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Abstract: Long non-coding RNAs (IncRNAs) form a substantial component of the transcriptome and
are involved in a wide variety of regulatory mechanisms. Compared to protein-coding genes, they are
often expressed at low levels and are restricted to a narrow range of cell types or developmental stages.
As a consequence, the diversity of their isoforms is still far from being recorded and catalogued
in its entirety, and the debate is ongoing about what fraction of non-coding RNAs truly conveys
biological function rather than being “junk”. Here, using a collection of more than 100 transcriptomes
from related B cell lymphoma, we show that IncRNA loci produce a very defined set of splice
variants. While some of them are so rare that they become recognizable only in the superposition
of dozens or hundreds of transcriptome datasets and not infrequently include introns or exons that
have not been included in available genome annotation data, there is still a very limited number of
processing products for any given locus. The combined depth of our sequencing data is large enough
to effectively exhaust the isoform diversity: the overwhelming majority of splice junctions that are
observed at all are represented by multiple junction-spanning reads. We conclude that the human
transcriptome produces virtually no background of RNAs that are processed at effectively random
positions, but is—under normal circumstances—confined to a well defined set of splice variants.
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1. Introduction

Long non-coding RNAs (IncRNAs) are an important part of the mammalian transcriptome [1,2].
Although the set of IncRNAs that is well understood with respect to biological function and
molecular mechanisms is still limited, it is rapidly expanding. Genes such as ANRIL [3,4], HULC [5],

MALATI [6], TUG1 [7], or Xist [8] may serve as examples. Widespread roles include—but are not
limited to—interactions with chromatin to silence or activate chromatin [9,10], and the regulation of
splicing [11]. Still, the coverage and precision of the IncRNA annotations lag behind the accurate
maps of protein-coding genes. The GENCODE project [12] provides the most accurate transcript and
gene annotation for the human genome. It is a combination of manual and automated annotation
techniques which endeavours to list gene features from HAVANA and Ensembl datasets. Detailed
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surveys of expression patterns across many tissue and cell-types (e.g., [13-15]) provide evidence for
intricate regulatory networks in which IncRNAs are key players.

There is mounting evidence, however, that IncRNA isoforms may differ drastically in their
biological function [16,17]. Due to their usually low expression values, gene models for IncRNAs
historically were often truncated—a situation that has only been improving recently. Notably, the recent
IncRNA atlas by Hon et al. [15] is specifically aimed at providing accurate 5" ends. The situation is
still more difficult at the 3’ side, since long, large, unspliced 3’ regions make it difficult to determine
complete transcript from Illumina data (e.g., [18,19]). Furthermore, IncRNAs such as ANRIL [16]
exhibit complex patterns of alternative splicing. Even in extremely well-studied protein-coding loci,
rare isoforms keep being discovered [20]. It thus remains an unresolved question to what extent the
current maps of IncRNAs are complete, both in terms of the number of expressed transcripts per gene
and in terms of the variability of their isoforms.

One component towards answering this question is to ask to what extent the transcript portfolio
of a particular cell type has been mapped completely. Conversely, one asks in this context to what
extent reported transcripts are noise. To address these issues, we investigate here a very large set
of transcriptome data from B cell lymphomas. By virtue of aggregating hundreds of independently
generated transcriptome datasets, we can study in detail if the set of detectable splice junctions
converges to a consensus.

2. Results

A comparison of published annotation data showed substantial differences in the average number
of exons per transcript, with some systematic trends over time. The recent Ensembl version 83 [21],
which shares GENCODE v.24 [22] as basis of gene annotation, and reports slightly fewer introns per
IncRNA gene than earlier versions. Earlier Ensembl versions report only a limited number of long
intergenic non-coding RNA (lincRNA) genes. Ensembl version 60 [23], for example, reports only
1443 IncRNAs, compared to 15,941 IncRNAs in GENCODE v.24. The average number of introns is
very close to the data reported for the much more complete GENCODE v.7 annotation. In contrast,
the NONCODE database is very inclusive and provides more than an order of magnitude more entries.
Correspondingly, the GENCODE annotation also exhibits a moderate decrease in the number of exons
per IncRNA over time (Table 1). This is probably a consequence of the fact that more recently included
IncRNA contain a larger fraction of intron-poor or even intronless RNAs.

