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Abstract:

 Genome sequencing of Catenovulum agarivorans YM01T reveals 15 open-reading frames (ORFs) encoding various agarases. In this study, extracellular proteins of YM01T were precipitated by ammonium sulfate and separated by one-dimensional gel electrophoresis. The results of in-gel agarase activity assay and mass spectrometry analysis revealed that the protein, YM01-3, was an agarase with the most evident agarolytic activity. Agarase YM01-3, encoded by the YM01-3 gene, consisted of 420 amino acids with a calculated molecular mass of 46.9 kDa and contained a glycoside hydrolase family 16 β-agarase module followed by a RICIN superfamily in the C-terminal region. The YM01-3 gene was cloned and expressed in Escherichia coli. The recombinant agarase, YM01-3, showed optimum activity at pH 6.0 and 60 °C and had a Km of 3.78 mg mL−1 for agarose and a Vmax of 1.14 × 104 U mg−1. YM01-3 hydrolyzed the β-1,4-glycosidic linkages of agarose, yielding neoagarotetraose and neoagarohexaose as the main products. Notably, YM01-3 was stable below 50 °C and retained 13% activity after incubation at 80 °C for 1 h, characteristics much different from other agarases. The present study highlights a thermostable agarase with great potential application value in industrial production.
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1. Introduction

Agar, as one of the marine polysaccharides used widely at present, is a component found in the cell walls of some marine red algae, Gracilariales and Gelidiales, and consists of two different components, agarose and agaropectin [1]. Agarose is a neutral linear polysaccharide composed of alternating residues of 3-O-linked β-d-galactopyranose and 4-O-linked 3,6-anhydro-α-l-galactopyranose [2]. Agaropectin has the same basic disaccharide-repeating units as agarose, although some hydroxyl groups of 3,6-anhydro-α-l-galactose residues are substituted by sulfoxy or methoxy and pyruvate residues.

Agarases are a group of glycoside hydrolases (GH) that degrade agar into oligosaccharides. According to the cleaving mechanisms, agarases could be classified into two groups, i.e., α-agarases (EC 3.2.1.158), which cleave α-1,3 linkages to produce agaro-oligosaccharides [3], and β-agarases (EC 3.2.1.81), which cleave β-1,4 linkages to produce neoagarooligosaccharides [4]. According to the CAZy database [5,6], β-agarases are classified into four families of GH16, GH50, GH86 and GH118, based on the amino acid sequence similarity [7]. To date, many bacterial genera with agarolytic activity have been identified, which were mainly isolated from seawater and marine sediment [8], including the genera, Agarivorans [9], Alteromonas [10], Microscilla [11], Pseudoalteromonas [12], Pseudomonas [13], Pseudozobellia [14], Saccharophagus [15], Vibrio [16], etc. In addition, there are a few agarolytic bacterial genera from freshwater and terrestrial soils, such as Acinetobacter [17], Bacillus [18], Cellvibrio [8] and Cytophaga [19]. Agarases produced by the above bacteria are potential biocatalysts to modify agars and alter their properties, producing new, specific algal biomolecules for foods, cosmetics and pharmaceuticals [20]. Catenovulum agarivorans YM01T, an agar-hydrolyzing marine bacterium, recently isolated from seawater of the Yellow Sea of China, was identified as a novel genus and species [21]. It has been shown that the extracellular proteins of YM01T have high agarolytic activity and thermostability. Moreover, 15 complete coding sequences of agarases (including two α-agarases and 13 β-agarases) from the C. agarivorans YM01T genome were identified by the whole-genome sequencing [22]. In this study, to explore the characteristics and commercial significance of C. agarivorans agarase, the β-agarase gene, YM01-3, with the most evident agarolytic activity according to the in-gel agarase activity assay and mass spectrometry analysis was cloned and overexpressed. The purified recombinant agarase was characterized, and its enzymatic products were analyzed. On account of its noticeable high agarolytic activity and thermostability, this enzyme has potential industrial applications.



2. Results and Discussion


2.1. Agarolytic Activity of the Extracellular Proteins of YM01T

The result of SDS-PAGE and in-gel detection of agarase activity (Figure 1) showed that the extracellular proteins of YM01T had agarolytic activity, and the protein band of approximately 40 kDa on SDS-PAGE showed the most evident agarase activity. The result of mass spectrometry analysis revealed that the 40-kDa protein band contained the YM01-3 gene encoded agarase along with several other proteins, e.g., lipoprotein, flagellin and aspartate-semialdehyde dehydrogenase. The YM01-3 gene (GenBank accession No. KF413621) was therefore chosen for further study.

Figure 1. SDS-PAGE and in situ detection of agarolytic activity. Lane M, molecular mass marker (Fermentas SW0431); Lane 1, the crude extracellular proteins of YM01T; Lane 2, in situ detection of the crude agarase, and the arrow indicates the band cut for MS analysis. SDS-PAGE was performed with 10% (w/v) polyacrylamide gel. The gel with Lane M and Lane 1 was stained with Coomassie brilliant blue R-250; the agar plate used for in-gel detection (Lane 2) was stained by Lugol’s iodine solution.
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2.2. Cloning and Sequence Analysis of the YM01-3 Gene

The YM01-3 gene, a 1263-bp open reading frame (ORF), was amplified from the genomic DNA of C. agarivorans YM01T using the primer sets. The ORF encoded a deduced protein of 420 amino acids, with an estimated molecular mass of 46.9 kDa and a putative isoelectric point of 5.66. No putative signal peptide was detected with the SignalP 4.0 server [23]. Sequence analysis using BLAST search in the database, NCBI, showed that the deduced protein was mainly comprised of a 269 amino acid β-agarase domain that was homologous to the catalytic module of family 16 glycoside hydrolase (GH16) and a 134 amino acid sequence belonging to the RICIN superfamily (ricin-type beta-trefoil; carbohydrate-binding domain formed from presumed gene triplication). The protein displayed the catalytic residues (Glu130-Asp132-Glu135) and the catalytic motif (E[ILV]D[IVAF][VILMF][0,1]E), which are prevalent in the agarases belonging to the GH16 family. Glu130 and Glu135 act as nucleophile and an acid/base, respectively, while Asp132 is probably important in maintaining the charges in the environment of catalytic amino acids [24]. Moreover, the encoded protein showed high identity to other β-agarases of the GH16 family: 76% to the β-agarase AgaB34 from Glaciecola agarilytica NO2 (WP_008302724.1), 76% to the β-agarase I from Pseudoalteromonas atlantica (AAA91888), 74% to the β-agarase from Aeromonas sp. (AAF03246), 56% to the β-agarase A from Zobellia galactanivorans (1O4Y) and 52% to the β-agarase from Coraliomargarita akajimensis DSM 45221 (YP_003547559.1) (Figure 2). The GH16 family, consisting of more than 2700 members, is classified into ten specific subfamilies, including β-agarase (EC 3.2.1.81), licheninase (EC 3.2.1.73), κ-carrageenase (EC 3.2.1.83), xyloglucanase (EC 3.2.1.151), endo-β-1,3-galactanase (EC 3.2.1.181), β-porphyranase (EC 3.2.1.178), etc. [6,25]. To determine the relationship between the YM01-3 protein and other known glycoside hydrolases from GH16, a neighbor-joining tree (Figure 3) based on amino acid sequences was constructed, which revealed the evolutionary relationship between protein YM01-3 and other known glycoside hydrolases and showed that YM01-3 formed a tight phylogenetic cluster in the β-agarase clade.

