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Abstract: Intracellular fucoidanase was isolated from the marine bacterium, Formosa algae
strain KMM 3553. The first appearance of fucoidan enzymatic hydrolysis products in a
cell-free extract was detected after 4 h of bacterial growth, and maximal fucoidanase
activity was observed after 12 h of growth. The fucoidanase displayed maximal activity in
a wide range of pH values, from 6.5 to 9.1. The presence of Mg2+, Ca2+ and Ba2+ cations
strongly activated the enzyme; however, Cu2+ and Zn2+ cations had inhibitory effects on
the enzymatic activity. The enzymatic activity of fucoidanase was considerably reduced
after prolonged (about 60 min) incubation of the enzyme solution at 45 °C. The fucoidanase
catalyzed the hydrolysis of fucoidans from Fucus evanescens and Fucus vesiculosus, but
not from Saccharina cichorioides. The fucoidanase also did not hydrolyze carrageenan.
Desulfated fucoidan from F. evanescens was hydrolysed very weakly in contrast to
deacetylated fucoidan, which was hydrolysed more actively compared to the native
fucoidan from F. evanescens. Analysis of the structure of the enzymatic products showed
that the marine bacteria, F. algae, synthesized an α-L-fucanase with an endo-type action
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that is specific for 1→4-bonds in a polysaccharide molecule built up of alternating
three- and four-linked α-L-fucopyranose residues sulfated mainly at position 2.
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1. Introduction
Fucoidans belong to a family of sulfated homo- and hetero-polysaccharides, including
polysaccharides composed primarily of sulfated fucose. Galactose, mannose, xylose, rhamnose and
glucuronic acid were also found in various fucoidans [1,2]. Brown algae can synthesize not only linear,
but also highly branched polysaccharides with species-specific sugar compositions [1–4], and for this
reason, fucoidan structures are extremely diverse. In addition, each species can form different types of
fucoidans [5]. The most studied fucoidans in terms of structure are α-L-fucans with either
α-1→3-backbones or repeating disaccharide units of α-1→3- and α-1→4-linked fucose residues.
Depending on the structure of the main chain, fucoidans as a rule are sulfated at the C4, C2 or both the
C2 and C4 positions of the fucose units in the rare cases that sulfate groups can occupy C3 position [6–10].
Fucoidans exist that contain fucose and galactose residues in equal quantity [2], and some fucoidans
may be both sulfated and acetylated [7,11].
Fucoidans have diverse biological activities, including anti-tumor [3,12,13], immunomodulatory [14–16],
antibacterial [17,18], antiviral [19–22], anti-inflammatory [23], anticoagulant and antithrombotic [24] effects.
The data reported in the literature show that fucoidans possess a wide spectrum of pharmacological
activities; however, they cannot be successfully used in the construction of new drugs, because of their
high molecular weight and significant problems with polysaccharide standardization. One approach to
solving this problem is the use of enzymes to depolymerize the fucoidans.
Only a few studies regarding the isolation and characterization of fucoidanases have been
performed. Until now, enzymes that degrade fucoidans were found in the following marine organisms:
bacteria [25–27], invertebrates [28–32] and some fungi [33]. However, the fucoidanases produced by
these organisms have low activities. Information regarding the specificity of fucoidanases, such as the
type of glycosidic bond cleaved and the influence of the degree of sulfation of substrate on the
catalytic activity, is scarce. The nucleotide sequences of the genes encoding fucoidanases and their
deduced amino acid sequences have been published for the Mariniflexile fucanivorans SW5 [34] and
Fucanobacter lyticus SN-1009 fucoidanases only [35], and technologically valuable sources of these
enzymes have not yet been found.
In this study, we report the purification and catalytic properties of a new fucoidanase from the
marine bacterium, Formosa algae.
2. Results and Discussion
The bacterial strain, KMM 3553, from the PIBOC FEB RAS collection of marine microorganisms
was chosen as the fucoidanase producer based on the screening results [36] and was identified as
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Formosa algae [37]. The fucoidanases found in micro- and macro-organisms have an extremely low
level of enzymatic activity [1]. Moreover, the activity of these fucoidanases is often lost during the
purification process. For this reason, the majority of the studies regarding the catalytic properties of
fucoidanases were performed with either extracts or partially purified enzyme preparations. In
addition, fucoidans of unknown structure are often used as the substrate. Fucoidanase from F. algae
(FFA) is an intracellular enzyme with relatively low activity. To detect the products of fucoidan
enzymatic hydrolysis, we have used C-PAGE (carbohydrate polyacrylamide gel electrophoresis). It
should be noted that there are difficulties in determining the activity of fucoidanase, because there are
few hydrolyses. Traditional methods for the detection of polysaccharide hydrolase activity, such as
determination of the quantity of reducing sugars in the reaction mixture, are difficult to employ,
because of low sensitivity.
Fucoidan from F. evanescens that was sulfated primarily at C2 was used as the substrate [7]. To
detect the sulfated oligosaccharides that were produced during the enzymatic hydrolysis of fucoidan,
C-PAGE was used (Figure 1).
Figure 1. Production of fucoidanase in the bacterial strain, KMM 3553. (A) Biomass
production; (B) Carbohydrate polyacrylamide gel electrophoresis (C-PAGE) electropherogram
of hydrolysis products of fucoidan from F. evanescens by a cell-free extract of strain KMM
3553 at different growth times. Ks—unhydrolyzed fucoidan.
A

