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ABSTRACT Arabinoxylan hydrolysates (AXH) are the hydrolyzed products of the
major components of the dietary fiber arabinoxylan. AXH include diverse oligosac-
charides varying in xylose polymerization and side residue modifications with arabi-
nose at the O-2 and/or O-3 position of the xylose unit. Previous studies have re-
ported that AXH exhibit prebiotic properties on gut bifidobacteria; moreover, several
adult-associated bifidobacterial species (e.g., Bifidobacterium adolescentis and Bifido-
bacterium longum subsp. longum) are known to utilize AXH. In this study, we tried to
elucidate the molecular mechanisms of AXH utilization by Bifidobacterium pseudo-
catenulatum, which is a common bifidobacterial species found in adult feces. We
performed transcriptomic analysis of B. pseudocatenulatum YIT 40727, which identi-
fied three upregulated gene clusters during AXH utilization. The gene clusters en-
coded three sets of ATP-binding cassette (ABC) transporters and five enzymes be-
longing to glycoside hydrolase family 43 (GH43). By characterizing the
recombinant proteins, we found that three solute-binding proteins of ABC transport-
ers showed either broad or narrow specificity, two arabinofuranosidases hydrolyzed
either single- or double-decorated arabinoxylooligosaccharides, and three xylosi-
dases exhibited functionally identical activity. These data collectively suggest that
the transporters and glycoside hydrolases, encoded in the three gene clusters, work
together to utilize AXH of different sizes and with different side residue modifica-
tions. Thus, our study sheds light on the overall picture of how these proteins col-
laborate for the utilization of AXH in B. pseudocatenulatum and may explain the pre-
dominance of this symbiont species in the adult human gut.

IMPORTANCE Bifidobacteria commonly reside in the human intestine and possess
abundant genes involved in carbohydrate utilization. Arabinoxylan hydrolysates
(AXH) are hydrolyzed products of arabinoxylan, one of the most abundant dietary fi-
bers, and they include xylooligosaccharides and those decorated with arabinofurano-
syl residues. The molecular mechanism by which B. pseudocatenulatum, a common
bifidobacterial species found in adult feces, utilizes structurally and compositionally
variable AXH has yet to be extensively investigated. In this study, we identified three
gene clusters (encoding five GH43 enzymes and three solute-binding proteins of
ABC transporters) that were upregulated in B. pseudocatenulatum YIT 40727 during
AXH utilization. By investigating their substrate specificities, we revealed how these
proteins are involved in the uptake and degradation of AXH. These molecular in-
sights may provide a better understanding of how resident bifidobacteria colonize
the colon.
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he gastrointestinal tract is inhabited by diverse bacteria. Dietary fiber is the main

carbon source for these resident bacteria and affects the composition of the gut
microbiota (1). The human gut microbiota possesses various carbohydrate-active en-
zymes (CAZymes) that can degrade plant-derived polysaccharides (2).

Bifidobacteria are commonly found in the human gut throughout life; however, their
composition differs between infancy and adulthood. Bifidobacteria exhibit a saccharo-
lytic feature, which contributes to their adaptation to the environment (3). The infant
gut microbiota is dominated by several bifidobacterial species (e.g., Bifidobacterium
longum subsp. infantis, Bifidobacterium bifidum, and Bifidobacterium breve) that are
known to utilize various human milk oligosaccharides (4-7). In the adult gut microbiota,
other bifidobacterial species (e.g., Bifidobacterium pseudocatenulatum, Bifidobacterium
adolescentis, and Bifidobacterium longum subsp. longum) are predominant (8, 9).
Genomic analysis and culture-based assays suggest that the last two taxa are able to
utilize plant-derived carbohydrates (10-12). Thus, plant-derived carbohydrates could be
a factor driving bifidobacterial colonization in the adult gut.

Arabinoxylan (AX) is a major hemicellulose constituent of the plant cell wall and
comprises long chains of B-1,4-linked xylose partially decorated with a-L-arabino-
furanosyl residues at the O-2 and/or O-3 position (13). Xylanolytic bacteria, such as
Bacteroides strains, primarily hydrolyze AX into arabinoxylan hydrolysates (AXH; also
referred as arabinoxylan-oligosaccharides [AX-OS]) by an extracellular endo-xylanase
and supply oligosaccharides to bifidobacteria (14). The AXH include both xylooligosac-
charides (XOS) and arabinoxylooligosaccharides (AXOS). Several human and animal
studies have shown that the intake of an AXH-rich diet resulted in an increased
abundance of the genus Bifidobacterium (15-17). It has been reported that several
adult-associated bifidobacterial strains (e.g., Bifidobacterium adolescentis and Bifidobac-
terium longum subsp. longum) assimilate AXH and possess enzymes involved in the
degradation of AXH (18-21). Bifidobacterium pseudocatenulatum is a common bifido-
bacterial species found in adult feces. However, molecular insights into how B. pseudo-
catenulatum utilizes structurally diverse AXH are lacking.

In this study, we investigated the molecular mechanism of bifidobacterial AXH
utilization using B. pseudocatenulatum YIT 40727 (= JCM 12007). On performing a
comprehensive transcriptomic analysis, we found that the genes for ABC transporters
and glycoside hydrolases were upregulated during AXH utilization. We further inves-
tigated the substrate specificities of these proteins to shed light on how B. pseudo-
catenulatum utilizes the AXH, which include oligosaccharides varying in the length of
polymerization and the position of the arabinofuranosyl decoration.

RESULTS

Growth of B. pseudocatenulatum on AX-related carbohydrates. To evaluate the
ability of B. pseudocatenulatum YIT 40727 to utilize AX-related carbohydrates, we
cultured the strain using media containing AX, AXH (see Materials and Methods for a
description of its preparation), a commercially available mixture of XOS (XOS-95P;
provided by B Food Science Co., Ltd., Aichi, Japan), xylose, or arabinose as the sole
carbon source (final concentration, 0.5%). We found the more rapid growth of the strain
in the presence of AX-derived oligosaccharides than in the presence of AX-derived
monosaccharides: the lag time of AXH and XOS-95P (10.5 h) was shorter than that of
xylose and arabinose (17.5 and 14.5 h, respectively), and the generation time of AXH
and XOS-95P (110 and 100 min, respectively) was shorter than that of xylose and
arabinose (210 and 170 min, respectively) (Fig. 1A). The growth of the strain was not
observed in the presence of AX or the control.