Figure 2. Multiple amino acid sequence alignment of the YM01-3 agarase of Catenovulum agarivorans YM01T with known GH16 family β-agarases. Identical residues in all sequences are indicated by asterisks under the column; conserved substitutions are indicated by colons, and semi-conserved substitutions are indicated by dots; pound signs highlight the catalytic residues, and black rectangles highlight the catalytic motif. Deletions are indicated by dashes.
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Figure 3. Neighbor-joining tree based on amino acid sequences of YM01-3 and other GH16 family members showing the relationship among protein YM01-3 and other known glycoside hydrolase from GH16. Numbers at nodes are the levels of bootstrap support (%). Scale bar, 0.2 substitutions per amino acid position.
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2.3. Expression and Purification of the Recombinant YM01-3

The recombinant plasmid pET-24a (+)/YM01-3 was conditionally expressed in the E. coli BL21 (DE3) as a C-terminally His-tagged recombinant protein. After IPTG (isopropyl-β-d-thiogalactopyranoside) induction, the agarolytic activity of the recombinant protein was detected in the supernatant of the cell lysate. To maintain its bioactivity, the recombinant protein was purified from the supernatant under native conditions. The purified enzyme (including the 6-His tag) gave a single band with a molecular weight of about 46 kDa on SDS-PAGE (Figure 4). Further analysis by mass spectroscopy showed that the accurate molecular mass of YM01-3 (including the histidine tag and 16 amino acids from pET 24a (+)) was 49.528 kDa [26]. To find out whether agarase YM01-3 was an endo- or exo-glycoside hydrolase, as well as to determine its end hydrolysis products, a time course hydrolysis analysis was carried out with the purified recombinant enzyme. As shown in Figure 5, four major spots were clearly detected. Ion trap mass spectra analysis of the Spot 1 revealed that it has a molecular ion at m/z of 629.19 [M − H]− and 651.17 [M + Na − 2H]−, and it was determined to be neoagarotetraose (DP4). Meanwhile, Spot 2, Spot 3 and Spot 4 were assigned as neoagarohexaose (DP6) (m/z = 935.29 [M − H]−, 997.29 [M + HCO3]−), neoagarooctaose (DP8; m/z = 1241.37 [M − H]−, 1303.37 [M + HCO3]−, 1325.35 [M + HCO3 + Na − 2H]−, 620.18 [M − 2H]2−) and neoagarodecaose (DP10; m/z = 1547.47 [M − H]−, 1609.47 [M + HCO3]−, 1631.45 [M + HCO3 + Na − 2H]−, 773.23 [M − 2H]2−), respectively. According to the results of thin-layer chromatography (TLC) and MS analysis, agarose incubation with YM01-3 generated DP10 and DP8 firstly, followed by DP6 and DP4, and the amount of DP6 and DP4 increased in a time-dependent manner. This hydrolysis pattern indicated that β-agarase YM01-3 was an endo-type β-agarase. In addition, after incubation for 24 h, the main products were DP6 and DP4, which is a characteristic of the GH16 family agarases. Therefore, with the evidence obtained above, we conclude that the β-agarase YM01-3 should be cataloged into family 16 of glycoside hydrolases and proceeded with a common catalytic mechanism of GH16 family, which led to the overall retention of the anomeric configuration and to trans-glycosylating activity [25].

Figure 4. SDS-PAGE of purified recombinant agarase YM01-3. Lane M, molecular mass marker (Fermentas SW0431); Lane 1, purified agarase YM01-3. SDS-PAGE was performed with 12% (w/v) polyacrylamide gel. Gels were stained with coomassie brilliant blue R-250.
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Figure 5. TLC chromatogram depending on the reaction time. The hydrolysis reactions were carried out at 50 °C for 24 h in 20 mM Tris-HCl buffer (pH 8.0) containing 0.25% agarose and then separated on a Silica Gel 60 TLC plate at appropriate time intervals.
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2.4. Biochemical Characterization of YM01-3

Both the effects of temperature and pH on the activity of the recombinant agarase were evaluated. The results showed that the optimal temperature for β-agarase YM01-3 was 60 °C (Figure 6a), and YM01-3 retained more than 80% agarolytic activity after being kept in 50 °C for 1 h, 13% residual activity after incubation in 80 °C for 1 h (Figure 6a) and 12% residual activity, even if being boiled for 5 min [26]. The enzyme exhibited maximum agarase activity at pH 6.0 and retained more than 80% of activity after incubation at a wide range of 4.0–9.0 for 12 h at 4 °C (Figure 6b).

Figure 6. Effect of temperature (a) and pH (b) on the agarolytic activity and stability of the recombinant β-agarase YM01-3. Temperature profiles were measured at different temperatures (0–100 °C) in 20 mM Tris-HCl buffer (pH 8.0). pH profiles were measured at 50 °C in different buffers. All data shown are the mean values from at least three replicate experiments.
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The results of the effect of various metal ions and agents on the activity of the purified agarase (Table 1) showed that some metal ions, such as Cu2+, Mn2+, Fe3+ and Ni2+, had a highly significant negative effect on the activity of the agarase, YM01-3, while Na+, K+ and Ca2+ increased the agarase activity significantly. In addition, Mg2+, urea, EDTA and SDS did not have obvious effects on the activity.

Table 1. Effects of various reagents on the activity of the recombinant β-agarase YM01-3.