B

The kinetics of bacterial growth in liquid medium and the biosynthesis of fucoidanase were
evaluated. The maximum quantity of biomass was observed after 24 h of growth. The enzymatic
activity was detected in the microbial mass only and was completely absent in the culture medium. The
first appearance of the enzymatic hydrolysis products of fucoidan in a cell-free extract was detected by
polyacrylamide gel electrophoresis after 4 h of bacterial growth. The maximal fucoidanase activity was
observed after 12 h of growth (Figure 1).
The composition and activity of other O-glycoside hydrolases in the cell extracts of F. algae were
also analyzed. As shown in Table 1, a highly active β-D-glucosidase, N-acetyl-β-D-glucosaminidase,
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and the less active enzymes, alginate lyase and laminarinase (Table 1), were detected. A combination
of methods, including anion-exchange chromatography, gel-filtration and ultrafiltration, was selected
for the effective isolation of fucoidanase away from the other enzymes.
Table 1. Composition and activity of O-glycoside hydrolases from bacterial strain, KMM
3553, cell-free extract.
Enzyme substrate
Alginic acid
Amylopectin
СM-cellulose
Laminarin
Pustulan
p-Np-N-acetyl-β-D-glucosaminide
p-Np-β-D-galactopyranoside
p-Np-β-D-glucopyranoside
p-Np-β-D-mannopyranoside
p-Np-α-D-fucopyranoside
p-Np-sulfate

Specific activity
(U/mg of protein) *
6.4
0
0
10.6
0
20.7
0
9.5
0
0
0

* Specific activity is the amount of enzyme required to release one μmol of glucose or p-nitrophenol from the
appropriate substrate under standard conditions during 1 min per amount of total protein (mg) in the sample.

The study of fucoidanase properties was performed with the use of a highly purified fucoidanase
from the marine bacterium, F. algae (FFA). Figure 2 shows an electropherogram of the fucoidanase at
the different stages of purification. Only three bands of the proteins on the finishing stage of
purification were seen. Furthermore, the fucoidanase was free from enzymes, which is shown in Table 1.
Figure 2. Electropherogram of the fucoidanase isolation. 1—extract, 2—after ion-exchange
chromatography, 3—standard and 4—after gel-filtration and ultrafiltration.
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In most cases, the fucoidanase isolated from marine invertebrates was active in the acidic pH
range [32] with the exception of enzymes found in the hepatopancreas of the marine mollusk,
Littorina kurila. In this organism, two forms of fucoidanase were detected that had an acidic
pH-optimum (approximately 5.5) and alkaline (approximately 8) [31]. The fucoidanases isolated from
marine bacteria are mostly active in the neutral or slightly alkaline pH range [25,27,38]. FFA showed
maximal activity over a wide range of pH values, from 6.5 to 9.1 (Figure 3A), which are more typical
for the fucoidanases of marine bacteria.
FFA activity was significantly increased in the presence of the Ca2+, Ba2+ and Mg2+ cations, but the
Cu2+ cations partially inactivated the enzyme. The complete inactivation of fucoidanase was observed
in the presence of Zn2+ (Figure 3B). The effect of bivalent metal cations on the enzymatic activity of
fucoidanase from the marine bacteria, F. lyticus SN-1009 and Vibrio. sp. N-5, and fucoidanase from
the clam, Haliotis sp. [32,38,39], was previously investigated. These enzymes were not metal-dependent;
however, the presence of some metal cations affected the fucoidanase activity. The Co2+ cations
weakly activated the fucoidanase from F. lyticus SN-1009, but the Zn2+, Cu2+ and Hg2+ cations had an
inhibitory effect on enzyme activity.
Figure 3. (A) Electropherogram of the hydrolysis products of fucoidan produced by
fucoidanase from F. algae (FFA) at different pH values. The numbers above the line refer
to the buffer with a different pH. (B) The influence of the different bivalent cations on
fucoidanase was monitored by C-PAGE. The cations of bivalent metals are indicated over
the lines. T—the control for enzymatic activity without the addition of the bivalent cations.
Ks—unhydrolyzed fucoidan.
A

B

We studied the kinetics of F. evanescens fucoidan hydrolysis by FFA. The sulfated
oligosaccharides were identified on an electropherogram after 12 h of incubation, and the maximum
yield of fucoidan enzymatic hydrolysis products was observed after 48 h (Figure 4).
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Figure 4. Electropherogram of the fucoidan fragments produced by FFA at different
incubation times. The numbers above the lines refer to the time of incubation in hours.
Ks—unhydrolyzed fucoidan.

FFA had greater temperature stability than the fucoidanase from Haliotis sp. [32]; however, it was
less stable than the fucoidanase isolated from the marine bacterium, Vibrio sp. N-5 [38].
The enzymatic activity of FFA was considerably reduced after prolonged (about 60 min) incubation
of the enzyme solution at 45 °C. The enzyme was completely inactivated after 40 min of incubation at
55°C (Figure 5). The most important properties of enzymes are the specificity and mode of action,
which are the basis for their further use in structural studies and biotechnological processes. Most of
the previously studied fucoidanases were endo-type enzymes that could cleave the glycosidic bonds within
a molecule of fucoidan and produce oligosaccharides with different degrees of polymerization [34,40].
Unsulfated oligosaccharides were not observed in the reaction products. Only three exo-type fucoidanases
have been isolated from the marine bacterium, Vibrio sp. N-5. The main products of these fucoidanases
were sulfated fucose and sulfated fucobioses [38].
It is evident from the electropherogram that a portion of the substrate is resistant to hydrolysis.
Apparently, FFA has specificity not only for the type of cleavable bond, but also for more fine
elements of fucoidan structure, such as the position of the sulfate groups.
Fucoidanase isolated from F. algae catalyzed the hydrolysis of fucoidans from F. evanescens and
F. vesiculosus; however, it did not hydrolyze fucoidan from S. cichorioides or the sulfated galactan—
carrageenan (Table 2). Desulfated fucoidan from F. evanescens was hydrolysed very weakly in
contrast to deacetylated fucoidan, which was hydrolysed more actively compared to the natural
fucoidans from F. evanescens.
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Figure 5. Electropherogram of the fucoidan fragments produced by FFA at different
incubation temperature. The number above the top of the gel refers to the time of FFA
preincubation in minutes. The preincubation temperature is indicated over the brackets.
Ks—unhydrolyzed fucoidan.

