vitro pepsin digestion assay protocol used in assessing 

the safety of novel proteins. Regul Toxicol Pharmacol 2004;39:87-98. 

[24] Laemmli UK. Cleavage of structural proteins during the assembly of the head of 

bacteriophage T4. Nature 1970;227:680-5. 

[25] Ou B, Hampsch-Woodill M, Prior RL. Development and validation of an improved 

oxygen radical absorbance capacity assay using fluorescein as the fluorescent probe. J Agric 

Food Chem 2001;49:4619-26. 

[26] Sheih IC, Wu TK, Fang TJ. Antioxidant properties of a new antioxidative peptide from 

algae protein waste hydrolysate in different oxidation systems. Bioresour Technol 

2009;100:3419-25. 

[27] Oyaizu M. Studies on product of browning reaction prepared form glucosamine. Jpn J 

Nutr 1986;44:307-15. 

[28] Hornshaw MP, McDermott JR, Candy JM, Lakey JH. Copper binding to the N-terminal 

tandem repeat region of mammalian and avian prion protein: structural studies using synthetic 

peptides. Biochem Biophys Res Commun 1995;214:993-9. 

[29] Benedetti S, Benvenuti F, Pagliarani S, Francogli S, Scoglio S, Canestrari F. Antioxidant 

properties of a novel phycocyanin extract from the blue-green alga Aphanizomenon flos-

aquae. Life Sci 2004;75:2353-62. 

[30] Krstic M, Stojadinovic M, Smiljanic K, Stanic-Vucinic D, Cirkovic Velickovic T. The 

anti-cancer activity of green tea, coffee and cocoa extracts on human cervical adenocarcinoma 

HeLa cells depends on both pro-oxidant and anti-proliferative activities of polyphenols. RSC 

Adv 2015;5:3260-8. 

[31] Stojadinovic M, Pieters R, Smit J, Cirkovic Velickovic T. Cross-linking of beta-

lactoglobulin enhances allergic sensitization through changes in cellular uptake and 

processing. Toxicol Sci 2014;140:224-35. 

[32] Mosmann T. Rapid colorimetric assay for cellular growth and survival: application to 

proliferation and cytotoxicity assays. J Immunol Methods 1983;65:55-63. 

[33] Yan S-G, Zhu L-P, Su H-N, Zhang X-Y, Chen X-L, Zhou B-C, et al. Single-step 

chromatography for simultaneous purification of C-phycocyanin and allophycocyanin with 

high purity and recovery from Spirulina (Arthrospira) platensis. J Appl Phycol 2010;23:1-6. 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

 15 

[34] Quinn KD, Nguyen NQ, Wach MM, Wood TD. Tandem mass spectrometry of bilin 

tetrapyrroles by electrospray ionization and collision-induced dissociation. Rapid Commun 

Mass Spectrom 2012;26:1767-75. 

[35] Brejc K, Ficner R, Huber R, Steinbacher S. Isolation, crystallization, crystal structure 

analysis and refinement of allophycocyanin from the cyanobacterium Spirulina platensis at 

2.3 Å Resolution. J. Mol Biol 1995;249:424-40. 

[36] Hamuro Y, Coales SJ, Molnar KS, Tuske SJ, Morrow JA. Specificity of immobilized 

porcine pepsin in H/D exchange compatible conditions. Rapid Commun Mass Spectrom 

2008;22:1041-6. 

[37] Zheng L, Zhao Y, Dong H, Su G, Zhao M. Structure–activity relationship of antioxidant 

dipeptides: Dominant role of Tyr, Trp, Cys and Met residues. J Funct Foods 2016;21:485-96. 

[38] Benedetti S, Benvenuti F, Scoglio S, Canestrari F. Oxygen radical absorbance capacity of 

phycocyanin and phycocyanobilin from the food supplement Aphanizomenon flos-aquae. J 

Med Food 2010;13:223-7. 

[39] Stocker R, McDonagh AF, Glazer AN, Ames BN. Antioxidant activities of bile 

pigments: biliverdin and bilirubin. Methods Enzymol 1990;186:301-9. 

[40] Tsopmo A, Romanowski A, Banda L, Lavoie JC, Jenssen H, Friel JK. Novel anti-

oxidative peptides from enzymatic digestion of human milk. Food Chem 2011;126:1138-43. 

[41] Pérez-Vega JA, Olivera-Castillo L, Gómez-Ruiz JÁ, Hernández-Ledesma B. Release of 

multifunctional peptides by gastrointestinal digestion of sea cucumber (Isostichopus 

badionotus). J Funct Foods 2013;5:869-77. 