	Reagent
	Concentration (mM) a
	Relative Activity (%) b





	None
	
	100



	SDS
	1
	109 ± 0.02



	Urea
	1
	101 ± 0.056



	EDTA
	1
	81 ± 0.016



	Na+
	1
	122 ± 0.13 **



	K+
	1
	122 ± 0.12 **



	Ca2+
	1
	113 ± 0.13 *



	Mg2+
	1
	88 ± 0.07



	Mn2+
	1
	28 ± 0.04 **



	Fe3+
	1
	14 ± 0.03 **



	Cu2+
	1
	34 ± 0.08 **



	Ni2+
	10
	1 ± 0.01 **





The activity was analyzed with 0.25% (w/v) agarose in 20 mM Tris-HCl buffer (pH 8.0) at 50 °C for 10 min. Results are shown as the mean ± SEM from three independent experiments. a The concentration is the final concentration of the reagents in the activity detection system; b the activity measured under the condition without being treated with various ions and reagents was defined as 100%; * p < 0.05; ** p < 0.01.




Based on the results obtained above, all enzymatic reactions were performed in citric acid-sodium citrate buffer (pH 6.0) at 60 °C, the Km and Vmax for agarose were 3.78 mg mL−1 and 1.14 × 104 U mg−1 of protein, respectively. Compared the kinetic parameters of YM01-3 to those of other known β-agarases, the Vmax value (1.14 × 104 U mg−1) was remarkably higher than that of agarase AgaA (909.1 U mg−1) [27], which is the highest Vmax value reported (Table 2).


Table 2. The partial characterization of agarases from different families.



	
Family

	
Bacterial Species and Protein

	
Accession No.

	
Optimal Temperature

	
Thermostability

	
Vmax (μmol min−1mg−1)

	
Reference






	
GH16 (β-agarase)

	
Catenovulum agarivorans YM01T (YM01-3)

	
AGU13985

	
60 °C

	
Stable below 50 °C for 1 h.

	
1.14 × 104

	
This study




	
Agarivorans sp. LQ48 (AgaA)

	
ACM50513

	
40 °C

	
Stable below 40 °C for 1 h.

	
909.1

	
[27]




	
Vibrio sp. strain PO-303 (AgaA)

	
BAF62129

	
40 °C

	
Stable under 37 °C for 10 min.

	
22.5

	
[28]




	
Vibrio sp. strain PO-303 (AgaD)

	
BAF34350

	
40 °C

	
Stable under 45 °C for 10 min.

	
101

	
[29]




	
Pseudoalteromonas sp. CY24 (AgaA)

	
AAN39119

	
40 °C

	
Stable below 30 °C for 1 h.

	
482

	
[30]




	
Microbulbifer elongatus JAMB-A7 (RagaA7)

	
BAC99022

	
50 °C

	
Stable up to 50 °C.

	
398

	
[31]




	
Microbulbifer sp. Strain CMC-5 ( β-agarase)

	
None a

	
50 °C

	
62% activity remained at 50 °C for 30 min.

	
0.133

	
[32]




	
Microbulbifer thermotolerans JAMB-A94 (AgaA)

	
BAK08910

	
55 °C

	
Stable up to 60 °C.

	
517

	
[33]




	
Vibrio sp. F-6 (AG-b)

	
None a

	
55 °C

	
Stable below 60 °C for 30 min.

	
307.4

	
[16]




	
Pseudoalteromonas sp. AG4 (AgaP)

	
ADD60418

	
55 °C

	
Stable below 55 °C for 1 h.

	
ND b

	
[12]




	
GH50 (β-agarase)

	
Agarivorans sp. JA-1 (β-agarase)

	
ABK97391

	
40 °C

	
Stable up to 60 °C.

	
ND b

	
[34]




	
Vibrio sp. Strain CN41 (AgaACN41)

	
ADM25828

	
40 °C

	
Stable below 40 °C.

	
3

	
[35]




	
Agarivorans sp. JAMB-AII (AgaAII)

	
BAD99519

	
40 °C

	
Stable up to 40 °C.

	
371

	
[36]




	
Streptomyces coelicolor A3(2) (Sco3487)

	
CAB61811

	
40 °C

	
Stable below 50 °C for 1h.

	
10.75

	
[37]




	
Saccharophagus degradans 2-40 (Aga50D)

	
ABD81904

	
30 °C

	
Stable up to 40 °C.

	
17.9

	
[38]




	
Alteromonas sp. E-l (β-agarase)

	
BAE97587

	
40 °C

	
Stable up to 40 °C for 30 min.

	
ND b

	
[4]




	
Agarivorans albusYKW-34 (AgaA34)

	
P85974

	
40 °C

	
Stable up to 50 °C for 1 h.

	
529

	
[39]




	
Vibrio sp. F-6 (AG-a)

	
None a

	
40 °C

	
Stable below 50 °C for 30 min.

	
230

	
[16]




	
Agarivorans sp. HZ105 (HZ2)

	
ADY17919

	
40 °C

	
ND b

	
235

	
[40]




	
GH86 (β-agarase)

	
Microbulbifer sp. JAMB-A94 (rAgaO)

	
BAK08903

	
45 °C

	
Stable up to 40 °C.

	
ND b

	
[41]




	
GH96 (α-agarase)

	
Alteromonas agarilytica GJB (AgaA)

	
AAF26838

	
42.5 °C

	
Stable up to 30 °C during for several days.

	
ND b

	
[3]




	
Thalassomonas sp. JAMB-A33 (AgaA33)

	
BAF44076

	
45 °C

	
Stable up to 40 °C for 30 min.

	
40.7

	
[42]




	
GH118 (β-agarase)

	
Vibrio sp. Strain PO-303 (Agarase C)

	
BAF03590

	
35 °C

	
Stable under 37 °C.

	
329

	
[43]




	
Pseudoalteromonas sp. CY24 (AgaB)

	
AAQ56237

	
40 °C

	
Stable under 35 °C for 1 h.

	
ND b

	
[44]




	
Catenovulum sp. X3 (AgaXa)

	
GU975829

	
52 °C

	
Stable below 42 °C.

	
588.2

	
[45]






a The accession No. is not available in the reference; b the characterization is not done. 