Table 2. Specificity of FFA action on different substrates.
Substrate
Fucoidan from F. evanescens
F. dAc*
F. dS*
Fucoidan from F. vesiculosus
Carrageenan
Fucoidan from S. cichorioides

Yield of hydrolysis products, %
7
9.4
0.8
5.6
0
0

F. dAc*, deacetylated derivative of F. evanescens fucoidan; F. dS*, desulfated derivative of
F. evanescens fucoidan.

Three samples of fucoidans with different structural characteristics were isolated from the brown
algae, F. evanescens, F. vesiculosus and S. cichorioides, and were used as substrates to study the
specificity of the fucoidanase. It was shown that the fucoidanase did not catalyze the hydrolysis of
fucoidan from S. cichorioides, which contains only α-1→3 glycosidic bonds. Fucoidans from
F. evanescens and F. vesiculosus containing alternating α-1→4 and α-1→3 glycoside bonds were
hydrolysed by the enzyme. From these data, we can conclude that the FFA is specific for the
α-1→4 glycosidic bonds. We also investigated whether FFA could catalyze the cleavage of linkages in
chemically modified fucoidan from F. evanescens (Table 2). It is clear that sulfate groups have a
strong influence on enzymatic activity, because the yield of low-molecular weight products was very
low in the case of the desulfated derivative. The presence of sulfate groups was essential for the action
of the FFA, most likely because of binding between the enzyme and substrate. In contrast, deacetylated
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fucoidans have an increased yield of low-molecular weight products. Removing the acetate groups
seemed to make the glycosidic linkages more available for the action of FFA.
For a detailed investigation of the specificity of fucoidanase, FFA products from fucoidan from
F. evanescens were obtained. NMR spectra of highly purified fucoidan, deacetylated and desulfated
derivatives corresponded closely to previously published NMR spectra [7]. Thus, our fraction of
fucoidan has a linear backbone of alternating three- and four-linked α-L-fucopyranose 2-O-sulphate
residues: →3)Fuc2SO3-(1→4)Fuc2SO3-(1→. An additional sulfate occupies position 4 in a portion of
the three-linked fucose residues, whereas a portion of the remaining hydroxyl groups is randomly
acetylated. The monosaccharide composition of the purified fucoidan was shown to be fucose,
galactose and xylose, with a molar ratio of 1, 0.03 and 0.01, respectively. The molar ratio of
Fuc:SO3Na was 1:1.2.
The high molecular weight products of enzymatic hydrolysis (HMP) were separated from the low
molecular weight products (LMP) by precipitation with 75% aqueous ethanol. The yield of LMP was
49%. The 1H NMR spectrum of the LMP was different from the native fucoidan (Figure 6),
particularly in the regions of the α-anomeric protons (5.6–5.3 ppm) and the H6 protons of the methyl
groups (1.4–1.2 ppm). We have estimated the integral intensity of signals at an area of 1.24–1.32 ppm
and 1.38–1.41 ppm, and the ratio of 1→3- and 1→4-links in the LMP was compared. The same
method was used earlier by R. Daniel [29]. Using this calculation, the amount of 1→3:1→4 in the
fucoidan prior to the action of the enzyme was approximately equal. After the enzymatic reaction, the
corresponding ratio was approximately 3:1. The H4 signal (4.9 ppm) corresponding to fragment,
→3)Fuc2,4diSO3−(1→, was absent in the LMP 1H spectrum. It appears that the fucoidanase from
F. algae cleaves the (1→4)-linkages within →3)Fuc2,4diSO3−-(1→4)Fuc2SO3−-(1→ of the
fucoidan backbone.
Figure 6. (A) 1H NMR spectrum of FFA enzymatic hydrolysis products of fucoidan
(the low molecular weight products (LMP)) from F. evanescens; (B) 1H NMR spectrum of
native fucoidan from F. evanescens.
A
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B

Therefore, the marine bacterium, F. algae, synthesized an α-L-fucanase with an endo-type of action.
The enzyme is specific for hydrolyzing the 1→4-bonds that neighbor Fuc2,4diSO3− residues.
Then, the LMP fraction was fractionated by gel-filtration on Bio-gel P-6 (Figure 7) and Bio-gel P-2
(data not shown). Only for fraction “Peak 2” after rechromatography on Bio-gel P-2 (Figure 7), both
1
H and 13C NMR spectra were resolved enough for detailed investigation by NMR spectroscopy.
Figure 7. Gel filtration of the LMP fraction on a Bio-Gel P-6 column.

The assignment of the major peaks was achieved by analysis of 1D 1H, 13C NMR spectra and
2D spectroscopy. COSY and HSQC NMR spectra of the “Peak 2” featured chemical shifts assigned to
four different α-L-fucopyranosyl residues, referred to as A, B, C and D (Table 3). Two-dimensional
COSY, TOCSY, HSQC and HMBC techniques were used for assignment of the signals of all four
residues, as summarized in Table 3. The position of sulfate groups in “Peak 2” was deduced from the
downfield shifts of H2 on δ = 0.7 ppm [27]. It means that all fucose residues were sulfated at C2.
H3 signals of fucose residue C with a chemical shift of 4.7 ppm could be assigned to fucose sulfated at
C3 [24]. Cross-peaks in the HMBC spectrum between anomeric protons (5.32 ppm) of residue A and
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C3 (73.9 ppm) of residue B, H1 (5.34 ppm) of residue C and C3 (75.2 ppm) of residue D indicate the
presence of α-1→3-linkages. The ratio of integral intensity of the signals of anomeric protons of
residue A and residue C was 1:0.5. From these data, we can conclude that we obtained a mixture of
disaccharides with a ratio of 2:1 following structures α-L-Fucp2SO3−(1→3)-α-L-Fucp2SO3− and
α-L-Fucp2,3SO3−(1→3)-α-L-Fucp2SO3−. It should be noted that the latter fragment was detected
previously in the native fucoidan from F. evanescens, probably due to its low content, although the
presence of 2,3-disulphated fucose residues was supposed in several closely related polysaccharides [9].
Table 3. Chemical shifts (ppm) for the “Peak 2” oligosaccharides.
Residue
A
B
C
D
Residue
A
B
C
D