[42] Chen M, Li B. The effect of molecular weights on the survivability of casein-derived 

antioxidant peptides after the simulated gastrointestinal digestion. Innov Food Sci Emerg 

Technol 2012;16:341-8. 

[43] Davalos A, Miguel M, Bartolome B, Lopez-Fandino R. Antioxidant activity of peptides 

derived from egg white proteins by enzymatic hydrolysis. J Food Prot 2004;67:1939-44. 

[44] Hernandez-Ledesma B, Davalos A, Bartolome B, Amigo L. Preparation of antioxidant 

enzymatic hydrolysates from alpha-lactalbumin and beta-lactoglobulin. Identification of 

active peptides by HPLC-MS/MS. J Agric Food Chem 2005;53:588-93. 

[45] You S-J, Udenigwe CC, Aluko RE, Wu J. Multifunctional peptides from egg white 

lysozyme. Food Res Int 2010;43:848-55. 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

 16 

[46] Carrasco-Castilla J, Hernandez-Alvarez AJ, Jimenez-Martinez C, Jacinto-Hernandez C, 

Alaiz M, Giron-Calle J, et al. Antioxidant and metal chelating activities of peptide fractions 

from phaseolin and bean protein hydrolysates. Food Chem 2012;135:1789-95. 

[47] Memarpoor-Yazdi M, Mahaki H, Zare-Zardini H. Antioxidant activity of protein 

hydrolysates and purified peptides from Zizyphus jujuba fruits. J Funct Foods 2013;5:62-70. 

[48] Kou X, Gao J, Xue Z, Zhang Z, Wang H, Wang X. Purification and identification of 

antioxidant peptides from chickpea (Cicer arietinum L.) albumin hydrolysates. LWT Food Sci 

Technol 2013;50:591-8. 

[49] Ximenes VF, Lopes MG, Petronio MS, Regasini LO, Silva DH, da Fonseca LM. 

Inhibitory effect of gallic acid and its esters on 2,2'-azobis(2-amidinopropane)hydrochloride 

(AAPH)-induced hemolysis and depletion of intracellular glutathione in erythrocytes. J Agric 

Food Chem 2010;58:5355-62. 

[50] Roy KR, Arunasree KM, Reddy NP, Dheeraj B, Reddy GV, Reddanna P. Alteration of 

mitochondrial membrane potential by Spirulina platensis C-phycocyanin induces apoptosis in 

the doxorubicin resistant human hepatocellular-carcinoma cell line HepG2. Biotechnol Appl 

Biochem 2007;47:159-67. 

[51] Li B, Gao MH, Zhang XC, Chu XM. Molecular immune mechanism of C-phycocyanin 

from Spirulina platensis induces apoptosis in HeLa cells in vitro. Biotechnol Appl Biochem 

2006;43:155-64. 

[52] Hsu K-C, Li-Chan ECY, Jao C-L. Antiproliferative activity of peptides prepared from 

enzymatic hydrolysates of tuna dark muscle on human breast cancer cell line MCF-7. Food 

Chem 2011;126:617-22. 

[53] Jumeri, Kim SM. Antioxidant and anticancer activities of enzymatic hydrolysates of 

solitary tunicate (Styela clava). Food Sci Biotechnol 2011;20:1075-85. 

[54] Umayaparvathi S, Meenakshi S, Vimalraj V, Arumugam M, Sivagami G, 

Balasubramanian T. Antioxidant activity and anticancer effect of bioactive peptide from 

enzymatic hydrolysate of oyster (Saccostrea cucullata). Biomed Prev Nutr 2014;4:343-53. 

[55] Kannan A, Hettiarachchy N, Johnson MG, Nannapaneni R. Human colon and liver 

cancer cell proliferation inhibition by peptide hydrolysates derived from heat-stabilized 

defatted rice bran. J Agric Food Chem 2008;56:11643-7. 



AC
C

EP
TE

D
 M

AN
U

SC
R

IP
T

ACCEPTED MANUSCRIPT

 17 

[56] You L, Zhao M, Liu RH, Regenstein JM. Antioxidant and antiproliferative activities of 

loach (Misgurnus anguillicaudatus) peptides prepared by papain digestion. J Agric Food 

Chem 2011;59:7948-53. 

Figures 

 

Figure 1. (A) SDS-PAGE analysis (reducing conditions, 16% PAA gel) of time dependent pepsin 

digestion of C-PC (1 U/μg protein). Rectangle is marking α (17 kDa) and β (19 kDa) subunits of C-PC. 

