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Abstract:



Enzymatic preparation of alginate oligosaccharides with versatile bioactivities by alginate lyases has attracted increasing attention due to its featured characteristics, such as wild condition and specific products. In this study, AlgNJ-07, a novel polyM-specific alginate lyase with high specific activity and pH stability, has been purified from the newly isolated marine bacterium Serratia marcescens NJ-07. It has a molecular weight of approximately 25 kDa and exhibits the maximal activity of 2742.5 U/mg towards sodium alginate under 40 °C at pH 9.0. Additionally, AlgNJ-07 could retain more than 95% of its activity at pH range of 8.0–10.0, indicating it possesses excellent pH-stability. Moreover, it shows high activity and affinity towards polyM block and no activity to polyG block, which suggests that it is a strict polyM-specific alginate lyase. The degradation pattern of AlgNJ-07 has also been explored. The activity of AlgNJ-07 could be activated by NaCl with a low concentration (100–300 mM). It can be observed that AlgNJ-07 can recognize the trisaccharide as the minimal substrate and hydrolyze the trisaccharide into monosaccharide and disaccharide. The TLC and ESI-MS analysis indicate that it can hydrolyze substrates in a unique endolytic manner, producing not only oligosaccharides with Dp of 2–5 but also a large fraction of monosaccharide. Therefore, it may be a potent tool to produce alginate oligosaccharides with lower Dps (degree of polymerization).
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1. Introduction


Alginate is the major component of cell wall of brown algae [1]. It is a linear anionic polysaccharide and consists of α-l-guluronate (G) and its C5 epimer β-d-mannuronate (M), which are linked by α-1, 4-glycosidic bonds [2]. The two monomeric units are arranged into three groups: poly-α-l-guluronate (polyG), poly-β-d-mannuronate (polyM), and the heteropolymer (polyMG) [3]. Due to its high viscosity, gelling properties, and versatile activities, alginate has been widely applied in food, chemical, and pharmaceutical industries [4,5,6]. However, the applications of this polysaccharide are still limited by its high molecular weight and poor solubility [7]. The alginate oligosaccharide, as the degradation product of alginate, retains various specific physiological functions and activities of polysaccharide but possesses good bioavailability [8]. For instance, Pack et al. found that alginate oligosaccharide (AOS) can reduce plasma LDL-cholesterol levels by regulating the expression of LDLR [9]. Iwamoto et al. studied the effect of AOS with different structures on the induction of cytokine production from RAW264.7 cells and found that G8 and M7 showed the most potent activity [10]. Yamamoto et al. reported that mannuronate oligomers (M3–M7) could induce the production and secretion of multiple cytokines, such as tumor necrosis factor- α (TNF-α), granulocyte colony-stimulating factor (GCSF), and monocyte chemoattractant protein-1 (MCP-1) [11].



Alginate lyase, a member of polysaccharide lyase, can catalyze the alginate by the β-elimination, producing unsaturated oligosaccharides with double bonds between C4 and C5 [12]. Until now, a number of alginate lyases have been identified, gene-cloned, purified, and characterized from various sources, such as marine and terrestrial bacteria, marine mollusks, and algae [13,14,15,16,17,18]. According to the substrate specificities, alginate lyases can be classified into three types: polyM-specific lyases (EC 4.2.2.3), polyG-specific lyases (EC 4.2.2.11), and bifunctional lyases (EC 4.2.2.-) [19]. Additionally, the alginate lyases are generally organized into seven polysaccharide lyase (PL) families according to the sequence similarity, namely PL-5, -6, -7, -14, -15, -17, and -18 families [20]. Moreover, in terms of the mode of action, alginate lyases can be grouped into endolytic and exolytic alginate lyases [21]. Endolytic enzymes can cleave glycosidic bonds inside alginate polymer and release unsaturated oligosaccharides as main products [22], while exolytic ones can further degrade oligosaccharides into monomers [23]. Now alginate lyases, especially endolytic enzymes, have been widely used to produce alginate oligosaccharides for food and nutraceutical industries [24,25]. Moreover, the enzymes can also be used to elucidate the fine structures of alginate and prepare protoplast of brown algae [26,27,28]. Furthermore, alginate lyases also show great potential in the treatment of cystic fibrosis by degrading the polysaccharide biofilm of pathogen bacterium [29]. So far, many alginate lyases originating from marine microorganisms have been well characterized. However, few of these enzymes have been commercially used in the food and nutraceutical industries due to the poor substrate specificity and low activity [30,31,32,33,34,35,36]. Thus, to explore novel enzymes with high activity and high substrate specificity will be of great importance for both research and commercial purposes.



In this work, a new alginate lyase with high substrate specificity and pH stability has been identified and characterized from Serratia marcescens NJ-07. To evaluate the enzyme for potential use in the food and nutraceutical industries, the kinetics and analysis of degrading products has also been characterized, which suggests that it would be a potential candidate for expanding applications of alginate lyases.




2. Results and Discussions


2.1. Screening and Identification of Strain NJ-07


The strain was isolated from rotten red algae from the Yellow Sea. The 16S rRNA sequence of the strain was sequenced and submitted to GeneBank (accession number MH119760). According to the phylogenetic analysis of 16S rRNA sequence (Figure 1), the strain was assigned to the genus Serratia and named Serratia marcescens NJ-07.