Table 1. Long non-coding RNA (IncRNA) genes catalogued by various annotation systems. The average
number of exons and introns per transcript is given in the (avg.) column.

Genes Transcripts  Exons (Avg.) Introns (Avg.)

Ensembl 60 1443 1703 4921 2.89 3218 1.88
Cabili 2011 8263 14,353 33,045 2.30 18,607 1.30
NONCODE 2016 160,376 233,696 536,111 229 305,771 1.31
GENCODE v7 9580 14,984 42,060 2.81 28,998 1.94
GENCODE v24 15,941 28,031 68,457 2.44 45,016 1.61

To better understand the distribution and structure of rare isoforms in the human transcriptome,
we systematically investigated the influence of the dataset size on the complexity of inferred gene
structures. We focussed on RNA-Seq data from 111 lymphoma samples consisting of the different
subtypes Burkitt lymphoma (BL), follicular lymphoma (FL), and diffuse large B cell lymphoma
(DLBCL) that was published in the context of the ICGC MMML-Seq project [24]. The RNA-Seq
data comprised of a total of more than 10 billion mapped reads. Since the RNA-seq data is not
strand-specific, only non-overlapping IncRNA genes (lincRNAs) were considered for this analysis.



Non-coding RNA 2017, 3, 23 30f8

Using GENCODE version 19 as reference, we obtained a set of 5257 lincRNAs that were detectably
expressed in our lymphoma data.

Figure 1 summarizes the effect of increasing coverage on the estimated average number of introns
per gene locus. Here, only the subset of expressed IncRNAs with at least one annotated intron is
used to reduce the chance of erroneously or ambiguously mapped reads. The data qualitatively
reproduce the observation of the ENCODE project that there is a large difference in the average
number of splice junctions between protein-coding loci and ncRNAs [25]. Although restricted to a
quite narrowly defined cancer type, the average number of introns in IncRNAs is larger by about
one than the GENCODE dataset, which uses a composite of a broad range of cell lines and tissues.
While GENCODE v.19 reports an average of 3.21 introns for these genes, the analysis of the RNA-seq
data reveals a mean of 4.29 introns. We can confirm that slightly more than 8% of the introns are novel.
This is clearly an effect of the extreme sequencing depth of combined lymphome data. The curves
also show that the data saturate very slowly, requiring dozens or even a hundred samples to reach the
plateau value.
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Figure 1. Saturation curves for the number introns as a function of the number of independent
transcriptome samples. The IncRNAs data refer to the 1441 annotated genes in the lymphome dataset
with at least one intron.

The data show that the detected splice junctions are unlikely to be noise, since the curves saturate
well for all three minimum read support thresholds instead of showing linear growth, affirming their
biological reality.

In Figure 2, we compare the data in more detail with the GENCODE v.19 annotation, which was
used here as the reference annotation dataset since the genes in the lymphome dataset have the largest
overlap with this version. Alternative splicing is a very common phenomenon throughout the human
genome [26,27], and expression levels of alternatively spliced isoforms are usually tissue-specific. It is
not surprising that genes with multiple exons are more likely to have alternate splice sites [28,29].
For the case of protein-coding loci, we tend to miss some splice junctions at those loci that are extremely
lowly expressed in the lymphome transcriptomes. This is not surprising, as rare variants are of course
easier to detect in transcriptomes where they are more highly expressed; after all, the GENCODE
annotation is a composite of vastly diverse cell types and tissues. It is interesting to note, however,
that we systematically observe more introns at moderate reads per kilobase and million reads (RPKM)
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values, even from the very narrowly-defined cell types used here. This attests that large numbers of
well-defined but rare isoforms have so far eluded annotation.
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Figure 2. Scatterplots for different numbers of expression bins for long intergenic non-coding RNAs
(lincRNAs) and coding genes. The diagonal, where x = y, is marked by a line. Points above the
line are those genes for which we calculate more introns compared to GENCODE v.19. Only genes
with at least one intron supported by at least 10 reads are considered here. The right-most column
displays the fraction of genes that show more (red), the same (blue), or fewer (green) distinct splice
junctions in the lymphoma data compared to GENCODE v.19. For the coding genes, there is a clear
dependence of these fractions on the expression level: for highly expressed mRNAs, we systematically
predict more (rare) splice variants. For mRNAs that are very lowly expressed in the lymphoma data
set, GENCODE v.19 has more complex gene models. Overall, there are still more introns in our data
set than annotated (Wilcoxon test p < 4 x 10719). In contrast, we systematically see more introns in
lincRNAs than annotated by GENCODE (Wilcoxon test p < 3 x 1071¢), independent of the expression
level. An alternative presentation of the r.h.s. panels showing data binned in 5-percentiles can be found
in the Supplementary Material. RPKM: reads per kilobase and million reads.