Transcriptomic analysis during growth on media supplemented with AXH. We
subsequently performed transcriptomic analysis (RNA-seq) to find the genes that were
involved in AXH utilization (Fig. 1B). We found that 10 genes (BBPC_RS01570 to
BBPC_RS01615) were located in a cluster (denoted cluster I; Fig. 1B) and upregulated
during growth with AXH (upregulation at a level 10 times greater than that of lactose;
number of reads per kilobase per million reads [RPKM] > 500; Fig. 1B and C). In addition, we
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FIG 1 Gene clusters responsible for utilizing AXH. (A) Growth curves of B. pseudocatenulatum YIT 40727 on AX-related carbohydrates. (B) (Top) Ratio of the RPKM value
of B. pseudocatenulatum YIT 40727 grown on the different carbon sources. The ratios of the RPKM values (AXH/lactose [Lac]) are aligned in the order of the gene locus.
For genes with an RPKM value of zero under the lactose condition, the ratio was calculated with the number of reads set equal to 1. The vertical axis shows the part
with values below 100. (Bottom) The gene organization of the three clusters which displayed high levels expression during growth on the AXH are shown. (C) The
RPKM values of genes encoded by the three clusters are represented by a heat map. The numbers represent abbreviated locus tags (BBPC_RSXXXXX).
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found that the other upregulated genes (BBPC_RS02280 to BBPC_RS02315 and BBP-
C_RS02370 to BBPC_RS02415) were encoded in two clusters (denoted clusters Il and IlI,
respectively) (Fig. 1B and C). Referring to the annotation, the genes located in these three
clusters were predicted to be associated with carbohydrate utilization. The upregulated
genes in these clusters included three sets of ABC transporters and nine glycoside hydro-
lases (GH) which belonged to GH family 43 (GH43), GH8, or GH120 (see Fig. S1 in the
supplemental material). We observed that these clusters were also upregulated with xylose
and XOS-95P but not with arabinose (Fig. 1C). All nine GH enzymes lacked a signal peptide,
suggesting that the enzyme hydrolyzes the substrate intracellularly.

Substrate specificities of SBP. Previous studies have reported that bifidobacteria
possess an arsenal of ABC transporters for the uptake of various carbohydrates (22-24).
Among the components of ABC transporters, solute-binding proteins (SBP) play a key
role in substrate recognition (25). We prepared three recombinant SBP (denoted B.
pseudocatenulatum AXH binding proteins [BpAXBP]) and evaluated their affinity for
purified XOS with different degrees of polymerization (from two to six) and AXOS with
different arabinose modifications (Fig. S2). We calculated the dissociation constants (K,)
of each BpAXBP for the tested oligosaccharides on the basis of surface plasmon
resonance (SPR) (Fig. 2A to C and Fig. S3). Interestingly, we found that three BpAXBP
exhibited different substrate specificities (Fig. 2D). BpAXBP3 exhibited low K, values
(less than 100 wM) with all tested oligosaccharides, except for double arabinofuranosyl-
decorated XOS (AXOS2), suggesting that the SBP are involved in the uptake of a wide
range of AX-derived oligosaccharides. In contrast, the other two BpAXBP displayed
narrow and distinct substrate specificities. BpbAXBP2 exhibited a high affinity for AXOS,
including double arabinofuranosyl-decorated XOS (AXOS2). BobAXBP1 exhibited a high
affinity for XOS and AXOS4 (whose nonreducing end of the xylose backbone was not
decorated with arabinose) but not for the other AXOS tested.

Glycoside hydrolase activity of five GH43 enzymes. Five GH43 enzymes were
upregulated by AXH in our RNA-seq experiment. However, how they cooperatively
degraded structurally variable AXH was unclear. Since GH43 enzymes include xylosi-
dases and arabinofuranosidases, we prepared recombinant proteins of the GH43
enzymes and determined their activities by incubating them with AXH. We found that
three enzymes (encoded by BBPC_RS01595, BBPC_RS02300, and BBPC_RS02400) lib-
erated xylose, implying that the enzymes were xylosidases (designated BpXyl43A,
BpXyl43B, and BpXyl43C) (Fig. 3A). In contrast, the other GH43 enzymes (encoded by
BBPC_RS01610 and BBPC_RS02375) liberated arabinose, suggesting that these en-
zymes were arabinofuranosidases (designated BpAbf43A and BpAbf43B) (Fig. 3A).

Two arabinofuranosidases exhibited distinct substrate specificities. We subse-
quently evaluated the difference in substrate specificities of the two GH43 arabino-
furanosidases using purified AXOS with an arabinofuranosyl decoration at the O-2
and/or O-3 position of xylose (Fig. S2B). We found that BpAbf43B was capable of
liberating arabinose from AXOS with a single arabinofuranosyl decoration (i.e.,, AXOST1,
AXOS3, and AXOS4); however, the enzyme was incapable of liberating arabinose from
AXOS with double arabinofuranosyl decorations (AXOS2) (Fig. 3B). On the contrary,
BpAbf43A hydrolyzed the double arabinofuranosyl-decorated AXOS (AXOS2) to a single
arabinofuranosyl-decorated AXOS (Fig. 3B); however, there was less or no hydrolyzing
activity of the enzyme toward AXOS with a single arabinofuranosyl decoration.

Three GH43 xylosidases exhibit functionally identical activity. To confirm the
xylosidase activity of the other three GH43 enzymes, we subsequently incubated the
recombinant enzymes with XOS with four degrees of polymerization (XOS4). As shown
in Fig. 3C, we observed that XOS4 was gradually hydrolyzed and that the amount of
xylose was increased in a time-dependent manner, confirming that they had identical
xylosidase activity.