Figure 1. The phylogenetic analysis of strain NJ-07 and other similar strains. The phylogenetic tree was constructed by MEGA 6.0 on the basis of the 16S rRNA gene sequences of strain AlgNJ-07 and other known Serratia species.
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2.2. Purification of Alginate Lyase


The strain NJ-07 was cultured in optimized liquid medium for 40 h until alginate lyase reached the highest activity. The supernatant containing alginate lyase was subjected to further purification by anion exchange chromatography with Source 15Q. After purification, the alginate lyase was purified 7.43-fold with a yield of 68.1%. The final specific activity of the purified alginate lyase was 2742.5 U/mg towards sodium alginate. The result of SDS-PAGE showed a single protein band with a molecular weight of 25 kDa (Figure 2), which was designated as AlgNJ-07. The alginate lyases are grouped into three types based on their molecular weights: small alginate lyases (25–30 kDa), medium-sized alginate lyases (around 40 kDa), and large alginate lyases (>60 kDa). As a result, the AlgNJ-07 belongs to the small ones. Similarly, the AlyA from Azotobacter chroococcum 4A1M has a small molecular weight of 24 kDa [31]. While the AlyA from Pseudomonas sp. E03, AlyA from Pseudomonas aeruginosa, and AlyA from Pseudomonas sp. strain KS-408 possess the medium-sized molecular weights of 40.4 kDa, 43 kDa, and 44.5 kDa, respectively [33,34,36]. The ALYII from Pseudomonas sp. OS-ALG-9 has a large molecular weight of 79 kDa [32].


Figure 2. The SDS-PAGE analysis of purified alginate lyase AlgNJ-07. Lane M: the protein molecular weight standard; lane 1: the purified AlgNJ-07; lane 2: the crude enzyme from supernatant.
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2.3. Substrate Specifity and Enzymatic Kinetics of the Enzyme


Seven kinds of polysaccharide substrates were used to investigate the substrate specificity of the enzyme (Table 1). The alginate lyase showed higher activity towards sodium alginate and polyM, but no activity towards polyG. Additionally, the AlgNJ-07 displayed no activity towards pullulan, pectin, xylan, and heparin. Therefore, the AlgNJ-07 is a novel polyM-specific alginate lyase. Until now, hundreds of alginate lyases have been identified and characterized. However, only a few enzymes exhibited the polyM-specific activity, such as AlgA from Pseudomonas sp. E03 [34], ALYII from Pseudomonas sp. OS-ALG-9 [32], the AlyA from Azotobacter chroococcum 4A1M [31], AlgL from Pseudomonas aeruginosa [30], AlyA from Pseudomonas aeruginosa [36], AlyA from Pseudomonas sp. strain KS-408, and AlyM from unknown marine bacterium [33,35]. They all displayed preference to polyM substrate and very low activity toward polyG substrate. However, compared with these characterized enzymes, AlgNJ-07 showed no activity toward polyG, indicating it is a novel alginate lyase with strict polyM-specific substrate specificity.


Table 1. The substrate specificity of AlgNJ-07 towards various substrates.





	Substrate
	Activity (U/mg)





	Sodium alginate
	2742.5



	PolyM
	3842.3



	PolyG
	N.D. *



	Pullulan
	N.D.



	Pectin
	N.D.



	Xylan
	N.D.



	Heparin
	N.D.







* No activity detected.








The kinetics of AlgNJ-07 towards sodium alginate and polyM were calculated according to the hyperbolic regression analysis. As shown in Table 2, the Km values of AlgNJ-07 with sodium alginate and polyM as substrates were 0.53 mM and 0.27 mM. The results showed that AlgNJ-07 had a much lower Km values towards polyM than sodium alginate, indicating that it showed higher affinity towards polyM than that to sodium alginate. The kcat/Km values of AlgNJ-07 towards polyM (115 mM−1·s−1) was higher than alginate (64 mM−1·s−1), which indicates that the enzyme possesses higher catalytic efficiency towards M block than to MG block. The polyM-specific alginate lyase AlgL from Pseudomonas aeruginosa showed different Km and kcat values towards polyM substrates with various Dps and it exhibited different affinity and catalytic efficiency towards those substrates. The variation in kcat/Km with substrate length suggests that AlgL operates in a processive manner [30].


Table 2. The kinetics parameters of AlgNJ-07.





	Substrate
	Sodium Alginate
	polyM





	Km (mM)
	0.53
	0.27



	Vmax (nmol/s)
	74
	67



	kcat (s−1)
	34
	31



	kcat/Km (s−1/mM)
	64
	115










2.4. Biochemical Characterization of AlgNJ-07


The enzyme showed maximum activity at 40 °C (Figure 3A) and was stable below 40 °C (Figure 3B). It possessed approximately 50% activity after incubation at 40 °C for 30 min and was gradually inactivated as the temperature increased. The thermal degeneration curve of AlgNJ-07 was shown in Figure 4. The enzyme could retain more than 70% of its total activity after being incubated at 40 °C for 60 min, which indicates it possesses better thermal stability. The optimal temperature for polyM-specific alginate lyase from Pseudomonas sp. strain KS-408 was 37 °C [33]. The AlgA from Pseudomonas sp. E03 and ALYII from Pseudomonas sp. OS-ALG-9 both exhibited their maximal activity at 30 °C [33,34]. While the AlyA from Azotobacter chroococcum 4A1M showed the highest activity at 60 °C, which shows potential in industrial applications [31].