Comparing our data to existing GENCODE annotations, we find that IncRNAs exhibit
systematically larger numbers of exons and introns. However, the discrepancy is moderate and
applicable—in particular to IncRNAs that already have a large number of exons annotated. Around
41% of genes are found to have a greater number of introns. Fourteen percent of the genes have at
least one intron more, and 19% are calculated to have at least two introns more.

In Figure 3, we show two examples that appear to be substantially more complicated in our data
than in the GENCODE annotation. No functional annotation is available at present for either locus.
As the figure shows, at least some of the additional exons also appear in EST data tracks provided by
the UCSC genome browser.
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Figure 3. Two examples with previously unannotated splice junctions and introns.

(Top) In ENSG00000267939, we find six introns and two additional exons compared to a single intron
described in GENCODE v19. (Below) For ENSG00000263470 we find eight introns plus a likely false
positive compared to two introns in GENCODE.

3. Concluding Remarks

We have shown that human transcriptome data harbour a large number of rare exons (and thus
also introns) that have remained unannotated. Due to their low abundance, they appear only when data
from large-scale experiments are pooled. As shown in Figure 1, they can nevertheless be reproduced
very accurately. There is very little noise in these data, as shown by the near perfect saturation
of the average number of splice junctions per gene. Transcriptional noise—whether biological or
technical—would result in a linear increase of the number of detected junctions as a function of the
size of the data set. If such a slope exists, it is too small to be detectable from our data, which comprise
of more than 1019 reads. Therefore, we have to conclude that the current annotation of the human
transcriptome is confined to a very well-defined set of splice variants. As a consequence, it is a
meaningful and—in our view—worthwhile task to attempt the construction of an exhaustive atlas.

The well definedness of isoforms by itself does not imply that all isoforms carry biological
functions. If the vast majority of isoforms are indeed non-functional junk, however, an explanation is
needed for the precision of the processing and its restriction to very few splice sites.

4. Materials and Methods

The 111 RNA-seq lymphoma samples from the ICGC MMML-Seq project [24] were mapped onto
the human reference genome hg19 using the splicing-aware mapping tool segemehl, version 0.1.7 [20,30]
with split-read mapping (option -S) enabled in addition to the default parameters. The total number
of reads were around 120 million per sample. The read length was 101 nucleotides, and around 90% of
the reads were mappable.
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The read supports for all identified splice junctions (i.e., genomic intervals spanning exon—exon
boundaries) were calculated. Since segemehl identifies split-reads independent of any annotation,
we consider all splice junctions located within genomic coordinates taken from GENCODE version
19 as potential introns belonging to that GENCODE gene. In order to call it an intron, we require
a minimum of one, five, or ten reads representing the junction. This procedure was performed
using the complete range of all dataset sizes from one sample to all 111 samples. Normalized mean
expression values—quantified as RPKM (reads per kilobase and million reads)—were averaged over
all 111 samples and used to define a gene’s expression level in the lymphoma data set in Figure 2.
We utilized the UCSC genome browser [31] to visualize additional introns displayed in Figure 3.

Table 2. Overlap between lincRNAs expressed in the lymphoma dataset and different versions of the
GENCODE annotation.