H1
5.32
5.48
5.34
5.50
C1
95.3
91.7
96.4
91.7

H2
4.45
4.50
4.56
4.51
C2
76.4
74.6
73.6
74.6

H3
4.08
4.02
4.70
4.03
C3
69.9
73.9
76.2
75.2

H4
3.88
4.06
4.21
4.08
C4
73.3
68.6
71.7
70.5

H5
4.22
4.47
4.53
4.48
C5
67.1
67.9
67.8
67.8

H6
1.23
1.22
1.24
1.23
C6
16.0
16.1
16.3
16.2

Previously, it was shown that fucoidan from F. evanescens induced maturation of dendritic cells
and stimulated humoral and cellular immune response, as well as functional activity of neutrophils and
macrophages [41,42].
The process of lymphocyte activation leads to expression of activation antigens. CD69 is one of the
earliest cell surface antigens expressed by T-cells following activation. Once expressed, CD69 acts as
a costimulatory molecule for T cell activation and proliferation. In addition to mature T-cells, CD69 is
inducibly expressed by immature thymocytes, B-cells, natural killer (NK) cells, monocytes, neutrophils
and eosinophils and is constitutively expressed by mature thymocytes and platelets.
CD25, a component of the IL-2 receptor, is important in T-cell proliferation, activation
induced cell death, as well as the actions of both regulatory and effector T-cells and have a better
antigen-presenting capacity.
We investigated the expression level of activation antigens, CD25 and CD69, involved in adaptive
and innate immunity induced by the native fucoidan and the products of its enzymatic transformation.
It was shown that the native fucoidan, as well as HMP and “Peak 2” induced a significant increase
of the number of CD3+-lymphocytes (T-lymphocytes) and CD16+-cells (NK + NKT-lymphocytes)
that express the activation molecules, CD69 and CD25. All the studied polysaccharides activated
CD16+-cells to a greater extent than CD3+-cells (Table 4).
Products of the enzymatic transformation, as well as native fucoidan retained the ability to activate
cells of the immune system despite the different structure.
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Table 4. Influence of fucoidan on the expression of early activation antigens on peripheral
blood lymphocytes.
Lymphocyte activation marker
CD16+ CD69+
(percentage of CD16+-lymphocytes)
CD16+ CD25+
(percentage of CD16+-lymphocytes)
CD3+ CD69+
(percentage of CD3+-lymphocytes)
CD3+ CD25+
(percentage of CD3+-lymphocytes)

Control
M ±σ
33.4 ±11.9
2.8 ±2.0
14.9 ±5.2
11.8 ±3.1

Fucoidan from
F. evanescens
M ±σ
88.1 ±6.5
p = 0.000
17.4 ±5.89
p = 0.000
25.3 ±12.9
p = 0.008
16.6 ±3.9
p = 0.000

HMP
M ±σ

“Peak 2”
M ±σ

93.2 ±4.4
p = 0.000
21.9 ±4.9
p = 0.000
30.1 ±13.0
p = 0.000
19.2 ±3.2
p = 0.000

90.8 ±5.1
p = 0.000
19.3 ±5.9
p = 0.000
37.1 ±15.3
p = 0.002
19.1 ±3.0
p = 0.000

Note: p < 0.05 compared with the control group; HMP, high molecular weight products of
enzymatic hydrolysis.