Bacterial agarases are used in various preparative processes, namely, for liberating DNA and other embedded molecules from agarose gels, isolating protoplasts from red algae and generating neo-oligosaccharides, which exhibit important physiological and biological activities [46]. The industrial oligosaccharide production from agar or marine algae requires the agarases to have high activity and thermostability at temperatures higher than the gelling temperature of agar (around 40 °C) [41]. The use of thermostable agarase makes it possible to conduct the process at an elevated temperature, thereby considerably decreasing the risk of contamination, the cost of external cooling and enzyme dosage [47]. The elevated temperature also provides a better solubility of substrates and a lower viscosity, allowing accelerated mixing and pumping [48]. However, the optimal temperatures for most of the known agarases in the GH50 family were between 30 °C and 40 °C (Table 2). The β-agarase members of the GH86 and GH118 families exhibited the greatest activity at a temperature range of 35–52 °C, and the optimal temperatures of the two α-agarases were a little higher than 40 °C. Most of the agarases in the GH16 family had an optimal temperature around 40–50 °C. Although the agarase, YM01-3, showed similarity to other known agarases belonging to the GH16 family, whose highest optimal temperature for the agarolytic activity of the known agarases was 55 °C [12,16,33], the optimal temperature of the agarase, YM01-3, was 60 °C. Moreover, most of the characterized agarases were stable below 42 °C after incubation for 10 min to 1 h, while YM01-3, which was stable after incubation at 50 °C for 1 h, showed a higher thermostability than most of the other agarases, except AgaP from Pseudoalteromonas sp. AG4, AG-b from Vibrio sp. F-6, β-agarase from Agarivorans sp. JA-1 and AgaA from Microbulbifer thermotolerans JAMB-A94, which are stable up to 55–60 °C [12,16,33,34]. Some of the agarases showed the same thermostability with YM01-3, but lost most of the activity after incubation at 70 °C for 1 h [37,39]. However, YM01-3 maintained about 12% agarolytic activity, even if the recombinant agarase was boiled for 5 min. These characterizations revealed that the agarase, YM01-3, is thermostable, significantly different from the other reported agarases of GH16. Recently, another β-agarase gene, agaXa, was cloned from Catenovulum sp. X3, which is in the same genus as YM01T [45]. AgaXa is also a thermostable agarase, but there are several differences between YM01-3 and AgaXa. YM01-3 showed very low identity to AgaXa (14.5%), and YM01-3 had maximum activity at 60 °C, while AgaXa was at 52 °C. In addition, YM01-3 was stable below 50 °C, while AgaXa was below 40 °C. Therefore, YM01-3 is more thermostable than AgaXa, and YM01-3 would provide more information for the thermostable mechanism and the structure-function relationship.

The thermostable mechanism of YM01-3 is not clear at present. It was reported that the fold state of the thermophilic protein showed a higher structural flexibility than that of the mesophilic homologue [49]. Compared with other agarases of GH16, YM01-3 owns less predicted parallel β-helixes (five helixes). Thus, it is assumed that a mechanism characterized by entropic stabilization could be responsible for the high thermostability of the enzyme. The three-dimensional structure would provide more information for the thermostable mechanism and the structure-function relationship; however, only four structural data of agarases are available to date, i.e., three wild type β-agarases, AgaA, AgaB and AgaD, and a mutant, AgaB-E189D [24]. Further studies on the three-dimensional structure of β-agarase YM01-3 would provide not only a clearer understanding of its thermostable mechanism, but also additional data to other agarases from the GH16 family.

Since the superior limit of the stable range and optimal temperatures of YM01-3 are higher than the gelling temperature of agar (40 °C) and the Vmax value (1.14 × 104 U mg−1) is remarkably higher than any other agarases, the recombinant YM01-3 appears to be a powerful enzyme for use at low cost in industrial application with comparatively high agarolytic activity and thermostable characterization.




3. Experimental Section


3.1. Bacterial Strains and Growth Conditions

The marine bacterium, Catenovulum agarivorans gen. nov. sp. nov. YM01T (=CGMCC 1.10245T = DSM 23111T = JCM 16580T) [21] was recently isolated from seawater of the Yellow Sea in the coastal region of Qingdao, China, and it was cultured at 28 °C on marine agar 2216 (MA) (Difco, Franklin lakes, NJ, USA). The pUCm-T (TaKaRa, Otsu, Japan) and plasmid pET24a (+) (Novagen, Madison, WI, USA) were used as the vector of cloning and expression, respectively. Escherichia coli JM109 (New England Biolabs, Beverly, MA, USA) and E. coli BL21 (DE3) (Novagen, Madison, WI, USA), which were used as the host for cloning and expression, were routinely grown at 37 °C in Luria-Bertani (Difco, Franklin lakes, NJ, USA) broth supplemented with ampicillin or kanamycin (100 μg mL−1) when required.



3.2. Analysis of the Agarolytic Activity of the Extracellular Proteins of YM01T

The broth culture of YM01T was centrifuged at 12,000 rpm for 15 min at 4 °C to remove the cells. Solid ammonium sulfate was added to the supernatant to 60% saturation at 4 °C. Precipitated proteins were pelleted by centrifugation (12,000 rpm for 15 min, 4 °C), resuspended in PBS (0.01 M, pH 7.2) and then dialyzed in the same buffer for 24 h at 4 °C. The SDS-PAGE was performed, and the gel was overlaid onto a plate sheet containing 2% agarose and incubated at 37 °C for 3 h. Following incubation, the agarose sheets were stained by 2% (w/v) iodine solution, and then, agarase activity was visualized as clear zones on a brown background; meanwhile, protein bands were visualized by staining with Coomassie Brilliant Blue R-250 [42]. Finally, by comparing the zymogram and the gel, the gel band that contained the protein with the highest agarase activity was sliced, washed and then analyzed by mass spectrometry (Bo-Yuan Biological Technology Co., LTD, Shanghai, China).



3.3. Cloning and Sequence Analysis of the YM01-3 Gene

The YM01-3 gene (GenBank accession No. KF413621) was amplified by polymerase chain reaction (PCR) using the primer sets, YMa (5′-CCGGAATTCATGTATGCAGCAGACTGGGAT-3′) and YMb (5′-CCGCTCGAGTTGGAACTTCCATTGCTGG-3′), which contained EcoRI and XholI sites (underline), respectively. The termination codon (TAA) was removed in the reverse primer in order to add His-tag to the C-terminal of the recombinant agarase. The PCR products with an appropriate size were gel purified and ligated into the pUCm-T vector. The plasmid was transformed into E. coli JM109 competent cells, and the cloned gene was confirmed by sequencing. The recombinant plasmid, pUCm-T/YM01-3, was digested by EcoRI and XholI restriction endonucleases, and the product was purified and inserted into the linearized plasmid, pET-24a (+).

The prediction of the amino acid sequence was performed with the software, BioEdit (Ibis Biosciences, Carlsbad, CA, USA). The signal peptide was predicted using the SignalP 4.0 server [23]. Homology searches were performed using BLASTP [50,51]. Multiple alignments of protein sequences from different species were performed by ClustalW [52,53]. The phylogenetic tree based on the amino acid sequence was constructed by MEGA5.02 [54].



3.4. Overexpression and Purification of the Recombinant YM01-3 Protein

The expression vector, pET-24a (+)/YM01-3, was transformed into E. coli JM109 competent cells, and correct recombinants were selected after sequencing confirmation. The sequence confirmed that pET-24a (+)/YM01-3 was transformed into E. coli BL21 (DE3) cells and grown at 37 °C in LB broth supplemented with kanamycin (100 μg mL−1). At the mid-exponential growth phase, IPTG was added at a final concentration of 0.1 mM, and the cultivation was continued further at 16 °C, 150 rpm, for 10–12 h.