Distribution of the three AXH utilization clusters in other B. pseudocatenulatum
strains. To assess the presence of the three gene clusters among B. pseudocatenulatum
strains, we performed BLAST searches against the genomes of 65 strains deposited in
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FIG 2 Affinities of the BpAXBP for the differently decorated AXOS or XOS with different polymerizations. (A to C) The affinity of each
BpAXBP toward AXOS or XOS was analyzed by surface plasmon resonance, and their representative sensorgrams are shown. The
sensorgrams of all oligosaccharides tested are shown in Fig. S3 in the supplemental material. (D) The affinity of BpoAXBP for AXOS or XOS
is represented by a heat map based on the calculated K, value (in micromolar). Each box is colored according to the legend shown on
the right. ND®, no SPR signals were detected; ND®), the K, values were too high to be determined. The graphical representations of the

glycans are based on reference 38. The stars represent xylose (orange) or arabinose (green).

the NCBI database (Fig. S1). We found that 13 strains (20%), including the type strain,
possessed all three clusters (Fig. S1, group A). Thirty-eight strains (58%, group B) lacked
most of the genes located in cluster I, and eight strains (12%, group C) lacked the gene
encoded in the former part of cluster |, whereas six strains (9.2%, group D) lacked the
genes located in cluster Il and the former part of cluster I.

DISCUSSION

In this study, we found that three ABC transporters, three xylosidases, and two
arabinofuranosidases encoded in the three gene clusters were involved in AXH utili-
zation in B. pseudocatenulatum. Three of the BpAXBP had either a broad or a narrow
substrate specificity for oligosaccharides, suggesting that they work together to trans-
port AXOS and XOS of different sizes and with different side residue modifications (Fig.
2). Two arabinofuranosidases exhibited distinct substrate specificities, suggesting that
they coordinately work to hydrolyze arabinofuranosyl residues decorated at different
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FIG 3 Activity of the five GH43 enzymes toward AX-related oligosaccharides. (A) Concentrations of monosaccha-
rides liberated from AXH by the recombinant GH43 enzymes. The concentration increase from the initial solution
is represented. (B) TLC analysis of AXOS by the two recombinant BpAbf43. The substrates are indicated at the top.
(C) Time course of hydrolysis of XOS4 by the three recombinant BpXyl43. The numbers indicate the reaction time
of incubation. Lanes Std, a mixture of xylose, XOS2, XOS3, and XOS4. The stars represent xylose (orange) or
arabinose (green).

positions in the xylose backbone (Fig. 3B). We also found that the three xylosidases
contributed to hydrolyze the xylose backbone in a similar manner (Fig. 3C). Thus, our
study sheds light on the overall picture of how these proteins collaborate for the
utilization of structurally diverse AXH in B. pseudocatenulatum YIT 40727, as illustrated
in Fig. 4.

Genes encoded in cluster lll may play central roles in AX-OS utilization. In this
study, we found that the ABC transporters and GH43 enzymes encoded in cluster Il (i.e.,
BpAXBP3, BpXyl43C, and BpAbf43B) exhibited a wide range of substrate specificities
and played a major role in AXH utilization. The substrate specificity of these recombi-
nant proteins suggested that most of AXOS and XOS (shown in Fig. S1 in the supple-
mental material) can be transported and degraded. The broad substrate specificities of
the proteins in this gene cluster are in agreement with the fact that cluster Il is highly
conserved among the B. pseudocatenulatum species.

Consistent with the findings of our study, Ejby et al. reported that an ABC trans-
porter SBP of B. animalis subsp. lactis (i.e., BIAXBP), which is a homolog of BpAXBP3
(amino acid homology, 70%), was involved in AXOS and XOS utilization (26). In addition,
Andersen et al. reported the involvement of a gene cluster of B. animalis subsp. lactis
which is similar to gene cluster Ill involved in XOS utilization found in this study (27).

ABC transporter and arabinofuranosidase for AXOS with double arabinofura-
nosyl decoration. To date, only one bifidobacterial ABC transporter SBP for AXOS and
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indicate the targeted linkages. The broken line from BpAbf43A indicates weak activity compared to that
of BpAbf43B. The stars represent xylose (orange) or arabinose (green).

XOS has been characterized (26). However, a transporter for AXOS with a double
arabinofuranosyl decoration (AXOS2) (Fig. S2) has not been identified. In this study, we
demonstrated an ABC transporter, BbAXBP2, encoded in cluster Il, to be responsible for
the uptake of AXOS2.

We also found that BpAbf43A, encoded in cluster |, is capable of hydrolyzing the
AXOS with a double arabinofuranosyl decoration (AXOS2). The findings of our study are
in good agreement with those of a previous study which reported that an arabino-
furanosidase AXH-d3 of the other adult-dominant species, B. adolescentis, is capable of
hydrolyzing the double-arabinofuranosylated XOS (20).

Of note, the hydrolase and the transporter for the double-arabinofuranosylated XOS
are encoded in clusters | and I, respectively. Thus, the difference in substrate specificity
of these proteins implies that the genes in these clusters contribute to the complete
utilization of AXH with different side residue modifications.

Bifidobacterial glycoside hydrolases for AXH. We found that five GH43 enzymes
are involved in AXH degradation. Our results are consistent with those of the earlier
studies that have reported several bifidobacterial GH43 xylosidases and arabinofura-
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nosidases. Lagaert et al. reported that the xylosidase (XylC) from B. adolescentis LMG
105027 degrades XOS (with a degree of polymerization of from two to six) (21). Viborg
et al. reported that BXA43 from Bifidobacterium animalis subsp. lactis BB-12 hydrolyzed
XOS (with a degree of polymerization of from two to four) (28). As for the arabinofura-
nosidases, Lagaert et al. reported that AXH-d3 and AbfA from B. adolescentis LMG
105027 cleaved arabinofuranosyl residues from AX (20). The two arabinofuranosidases
focused on in this study, BpAbf43A and BpAbf43B, exhibited substrate specificities
similar to those of AXH-d3 and AbfA, respectively.

Our study found that GH51 enzymes were not upregulated in B. pseudocatenulatum
YIT 40727, although it is known that several GH51 enzymes exhibit arabinofuranosidase
activity toward AX (e.g., AbfB from B. adolescentis LMG 105027 and B. longum B667) (20,
29). Our transcriptional analysis indicated that GH43 arabinofuranosidases mainly
contributed to AXH degradation in the B. pseudocatenulatum strain.