Genes  Transcripts Exons (Avg.) Introns (Avg.)

v7 3296 4563 12,584 276 8394 1.84
vl9 5257 7487 18,774  2.51 12,010 1.60
v24 4961 7318 18,685  2.55 12,202 1.67

To analyse the annotation landscape of IncRNAs, we used the detailed annotation data from
GENCODE (versions 7 through 24) [32], Ensembl (releases 60 and 83) [33,34], NONCODE (version of
2016) [35,36], and the dataset by Cabili et al. [13,37]. We included the categories “antisense”, “lincRNA”,
“processed_transcript” and “sense_intronic” biotypes as IncRNAs. The annotation data were used
to define the location of individual genes to count the total number of introns. In order to address
changes in the annotated gene structures over time, we used the GENCODE v.19 genes as reference.
The intersection of GENCODE v.19 with the loci that are supported by at least 10 reads in the lymphoma
data set comprises 5257 lincRNAs.

An in-house pipeline was used to aggregate the multiple transcriptomes and compute the
summary statistics of interest. Input datasets are provided in the standard Gene Transfer Format (GTF)
files, which contain fields indexing the various features of each gene, viz. its exact location, as well
as its set of constituent transcripts. Within a gene, transcripts typically overlap and share exons. We
therefore first determined a collection of unique exons for each gene, which was subsequently used to
determine the unique introns. Mean and median number of introns and exons per gene were computed
from the number of unique exons and introns, respectively (i.e., without considering how often they
appear in distinct transcripts). A summary of the overlap between lincRNAs of the lymphoma dataset
and GENCODE annotations can be found in Table 2.
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Abbreviations

The following abbreviations are used in this manuscript:

IncRNA  long non-coding RNA

lincRNA  long intergenic non-coding RNA

rRNA ribosomal RNA

RPKM reads per kilobase per million mapped reads
BL Burkitt lymphoma

FL follicular lymphoma

DLBCL diffuse large B cell lymphoma



Non-coding RNA 2017, 3, 23 70f8

References

1.  Clark, M.B.; Amaral, PP.; Schlesinger, FJ.; Dinger, M.E.; Taft, R.J.; Rinn, J.L.; Ponting, C.P,; Stadler, P.E;
Morris, K.J.; Morillon, A.; et al. The reality of pervasive transcription. PLoS Biol. 2011, 9, e1000625.

2. ENCODE Project Consortium. An integrated encyclopedia of DNA elements in the human genome. Nature
2012, 489, 57-74.

3. Li, Z,; Yu, X;; Shen, ]. ANRIL: A pivotal tumor suppressor long non-coding RNA in human cancers.
Tumour Biol. 2016, 37, 5657-5661.

4. Aguilo, F; Di Cecilia, S.; Walsh, M.]. Long Non-coding RNA ANRIL and Polycomb in Human Cancers and
Cardiovascular Disease. Curr. Top. Microbiol. Immunol. 2016, 394, 29-39.

5. Yu, X,; Zheng, H.; Chan, M.T.; Wu, W.K. HULC: An oncogenic long non-coding RNA in human cancer.
J. Cell. Mol. Med. 2017, 21, 410-417.

6. Liu, J.; Peng, WX,; Mo, Y.Y.; Luo, D. MALAT1-mediated tumorigenesis. Front. Biosci. 2017, 22, 66-80.

7. Li, Z,; Shen,].; Chan, M.T.; Wu, W.K. TUGI: A pivotal oncogenic long non-coding RNA of human cancers.
Cell Prolif. 2016, 49, 471-475.

8. DaRocha, S.T.; Heard, E. Novel players in X inactivation: Insights into Xist-mediated gene silencing and
chromosome conformation. Nat. Struct. Mol. Biol. 2017, 24, 197-204.

9.  Guttman, M,; Rinn, ].L. Modular regulatory principles of large non-coding RNAs. Nature 2012, 482, 339-346.

10. Deng, C.; Li, Y.; Zhou, L.; Cho, J.; Patel, B.; Terada, N.; Li, Y.; Bungert, J.; Qiu, Y.; Huang, S. HoxBlinc
RNA Recruits Setl/MLL Complexes to Activate Hox Gene Expression Patterns and Mesoderm Lineage
Development. Cell Rep. 2016, 14, 103-114.