The induced E. coli cells were collected by centrifugation, and the His-tagged agarase was purified using the His Bind Kit, according to the recommendations of the manual. The purified agarase YM01-3 was dialyzed and freeze-dried for determination of molecular mass by mass spectroscopy (Thermo Scientific LTQ Orbitrap XL, Waltham, MA, USA).



3.5. Agarolytic Activity Assay of the Recombinant YM01-3

The agarolytic activity of purified recombinant YM01-3 was assayed by the modified 3,5-dinitrosalicylic acid method [27]. Briefly, the standard reaction contained 100 μL of diluted enzyme solution and 900 μL of 0.1 M citric acid-sodium citrate buffer (pH 6.0) containing 0.25% (w/v) agarose as the substrate. After incubation at 60 °C for 10 min, 1 mL of 3,5-dinitrosalicylic acid was added to the mixture and boiled for 5 min until the color developed. The reaction was terminated by cooling the test tube in a cold water bath. The absorbance of reducing sugar was measured at 540 nm and compared to the standard curve of d-galactose [45]. Enzyme activity (U) was defined as the amount of enzyme that liberated 1 μmol of d-galactose per minute.



3.6. Biochemical Characterization of the Recombinant YM01-3

The optimal temperature of the recombinant agarase was determined by monitoring the relative activity at temperatures ranging from 40 to 100 °C (at 10 °C intervals) in 20 mM Tris-HCl buffer (pH 8.0) for 10 min. The thermostability of the protein was determined by measuring the residual activity of the enzyme after incubation at temperatures ranging from 0 to 100 °C for 1 h. The relative activity was defined as the percentage of activity determined with respect to the maximum agarolytic activity.

The optimal pH of the agarase was assayed with a pH range of 4.0–11.0 (at 1.0 intervals) at 50 °C. The buffers used were 0.1 M citric acid/sodium citrate buffer (pH 4.0–6.0), 20 mM Tris-HCl buffer (pH 7.0–8.0), 50 mM Tris-glycine buffer (pH 9.0–10.0) and 50 mM Na2HPO4-NaOH buffer (pH 11.0). The pH stability of the agarase was determined by pre-incubating the enzyme in buffers with a pH range of 4.0–11.0 at 4 °C for 12 h, and the residual enzymatic activity was measured.

The sensitivity of YM01-3 to various metal ions, denaturants and reducing agents was determined by the measurement of activity after incubation in 1% agarose solution supplemented with different ions (1 mM) and agents (10 mM) at 45 °C for 30 min. Km and Vmax values for agarase acting on agarose (final concentration of 1–5 mg mL−1) were calculated by linear regression analysis of Lineweaver-Burk double reciprocal plots of initial velocity data obtained under the standard condition described above.



3.7. Identification of Hydrolysis Products by Purified YM01-3

The hydrolysis reactions were conducted at 50 °C in 20 mM Tris-HCl buffer (pH 8.0) containing the purified YM01-3 agarase and 0.25% agarose. Subsequently, 1 mL of the reaction solution was spotted onto Silica Gel 60 TLC plates (Merck, Germany), which were developed using a solvent system composed of n-butanol–acetic acid–water (2:1:1, v:v:v). The oligosaccharides spots that resulted from hydrolysis of substrates were visualized after the plate was sprayed with a modified diphenylamine-aniline reagent and heated at 100 °C for 10 min [30].

To identify the agarose degradation products by YM01-3 agarase, the reaction mixtures after incubation for 1 h were applied to Silica Gel 60 TLC plates. Three quarters of the plate was covered, and the remainder was sprayed and heated, as mentioned above, for visualization. According to the position of the spots in the visualized part, the spots corresponding to the hydrolyzed products were scraped out with a razor from the TLC plate without diphenylamine-aniline reagent treatment and dissolved in the mixture of hexanenitrile and 1 mM NH4HCO3 (1:1, v:v). The molecular mass distribution of the products was determined by ion trap mass spectrometer (Thermo Scientific LTQ Orbitrap XL, Waltham, MA, USA).



3.8. Statistical Analysis

Multiple comparisons were performed by the one-way analysis of variance (ANOVA) using the Tukey test (SPSS statistics 19.0 software, IBM, Armonk, NY, USA). Results were expressed as the mean ± SEM from three independent experiments, with p < 0.05 and p < 0.01 taken to show statistical significance and distinct significance, respectively.




4. Conclusions

The present study represents cloning and overproducing of YM01-3, which showed the most evident activity on agar degradation among the 15 putative agarases from Catenovulum agarivorans YM01T. The recombinant YM01-3 reveals high agar degrading activity and produces neoagarotetraose and neoagarohexaose as the main products. Notably, YM01-3 shows higher optimal temperature and thermostability than most of the other agarases, which reveals its potentially high effectiveness for application in industrial oligosaccharide production.






Acknowledgments

This work was supported by projects from the National Natural Science Foundation of China (NSFC; No. 41206117), the National High Technology Research and Development Program of China (863 program; No. 2007AA09Z434) and the NSFC for Creative Research Groups (No. 41221004).



Author Contributions

Xiaochong Shi and Xiao-Hua Zhang designed the experiment and contributed to writing manuscript. Fangyuan Cui performed the mass spectrometry analysis of agarolytic activity of the extracellular proteins of YM01T, cloning and expression of the YM01-3 agarase, and contributed to writing manuscript. Sujie Dong performed the purification and characterization of the YM01-3 agarase, analyzed the data and wrote the manuscript. Xia Zhao contributed to the determination of hydrolysis products by purified YM01-3.



Conflicts of Interest

The authors declare no conflict of interest.