Other enzymes in the AXH utilization clusters. Besides the GH43 enzymes, the
results of RNA-seq analysis suggested the involvement of other enzymes in the
degradation of AXH (Fig. 1B). We found that the two proteins encoded by BBPC_
RS01605 and BBPC_RS02310 are classified as GH8 and that the two proteins encoded
by BBPC_RS01600 and BBPC_RS02295 are categorized as GH120, according to the CAZy
database (the annotations in the NCBI database and the CAZy assignments are shown
in Fig. S1). These enzymes are predicted to be involved in the degradation of the XOS
backbone in a manner different from that of GH43 enzymes, as demonstrated for
enzymes of Bifidobacterium adolescentis LMG 105027 (21, 30). Our study proposes the
mechanism for degradation of the basic structure of AXH; however, further investiga-
tion is still needed for a complete understanding of AXH utilization.

Conclusion. In this study, we employed RNA-seq analysis to target the genes
involved in AXH utilization. Furthermore, we prepared the recombinant enzymes of the
target genes to determine whether the transporters and glycoside hydrolases encoded
by the three gene clusters work together during the utilization of AXH varying in the
length of polymerization and the position of the arabinofuranosyl decoration. Thus, our
study contributes to the understanding of how this human gut symbiont became one
of the most predominant species in the adult gut.

MATERIALS AND METHODS

Oligosaccharides. Xylobiose (XOS2) was purchased from Tokyo Chemical Industry Co., Ltd. (Tokyo,
Japan), and xylotriose (XOS3) was purchased from FUJIFILM Wako Pure Chemical Corporation (Osaka,
Japan). The other oligosaccharides used in this study were purchased from Megazyme (Wicklow, Ireland):
xylotetraose (XOS4), xylopentaose (XOS5), xylohexaose (XOS6), 32-a-L-arabinofuranosyl-xylobiose
(AXOS1), 23,33-di-a-L-arabinofuranosyl-xylotriose (AXOS2), 23-a-L-arabinofuranosyl-xylotriose (AXOS3),
and 33-a-L-arabinofuranosyl-xylotetraose (AXOS4). A schematic of these structures is represented in Fig.
S2 in the supplemental material. AXH were prepared as follows: 50 ml of 2% (wt/vol) AX (Megazyme) in
100 mM phosphate buffer (pH 6.5) was supplemented with 75 U of endo-xylanase derived from Cellvibrio
mixtus (Megazyme); this solution was incubated at 40°C for 16 h and boiled for 10 min to inactivate the
enzyme. The boiled solution was added to 200 ml of ethanol, which was then evaporated to obtain the
AXH. XOS-95P, which included XOS2 (33.2%), XOS3 (13.78%), and XOS with a degree of polymerization
of =4 (46.29%) (31), was obtained from B Food Science Co., Ltd. (Aichi, Japan).

Culture conditions. B. pseudocatenulatum YIT 40727 was routinely cultured at 37°C in an anaerobic
chamber (Coy Laboratory, Grass Lake, MI, USA) with 90% N,, 5% CO,, and 5% H,, using MILS broth
(Trypticase peptone, 10 g; yeast extract, 5 g; tryptose, 3 g; K,HPO,, 3 g; KH,PO,, 3 g; triammonium citrate,
2 g; pyruvate, 1T ml; cysteine-HCl, 0.3 g; Tween 80, 1 g; MgSO,-7H,0, 0.575 g; MnSO,-4H,0, 0.12 g;
FeSO,:7H,0, 0.034 g per liter; pH 6.5) supplemented with 0.5% lactose. For the in vitro growth assay, the
strain was subcultured in MILS broth supplemented with 0.5% lactose. The cells were washed and
suspended in MILS broth without carbohydrates, and aliquots of 2 ul were inoculated into 200 ul of MILS
broth supplemented with AX, AXH, XOS-95P, xylose, arabinose, or lactose (final volume, 0.5%). The
culture was covered with 50 ul sterile mineral oil to prevent evaporation, and growth was monitored by
measuring the optical density at 600 nm (ODg,,) every 30 min using a microplate spectrophotometer
(Eon; BioTek, Winooski, VT, USA). The rate of increase in the ODg,, value from 0.2 to 0.6 was used to
calculate the generation time. Lag times were defined as the period until the OD, value reached 0.15.

Transcriptional analysis. A culture of B. pseudocatenulatum YIT 40727 in MILS broth supplemented
with lactose (0.5%, wt/vol) was washed and resuspended in fresh MILS broth. We inoculated 20 ul of the
suspension into 2 ml of MILS broth supplemented with 1% carbohydrates and then incubated the
mixture anaerobically at 37°C until the ODg,, reached 1.0. The bacterial cells were collected by
centrifugation (20,000 X g, 1 min) and resuspended in RNAlater RNA stabilization reagent (Qiagen,
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TABLE 1 Primers used in this study

Target Primer name-direction® Sequence (5'-3')°
BpXyl43A  RS01595-F CCGGCATATGCAAATCGCAAACCCCGT
RS01595-R CCGGCTCGAGCTACTCGTTATCGGGCAATTCC
BpAbf43A  RS01610-F CCGGCATATGATGATTACCTCAACTAA
RS01610-R CCGGCTCGAGTCATTGCTCTCTTTCCTTCG
BpXyl43B  RS02300-F CCGGCATATGAAGATCACCAATCCGGT
RS02300-R CCGGCTCGAGTCAGTCTTCCATCCCAGAAATT
BpAbf43B  RS02375-F ATCGAAGGTAGGCATATGACCGCGACTATTACCATTAC
RS02375-R AGCAGAGATTACCTACTATGCCATGAAGCCGGC
BpXyl43C  RS02400-F CCGGCATATGAAGATTTCCAACCCGGT
RS02400-R CCGGCTCGAGCTACTGGTTATCGGAAAGCTCC
BpAXBP1 RS01570-F ATCGAAGGTAGGCATGCTTGCGGCGGAGGTACTAATA
RS01570-R AGCAGAGATTACCTATTACTTCTTAACCTTCAGGTTCTTC
BpAXBP2 RS02280-F ATCGAAGGTAGGCATGCCAGCAAGGACGAGAATGT
RS02280-R AGCAGAGATTACCTATCACTCGGTCGGCAGGGC
BpAXBP3  RS02385-F ATCGAAGGTAGGCATAAAGACGATAAGACCATTACGTTCTG
RS02385-R AGCAGAGATTACCTATCAGCCCTTGGACGCTGC
pColdl pColdI-F TAGGTAATCTCTGCTTAAAAGCAC
pColdI-R ATGCCTACCTTCGATATGATG

aF, forward; R, reverse.
bThe sequences recognizing the restriction enzymes (Ndel or Xhol) are underlined.