Figure 3. The biochemical characteristics of AlgNJ-07. (A) The optimal temperature of AlgNJ-07. (B) The thermal stability of AlgNJ-07. (C) The optimal pH of AlgNJ-07. (D) The pH stability of AlgNJ-07. Each value represents the mean of three replicates ± standard deviation.
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Figure 4. The thermal degeneration curve of AlgNJ-07. The maximal activity of the treated enzyme was regarded as 100% and the other relative activity was determined.
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The optimal pH for the enzyme activity was 9.0 (Figure 3C) and retained more than 80% activity at a broad pH range from pH 8.0 to 10.0 (Figure 3D) after incubation for 24 h. However, this enzyme was mostly stable at pH 9.0 and retained more than 80% activity at a broad pH range from 7.0 to 10.0. Interestingly, it could retain about 40% of its activity at pH 11.0. Thus, AlgNJ-07 was an alkaline-stable lyase and it could retain stability in a broader pH range. While most of the other characterized polyM-specific alginate lyases exhibited their maximal activity around neutral pH. For instance, the AlgA from Pseudomonas sp. E03 possessed its optimal pH of 8.0 [34], the AlyA from Pseudomonas sp. strain KS-408 displayed its maximal activity at pH of 9.0 [34]. While the AlyA from Azotobacter chroococcum 4A1M had a lower optimal pH of 6.0 [31].



The effects of metal ions on the activity of AlgNJ-07 are shown in Table 3. It was observed that Na+ could enhance the activity of the enzyme, while some divalent ions such as Zn2+, Cu2+, Mn2+, and Co2+ inhibited the activity. Interestingly, the reported activators such as Mg2+ and Ca2+ displayed slight inhibitory effects on activity of AlgNJ-07. While Ca2+ can activate the activities of the AlyA from Pseudomonas sp. strain KS-408 [33], the AlyA from Pseudomonas sp. E03 [34], the AlyA from Azotobacter chroococcum 4A1M [31], and ALYII from Pseudomonas sp. OS-ALG-9 [32] could enhance the substrate-binding ability of the enzyme.


Table 3. The effect of metal ions on activity of AlgNJ-07.





	Reagent
	Relative Activity (%)





	Control
	100 ± 0.5



	K+ (100 mM)
	87 ± 0.5



	K+ (300 mM)
	94 ± 0.3



	K+ (500 mM)
	92 ± 2.2



	Na+ (100 mM)
	106 ± 0.6



	Na+ (300 mM)
	120 ± 1.1



	Na+ (500 mM)
	103 ± 2.6



	Zn2+
	1 ± 0.3



	Cu2+
	5 ± 0.5



	Mn2+
	4 ± 0.1



	Co2+
	25 ± 0.3



	Ca2+
	90 ± 0.3



	Fe3+
	18 ± 0.1



	Mg2+
	98 ± 0.5



	Ni2+
	72 ± 1.2









To determine the number of substrate binding subsites in the active tunnel of AlgNJ-07, we compared the degrading capability of AlgNJ-07 to oligosaccharide substrates with different Dps. As shown in Figure 5, purified disaccharide cannot be further degraded by the enzyme even under more focused conditions (high enzyme concentration and prolonged incubation time). The trisaccharide was the shortest chain that can be recognized and cleaved by AlgNJ-07, producing monosaccharide and disaccharide. The result indicated that trisaccharide was the shortest substrate for AlgNJ-07.


Figure 5. TLC analysis of hydrolysis products of oligosaccharides with Dps (2–8) for determination of substrate binding sites of AlgNJ-07 (−Enz: enzyme free; +Enz: AlgNJ-07 added).



[image: Marinedrugs 16 00129 g005]






The degradation products of sodium alginate and polyM by AlgNJ-07 were analyzed by TLC plate (Figure 6). As the proceeding of hydrolysis, oligosaccharides with high Dp (6–8) appeared. After incubation for 48 h, dimers, trimers, and tetramers turned out to be the main hydrolysis products for sodium alginate and polyM. Interestingly, the enzyme could release monosaccharide with processing of the hydrolysis. The distributions of the degradation products for the above two kinds of substrates were similar, and the results indicate that AlgNJ-07 can hydrolyze the substrates in a unique endolytic manner.


Figure 6. TLC analysis of the AlgNJ-07 hydrolysis products for different times. Lane 1–15, the samples taken by 0 min, 1 min, 3 min, 5 min, 10 min, 15 min, 30 min, 45 min, 60 min, 2 h, 4 h, 12 h, 24 h, 36 h, and 48 h. Lane M, the oligosaccharide standards of tetramer and pentamer.
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In order to further determine the composition of the degradation products, the hydrolysates (1 mL) were then loaded onto a carbograph column to remove salts after removing other proteins, followed by being concentrated, dried, and re-dissolved in 1 mL methanol with the final concentration of 1 mg/mL. The degradation products were then analyzed by ESI-MS. As shown in Figure 7, monosaccharides, disaccharides, and trisaccharides account for a major fraction of the hydrolysates of two kinds of substrates. This result indicate that AlgNJ-07 may be a potential tool for the enzymatic hydrolysis of sodium alginate to produce oligosaccharides with lower Dps. The distribution of degradation products of other polyM-specific enzymes is similar, such as AlgA from Pseudomonas sp. E03 [34] and AlyA from Pseudomonas sp. strain KS-408 [33], which mainly produced oligosaccharides with Dp of 2–5 in an endolytic manner. However, the AlgL from Pseudomonas aeruginosa generated dimeric and trimeric products, and the rapid-mixing chemical quench studies indicate that AlgL can operate as an exopolysaccharide lyase [30]. None of those enzymes could produce monosaccharide during the hydrolytic procedure, which indicates that the AlgNJ-07 possesses a unique manner for releasing products.