References


	1. 
Araki, C.H. Acetylation of agar like substance of Gelidium amansii. J. Chem. Soc. 1937, 58, 1338–1350. [Google Scholar]

	2. 
Hamer, G.K.; Bhattacharjee, S.S.; Yaphe, W. Analysis of the enzymic hydrolysis products of agarose by 13C-NMR spectroscopy. Carbohydr. Res. 1977, 54, C7–C10. [Google Scholar] [CrossRef]

	3. 
Potin, P.; Richard, C.; Rochas, C.; Kloareg, B. Purification and characterization of the α-agarase from Alteromonas agarlyticus (Cataldi) comb. nov., strain GJ1B. Eur. J. Biochem. 1993, 214, 599–607. [Google Scholar] [CrossRef]

	4. 
Kirimura, K.; Masuda, N.; Iwasaki, Y.; Nakagawa, H.; Kobayashi, R.; Usami, S. Purification and characterization of a novel beta-agarase from an alkalophilic bacterium, Alteromonas sp. E-1. J. Biosci. Bioeng. 1999, 87, 436–441. [Google Scholar] [CrossRef]

	5. 
Cantarel, B.L.; Coutinho, P.M.; Rancurel, C.; Bernard, T.; Lombard, V.; Henrissat, B. The Carbohydrate-Active EnZymes database (CAZy): An expert resource for Glycogenomics. Nucleic. Acids. Res. 2009, 37, 233–238. [Google Scholar] [CrossRef]

	6. 
Carbohydrate-Active enZYmes Database. Available online: http://www.cazy.org (accessed on 1 October 2013).

	7. 
Michel, G.; Nyval, P.; Barbeyron, T.; Czjzek, M.; Helbert, W. Bioconversion of red seaweed galactans: A focus on bacterial agarases and carrageenases. Appl. Microbiol. Biotechnol. 2006, 71, 23–33. [Google Scholar] [CrossRef]

	8. 
Rhee, Y.J.; Han, C.R.; Kim, W.C.; Jun, D.Y.; Rhee, I.K.; Kim, Y.H. Isolation of a novel freshwater agarolytic Cellvibrio sp. KY-YJ-3 and characterization of its extracellular beta-agarase. J. Microbiol. Biotechnol. 2010, 20, 1378–1385. [Google Scholar] [CrossRef]

	9. 
Hu, Z.; Lin, B.K.; Xu, Y.; Zhong, M.Q.; Liu, G.M. Production and purification of agarase from a marine agarolytic bacterium Agarivorans sp. HZ105. J. Appl. Microbiol. 2009, 106, 181–190. [Google Scholar] [CrossRef]

	10. 
Wang, J.X.; Mou, H.J.; Jiang, X.L.; Guan, H.S. Characterization of a novel β-agarase from marine Alteromonas sp. SY37-12 and its degrading products. Appl. Microbiol. Biotechnol. 2006, 71, 833–839. [Google Scholar] [CrossRef]

	11. 
Zhong, Z.; Toukdarian, A.; Helinski, D.; Knauf, V.; Sykes, S.; Wilkinson, J.E.; O’Bryne, C.; Shea, T.; DeLoughery, C.; Caspi, R. Sequence analysis of a 101-kilobase plasmid required for agar degradation by a Microscilla isolate. Appl. Environ. Microbiol. 2001, 67, 5771–5779. [Google Scholar] [CrossRef]

	12. 
Oh, C.; Nikapitiya, C.; Lee, Y.; Whang, I.; Kim, S.J.; Kang, D.H.; Lee, J. Cloning, purification and biochemical characterization of β agarase from the marine bacterium Pseudoalteromonas sp. AG4. J. Ind. Microbiol. Biotechnol. 2010, 37, 483–494. [Google Scholar] [CrossRef]

	13. 
Morrice, L.M.; McLean, M.W.; Williamson, F.B.; Long, W.F. Purifications and some properties of beta-agarases I and II from Pseudomonas atlantica. Eur. J. Biochem. 1983, 135, 553–558. [Google Scholar] [CrossRef]

	14. 
Nedashkovskaya, O.I.; Suzuki, M.; Lee, J.S.; Lee, K.C.; Shevchenko, L.S.; Mikhailov, V.V. Pseudozobellia thermophila gen. nov. sp. nov., a bacterium of the family Flavobacteriaceae, isolated from the green alga Ulva fenestrata. Int. J. Syst. Evol. Microbiol. 2009, 59, 806–810. [Google Scholar] [CrossRef]

	15. 
Ekborg, N.A.; Taylor, L.E.; Longmire, A.G.; Henrissat, B.; Weiner, R.M.; Hutcheson, S.W. Genomic and proteomic analyses of the agarolytic system expressed by Saccharophagus degradans 2-40. Appl. Environ. Microbiol. 2006, 72, 3396–3405. [Google Scholar] [CrossRef]

	16. 
Fu, W.; Han, B.; Duan, D.; Liu, W.; Wang, C. Purification and characterization of agarases from a marine bacterium Vibrio sp.F-6. J. Ind. Microbiol. Biotechnol. 2008, 35, 915–922. [Google Scholar] [CrossRef]

	17. 
Lakshmikanth, M.; Manohar, S.; Lalitha, J. Purification and characterization of β-agarase from agar-liquefying soil bacterium Acinetobacter sp., AG LSL-1. Process. Biochem. 2009, 44, 999–1003. [Google Scholar] [CrossRef]

	18. 
Suzuki, H.; Sawai, Y.; Suzuki, T.; Kawai, K. Purification and characterization of an extracellular beta-agarase from Bacillus sp. MK03. J. Biosci. Bioeng. 2003, 95, 328–334. [Google Scholar]

	19. 
Van der Meulen, H.J.; Harder, W. Production and characterization of the agarase of Cytoplaga flevensis. Antonie van Leeuwenhoek 1975, 41, 431–447. [Google Scholar] [CrossRef]

	20. 
De Ruiter, G.; Rudolph, B. Carrageenan biotechnology. Trends Food. Sci. Technol. 1997, 8, 389–395. [Google Scholar] [CrossRef]

	21. 
Yan, S.L.; Yu, M.; Wang, Y.; Shen, C.; Zhang, X.-H. Catenovulum agarivorans gen. nov. sp. nov., a peritrichously flagellated, chain-forming, agar-hydrolysing gammaproteobacterium isolated from seawater. Int. J. Syst. Evol. Microbiol. 2011, 61, 2866–2873. [Google Scholar]

	22. 
Shi, X.; Yu, M.; Yan, S.; Dong, S.; Zhang, X.-H. Genome sequence of the thermostable-agarase-producing marine bacterium Catenovulum agarivorans YM01T, which reveals the presence of a series of agarase-encoding genes. J. Bacteriol. 2012, 194, 54–84. [Google Scholar]

	23. 
Petersen, T.N.; Brunak, S.; Heijne, G.; Nielsen, H. SignalP 4.0: Discriminating signal peptides from transmembrane regions. Nat. Methods 2011, 8, 785–786. [Google Scholar] [CrossRef]

	24. 
Allouch, J.; Jam, M.; Helbert, W.; Barbeyron, T.; Kloareg, B.; Henrissat, B.; Czjzek, M. The three-dimensional structures of two β-agarase. J. Biol. Chem. 2003, 278, 47171–47180. [Google Scholar]

	25. 
Henrissat, B.; Davies, G.J. Structural and sequence-based classification of glycoside hydrolases. Curr. Opin. Struct. Biol. 1997, 7, 637–644. [Google Scholar] [CrossRef]

	26. 
Shi, X.; Cui, F.; Zhang, X.-H.; College of Marine Life Sciences, Ocean University of China, Qingdao, China. Unpublished work. 2014.