Hilden, Germany) for storage. cDNA libraries were prepared as described in a previous report (32) and
sequenced using an lllumina MiSeq instrument with the MiSeq reagent kit (v3) (150 cycles). The reads
were filtered as follows: low-quality bases that showed an average quality of less than 30 bp were
trimmed off, and reads containing N bases or exhibiting less than 70 bp were removed by using the
cutadapt tool (33), before filtering out rRNA reads with the SortMeRNA program (34). The reads obtained
were aligned with the genomic sequence of B. pseudocatenulatum YIT 40727 (GenBank accession number
NZ_AP012330) by using the Bowtie2 program (35). The amount of reads assigned to each gene was
counted by use of the featureCounts program (36). The transcript level was evaluated with the values of
the reads per kilobase per million reads (RPKM).

Cloning, expression, and purification of the recombinant proteins. The open reading frames
(ORF) of the five glycoside hydrolases and the three SBP, excluding the signal peptide sequences
predicted by the PSORT server (https://psort.hgc.jp/), were amplified by PCR and cloned into pCold | DNA
(TaKaRa Bio Inc., Shiga, Japan), using restriction enzymes (Ndel and Xhol) or an In-fusion HD cloning kit
(TaKaRa Bio Inc.). The primers used in this study are listed in Table 1. Each plasmid was transformed into
Escherichia coli BL21 (TaKaRa Bio), and the transformants were cultured to express the recombinant
N-terminal His-tagged proteins. The culture conditions were according to the manufacturer’s standard
protocol, except for E. coli BL21 harboring the BpXyl43A-expressing plasmid, which was cultured at 15°C
after the addition of 1 mM IPTG (isopropyl-B-p-thiogalactopyranoside) and 3% ethanol. The bacterial cells
were lysed using 4 ml/g of lysis buffer (B-PER bacterial cell lysis reagent; Thermo Fisher Scientific, Inc.,
Waltham, MA, USA) containing 100 ng/ml lysozyme and 10 U/ml DNase |, followed by centrifugation at
4°C (15,000 X g, 10 min) to obtain the protein fraction. Recombinant proteins were further purified using
an Ni-nitrilotriacetic acid spin column (Qiagen) and concentrated by use of a Vivaspin ultrafiltration
membrane (GE Healthcare UK Ltd., Little Chalfont, UK). The recombinant proteins prepared were verified
using SDS-PAGE (Fig. S4).

Assay for glycoside hydrolytic activity. The activity of the five recombinant GH43 enzymes toward
AXH was determined by quantifying the liberated xylose or arabinose. A reaction solution containing
2.5% AXH and 0.2 uM enzymes in Mcllvaine buffer (pH 6.3) was incubated at 37°C for 16 h, followed by
incubation at 94°C for 5 min to inactivate the enzymes. The reaction solution was then mixed with T mM
glucose as an internal control and analyzed using high-performance liquid chromatography (Shimadzu
Corporation, Kyoto, Japan) on a chromatograph equipped with an RI-101 refractive index detector
(Showa Denko K.K., Tokyo, Japan) and a KS-802 column (Showa Denko K.K.).

Xylosidase and arabinofuranosidase activities were assessed using purified oligosaccharides. For
xylosidase activity, 465 ul of Mcllvaine buffer (pH 6.3) mixed with 10 ul of 100 mM XOS4 solution was
preincubated at 37°C for 10 min, and then 25 ul of 1.6 uM enzyme was added. After the reaction had
started, 50-ul aliquots were collected, heat inactivated at designated time points, and analyzed by
thin-layer chromatography (TLC). Arabinofuranosidase activity was examined by analyzing the products
in the solution after incubating for 2 h. Reactions were performed in 50 ul of Mcllvaine buffer (pH 6.3)
with 2mM AXOS and 0.2 uM enzymes. TLC analysis was performed using TLC silica gel 60 (Merck
Millipore, Burlington, MA, USA) and development two times with chloroform-acetic acid-water (6:7:1).
Carbohydrates were detected with 0.2% orcinol in sulfuric acid-methanol (1:9) and heating (37).

Affinity of SBP for XOS and AXOS. The affinity of each SBP for XOS and AXOS was measured by SPR
using a Biacore T200 instrument (GE Healthcare UK Ltd.). Purified recombinant SBP were immobilized on
a CM5 sensor chip using an amine coupling kit (GE Healthcare UK Ltd.). As described in a previous report,
sensorgrams were obtained at 25°C in 20 mM phosphate/citrate (pH 6.5), 150 mM NaCl, and 0.005%
(vol/vol) Tween 20 (Wako) (26). The densities of the immobilized proteins were 13,515 resonance units
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(RU) (BpAXBP1), 4,354 RU (BpAXBP2), and 3,709 RU (BpAXBP3). Five different XOS and four AXOS were
sequentially diluted and applied. The number of resonance units for each concentration was plotted, and
K, values were determined by curve fitting.

Homology search of B. pseudocatenulatum. Proteins homologous to the AXH utilization cluster-
encoded proteins were obtained using a local BLASTp (v2.7.1) search. The amino acid sequences of the
65 B. pseudocatenulatum strains which were registered with NCBI as of 20 August 2019 were downloaded
and analyzed. The BLASTp program was run with an E-value threshold of 10~5. Results were filtered by
identity (>90%) and coverage (>80%).

Data availability. Transcriptome data for B. pseudocatenulatum YIT 40727 during growth in carbo-
hydrates were deposited in the DDBJ Sequence Read Archive (DRA) under BioProject accession number
PRJDB10314.

SUPPLEMENTAL MATERIAL
Supplemental material is available online only.
SUPPLEMENTAL FILE 1, PDF file, 0.5 MB.

ACKNOWLEDGMENTS
This study was funded by Yakult Honsha Co., Ltd.
All authors are employed by Yakult Honsha Co. Ltd.
Y.S., AS., and T.M. designed the study. Y.S., AS., T.H.,, and Y.W. performed RNA-seq

analysis. Y.S., A.S., and KIM.-O. prepared the recombinant proteins and SPR and per-
formed the enzyme assay. Y.S. and N.T. performed comparative genome analysis. S.M.
contributed to the execution of this study. Y.S., A.S., H.T., and T.M. wrote the manuscript.