Figure 7. ESI-MS analysis of the degradation products of AlgNJ-07 with (A) alginate and (B) the polyM as substrate. The data highlighted in red represent the relative abundance of peaks.
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3. Materials and Methods


3.1. Materials


Sodium alginate derived from brown seaweed was purchased from Sigma (St. Louis, MO, USA). PolyM (purity: about 99%) and polyG (purity: about 99%) were purchased from Qingdao BZ Oligo Biotech Co., Ltd. (Qingdao, China). The SOURCETM 15Q 4.6/100 PE column was purchased from GE HealthCare Bio-Sciences (Uppsala, Sweden). Other chemicals and reagents used in this study were of analytical grade.




3.2. Screening and Identification of Strain NJ-07


The samples were collected from the coast of the Yellow Sea, washed by sterilized sea water and then spread on sodium alginate-agar plates. The plates were incubated at 30 °C for 36 h and the positive colonies showing clear zones were picked out from the selection plates. The re-screening process was conducted as follows. Strains with clear hydrolytic zones were selected and incubated aerobically in a fermentation medium (modified marine broth 2216 medium containing 5 g/L (NH4)2SO4, 19.45 g/L NaCl, 12.6 g/L MgCl2·6H2O, 6.64 g/L MgSO4·7H2O, 0.55 g/L KCl, 0.16 g/L NaHCO3, 1 g/L ferric citrate, and 10 g/L sodium alginate) at 30 °C and 200 rpm. Furthermore, the activity of alginate lyase was determined by 3,5-dinitrosalicylic acid (DNS) colorimetry [37]. Among the isolates, the most active strain NJ-07 was selected for further studies. To identify the NJ-07 strain, the 16S rRNA gene of the strain was amplified through PCR by using universal primers. The purified PCR fragment was sequenced and compared with reported 16S rRNA sequences in GenBank by using BLAST. A phylogenetic tree was constructed using CLUSTAL X and MEGA 6.0 through neighbor-joining method [38].




3.3. Production and Purification of the Alginate Lyase


The strain NJ-07 was propagated in a fermentation medium with shaking for 40 h at 30 °C. The culture medium was centrifuged (10,000× g, 60 min) to completely remove the sludge and the cell-free supernatant was fractionated at 30% and 80% ammonium sulfate saturation. The precipitated protein with 30% ammonium sulfate saturation was discarded, and the precipitated protein with 80% ammonium sulfate saturation was suspended in distilled water and dialyzed in a dialysis bag (MWCO: 8000–14,000 Da) against the distilled water and freeze-dried successively. Protein contents were determined by the Bradford method [39]. The obtained enzyme powder was dissolved in 5 mL Tris-HCl buffer (pH 9.0) with 4% as the final concentration, then the enzyme solution was applied to a SOURCETM 15Q 4.6/100 PE column equilibrated with a linear gradient of 0–0.5 M NaCl in an equilibrating buffer under a flow rate of 1 mL/min. The eluents were monitored continuously at 280 nm for protein and fractions were assayed for activity against sodium alginate. Fractions were collected and monitored for the presence of alginate lyase. The purity of the fractions was assessed by SDS-PAGE. Pure fractions with activity were stored at −80 °C.




3.4. Enzyme Activity Assay


The purified enzyme (0.1 mL) was mixed with 0.9 mL Tris-HCl (20 mM, pH 8.0, 1% sodium alginate) and incubated at 40 °C for 10 min. The reaction was stopped by heating in boiling water for 10 min. The enzyme activity was then assayed by measuring the increased absorbance at 235 nm due to the formation of double bonds between C4 and C5 at the nonreducing terminus by β-elimination. One unit was defined as the amount of enzyme required to increase the absorbance at 235 nm by 0.01 per min [40].




3.5. Substrate Specificity and Kinetic Measurement of Alginate Lyase


The purified enzyme was reacted with 1% of sodium alginate, polyM, polyG, pectin, xylan, and heparin. The assays of enzyme activity for sodium alginate, polyM, and polyG were defined as described previously, whereas the assays for pectin, xylan, and heparin were determined by using the DNS method. The kinetic parameters of the purified enzyme toward sodium alginate and polyM were determined by measuring the enzyme activity with substrates at different concentrations (0.1–8.0 mg/mL). As sodium alginate is a polymer consisting of random combinations of mannuronic acid and guluronic acid residues. Since they both have the same molecular weight (MW), substrate molarity was calculated using the MW of 176 g/mol for each monomer of uronic acid in the polymer. The concentrations of the product were determined by monitoring the increase in absorbance at 235 nm using the extinction coefficient of 6150 M−1 cm−1. Velocity (V) at the tested substrate concentration was calculated as follows: V (mol/s) =  (milliAU/min × min/60 s × AU/1000 milliAU × 1 cm)/(6150 M−1 cm−1) × (2 × 10−4 L). The Km and Vmax values were calculated by hyperbolic regression analysis as described previously [41]. Additionally, the turnover number (kcat) of the enzyme was calculated by the ration of Vmax versus enzyme concentration ([E]).