	27. 
Long, M.X.; Yu, Z.N.; Xu, X. A novel β-Agarase with high pH stability from marine Agarivorans sp. LQ48. Mar. Biotechnol. 2010, 12, 62–69. [Google Scholar] [CrossRef]

	28. 
Dong, J.; Tamaru, Y.; Araki, T. A unique beta-agarase, AgaA, from a marine bacterium, Vibrio sp. strain PO-303. Appl. Microbiol. Biotechnol. 2007, 74, 1248–1255. [Google Scholar]

	29. 
Dong, J.; Tamaru, Y.; Araki, T. Molecular cloning, expression, and characterization of a beta-agarase gene, agaD, from a marine bacterium, Vibrio sp. strain PO-303. Biosci. Biotechnol. Biochem. 2007, 71, 38–46. [Google Scholar] [CrossRef]

	30. 
Lu, X.Z.; Chu, Y.; Wu, Q.Q.; Gu, Y.C.; Han, F.; Yu, W.G. Cloning, expression and characterization of a new agarase-encoding gene from marine Pseudoalteromonas sp. Biotechnol. Lett. 2009, 31, 1565–1570. [Google Scholar] [CrossRef]

	31. 
Ohta, Y.; Hatada, Y.; Nogi, Y.; Miyazaki, M.; Li, Z.; Akita, M.; Hidaka, Y.; Goda, S.; Ito, S.; Horikoshi, K. Enzymatic properties and nucleotide and amino acid sequences of a thermostable beta-agarase from a novel species of deep-sea Microbulbifer. Appl. Microbiol. Biotechnol. 2004, 64, 505–514. [Google Scholar] [CrossRef]

	32. 
Jonnadula, R.; Ghadi, S.C. Purification and charaterization of β-agarase from seaweed decomposing bacterium Microbulbifer sp. strain CMC-5. Biotechnol. Bioproce 2011, 16, 513–519. [Google Scholar] [CrossRef]

	33. 
Ohta, Y.; Nogi, Y.; Miyazaki, M.; Li, Z.; Hatada, Y.; Ito, S.; Horikoshi, K. Enzymatic properties and nucleotide and amino acid sequences of a thermostable beta-agarase from the novel marine isolate, JAMB-A94. Biosci. Biotechnol. Biochem. 2004, 68, 1073–1081. [Google Scholar] [CrossRef]

	34. 
Lee, D.G.; Jang, M.K.; Lee, O.H.; Jang, M.K.; Kim, N.Y.; Ju, S.A.; Lee, S.H. Over-production of a glycoside hydrolase family 50 beta-agarase from Agarivorans sp. JA-1 in Bacillus subtilis and the whitening effect of its product. Biotechnol. Lett. 2008, 30, 911–918. [Google Scholar] [CrossRef]

	35. 
Liao, L.; Xu, X.W.; Jiang, X.W.; Cao, Y.; Yi, N.; Huo, Y.Y.; Wu, Y.H.; Zhu, X.F.; Zhang, X.Q.; Wu, M. Cloning, expression, and characterization of a new beta-agarase from Vibrio sp. strain CN41. Appl. Environ. Microbiol. 2011, 77, 7077–7079. [Google Scholar] [CrossRef]

	36. 
Ohta, Y.; Hatada, Y.; Ito, S.; Horikoshi, K. High-level expression of a neoagarobiose-producing β-agarase gene from Agarivorans sp. JAMB-AII in Bacillus subtilis and enzymic properties of the recombinant enzyme. Biotechnol. Appl. Biochem. 2005, 41, 183–191. [Google Scholar] [CrossRef]

	37. 
Temuujin, U.; Chi, W.J.; Chang, Y.K.; Hong, S.K. Identification and biochemical characterization of Sco3487 from Streptomyces coelicolor A3(2), an exo- and endo-type β-agarase-producing neoagarobiose. J. Bacteriol. 2012, 94, 142–149. [Google Scholar] [CrossRef]

	38. 
Kim, H.; Lee, S.; Lee, D.; Kim, H.S.; Bang, W.G.; Kim, K.; Choi, I.G. Overexpression and molecular characterization of Aga50D from Saccharophagus degradans 2-40: An exo-type β-agarase producing neoagarobiose. Appl. Microbiol. Biotechnol. 2010, 86, 227–234. [Google Scholar] [CrossRef]

	39. 
Fu, X.T.; Lin, H.; Kim, S.M. Purification and characterization of a novel β-agarase, AgaA34, from Agarivorans albus YKW-34. Appl. Microbiol. Biotechnol. 2008, 78, 265–273. [Google Scholar] [CrossRef]

	40. 
Lin, B.; Lu, G.; Zheng, Y.; Xie, W.; Li, S.; Hu, Z. Gene cloning, expression and characterization of a neoagarotetraose-producing β-agarase from the marine bacterium Agarivorans sp. HZ105. World J. Microbiol. Biotechnol. 2011, 28, 1691–1697. [Google Scholar]

	41. 
Ohta, H.; Hatada, Y.; Nogi, Y.; Li, Z.; Ito, S.; Horikoshi, K. Cloning, expression, and characterization of a glycoside hydrolase family 86 β-agarase from a deap-sea Microbulbifer-like isolate. Appl. Microbiol. Biotechnol. 2004, 66, 266–275. [Google Scholar] [CrossRef]

	42. 
Ohta, Y.; Hatada, Y.; Miyazaki, M.; Nogi, Y.; Ito, S.; Horikoshi, K. Purification and characterization of a novel α-agarase from a Thalassomonas sp. Curr. Microbiol. 2005, 50, 212–216. [Google Scholar] [CrossRef]

	43. 
Dong, J.; Hashikawa, S.; Konishi, T.; Tamaru, Y.; Araki, T. Cloning of the novel gene encoding beta-agarase C from a marine bacterium, Vibrio sp. strain PO-303, and characterization of the gene product. Appl. Environ. Microbiol. 2006, 72, 6399–6401. [Google Scholar] [CrossRef]

	44. 
Ma, C.P.; Lu, X.Z.; Shi, C.; Li, J.B.; Gu, Y.C.; Ma, Y.M.; Chu, Y.; Han, F.; Gong, Q.H.; Yu, W.G. Molecular cloning and characterization of a novel β-Agarase, AgaB, from marine Pseudoalteromonas sp.CY24. J. Biol. Chem. 2007, 282, 3747–3754. [Google Scholar]