Band at about 40 kDa represents pepsin. M and 0-24 h denote molecular weight markers and time of 

digestion, respectively; (B) RP-HPLC (C-18 column) chromatogram of chromopeptides (fractions I-V) 

obtained after 24 h C-PC digestion by pepsin. 
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Figure 2. (A) MS spectrum of fraction I, after 24 h C-PC digestion by pepsin. Peaks with m/z ratios 

405.00, 506.00 and 474.33 arise from AADQRGKDKCARD chromopeptide; (B) MS2 spectrum of 

molecular ion with m/z ratio 506.00 (z=4); (C) Fragmentation of ion with m/z ratio 478.57 (z=3), 

representing AADQRGKDKCARD sequence without PCB. Data were obtained after recording MS3 

spectrum of this ion (MS2 506.00, MS3 478.57); (D) Fragmentation of ion with m/z ratio 587.29 (z=1), 

representing PCB. Data were obtained after recording MS3 spectrum of this ion (MS2 506.00, MS3 

587.29). 
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Figure 3. Cytotoxic effects of chromopeptides (90 µM) on Caco-2 (A) and HeLa (B) cell lines during 

24 h incubation. The data marked by different letters are significantly different (p<0.05). Values are 

shown as means ± standard deviations. 
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Figure 4. (A) Chemical structure of tetrapyrrol (A-D) PCB chromophore bound to C-PC via thioether 

bond; (B) Amino acid sequences of C-PC α and β subunits with chromopeptide sequences (red), 

obtained after pepsin digestion. 
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Tables 

Table 1. Amino acid sequences of chromopeptides (isolated after 24h pepsin digestion of C-PC), 

obtained by tandem mass spectrometry. 
a
Chromopeptide sequences arising from traces of 

allophycocyanin; 
b
Glutamine residue deamidation (0.98476). 

Fraction Chromopeptide 

sequence 

Experimental 

mass 

Theoretical 

mass 
Δ mass 

Relative 

abundance 

I AADQRGKDKCARD 2019.9491 2018.9632 0.9859
b
 100 

II AACLRD 1233.5841 1233.5852 -0.0011 100 

II CLRD 1091.5099 1091.5110 -0.0011 61 

III CSAL 978.4531 978.4521 0.0009 100 

IV AACL 962.4609 962.4571 0.0038 100 

IV ATCL
a 

992.4699 992.4677 0.0022 50 

IV TATCL
a 

1093.5181 1093.5154 0.0027 32 

V CL 820.3820 820.3829 -0.0010 100 

 

Table 2. Results of ORAC, reducing power, Cu
2+

 binding and hemolysis assays of chromopeptides, C-

PC, PCB and whole C-PC digest. Except for Cu
2+ 

binding, Trolox was positive control in all 

antioxidant tests. ORAC and reducing power values are expressed as Trolox equivalents (TE). The 

data marked by different letters are significantly different (p<0.05). Values are shown as means ± 

standard deviations. 

Sample 

 ORAC assay 

 TE 

(μM/μM of 

chromophore) 

Reducing power  

TE 

 (μM/μM of 

chromophore) 

Binding constants 

of Cu
2+

 ions 

(Ka
.
10

6 
(M

-1
)) 

Hemolysis assay 

(% of hemolysis 

after 2h 

incubation) 

Fraction I 9.4±0.9
a 

3.0±0.2
a 

0.60±0.03
c 

22.3±2.1
c 

Fraction II 12.0±1.3
a 

4.7±0.3
b 

0.62±0.04
c 

9.1±0.8
e, f 

Fraction III 13.2±1.1
a 

4.7±0.3
b 

1.04±0.05
d 

6.2±.0.6
f 

Fraction IV 9.1±1.0
a 

2.7±0.1
a 

0.46±0.02
b, c 

21.2±1.3
c, d 

Fraction V 8.2±0.9
a 

3.2±0.2
a 

0.49±0.02
b, c 

15.2±1.1
c, d, e 

Whole C-PC digest 25.4±2.8
b 

3.2±0.3
a 

/ / 

PCB 8.4±0.7
a 

4.5±0.4
b 

0.42±0.03
b 

3.0±0.3
f 

C-PC / / 0.24±0.02
a
 / 

Trolox 1.0±0.1 1.0±0.1 / 34.5±2.1
b 

Control  

(RBC with AAPH) 
/ / / 

45.4±3.7
a 
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Graphical abstract 
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Highlights 

 C-Phycocyanin, blue biliprotein of Spirulina, is rapidly digested by pepsin.  

 Sequences of peptic chromopeptides were determinated by tandem mass spectrometry. 

 Antioxidant, metal-chelating and cytotoxic effect on cancer cell lines were shown. 

 Chromopeptides protect human erythrocytes from free radical-induced hemolysis. 

 Chromophore is mainly responsible for observed biological effects of chromopeptides 