3.6. Biochemical Characterization of AlgNJ-07


The effects of pH on the enzyme activity were evaluated by incubating the purified enzyme in buffers with different pHs (4.0–12.0) at 40 °C under the assay conditions described previously. The pH stability depended on the residual activity after the enzyme was incubated in buffers with different pH (4.0–12.0) for 24 h and then residual activity was determined at 40 °C under the assay conditions. Meanwhile, the effects of temperatures (20–60 °C) on the purified enzyme were investigated at pH 9.0. The thermal stability of the enzyme was determined at pH 9.0 under the assay conditions described previously after incubating the purified enzyme at 30–50 °C for 30 min. The buffers with different pHs used were phosphate-citrate (pH 4.0–5.0), NaH2PO4-Na2HPO4 (pH 6.0–8.0), Tris–HCl (pH 7.0–9.0), glycine-NaOH (pH 9.0–10.0), and Na2HPO4–NaOH (pH 11.0–12.0). In addition, the thermally-induced denaturation was also investigated by incubating the enzyme at 30–50 °C for 0–60 min.



The influence of metal ions on the activity of the enzyme was performed by incubating the purified enzyme at 4 °C for 24 h in the presence of various metal compounds at a concentration of 1 mM. Then, the activity was measured under standard test conditions. The reaction mixture without any metal ions was used as a control.




3.7. Substrate Binding Subsites of AlgNJ-07


To determine the smallest substrate and the number of substrate binding subsites in its catalytic tunnel of AlgNJ-07, hydrolysis reactions were carried out using oligosaccharides with different Dps (Dp 2–8) at a concentration of 10 mg/mL in 10 µL reaction mixture (pH 9.0). The reaction mixtures were incubated at 40 °C with AlgNJ-07 for 24 h. The hydrolysates were loaded onto a carbograph column (Alltech, Grace Davison Discovery Sciences, Carnforth, UK) to remove salts after removing proteins, and then concentrated, dried, and re-dissolved in 1 mL methanol. The degradation products were analyzed by TLC with the solvent system (1-butanol/formic acid/water 4:6:1) and visualized by heating TLC plate at 130 °C for 5 min after spraying with 10% (v/v) sulfuric acid in ethanol.




3.8. TLC and ESI-MS Analysis of the Degradation Products of AlgNJ-07


To investigate the degradation pattern of AlgNJ-07, the reaction mixtures (800 μL) containing 1 μg purified enzyme and 2 mg substrates (sodium alginate and polyM) were incubated at 30 °C for 0–48 h. The hydrolysis products were analyzed by TLC as above. To further determine the composition of the products, ESI-MS was used. The supernatants (2 µL) were loop-injected to an LTQ XL linear ion trap mass spectrometer (Thermo Fisher Scientific, Waltham, MA, USA) after centrifugation. Samples were introduced by direct infusion into the electrospray ionization source (ESI) and mass spectra (MS) were collected. To help elucidate the structure of the ESI-MS peaks, the MS spectra were collected concurrently by isolating specific m/z anions, and the oligosaccharides were detected in a negative-ion mode using the following settings: ion source voltage, 4.5 kV; capillary temperature, 275–300 °C; tube lens, 250 V; sheath gas, 30 arbitrary units (AU); and scanning the mass range, 150–2000 m/z.





4. Conclusions


An alginate lyase-producing bacterium was isolated and identified as Serratia marcescens NJ-07. The alginate lyase AlgNJ-07 was purified by anion-exchange chromatography. It had a molecular weight of approximately 25 kDa and exhibited the maximal activity of 2742.52 U/mg under 40 °C at pH 9.0. Additionally, AlgNJ-07 could retain more than 95% of its activity at pH range of 8.0–10.0, which indicates it possesses excellent pH-stability. It showed high activity and affinity toward polyM block and no activity on polyG block, suggesting it is a strict polyM-specific alginate lyase. TLC and ESI-MS analysis indicated that it can hydrolyze substrates in a unique endolytic manner and produce oligosaccharides with Dp of 2–5 and a large fraction of monosaccharides. Therefore, it may be a potent tool to produce alginate oligosaccharides with lower Dps.







Acknowledgments


The authors gratefully acknowledge the financial support of the National Natural Science Foundation of China (No. 31601410).




Author Contributions


B.Z. and F.H. conceived and designed the experiments; B.Z. and F.H. performed the experiments; Y.S., H.Y. and Z.Y. analyzed the data; B.Z. wrote the paper. All authors reviewed the manuscript.




Conflicts of Interest


The authors declare no conflict of interest.




References


	1. 
Gacesa, P. Enzymic degradation of alginates. Int. J. Biochem. 1992, 24, 545–552. [Google Scholar] [CrossRef]

	2. 
Pawar, S.N.; Edgar, K.J. Alginate derivatization: A review of chemistry, properties and applications. Biomaterials 2012, 33, 3279–3305. [Google Scholar] [CrossRef] [PubMed]

	3. 
Mabeau, S.; Kloareg, B. Isolation and analysis of the cell walls of brown algae: Fucus spiralis, F. Ceranoides, F. Vesiculosus, F. Serratus, bifurcaria bifurcata and laminaria digitata. J. Exp. Bot. 1987, 38, 1573–1580. [Google Scholar] [CrossRef]

	4. 
Fujihara, M.; Nagumo, T. An influence of the structure of alginate on the chemotactic activity of macrophages and the antitumor activity. Carbohydr. Res. 1993, 243, 211–216. [Google Scholar] [CrossRef]

	5. 
Otterlei, M.; Ostgaard, K.; Skjak-Braek, G.; Smidsrod, O.; Soon-Shiong, P.; Espevik, T. Induction of cytokine production from human monocytes stimulated with alginate. J. Immunother. 1991, 10, 286–291. [Google Scholar] [CrossRef] [PubMed]