REFERENCES

1.

Koropatkin NM, Cameron EA, Martens EC. 2012. How glycan metabolism
shapes the human gut microbiota. Nat Rev Microbiol 10:323-335.
https://doi.org/10.1038/nrmicro2746.

. El Kaoutari A, Armougom F, Gordon JI, Raoult D, Henrissat B. 2013. The

abundance and variety of carbohydrate-active enzymes in the human

. Duranti S, Milani C, Lugli GA, Mancabelli L, Turroni F, Ferrario C, Man-

gifesta M, Viappiani A, Sanchez B, Margolles A, van Sinderen D, Ventura
M. 2016. Evaluation of genetic diversity among strains of the human gut
commensal Bifidobacterium adolescentis. Sci Rep 6:23971. https://doi
.org/10.1038/srep23971.

gut microbiota. Nat Rev Microbiol 11:497-504. https://doi.org/10.1038/ 11. Arboleya S, Bottacini F, O'Connell-Motherway M, Ryan CA, Ross RP, van
nrmicro3050. Sinderen D, Stanton C. 2018. Gene-trait matching across the Bifidobac-
3. Milani C, Turroni F, Duranti S, Lugli GA, Mancabelli L, Ferrario C, Van terium longum pan-genome reveals considerable diversity in carbohy-
Sinderen D, Ventura M. 2016. Genomics of the genus Bifidobacterium drate catabolism among human infant strains. BMC Genomics 19:33.
reveals species—§peciﬁc. adaptation to the glycan—rich. gut environ- https://doi.org/10.1186/512864-017-4388-9.
ment. Appl Environ Microbiol 82:980-991. https://doi.org/10.1128/ 12. Komeno M, Hayamizu H, Fujita K, Hisashi A. 2019. Two novel a-L-
AEM.03500-15. ) . ) arabinofuranosidases from Bifidobacterium longum subsp. longum be-
4. Sela DA, Chapman _J' Adeuya A, Kim JH,.Chen F, Whltehead TR, L.apldus longing to glycoside hydrolase family 43 cooperatively degrade arabi-
A, Rokhsar DS, Lebrilla CB, German JB, Price NP, Richardson PM, Mills DA. nan. Appl Environ Microbiol 85:e02582-18. https://doi.org/10.1128/AEM
2008. The genome sequence of Bifidobacterium longum subsp. infantis 02582-18.
reveals adaptations for m|II.( utilization within t‘he |r.1fant microbiome. 13. lzydorczyk MS, Biliaderis CG. 1995. Cereal arabinoxylans: advances in
F(’)rsoggNgtl %cad Sci US A 105:18964-18969. https://doi.org/10.1073/pnas structure and physicochemical properties. Carbohydr Polym 28:33-48.
0809584105. ) ) https://doi.org/10.1016/0144-8617(95)00077-1.
5. Matsuki T, Yahagi K, Mori H, Matsumoto H, Hara T, Tajima S, Ogawa 14. R R . .
. Rogowski A, Briggs JA, Mortimer JC, Tryfona T, Terrapon N, Lowe EC,
E, Kodama H, Yamamoto K, Yamada T, Matsumoto S, Kurokawa K. )
. N ) Baslé A, Morland C, Day AM, Zheng H, Rogers TE, Thompson P,
2016. A key genetic factor for fucosyllactose utilization affects infant . R ;
. . X Hawkins AR, Yadav MP, Henrissat B, Martens EC, Dupree P, Gilbert HJ,
gut microbiota development. Nat Commun 7:11939. https://doi.org/ . ) ; )
Bolam DN. 2015. Glycan complexity dictates microbial resource allo-
10.1038/ncomms 11939. cation in the large intestine. Nat Commun 6:7481. https://doi.org/10
6. Duranti S, Milani C, Lugli GA, Turroni F, Mancabelli L, Sanchez B, Ferrario g : : - nttps: 19
C, Viappiani A, Mangifesta M, Mancino W, Gueimonde M, Margolles A, 1 g|038/nccl>_mBm58|:181. WF. Delaedt Y. Ollevier F. C in CM. Del A
van Sinderen D, Ventura M. 2015. Insights from genomes of represen- 5 . oetens L, Pro\e/ a';’tk P ezae t O evier F, fourtlr;). , Ie cou; ,
tatives of the human gut commensal Bifidobacterium bifidum. Environ utgee.rts » verbeke R. ,OTO' olerance ot arabinoxylan-oligo-
Microbiol 17:2515-2531. https://doi.org/10.1111/1462-2920.12743. saccharides and their prebiotic activity in healthy subjects: a ran-
7. Sakanaka M, Hansen ME, Gotoh A, Katoh T, Yoshida K, Odamaki T, Yachi domised, placebo-controlled cross-over study. Br J Nutr 103:703-713.
H, Sugiyama Y, Kurihara S, Hirose J, Urashima T, Xiao J, Kitaoka M, Fukiya https://doi.org/10.1017/50007114509992248.
S, Yokota A, Lo Leggio L, Hachem MA, Katayama T. 2019. Evolutionary 16. Maki KC, Gibson GR, Dickmann RS, Kendall CW, Chen CY, Costabile A,
adaptation in fucosyllactose uptake systems supports bifidobacteria- ComeIIi'EM, .McKay DL, A.Imei(#a NG, Jenkins D, Zello GA, Blumberg‘JB.
infant symbiosis. Sci Adv 5:eaaw7696. https://doi.org/10.1126/sciadv 2012. Digestive and physiologic effects of a wheat bran extract, arabino-
2aw7696. xylan-oligosaccharide, in breakfast cereal. Nutrition 28:1115-1121. https:/
8. Nishijima S, Suda W, Oshima K, Kim SW, Hirose Y, Morita H, Hattori M. doi.org/10.1016/j.nut.2012.02.010. _ _
2016. The gut microbiome of healthy Japanese and its microbial and 17. Van Craeyveld V, Swennen K, Dornez E, Van de Wiele T, Marzorati M,
functional uniqueness. DNA Res 23:125-133. https://doi.org/10.1093/ Verstraete W, Delaedt Y, Onagbesan O, Decuypere E, Buyse J, De Kete-
dnares/dsw002. laere B, Broekaert WF, Delcour JA, Courtin CM. 2008. Structurally differ-
9. Matsuki T, Watanabe K, Fujimoto J, Kado Y, Takada T, Matsumoto K, ent wheat-derived arabinoxylooligosaccharides have different prebiotic
Tanaka R. 2004. Quantitative PCR with 16S rRNA-gene-targeted species- and fermentation properties in rats. J Nutr 138:2348-2355. https://doi
specific primers for analysis of human intestinal bifidobacteria. Appl .0rg/10.3945/jn.108.094367.
Environ Microbiol 70:167-173. https://doi.org/10.1128/aem.70.1.167-173 18. Pastell H, Westermann P, Meyer AS, Péivi T, Tenkanen M. 2009. In vitro

December 2020 Volume 86

.2004.