11.  Luco, R.E Retrotransposons jump into alternative-splicing regulation via a long noncoding RNA. Nat. Struct.
Mol. Biol. 2016, 23, 952-954.

12.  Harrow, J.; Frankish, A.; Gonzalez, ].M.; Tapanari, E.; Diekhans, M.; Kokocinski, E.; Aken, B.; Barrell, D.;
Zadissa, A.; Searle, S.; et al. GENCODE: The reference human genome annotation for The ENCODE Project.
Genome Res. 2012, 22, 1760-1774.

13. Cabili, M.N.; Trapnell, C.; Goff, L.; Koziol, M.; Tazon-Vega, B.; Regev, A.; John L.R. Integrative annotation of
human large intergenic noncoding RNAs reveals global properties and specific subclasses. Genes Dev. 2011,
25,1915-1927.

14. Mas-Ponte, D.; Carlevaro-Fita, J.; Palumbo, E.; Hermoso Pulido, T.; Guigo, R.; Johnson, R. LncATLAS
database for subcellular localisation of long noncoding RNAs. RNA 2017, 23, 1080-1087.

15. Hon, C.C.; Ramilowski, J.A.; Harshbarger, J.; Bertin, N.; Rackham, O.].; Gough, J.; Denisenko, E.; Schmeier, S.;
Poulsen, T.M.; Severin, J.; et al. An atlas of human long non-coding RNAs with accurate 5’ends. Nature 2017,
543, 199-204.

16. Holdt, L.M.; Hoffmann, S.; Sass, K.; Langenberger, D.; Scholz, M.; Krohn, K.; Finstermeier, K.; Stahringer, A.;
Wilfert, W.; Beutner, F; et al. Alu Elements in ANRIL Non-Coding RNA at Chromosome 9p21 Modulate
Atherogenic Cell Functions through Trans-Regulation of Gene Networks. PLoS Genet. 2013, 9, e1003588.

17. Bozgeyik, E.; Igci, Y.Z.; Sami Jacksi, M.E,; Arman, K.; Gurses, S.A.; Bozgeyik, I.; Pala, E.; Yumrutas, O.;
Temiz, E.; Igci, M. A novel variable exonic region and differential expression of LINC00663 non-coding RNA
in various cancer cell lines and normal human tissue samples. Tumour Biol. 2016, 37, 8791-8798.

18. Mercer, T.R,; Wilhelm, D.; Dinger, M.E.; Solda, G.; Korbie, D.].; Glazov, E.A.; Truong, V.; Schwenke, M.;
Simons, C.; Matthaei, K.I; et al. Expression of distinct RNAs from 3" untranslated regions. Nucleic Acids Res.
2011, 39, 2393-2403.

19. Engelhardt, J.; Stadler, P.F. Evolution of the unspliced transcriptome. BMC Ewvol. Biol. 2015, 15, 166.

20. Hoffmann, S.; Otto, C.; Doose, G.; Tanzer, A.; Langenberger, D.; Christ, S.; Kunz, M.; Holdt, L.M.; Teupser, D.;
Hackermidiller, J.; et al. A multi-split mapping algorithm for circular RNA, splicing, trans-splicing, and
fusion detection. Genome Biol. 2014, 15, R34.

21. Ensembl 83. Available online: ftp://ftp.ensembl.org/pub/release-83/gtf/ (accessed on 9 March 2016).

22. GENCODE v.24. Available online: http://www.gencodegenes.org/releases/24.html (accessed on
21 March 2016).

23.  Ensembl 60. Available online: ftp://ftp.ensembl.org/pub/release-60/gtf/ (accessed on 12 June 2017).


ftp://ftp.ensembl.org/pub/release-83/gtf/
http://www.gencodegenes.org/releases/24.html
ftp://ftp.ensembl.org/pub/release-60/gtf/

Non-coding RNA 2017, 3, 23 80f8

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.
37.