	6. 
Bergero, M.F.; Liffourrena, A.S.; Opizzo, B.A.; Fochesatto, A.S.; Lucchesi, G.I. Immobilization of a microbial consortium on ca-alginate enhances degradation of cationic surfactants in flasks and bioreactor. Int. Biodeterior. Biodegrad. 2017, 117, 39–44. [Google Scholar] [CrossRef]

	7. 
Yang, J.S.; Xie, Y.J.; He, W. Research progress on chemical modification of alginate: A review. Carbohydr. Polym. 2011, 84, 33–39. [Google Scholar] [CrossRef]

	8. 
Tai, H.B.; Tang, L.W.; Chen, D.D.; Irbis, C.; Bioconvertion, L.O. Progresses on preparation of alginate oligosaccharide. Life Sci. Res. 2015, 19, 75–79. [Google Scholar]

	9. 
Do, J.R.; Back, S.Y.; Kim, H.K.; Lim, S.D.; Jung, S.K. Effects of aginate oligosaccharide on lipid metabolism in mouse fed a high cholesterol diet. J. Korean Soc. Food Sci. Nutr. 2014, 43, 491–497. [Google Scholar]

	10. 
Iwamoto, M.; Kurachi, M.; Nakashima, T.; Kim, D.; Yamaguchi, K.; Oda, T.; Iwamoto, Y.; Muramatsu, T. Structure-activity relationship of alginate oligosaccharides in the induction of cytokine production from raw264.7 cells. FEBS Lett. 2005, 579, 4423–4429. [Google Scholar] [CrossRef] [PubMed]

	11. 
Yamamoto, Y.; Kurachi, M.; Yamaguchi, K.; Oda, T. Induction of multiple cytokine secretion from raw264.7 cells by alginate oligosaccharides. J. Agric. Chem. Soc. Jpn. 2007, 71, 238–241. [Google Scholar] [CrossRef]

	12. 
Wong, T.Y.; And, L.A.P.; Schiller, N.L. Alginate lyase: Review of major sources and enzyme characteristics, structure-function analysis, biological roles, and applications. Annu. Rev. Microbiol. 2000, 54, 289–340. [Google Scholar] [CrossRef] [PubMed]

	13. 
Hashimoto, W.; Miyake, O.; Momma, K.; Kawai, S.; Murata, K. Molecular identification of oligoalginate lyase of sphingomonas sp. Strain a1 as one of the enzymes required for complete depolymerization of alginate. J. Bacteriol. 2000, 182, 4572–4577. [Google Scholar] [CrossRef] [PubMed]

	14. 
Zhu, B.; Tan, H.; Qin, Y.; Xu, Q.; Du, Y.; Yin, H. Characterization of a new endo-type alginate lyase from Vibrio sp. W13. Int. J. Biol. Macromol. 2015, 75, 330–337. [Google Scholar] [CrossRef] [PubMed]

	15. 
Rahman, M.M.; Inoue, A.; Tanaka, H.; Ojima, T. Isolation and characterization of two alginate lyase isozymes, akaly28 and akaly33, from the common sea hare aplysia kurodai. Comp. Biochem. Phys. 2010, 157, 317–325. [Google Scholar] [CrossRef] [PubMed]

	16. 
Li, J.W.; Dong, S.; Song, J.; Li, C.B.; Chen, X.L.; Xie, B.B.; Zhang, Y.Z. Purification and characterization of a bifunctional alginate lyase from Pseudoalteromonas sp. Sm0524. Mar. Drugs 2011, 9, 109–123. [Google Scholar] [CrossRef] [PubMed]

	17. 
Zhu, X.; Li, X.; Shi, H.; Zhou, J.; Tan, Z.; Yuan, M.; Yao, P.; Liu, X. Characterization of a novel alginate lyase from marine Bacteriumvibrio furnissii H1. Mar. Drugs 2018, 16, 30. [Google Scholar] [CrossRef] [PubMed]

	18. 
Chen, P.; Zhu, Y.; Men, Y.; Zeng, Y.; Sun, Y. Purification and characterization of a novel alginate lyase from the marine Bacterium bacillus sp. Alg07. Mar. Drugs 2018, 16, 86. [Google Scholar] [CrossRef] [PubMed]

	19. 
Zhu, B.; Yin, H. Alginate lyase: Review of major sources and classification, properties, structure-function analysis and applications. Bioengineered 2015, 6, 125–131. [Google Scholar] [CrossRef] [PubMed]

	20. 
Henrissat, B. A classification of glycosyl hydrolases based on amino acid sequence similarities. Biochem. J. 1991, 280 Pt 2, 309–316. [Google Scholar] [CrossRef] [PubMed]

	21. 
Kim, H.S.; Lee, C.G.; Lee, E.Y. Alginate lyase: Structure, property, and application. Biotechnol. Bioprocess Eng. 2011, 16, 843. [Google Scholar] [CrossRef]

	22. 
Kim, H.T.; Ko, H.J.; Kim, N.; Kim, D.; Lee, D.; Choi, I.G.; Woo, H.C.; Kim, M.D.; Kim, K.H. Characterization of a recombinant endo-type alginate lyase (alg7d) from Saccharophagus degradans. Biotechnol. Lett. 2012, 34, 1087–1092. [Google Scholar] [CrossRef] [PubMed]