3. Experimental Section
3.1. Reagents
Crude fucoidans from Saccharina cichorioides (Laminaria cichorioides) and Fucus evanescens
were obtained as described by Zvyagintseva et al. [43]. The fucoidans were then purified by
ion-exchange chromatography, as described previously [44]. Desulfated fucoidans from F. evanescens
were prepared as described [7], and deacetylated fucoidans from F. evanescens were prepared as
described [11]. Laminarin from S. cichorioides and pustulan from Umbilicaria russica were obtained
as described [42,45]. Crude fucoidan from F. vesiculosus, alginic acid, κ/λ carrageenan, amylopectin
and CM-cellulose were purchased from Sigma (St. Louis, MO, USA).
3.2. General Methods
The total amount of carbohydrate was determined by the phenol-sulfuric acid method with
L-fucose as the standard [46]. The amount of sulfate residues was determined using the BaCl2-gelatine
method, with Na2SO4 as the standard. The monosaccharide composition of the fucoidans was
determined after acid hydrolysis of the samples with 2 M trifluoroacetic acid (100 °C, 7 h) by HPLC
(column: Shim-pack ISA-07/S2504; 0.4 × 25 cm; 70 °C, Shimadzu, Tokyo, Japan) with detection
using the bicinchoninate method. The monosaccharides, rhamnose (Rha), mannose (Man), fucose
(Fuc), galactose (Gal), xylose (Xyl) and glucose (Glc), were used as the standards.
The protein concentration was determined by the method of Bradford [47], with bovine serum
albumin as the standard.
3.3. Enzyme Activity Assay
The reaction mixture for glycanase activity determination contained 200 μL of 0.1% substrate
solution comprised of either alginic acid, amylopectin, CM-cellulose, laminarin or pustulan and 50 μL
of the enzyme in phosphate buffer, pH 7.2. The reaction was performed at 37 °C. The activity was
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determined by measuring the amount of reducing sugar released from the polysaccharides using the
Nelson method, with glucose as the standard [48]. One unit of glycanase activity (U) was defined as the
quantity of enzyme catalyzing the formation of 1 μmol of glucose in 1 min under standard conditions.
The activity of the glycosidases was determined using p-nitrophenyl derivatives of the
corresponding sugars as substrates. One unit of enzyme activity (U) was defined as the quantity of
enzyme catalyzing the formation of 1 μmol of p-nitrophenol in 1 min under standard conditions.
The activity of the fucoidanase was monitored by carbohydrate-polyacrylamide gel electrophoresis
(C-PAGE). The fucoidanase activity was detected by the occurrence of charged oligosaccharide bands
in the gel. The reaction mixture containing 50 μL of enzyme solution in 0.015 M phosphate buffer,
pH 7.2, and 100 μg of fucoidans from F. evanescens, F. vesiculosus or S. cichorioides was incubated at
37 C for 24 h. The reaction was stopped by freezing. The hydrolysis products were mixed with 10 μL
loading buffer containing a 10% solution of glycerol in water and 0.02% phenol red. The samples were
electrophoresed through a 5% (w/v) stacking gel with 50 mM Tris-HCl buffer pH 6.8 and 27% (w/v)
resolving polyacrylamide gel with 150 mM Tris-HCl buffer pH 8.8. The gel was 1 mm thick. Gel
staining was performed with a solution containing 0.01% O-toluidine blue in EtOH, AcOH and H2O
with a volume ratio of 2:1:1.
3.4. Bacterial Culture Conditions
F. algae strain KMM 3553T was isolated from the brown algae, F. evanescens [37], and was grown
for 24 h at 28 °C on medium containing 0.5% (w/v) Bacto peptone (Difco), 0.1% (w/v) Bacto yeast
extract (Difco), 0.1% (w/v) glucose, 0.02% (w/v) KH2PO4, 0.005% (w/v) MgSO4·
7H2O, 50% (v/v)
natural seawater and 50% (v/v) distilled water, pH 7.8. The bacterial biomass production during
growth in liquid medium was evaluated by measuring the culture precipitate after centrifugation at
4500× g for 30 min.
Fucoidanase activity during growth of the bacteria was monitored by C-PAGE under the following
conditions: 1 g of the bacterial biomass was poured into 3 mL of 0.01 M phosphate buffer pH 7.2, and
the resuspended bacteria were sonicated for 2 min. The extract was then centrifuged at 10,000× g for
30 min, and a 100 µL aliquot of the extract was removed for C-PAGE estimation of the fucoidanase
activity, as described above.
3.5. NMR Spectroscopy
The 1H NMR spectra were recorded at 700 MHz at 35 °C using an Avance 700 Bruker spectrometer
(Bruker BioSpin GmbH, Rheinstetten, Germany). The samples were dissolved in D2O, and acetone
was used as the standard. The data were acquired and performed using Topspin 2.1 version (Bruker
BioSpin GmbH, Rheinstetten, Germany). The parameters used for 2D experiments were as follows:
COSY (2048 × 256 data matrix; zero-filled to 2048 data points in t1; 16 scans per t1 value; spectral width
of 4550 Hz; recycle delay of 1 s); TOCSY (2048 × 256 data matrix; zero-filled to 2048 data points in t1;
64 scans per t1 value; the duration of the MLEV17 spin-lock was 60 ms); HSQC (2048 × 512 data
matrix; zero-filled to 512 data points in t1; 64 scans per t1 value; spectral width in t1, 2400 Hz, and in t2,
29,900 Hz; recycle delay of 1 s; shifted sine-squared filtering in t1 and t2); HMBC (4096 × 256 data
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matrix; 64 scans per t1 value; spectral width in t2, 6300 Hz, and t2, 31,690 Hz; recycle delay of 1 s;
optimization of the experiment for coupling constant, 8 Hz).
3.6. Purification of Fucoidanase
All purification steps were performed at 4 C. After fermentation, the cells were collected by
centrifugation for 30 min at 4500× g. The working buffer, 0.01 M phosphate buffer, pH 7.2, was added
to 15 g of the bacterial biomass. This mixture was disrupted by sonication at 20 kHz three times for
20 s each. The suspension was centrifuged at 9000× g for 30 min to remove the cellular debris. The
supernatant (40 mL) was applied to a DEAE-MacroPrep column (3 × 10 cm, Bio-Rad, Hercules, CA,
USA) equilibrated with the same buffer as above. The proteins were eluted with a linear gradient of
0 to 0.5 M NaCl in a total working buffer volume of 300 mL and a flow rate of 0.7 mL/min. The
fractions with fucoidanase activity were concentrated by ultrafiltration through a 10-kDa molecular
weight cut-off membrane to a final volume of 0.5 mL. These concentrated fractions were then applied
to a Sephacryl S-200 column (1 × 70 cm, GE Healthcare, Uppsala, Sweden). The fractions with
fucoidanase activity were pooled and used for investigation.
3.7. Determination of the Optimum pH for Fucoidanase
The reaction mixture containing 100 µL of fucoidanase solution, 200 µg F. evanescens fucoidan
and 50 µL of buffers with various pH values (0.2 M citrate-phosphate buffers with pH values ranging
from 3.0 to 8.5 or borate buffers, pH 9.0) were incubated for 24 h at 37 C. The activity was monitored
by C-PAGE, as described above.
3.8. Determination of Fucoidanase Stability at Different Temperatures
The fucoidanase solution in 0.015 M phosphate buffer pH 7.2 was incubated at 20, 37, 45, 50, 55
and 65 C, and aliquots were collected at 2, 5, 10, 15, 20, 40 and 60 min. A sample of the fucoidanase
was cooled, and the substrate was then added. The activity was monitored as described above.
3.9. Determination of the Yield of the Low Molecular Weight Products
The reaction mixture containing 500 µL of fucoidanase solution and 3 mL (10 mg/mL) of substrate
(fucoidan, fucoidan derivatives and carrageenan) solution in working buffer was incubated for 24 h at
37 C. The high molecular weight products (HMP) were precipitated with ethanol, which was added to
the solution at a ratio of 1:3 (v/v). This mixture was then centrifuged at 9000× g for 20 min. The
supernatant containing the low molecular weight products (LMP) was evaporated, and the resulting
products were dissolved in 1 mL of water. The yield of the low molecular weight products was
calculated as the ratio of the sugars content in the low molecular weight products to the total content of
sugars in the reaction mixture expressed as a percentage. The content of the sugars was analyzed by
the phenol-sulfuric method [44], and fucose was used as the standard.
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3.10. Preparation of Fucoidan Oligosaccharides
Fucoidan from F. evanescens (300 mg) was dissolved in 16 mL of the partially purified enzyme
fraction (after ion exchange column) in 0.01 M sodium-phosphate buffer, pH 7.2, with the addition of
15 mM NaCl and incubated at 37 °C for 72 h. The reaction mixture was then deproteinized by heating
at 80 °C for 10 min, and the precipitate was removed by centrifugation. The high molecular weight
reaction products (HMP) were precipitated with ethanol that was added at a ratio of 1:3 (v/v), and the
precipitate was isolated by centrifugation at 9000× g for 20 min. The supernatant containing the low
molecular weight reaction products (LMP) were concentrated under a vacuum. The LMP were then
applied onto a Biogel P-6 column (1 × 120 cm, Bio-Rad, Hercules, CA, USA) equilibrated with water.
The fractions containing the carbohydrates were pooled and concentrated by vacuum evaporation.
Fractions “Peak 2”, “Peak 3” and “Peak 4” were rechromatographed on a Biogel P-2 column (1 ×120 cm)
equilibrated with water. The fractions containing carbohydrates were pooled and concentrated by
vacuum evaporation and then freeze-dried. The carbohydrates in the fractions were detected with the
phenol-sulfuric method [46].
3.11. Influence of Bivalent Metals
Fucoidan (200 µg) was added to a mixture comprised of 100 µL of the fucoidanase and one of the
following solutions: 0.25 M BaCl2, CaCl2, MgCl2, ZnCl2 or CuSO4 (20 µL). The mixture was then
incubated for 24 h at 37 C, and the activity was determined by C-PAGE analysis.
3.12. Kinetics of the Enzymatic Reaction
The reaction mixture containing 600 µL of the fucoidanase solution in the working buffer and
1.2 mg of fucoidan was incubated at 37 °C for 1, 1.5, 2, 3, 12, 24, 48 and 72 h. Aliquots (50 µL) of the
reaction mixture were removed after incubation, and the enzyme activity was monitored by C-PAGE.
3.13. Flow Cytometric Measurement of CD69 and CD25
The material for the study was the peripheral blood samples with heparin obtained from nine
healthy donors. Samples were dissolved in saline (0.9% NaCl) and introduced into the blood samples
in the final concentration, corresponding to 100 µg/mL of carbohydrates.
The level of expression of activation markers, CD69 and CD25, on the surface of CD16+- and
CD3+-lymphocytes was determined after 24 h of incubation with fucoidan by two-color cytometric
analysis using the program “Cell Quest” by the flow cytometer, “FACSCalibur” (“Becton Dickinson”,
USA), with the monoclonal antibodies to the CD16-FITC, CD3-FITC, CD69-PE and CD25-PE
molecules (“Beckman Coulter”) and the corresponding isotypic controls.
Statistical analysis was performed using the software package, Statistica 7.0 (StatSoft, Tulsa, OK,
USA), by the Student’s t-test.
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4. Conclusions
Marine bacterium Formosa algae strain KMM 3553 synthesized an α-L-fucanase with an endo-type
action that is specific for 1→4-bonds in a molecule of the fucoidans. Fucanase from F. algae can
produce the sulfated fuco-oligosaccharides, which possess immunomodulating activity. In our opinion,
the main problem for fucoidanases investigation is the absence of quantitative methods for fucoidanase
assay. Nevertheless, investigation of fucoidanases is of special interest. Enzymatic depolymerization
provides an indispensable tool, not only for production of fuco-oligosaccharides, which might display
a wide spectrum of biological functions, but also for structural studies of fucoidans.
Acknowledgments
This work was supported by the Russian Foundation for Basic Research (RFBR), project
No. 12-04-31183, 12-04-00669, and the program of the Presidium of RAS “Molecular and
Cellular Biology”.
Conflict of Interest
The authors declare no conflict of interest
References
1.