Richter, J.; Schlesner, M.; Hoffmann, S.; Kreuz, M.; Leich, E.; Burkhardt, B.; Rosolowski, M.; Ammerpohl, O.;
Wagener, R.; Bernhart, S.H.; et al. Recurrent mutation of the ID3 gene in Burkitt Lymphoma identified by
integrated genome, exome and transcriptome sequencing. Nat. Genet. 2012, 44, 1316-1320.

Derrien, T,; Johnson, R.; Bussotti, G.; Tanzer, A.; Djebali, S.; Tilgner, H.; Guernec, G.; Martin, D.; Merkel, A;
Knowles, D.G.; et al. The GENCODE v7 catalog of human long noncoding RNAs: Analysis of their gene
structure, evolution, and expression. Genome Res. 2012, 22, 1775-1789.

Ellis, J.D.; Barrios-Rodiles, M.; Colak, R.; Irimia, M.; Kim, T.; Calarco, J.A.; Wang, X.; Pan, Q.; O’'Hanlon, D;
Kim, PM,; et al. Tissue-specific alternative splicing remodels protein-protein interaction networks. Mol. Cell
2012, 46, 884-892.

Lander, E.S.; Linton, L.M.; Birren, B.; Nusbaum, C.; Zody, M.C.; Baldwin, J.; Devon, K.; Dewar, K.; Doyle, M.;
FitzHugh, W,; et al. Initial sequencing and analysis of the human genome. Nature 2001, 409, 860-921.
Washietl, S.; Kellis, M.; Garber, M. Evolutionary dynamics and tissue specificity of human long noncoding
RNAs in six mammals. Genome Res. 2014, 24, 616-628.

Wang, E.T.; Sandberg, R.; Luo, S.; Khrebtukova, I.; Zhang, L.; Mayr, C.; Kingsmore, S.F.,; Schroth, G.P;
Burge, C.B. Alternative isoform regulation in human tissue transcriptomes. Nature 2008, 456, 470-476.
Hoffmann, S.; Otto, C.; Kurtz, S.; Sharma, C.; Khaitovich, P; Vogel, J.; Stadler, PF; Hackermdiller, J.
Fast mapping of short sequences with mismatches, insertions and deletions using index structures.
PLoS Comput. Biol. 2009, 5, €1000502.

Kent, W.].; Sugnet, CW.; Furey, T.S.; Roskin, K.M.; Pringle, T.H.; Zahler, A.M.; Haussler, D. The human
genome browser at UCSC. Genome Res. 2002, 12, 996-1006.

GENCODE v.7.  Available online: http://www.gencodegenes.org/releases/7.html (accessed on
20 March 2016).

Flicek, P.; Amode, M.R.; Barrell, D.; Beal, K.; Billis, K.; Brent, S.; Carvalho-Silva, D.; Clapham, P.; Coates, G.;
Fitzgerald, S.; et al. Ensembl 2014. Nucleic Acids Res. 2014, 42, 749-755.

Flicek, P.; Amode, M.R.; Barrell, D.; Beal, K.; Brent, S.; Carvalho-Silva, D.; Clapham, P; Coates, G.; Fairley, S.;
Fitzgerald, S.; et al. Ensembl 2012. Nucleic Acids Res. 2012, 40, D84-D90.

Zhao, Y.; Li, H.; Fang, S.; Kang, Y.; Wu, W.; Hao, Y.; Li, Z; Bu, D.; Sun, N.; Zhang, M.Q.; et al. NONCODE 2016:
An informative and valuable data source of long non-coding RNAs. Nucleic Acids Res. 2016, 44, D203-D208.
NONCODE 2016. Available online: http:/ /www.noncode.org/ (accessed on 20 July 2016).

Supplemental Material from Integrative Annotation of Human Large Intergenic Noncoding RNAs Reveals
Global Properties and Specific Subclasses. Available online: http:/ /genesdev.cshlp.org/content/25/18/
1915/suppl/DC1 (accessed on 11 May 2016).

@ (© 2017 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/).


http://www.gencodegenes.org/releases/7.html
http://www.noncode.org/
http://genesdev.cshlp.org/content/25/18/1915/suppl/DC1
http://genesdev.cshlp.org/content/25/18/1915/suppl/DC1
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction
	Results
	Concluding Remarks
	Materials and Methods