	45. 
Xie, W.; Lin, B.; Zhou, Z.; Lu, G.; Lun, J.; Xia, C.; Li, S.; Hu, Z. Characterization of a novel β-agarase from an agar-degrading bacterium Catenovulum sp. X3. Appl. Microbiol. Biotechnol. 2013, 97, 4907–4915. [Google Scholar] [CrossRef]

	46. 
Fu, X.T.; Kim, S.M. Agarase: Review of major sources, categories, purification method, enzyme characteristics and applications. Mar. Drugs 2010, 8, 200–218. [Google Scholar] [CrossRef]

	47. 
Bannikova, G.E.; Lopatin, S.A.; Varlamov, V.P.; Kuznetsov, B.B.; Kozina, I.V.; Miroshnichenko, M.L.; Chernykh, N.A.; Turova, T.P.; Bonch-Osmolovskaya, E.A. The thermophilic bacteria hydrolyzing agar: Characterization of thermostable agarase. Appl. Microbiol. Biotechnol. 2008, 45, 366–371. [Google Scholar]

	48. 
Lin, L.L.; Chyau, C.C.; Hsu, W.H. Production and properties of a raw starch-degrading amylase from the thermophilic and alkaliphilic Bacillus sp. TS-23. Biotechnol. Appl. Biochem. 1998, 28, 61–68. [Google Scholar]

	49. 
Fitter, J.; Herrmann, R.; Hauss, T.; Lechner, R.E.; Dencher, N.A. Dynamical properties of alpha-amylase in the folded and unfolded state: The role of thermal equilibrium fluctuations for conformational entropy and protein stabilization. Phys. B 2001, 301, 1–7. [Google Scholar] [CrossRef]

	50. 
Altschul, S.F.; Madden, T.L.; Schäffer, A.A.; Zhang, J.; Zhang, Z.; Miller, W.; Lipman, D.J. Gapped BLAST and PSI-BLAST: A new generation of protein database search programs. Nucleic. Acids Res. 1997, 25, 3389–3402. [Google Scholar]

	51. 
BLAST Assembled RefSeq Genomes. Available online: http://blast.ncbi.nlm.nih.gov/Blast.cgi (accessed on 10 December 2012).

	52. 
Sievers, F.; Wilm, A.; Dineen, D.; Gibson, T.J.; Karplus, K.; Li, W.; Lopez, R.; McWilliam, H.; Remmert, M.; Söding, J.; et al. Fast, scalable generation of high-quality protein multiple sequence alignments using Clustal Omega. Mol. Syst. Biol. 2011, 7. [Google Scholar] [CrossRef]

	53. 
Clustal Omega, Multipal Sequence Aligment. Available online: http://www.ebi.ac.uk/Tools/msa/clustalo/ (accessed on 15 October 2012).

	54. 
Tamura, K.; Peterson, D.; Peterson, N.; Stecher, G.; Nei, M.; Kumar, S. MEGA5: Molecular evolutionary genetics analysis using maximum likelihood, evolutionary distance, and maximum parsimony methods. Mol. Biol. Evol. 2011, 28, 2731–2739. [Google Scholar]





© 2014 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/).







media/file4.png
Reaction time





nav.xhtml


  marinedrugs-12-02731


  
    		
      marinedrugs-12-02731
    


  




  





media/file5.png
~BpH Stability
0 pH

—@~Thermostabilty
B —4—Optimum temperature






media/file3.png





media/file0.png





media/file1.png
LQS-VSDEFNYIAPTNNKPSAFTSRWNDSY INSNLGPGDTEFSSERSYTTGGALGLQATEKAGTNKV-LSGIVSSKAT 103
WQLQS-VSDEENY IAQPNNK PAAFNNRANAS Y INAHLGPGDTEF SAGHSYTTGGALGLOATEKAGTNKV-LSGIISSKAT 116
SGKTHQLQT-VSDQFNYQAGTSNKPAAH‘I!RWI!AS‘{HIAHLGPGD’A‘EFSSGHSYTTGGALGWATEKAGTNKV—LSGIVSSKAT 116
(AADRDGVPTPAPAGONKTHQIQS-VSDDFNY TASANNK PNAFTSRANDS! GKLALQRAEKTGTDKV-YAGIISSKQT 97
IDIAQ! NVSDSFNYTSSEGNRPTRHSKHKPS‘(INGHTGPGSTIFI!APQAHTN55QLMQI\QP AGNGKs YNGIITSKNK 99

g pagrse um.u(sLPrLLauslwrmummmmsmmmm PsuommnmrKRrﬂmTEGFxnqﬂTGPGLTEuwnssvmcrmmmsnukwlmscxssm 19

GlakobagriykaNo: g FTYPLYLEAMVPTNNTHANAVRMLSADSTS kﬁ!gmz IREFFQD‘(QPKDEGSHI‘ﬂmGE’l“(RNKFRRYGVlI‘HKDAWIWD‘(YIDGVLVRSVS 223
Prsbateomses siovea e | HYPL‘{LEAHVKPTNHTMMAVHHLSADSTQSIDMSYGSDRIGQEHFDQWVSNIIIFIR PEQD) 236
dromncr. LEAMVKE: mrrmmvwm.ssnswmm DRVGQEWFDQRME PEQD QPKDmAwmscmmKrmcvuwKwuwmnsvwnsvssmm 235
Caomien s YOI YOS HYPLY!EARAK m)sramnmmsnamcummvsmmzmuwmzssnxmQEmstmchmnmw PQﬂ
T 1QYW‘{MEIKA.KIHDQVLMAMLTDDETQEIDIMEGYGSDR ccrummuLsunmmmmmsmmmcsTmsmmcmnrmzm 217

mPermLsKLmsmeSQnsszwz.mssnn?wmmqnmnsnnmmmDYQPKDDGsleDG—'l'THADDMVGVWRDPHMLEYYINGKNVRWSGKIlID 238

GiaiedogrteaNO2 Agdy  PKNYTNGKGLNSPUEI ILDMEYQPHR---!
Prwiioonons alics paprse | PENYTNGTGLNKPMHT TLDMEHQPAR-~-]
dmwos. pagrse PEGYTGGTGLNKPMHT TLDMEHQPHR-
Catron o YOIT YMOL3 puummmmnmmnmk /DRIRVY]
i Glemboras ILGGTGLNQATNI TIDCEN( u.nnsnuwvankWKWAvssGGMNSLEHuMMKn 288
e g P GYTDGTGLHKPH‘N!!NMINQEWRTDQDIEH‘DQELADSERSTMLVDWR!‘{QAVKR






media/file2.png
BAK48741

we






media/file6.png