2.
3.
4.

5.
6.
7.

8.

9.

Kusaykin, M.; Bakunina, I.; Sova, V.; Ermakova, S.; Kuznetsova, T.; Besednova, N.;
Zaporozhets, T.; Zvyagintseva, T. Structure, biological activity, and enzymatic transformation of
fucoidans from the brown seaweeds. Biotechnol. J. 2008, 3, 904–915.
Usov, A.I.; Bilan, M.I. Fucoidans—Sulfated polysaccharides of brown algae. Russ. Chem. Rev.
2009, 78, 785–799.
Li, B.; Lu, F.; Wei, X.; Zhao, R. Fucoidan: Structure and bioactivity. Molecules 2008, 13,
1671–1695.
Holtkamp, A.D.; Kelly, S.; Ulber, R.; Lang, S. Fucoidans and fucoidanases—Focus on techniques
for molecular structure elucidation and modification of marine polysaccharides. Appl. Microbiol.
Biotechnol. 2009, 82, 1–11.
Fitton, J.H. Fucoidans: Healthful saccharides from the sea. GlycoSci. Nutr. 2005, 6, 1–6.
Bilan, M.I.; Grachev, A.A.; Shashkov, A.S.; Nifantiev, N.E.; Usov, A.I. Structure of a fucoidan
from the brown seaweed Fucus serratus L. Carbohydr. Res. 2006, 341, 238–245.
Bilan, M.I.; Grachev, A.A.; Ustuzhanina, N.E.; Shashkov, A.S.; Nifantiev, N.E.; Usov, A.I.
Structure of a fucoidan from the brown seaweed Fucus evanescens C.Ag. Carbohydr. Res. 2002,
337, 719–730.
Bilan, M.I.; Grachev, A.A.; Ustuzhanina, N.E.; Shashkov, A.S.; Nifantiev, N.E.; Usov, A.I.
A highly regular fraction of a fucoidan from the brown seaweed Fucus distichus L. Carbohydr.
Res. 2004, 339, 511–517.
Chevolot, L.; Mulloy, B.; Ratiskol, J.; Foucault, A.; Colliec-Jouault, S. A disaccharide repeat unit
is the major structure in fucoidans from two species of brown algae. Carbohydr. Res. 2001, 330,
529–535.