Issue 24 e01782-20

fermentation of arabinoxylan-derived carbohydrates by bifidobacteria

aem.asm.org 10


https://www.ncbi.nlm.nih.gov/bioproject/?term=PRJDB10314
https://doi.org/10.1038/nrmicro2746
https://doi.org/10.1038/nrmicro3050
https://doi.org/10.1038/nrmicro3050
https://doi.org/10.1128/AEM.03500-15
https://doi.org/10.1128/AEM.03500-15
https://doi.org/10.1073/pnas.0809584105
https://doi.org/10.1073/pnas.0809584105
https://doi.org/10.1038/ncomms11939
https://doi.org/10.1038/ncomms11939
https://doi.org/10.1111/1462-2920.12743
https://doi.org/10.1126/sciadv.aaw7696
https://doi.org/10.1126/sciadv.aaw7696
https://doi.org/10.1093/dnares/dsw002
https://doi.org/10.1093/dnares/dsw002
https://doi.org/10.1128/aem.70.1.167-173.2004
https://doi.org/10.1128/aem.70.1.167-173.2004
https://doi.org/10.1038/srep23971
https://doi.org/10.1038/srep23971
https://doi.org/10.1186/s12864-017-4388-9
https://doi.org/10.1128/AEM.02582-18
https://doi.org/10.1128/AEM.02582-18
https://doi.org/10.1016/0144-8617(95)00077-1
https://doi.org/10.1038/ncomms8481
https://doi.org/10.1038/ncomms8481
https://doi.org/10.1017/S0007114509992248
https://doi.org/10.1016/j.nut.2012.02.010
https://doi.org/10.1016/j.nut.2012.02.010
https://doi.org/10.3945/jn.108.094367
https://doi.org/10.3945/jn.108.094367
https://aem.asm.org

AXH Utilization by B. pseudocatenulatum

19.

20.

21.

22.

23.

24,

25.

26.

27.

28.

December 2020 Volume 86

and mixed fecal microbiota. J Agric Food Chem 57:8598-8606. https://
doi.org/10.1021/jf901397b.

Riviere A, Moens F, Selak M, Maes D, Weckx S, De Vuyst L. 2014. The
ability of bifidobacteria to degrade arabinoxylan oligosaccharide con-
stituents and derived oligosaccharides is strain dependent. Appl Environ
Microbiol 80:204-217. https://doi.org/10.1128/AEM.02853-13.

Lagaert S, Pollet A, Delcour JA, Lavigne R, Courtin CM, Volckaert G. 2010.
Substrate specificity of three recombinant a-L-arabinofuranosidases
from Bifidobacterium adolescentis and their divergent action on arabi-
noxylan and arabinoxylan oligosaccharides. Biochem Biophys Res Com-
mun 402:644-650. https://doi.org/10.1016/j.bbrc.2010.10.075.

Lagaert S, Pollet A, Delcour JA, Lavigne R, Courtin CM, Volckaert G. 2011.
Characterization of two B-xylosidases from Bifidobacterium adolescentis
and their contribution to the hydrolysis of prebiotic xylooligosaccha-
rides. Appl Microbiol Biotechnol 92:1179-1185. https://doi.org/10.1007/
500253-011-3396-y.

Shigehisa A, Sotoya H, Sato T, Hara T, Matsumoto H, Matsuki T. 2015.
Characterization of a bifidobacterial system that utilizes galacto-
oligosaccharides. Microbiology (Reading) 161:1463-1470. https://doi
.org/10.1099/mic.0.000100.

Ejby M, Fredslund F, Andersen JM, Zagar AV, Henriksen JR, Andersen TL,
Svensson B, Slotboom DJ, Hachem MA. 2016. An ATP binding cassette
transporter mediates the uptake of a-(1,6)-linked dietary oligosaccha-
rides in Bifidobacterium and correlates with competitive growth on
these substrates. J Biol Chem 291:20220-20231. https://doi.org/10.1074/
jbc.M116.746529.

Ejby M, Guskov A, Pichler MJ, Zanten GC, Schoof E, Saburi W, Slotboom
DJ, Hachem MA. 2019. Two binding proteins of the ABC transporter that
confers growth of Bifidobacterium animalis subsp. lactis ATCC27673 on
B-mannan possess distinct manno-oligosaccharide binding profiles. Mol
Microbiol 112:114-130. https://doi.org/10.1111/mmi.14257.

Cui J, Davidson AL. 2011. ABC solute importers in bacteria. Essays
Biochem 50:85-99. https://doi.org/10.1042/bse0500085.

Ejby M, Fredslund F, Vujicic-Zagar A, Svensson B, Slotboom DJ, Abou
Hachem M. 2013. Structural basis for arabinoxylo-oligosaccharide cap-
ture by the probiotic Bifidobacterium animalis subsp. lactis BI-04. Mol
Microbiol 90:1100-1112. https://doi.org/10.1111/mmi.12419.

Andersen JM, Barrangou R, Abou Hachem M, Lahtinen SJ, Goh YJ,
Svensson B, Klaenhammer TR. 2013. Transcriptional analysis of oligosac-
charide utilization by Bifidobacterium lactis BI-04. BMC Genomics 14:312.
https://doi.org/10.1186/1471-2164-14-312.

Viborg AH, Serensen Kl, Gilad O, Steen-Jensen DB, Dilokpimol A, Jacob-
sen S, Svensson B. 2013. Biochemical and kinetic characterisation of a

Issue 24 e01782-20

29.

30.