	23. 
Heetaek, K.; Jaehyuk, C.; Wang, D.M.; Jieun, L.; Heechul, W.; Ingeol, C.; Kyoungheon, K. Depolymerization of alginate into a monomeric sugar acid using alg17c, an exo-oligoalginate lyase cloned from Saccharophagus degradans 2–40. Appl. Microbiol. Biotechnol. 2012, 93, 2233–2239. [Google Scholar]

	24. 
Zhang, Z.; Yu, G.; Guan, H.; Zhao, X.; Du, Y.; Jiang, X. Preparation and structure elucidation of alginate oligosaccharides degraded by alginate lyase from vibro sp. 510. Carbohydr. Res. 2004, 339, 1475–1481. [Google Scholar] [CrossRef] [PubMed]

	25. 
Zhu, B.; Chen, M.; Yin, H.; Du, Y.; Ning, L. Enzymatic hydrolysis of alginate to produce oligosaccharides by a new purified endo-type alginate lyase. Mar. Drugs 2016, 14, 108. [Google Scholar] [CrossRef] [PubMed]

	26. 
Min, K.H.; Sasaki, S.F.; Kashiwabara, Y.; Umekawa, M.; Nisizawa, K. Fine structure of smg alginate fragment in the light of its degradation by alginate lyases of pseudomonas sp. J. Biochem. 1977, 81, 555–562. [Google Scholar] [CrossRef] [PubMed]

	27. 
Boyen, C.; Kloareg, B.; Polne-Fuller, M.; Gibor, A. Preparation of alginate lyases from marine molluscs for protoplast isolation in brown algae. Phycologia. 1990, 29, 173–181. [Google Scholar] [CrossRef]

	28. 
Inoue, A.; Kagaya, M.; Ojima, T. Preparation of protoplasts from laminaria japonica using native and recombinant abalone alginate lyases. J. Appl. Phycol. 2008, 20, 633–640. [Google Scholar] [CrossRef]

	29. 
Alkawash, M.A.; Soothill, J.S.; Schiller, N.L. Alginate lyase enhances antibiotic killing of mucoid Pseudomonas aeruginosa in biofilms. APMIS 2006, 114, 131–138. [Google Scholar] [CrossRef] [PubMed]

	30. 
Farrell, E.K.; Tipton, P.A. Functional characterization of algl, an alginate lyase from Pseudomonas aeruginosa. Biochemistry 2012, 51, 10259–10266. [Google Scholar] [CrossRef] [PubMed]

	31. 
Haraguchi, K.; Kodama, T. Purification and propertes of poly(β-d-mannuronate) lyase from azotobacter chroococcum. Appl. Microbiol. Biotechnol. 1996, 44, 576–581. [Google Scholar] [CrossRef]

	32. 
Kraiwattanapong, J.; Motomura, K.; Ooi, T.; Kinoshita, S. Characterization of alginate lyase (alyii) from Pseudomonas sp. Os-alg-9 expressed in recombinant escherichia coli. World J. Microb. Biotechnol. 1999, 15, 105–109. [Google Scholar] [CrossRef]

	33. 
Kam, N.; Park, Y.J.; Lee, E.Y.; Kim, H.S. Molecular identification of a polym-specific alginate lyase from Pseudomonas sp. Strain ks-408 for degradation of glycosidic linkages between two mannuronates or mannuronate and guluronate in alginate. Can. J. Microbiol. 2011, 57, 1032–1041. [Google Scholar] [CrossRef] [PubMed]

	34. 
Zhu, B.W.; Huang, L.S.X.; Tan, H.D.; Qin, Y.Q.; Du, Y.G.; Yin, H. Characterization of a new endo-type polym-specific alginate lyase from Pseudomonas sp. Biotechnol. Lett. 2015, 37, 409–415. [Google Scholar] [CrossRef] [PubMed]

	35. 
Romeo, T.; Iii, J.F.P. Purification and structural properties of an extracellular (1–4)-.beta.-d-mannuronan-specific alginate lyase from a marine bacterium. Biochemistry 1986, 25, 8385–8391. [Google Scholar] [CrossRef]

	36. 
Eftekhar, F.; Schiller, N.L. Partial purification and characterization of a mannuronan-specific alginate lyase from Pseudomonas aeruginosa. Curr. Microbiol. 1994, 29, 37–42. [Google Scholar] [CrossRef]

	37. 
Miller, G.L. Use of dinitrosalicylic acid reagent for determination of reducing sugar. Anal. Biochem. 1959, 31, 426–428. [Google Scholar] [CrossRef]

	38. 
Saitou, N.; Nei, M. The neighbor-joining method: A new method for reconstructing phylogenetic trees. Mol. Biol. Evol. 1987, 4, 406–425. [Google Scholar] [PubMed]

	39. 
Kruger, N.J. The bradford method for protein quantitation. Methods Mol. Biol. 1988, 32, 9–15. [Google Scholar]

	40. 
Zhu, B.; Ni, F.; Sun, Y.; Yao, Z. Expression and characterization of a new heat-stable endo-type alginate lyase from deep-sea bacterium Flammeovirga sp. Nj-04. Extremophiles 2017, 21, 1027–1036. [Google Scholar] [CrossRef] [PubMed]

	41. 
Swift, S.M.; Hudgens, J.W.; Heselpoth, R.D.; Bales, P.M.; Nelson, D.C. Characterization of algmsp, an alginate lyase from Microbulbifer sp. 6532a. PLoS ONE 2014, 9, e112939. [Google Scholar] [CrossRef] [PubMed]





























© 2018 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 (CC BY) license (http://creativecommons.org/licenses/by/4.0/).