Mar. Drugs 2013, 11

2428

10. Zvyagintseva, T.N.; Shevchenko, N.M.; Chizhov, A.O.; Krupnova, T.N.; Sundukova, E.V.;
Isakov, V.V. Water-soluble polysaccharides of some far-eastern brown seaweeds. Distribution,
structure, and their dependence on the developmental conditions. J. Exp. Mar. Biol. Ecol. 2003,
294, 1–13.
11. Chizhov, A.O.; Dell, A.; Morris, H.R.; Haslam, S.M.; McDowell, R.A.; Shashkov, A.S.;
Nifant’ev, N.E.; Khatuntseva, E.A.; Usov, A.I. A study of fucoidan from the brown seaweed
Chorda filum. Carbohydr. Res. 1999, 320, 108–119.
12. Ermakova, S.; Sokolova, R.; Kim, S.M.; Um, B.H.; Isakov, V.; Zvyagintseva, T. Fucoidans from
brown seaweeds Sargassum hornery, Eclonia cava, Costaria costata: Structural characteristics
and anticancer activity. Appl. Biochem. Biotechnol. 2011, 164, 841–850.
13. Vishchuk, O.S.; Ermakova, S.P.; Zvyagintseva, T.N. Sulfated polysaccharides from brown
seaweeds Saccharina japonica and Undaria pinnatifida: Isolation, structural characteristics, and
antitumor activity. Carbohydr. Res. 2011, 346, 2769–2776.
14. Zapopozhets, T.S.; Besednova, N.N.; Loenko Iu, N. Antibacterial and immunomodulating activity
of fucoidan. Antibiot. Khimioter. 1995, 40, 9–13.
15. Zaporozhets, T.S.; Ivanushko, L.A.; Zvyagintseva, T.A.; Molchanova, V.I.; Besednova, N.N.;
Epstein, L.M. Cytokine inducing activity of biopolymers from sea hydrobionts. Med. Immunol.
2004, 6, 89–96.
16. Zaporozhets, T.S.; Kuznetsova, T.A.; Smolina, T.P.; Shevchenko, N.M.; Zvyagintseva, T.N.;
Besednova, N.N. Immunotropic and аnticoagulant activity of fucoidan from brown seaweed
Fucus evanescens: Prospects of application in medicine. J. Microbiol. 2006, 54–58.
17. Hirmo, S.; Utt, M.; Ringner, M.; Wadstrom, T. Inhibition of heparan sulphate and other
glycosaminoglycans binding to Helicobacter pylori by various polysulphated carbohydrates.
FEMS Immunol. Med. Microbiol. 1995, 10, 301–306.
18. Shibata, H.; KimuraTakagi, I.; Nagaoka, M.; Hashimoto, S.; Sawada, H.; Ueyama, S.;
Yokokura, T. Inhibitory effect of Cladosiphon fucoidan on the adhesion of Helicobacter pylori to
human gastric cells. J. Nutr. Sci. Vitaminol. (Tokyo) 1999, 45, 325–336.
19. Adhikari, U.; Mateu, C.G.; Chattopadhyay, K.; Pujol, C.A.; Damonte, E.B.; Ray, B. Structure and
antiviral activity of sulfated fucans from Stoechospermum marginatum. Phytochemistry 2006, 67,
2474–2482.
20. Lee, J.B.; Hayashi, K.; Hashimoto, M.; Nakano, T.; Hayashi, T. Novel antiviral fucoidan from
sporophyll of Undaria pinnatifida (Mekabu). Chem. Pharm. Bull. (Tokyo) 2004, 52, 1091–1094.
21. McClure, M.O.; Moore, J.P.; Blanc, D.F.; Scotting, P.; Cook, G.M.; Keynes, R.J.; Weber, J.N.;
Davies, D.; Weiss, R.A. Investigations into the mechanism by which sulfated polysaccharides
inhibit HIV infection in vitro. AIDS Res. Hum. Retroviruses 1992, 8, 19–26.
22. Ponce, N.M.; Pujol, C.A.; Damonte, E.B.; Flores, M.L.; Stortz, C.A. Fucoidans from the brown
seaweed Adenocystis utricularis: Extraction methods, antiviral activity and structural studies.
Carbohydr. Res. 2003, 338, 153–165.
23. Cumashi, A.; Ushakova, N.A.; Preobrazhenskaya, M.E.; D’Incecco, A.; Piccoli, A.; Totani, L.;
Tinari, N.; Morozevich, G.E.; Berman, A.E.; Bilan, M.I.; et al. A comparative study of the
antiinflammatory, anticoagulant, antiangiogenic, and antiadhesive activities of nine different
fucoidans from brown seaweeds. Glycobiology 2007, 17, 541–552.