31.

32.

33.

34,

35.

36.

37.

38.

Applied and Environmental Microbiology

novel xylooligosaccharide-upregulated GH43 pB-b-xylosidase/a-L-
arabinofuranosidase (BXA43) from the probiotic Bifidobacterium anima-
lis subsp. lactis BB-12. AMB Express 3:56. https://doi.org/10.1186/2191
-0855-3-56.

Margolles A, de los Reyes-Gavilan CG. 2003. Purification and functional
characterization of a novel a-L-arabinofuranosidase from Bifidobacte-
rium longum B667. Appl Environ Microbiol 69:5096-5103. https://doi
.org/10.1128/aem.69.9.5096-5103.2003.

Lagaert S, Van Campenhout S, Pollet A, Bourgois TM, Delcour JA, Courtin
CM, Volckaert G. 2007. Recombinant expression and characterization of
a reducing-end xylose-releasing exo-oligoxylanase from Bifidobacterium
adolescentis. Appl Environ Microbiol 73:5374-5377. https://doi.org/10
.1128/AEM.00722-07.

Sasaki H, Ishizuka T, Fujikawa S. April 2011. High purity xylooligosaccha-
ride composition. JP patent 4675139B2.

Sotoya H, Shigehisa A, Hara T, Matsumoto H, Hatano H, Matsuki T. 2017.
Identification of genes involved in galactooligosaccharide utilization in
Bifidobacterium breve strain YIT 4014T. Microbiology (Reading) 163:
1420-1428. https://doi.org/10.1099/mic.0.000517.

Martin M. 2011. Cutadapt removes adapter sequences from high-
throughput sequencing reads. EMBnet J 17:10-12. https://doi.org/10
.14806/ej.17.1.200.

Kopylova E, Noé L, Touzet H. 2012. SortMeRNA: fast and accurate
filtering of ribosomal RNAs in metatranscriptomic data. Bioinformatics
28:3211-3217. https://doi.org/10.1093/bioinformatics/bts611.
Langmead B, Salzberg SL. 2012. Fast gapped-read alignment with Bow-
tie 2. Nat Methods 9:357-359. https://doi.org/10.1038/nmeth.1923.
Liao Y, Smyth GK, Shi W. 2014. featureCounts: an efficient general
purpose program for assigning sequence reads to genomic fea-
tures. Bioinformatics 30:923-930. https://doi.org/10.1093/bioinformatics/
btt656.

Nong G, Rice JD, Chow V, Preston JF. 2009. Aldouronate utilization in
Paenibacillus sp. strain JDR-2: physiological and enzymatic evidence
for coupling of extracellular depolymerization and intracellular metab-
olism. Appl Environ Microbiol 75:4410-4418. https://doi.org/10.1128/
AEM.02354-08.

Varki A, Cummings RD, Aebi M, Packer NH, Seeberger PH, Esko JD,
Stanley P, Hart G, Darvill A, Kinoshita T, Prestegard JJ, Schnaar RL, Freeze
HH, Marth JD, Bertozzi CR, Etzler ME, Frank M, Vliegenthart JFG, Litteke
T, Perez S, Bolton E, Rudd P, Paulson J, Kanehisa M, Toukach P, Aoki-
Kinoshita KF, Dell A, Narimatsu H, York W, Taniguchi N, Kornfeld S. 2015.
Symbol nomenclature for graphical representations of glycans. Glycobi-
ology 25:1323-1324. https://doi.org/10.1093/glycob/cwv091.

aem.asm.org 11


https://doi.org/10.1021/jf901397b
https://doi.org/10.1021/jf901397b
https://doi.org/10.1128/AEM.02853-13
https://doi.org/10.1016/j.bbrc.2010.10.075
https://doi.org/10.1007/s00253-011-3396-y
https://doi.org/10.1007/s00253-011-3396-y
https://doi.org/10.1099/mic.0.000100
https://doi.org/10.1099/mic.0.000100
https://doi.org/10.1074/jbc.M116.746529
https://doi.org/10.1074/jbc.M116.746529
https://doi.org/10.1111/mmi.14257
https://doi.org/10.1042/bse0500085
https://doi.org/10.1111/mmi.12419
https://doi.org/10.1186/1471-2164-14-312
https://doi.org/10.1186/2191-0855-3-56
https://doi.org/10.1186/2191-0855-3-56
https://doi.org/10.1128/aem.69.9.5096-5103.2003
https://doi.org/10.1128/aem.69.9.5096-5103.2003
https://doi.org/10.1128/AEM.00722-07
https://doi.org/10.1128/AEM.00722-07
https://doi.org/10.1099/mic.0.000517
https://doi.org/10.14806/ej.17.1.200
https://doi.org/10.14806/ej.17.1.200
https://doi.org/10.1093/bioinformatics/bts611
https://doi.org/10.1038/nmeth.1923
https://doi.org/10.1093/bioinformatics/btt656
https://doi.org/10.1093/bioinformatics/btt656
https://doi.org/10.1128/AEM.02354-08
https://doi.org/10.1128/AEM.02354-08
https://doi.org/10.1093/glycob/cwv091
https://aem.asm.org

	RESULTS
	Growth of B. pseudocatenulatum on AX-related carbohydrates. 
	Transcriptomic analysis during growth on media supplemented with AXH. 
	Substrate specificities of SBP. 
	Glycoside hydrolase activity of five GH43 enzymes. 
	Two arabinofuranosidases exhibited distinct substrate specificities. 
	Three GH43 xylosidases exhibit functionally identical activity. 
	Distribution of the three AXH utilization clusters in other B. pseudocatenulatum strains. 

	DISCUSSION
	Genes encoded in cluster III may play central roles in AX-OS utilization. 
	ABC transporter and arabinofuranosidase for AXOS with double arabinofuranosyl decoration. 
	Bifidobacterial glycoside hydrolases for AXH. 
	Other enzymes in the AXH utilization clusters. 
	Conclusion. 

	MATERIALS AND METHODS
	Oligosaccharides. 
	Culture conditions. 
	Transcriptional analysis. 
	Cloning, expression, and purification of the recombinant proteins. 
	Assay for glycoside hydrolytic activity. 
	Affinity of SBP for XOS and AXOS. 
	Homology search of B. pseudocatenulatum. 
	Data availability. 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