media/file13.jpg





media/file4.png
80 kDa

60 kDa

40 kDa

30 kDa

20 kDa

10 kDa






nav.xhtml


  marinedrugs-16-00129


  
    		
      marinedrugs-16-00129
    


  




  





media/file2.png
—65{_ DQ207558.1 Serratia marcescens CECRIbio 01
GUB26157.1 Serratia marcescens strain P3

28 | AY498856.1 Serratia marcescens
2% HM580891.1 Serratia marcescens strain SYBCTO02
EF208030.1 Serratia marcescens strain A3
EF194094.1 Serratia marcescens strain H3010
KP903466.1 Serratia marcescens strain JW-QS2
Strain NJ-07
GU188473.1 Serratia marcescens strain SYBCO8
43 KT992373.1 Serratia marcescens strain S13
KY379046.1 Serratia marcescens strain AG2102
KY379045.1 Serratia marcescens strain CS2101
KP903465.1 Serratia marcescens strain JW-CZ2
| KT741016.1 Serratia marcescens strain SM2611
61 |KJB31129.1 Serratia marcescens strain DSIP-2

0.0002





media/file5.jpg
>

Relative activity (%)

o

H

Relative activity(%)

s3ssg22888

2 8 2 8

B
«
g®
»
£o
g
“
e
g
b
.
B ] B
Temperare(c)
e Dot
Sw
g
£-
5o
& w






media/file3.jpg
80 kDa

60 kDa

40 kDa

30 kDa

20 kDa

10 kDa






media/file1.jpg
B KT741016.1 Serrats marcescens strain SM2811
1KJ831120.1 Serratia marcescens siain DSIP-2





media/file7.jpg
1004

@
3

@
3

a
S

Relative activity(%)
8

)

o

10 20 30 40 50 60
Time(min)





media/file10.png
Di- Tri- Tetra- Penta- Hexa- Hepta- Octa-
-Enz  +Enz -Enz +Enz -Enz +Enz -Enz +Enz -Enz +Enz -Enz +Enz -Enz +Enz

- ‘
¢ la 3‘
Y . [
- _LET I

_— . w






media/file15.png





media/file12.png
Tetra-

Penta-






media/file9.jpg
Di- Trie Tetra-  Penta-  Hexa- Hepta-
Enz 4Enz Enz +Enz Enz +Enz Enz +Enz Enz +Emz -Enz +Emz

e :

“‘au

Octa-
-Enz +Enz

8





media/file0.png





media/file14.png
i 100.00%
8 DEH

754 193.0400

73.36%

w [DP2-H}
3s1.

1 atz[uz 373.0454
asi 126 | |- n'.rs

0- M. .. ya j..n.d.....‘ Lall --.”.l I PP I [ PTRYOE TRP || TG _L.. ——
100 120 140 160 180 200 220 240 260 280 300 320 340 360 380

854 100.00%

7.51 193.0412

6.5 66.67%
554 [«DP2

351.0643

21 10.67% a8
[~DP2-2H+Na]

14 1708372 261.0270 3129941

u.r: L.J..-.lll. .

60.03%
sDP4-4H+
s e

527.1005

20.04%
24 10.67% 13.34% [2DP4-4H+2Na]
151 170.8372 [sDP2-2H+NaJ [aDP3-H+Na] 743.1298
549.0795

471.0203 ll 1
s uasiiale-- i i w alilacdS bl oo = + -nl. PO IPTTTNRY [T so ot oe o Shibasuotasalans o sosnns iod o siois oduis sos s heis e . ae " l |

400 420 440 460 480 SO0 S20 S40 S60 SBO 600 620 640 660 680 00 720 740 760
vs. Mass-w-Charge (m/z)

13.36% 16.02% 20.64%
[sDP5-H+H,0}

897.1829

W A s " e ot W
60 80 100 120 140 160 180 200 220 240 260 280 300 340 360 380 400 420 440 460 480





media/file8.png
Relative activity(%)

100 -

80

60 -

40 -

—&—30T
—&—35T
—ah— 0T
—W—45T
—d—s0C

20

30 40
Time(min)

50

60






media/file11.jpg
R T





media/file6.png
A B 100:

100 _
90 ) 90 A
—~~ ] —~~ 80 =
o 804 o .
X < 704
> 70 4 3 .
= ; 'S 604
2 60 g
&) - 8 50 -
© 504 !
[} ] ® 40-
= 404 = ]
< | © 30
o 30- x 20
20 4 10:

1 ] o—— @

10 L I LR RN BENL AN BN B BN B 0 T Y T v T v T Y T Y T Y T

15 20 25 30 35 40 45 50 55 60 65 20 30 40 50 60 70 80

Temperature(C ) Temperature(C )

O

C 100 | —®— Na,HPO ,-Citric acid buffer 100 | —®—Na,HPO ,Citric acid buffer
—— NazHPO ‘-NaHZPO 4 buffer —— NazHPO 4-NaH290 4 buffer| = -
—d— Tris-HCI buffer —— Tris-HCI buffer
—~ 80 = | =% Glycine-NaOH buffer - g 80 | =¥ Glycine-NaOH buffer
X ~—4— Na,HPO ,-NaOH buffer X ~—4— Na,HPO,-NaOH buffer .
> >
S 60- S 60-
= S
© © .
- ()] .
2 40 * s %
© ©
 20- 204
0 T T T T T T T T T T T T T 0 1 1 I | 1 1 1 I
4 5 6 7 8 10 11 12 4 5 6 7 8 9 10 11 12