Mar. Drugs 2013, 11

2429

24. Mourao, P.A. Use of sulfated fucans as anticoagulant and antithrombotic agents: Future
perspectives. Curr. Pharm. Des. 2004, 10, 967–981.
25. Bakunina, I.; Nedashkovskaia, O.I.; Alekseeva, S.A.; Ivanova, E.P.; Romanenko, L.A.;
Gorshkova, N.M.; Isakov, V.V.; Zviagintseva, T.N.; Mikhailov, V.V. Degradation of fucoidan
by the marine proteobacterium Pseudoalteromonas citrea. Mikrobiologiia (Moscow) 2002, 71,
49–55.
26. Bakunina, I.; Shevchenko, L.S.; Nedashkovskaia, O.I.; Shevchenko, N.M.; Alekseeva, S.A.;
Mikhailov, V.V.; Zviagintseva, T.N. Screening of marine bacteria for fucoidan hydrolases.
Mikrobiologiia (Moscow) 2000, 69, 370–376.
27. Descamps, V.; Colin, S.; Lahaye, M.; Jam, M.; Richard, C.; Potin, P.; Barbeyron, T.; Yvin, J.C.;
Kloareg, B. Isolation and culture of a marine bacterium degrading the sulfated fucans from marine
brown algae. Mar. Biotechnol. (N. Y.) 2006, 8, 27–39.
28. Bilan, M.I.; Kusaykin, M.I.; Grachev, A.A.; Tsvetkova, E.A.; Zvyagintseva, T.N.;
Nifantiev, N.E.; Usov, A.I. Effect of enzyme preparation from the marine mollusk Littorina kurila
on fucoidan from the brown alga Fucus distichus. Biochemistry (Moscow) 2005, 70, 1321–1326.
29. Daniel, R.; Berteau, O.; Jozefonvicz, J.; Goasdoue, N. Degradation of algal (Ascophyllum
nodosum) fucoidan by an enzymatic activity contained in digestive glands of the marine mollusk
Pecten maximus. Carbohydr. Res. 1999, 322, 291–297.
30. Kitamura, K.; Matsuo, M.; Yasui, T. Enzymatic degradation of fucoidan by fucoidanase from the
hepatopancreas of Patinopecten yessoensis. Biosci. Biotechnol. Biochem. 1992, 56, 490–494.
31. Kusaykin, M.I.; Burtseva, Y.V.; Svetasheva, T.G.; Sova, V.V.; Zvyagintseva, T.N. Distribution of
O-glycosylhydrolases in marine invertebrates. Enzymes of the marine mollusk Littorina kurila
that catalyze fucoidan transformation. Biochemistry (Moscow) 2003, 68, 317–324.
32. Thanassi, N.M.; Nakada, H.I. Enzymatic dagradation of fucoidan by enzymes from the
hepatopancreas of abalone Haliotis species. Arch. Biochem. Biophys. 1967, 118, 172–177.
33. Rodriguez-Jasso, R.M.; Mussatto, S.I.; Pastrana, L.; Aguilar, C.N.; Teixeira, J.A. Fucoidan-degrading
fungal strains: Screening, morphometric evaluation, and influence of medium composition. Appl.
Biochem. Biotechnol. 2010, 162, 2177–2188.
34. Colin, S.; Deniaud, E.; Jam, M.; Descamps, V.; Chevolot, Y.; Kervarec, N.; Yvin, J.C.;
Barbeyron, T.; Michel, G.; Kloareg, B. Cloning and biochemical characterization of the fucanase
FcnA: Definition of a novel glycoside hydrolase family specific for sulfated fucans. Glycobiology
2006, 16, 1021–1032.
35. Takayama, M.; Koyama, N.; Sakai, T.; Kato, I. Enzymes Capable of Degrading a
Sulfated-Fucose-Containing Polysaccharide and Their Encoding Genes. U. S. Patent 6,489,155, 2002.
36. Ermakova, S.P.; Ivanova, E.P.; Bakunina, I.; Mikhailov, V.V.; Zviagintseva, T.N. Brown algae
metabolites influence on o-glycoside hydrolases synthesis of bacteria degrading Fucus evanescens
tallom. Mikrobiologiia (Moscow) 2012, 81, 396–402.
37. Ivanova, E.P.; Alexeeva, Y.V.; Flavier, S.; Wright, J.P.; Zhukova, N.V.; Gorshkova, N.M.;
Mikhailov, V.V.; Nicolau, D.V.; Christen, R. Formosa algae gen. nov., sp nov., a novel member
of the family Flavobacteriaceae. Int. J. Syst. Evol. Microbiol. 2004, 54, 705–711.
38. Furukawa, S.; Fujikawa, T.; Koga, D.; Ide, A. Purification and some properties of exo-type
fucoidanases from Vibrio sp. N-5. Biosci. Biotechnol. Biochem. 1992, 56, 1829–1834.

Mar. Drugs 2013, 11

2430

39. Sakai, T.; Kawai, T.; Kato, I. Isolation and characterization of a fucoidan-degrading marine
bacterial strain and its fucoidanase. Mar. Biotechnol. (N. Y.) 2004, 6, 335–346.
40. Sakai, T.; Ishizuka, K.; Shimanaka, K.; Ikai, K.; Kato, I. Structures of oligosaccharides derived
from Cladosiphon okamuranus fucoidan by digestion with marine bacterial enzymes. Mar.
Biotechnol. (N. Y.) 2003, 5, 536–544.
41. Khilchenko, S.R.; Zaporozhets, T.S.; Shevchenko, N.M.; Zvyagintseva, T.N.; Vogel, U.;
Seeberger, P.; Lepenies, B. Immunostimulatory activity of fucoidan from the brown alga
Fucus evanescens: Role of sulfates and acetates. J. Carbohydr. Chem. 2011, 30, 291–305.
42. Jin, J.O.; Park, H.Y.; Xu, Q.; Park, J.I.; Zvyagintseva, T.; Stonik, V.A.; Kwak, J.Y. Ligand of
scavenger receptor class A indirectly induces maturation of human blood dendritic cells via
production of tumor necrosis factor-alpha. Blood 2009, 113, 5839–5847.
43. Zvyagintseva, T.N.; Shevchenko, N.M.; Popivnich, I.B.; Isakov, V.V.; Scobun, A.S.;
Sundukova, E.V.; Elyakova, L.A. A new procedure for the separation of water-soluble
polysaccharides from brown seaweeds. Carbohydr. Res. 1999, 322, 32–39.
44. Kusaykin, M.I.; Chizhov, A.O.; Grachev, A.A.; Alekseeva, S.A.; Yu Bakunina, I.;
Nedashkovskaya, O.I.; Sova, V.V.; Zvyagintseva, T.N. A comparative study of specificity of
fucoidanases from marine microorganisms and invertebrates. J. Appl. Phycol. 2006, 18, 369–373.
45. Zvyagintseva, T.N.; Elyakova, L.A.; Sundukova, E.V.; Mishenko, N.P.; Krivoschekova, V.E.
Method for Producing of Pustulan. SU Patent 1,227,199, 1986.
46. Dubois, M.; Gilles, K.A.; Hamilton, J.K.; Rebers, P.A.; Smith, F. Colorimetric method for
determination of sugars and related substances. Anal. Chem. 1956, 28, 350–356.
47. Bradford, M.M. A rapid and sensitive method for the quantitation of microgram quantities of
protein utilizing the principle of protein-dye binding. Anal. Biochem. 1976, 72, 248–254.
48. Nelson, N. A photometric adaptation of the Somogyi method for the determination of glucose.
J. Biol. Chem. 1944, 153, 375–380.
© 2013 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article
distributed under the terms and conditions of the Creative Commons Attribution license
(http://creativecommons.org/licenses/by/3.0/).

