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                    Abstract
In recent years, microRNAs have been shown to play important roles in physiological as well as malignant processes. The PhenomiR database http://mips.helmholtz-muenchen.de/phenomir provides data from 542 studies that investigate deregulation of microRNA expression in diseases and biological processes as a systematic, manually curated resource. Using the PhenomiR dataset, we could demonstrate that, depending on disease type, independent information from cell culture studies contrasts with conclusions drawn from patient studies.



                    
    


                    Rationale
MicroRNAs (miRNAs) are approximately 22-nucleotide endogenous RNAs predicted to regulate the expression of most mammalian genes [1]. Since the discovery of miRNAs in Caenorhabditis elegans, the influence of these regulatory RNAs on cellular processes has been established in a large variety of metazoa [2]. Accordingly, individual studies as well as large-scale endeavors have detected a growing number of miRNAs [3, 4], up to 695 in human according to miRBase release 12.0 [5]. A proteome study that investigated the influence of the abundance of a single miRNA on cells found that the mode of regulation occurs through modulation of protein expression rather than as a binary off-switch [6].
However, the potential of deregulated miRNA expression to cause severe impairments has already been demonstrated in the early days of microRNA research [7]. In 2004, it was shown that deregulated miRNA expression is associated with human diseases such as lung cancer [8]. One year later, Lu et al. [9] analyzed miRNA expression in cancer types and observed that miRNA profiling is a more reliable indicator for cancer than mRNA expression profiles. In the meantime, additional studies have demonstrated that miRNAs are significant indicators for specific diseases and can, for example, be used to create decision trees differentiating cancer types solely by miRNA expression profiles [10, 11]. In recent years, deregulated expression of miRNA has also been found to be associated with human diseases such as cardiomyopathy, muscular disorders and neurodegenerative diseases [12–14]. The samples used for these studies stem from biopsies of patients or cell cultures, which are used as easily tractable experimental models. Besides diseases, microRNAs are also known to have functional roles in eukaryotic organisms. MicroRNA-mediated gene silencing was shown to be involved in a number of cellular processes, such as cell growth, larval development and B-cell differentiation [15, 16, 7].
Due to the increasing amount of data in miRNA research, several resources have been established, covering topics such as experimentally validated miRNA targets (Tarbase [17]), and prediction of miRNA targets (Targetscan [18], PITA [19], PicTar [20]) or serving as miRNA repositories (miRBase [5]).
In order to provide a comprehensive overview of differentially regulated miRNA expression data in diseases and general biological processes, we generated the PhenomiR database. We aim at high data quality by manual annotation by experienced biocurators. PhenomiR provides an in-depth annotation of the studies, not only including information like the mode of miRNA expression (up or down) and the miRNA detection method, but also data such as the quantitative fold-change of miRNA expression, the sample size and the origin of the samples (patients or cell culture) analyzed (Figure 1), which are not available from any existing resource. This comprehensive repository allows for the first time a large-scale statistical analysis of aspects such as genomic localization of deregulated miRNAs or the influence of sample origin. Using PhenomiR data from cell culture studies and patient studies, we found that, depending on the disease type, independent information from cell culture studies is in conflict with conclusions drawn from patient studies. Furthermore, a systematic analysis of 94 diseases shows for the first time that deregulated microRNA clusters are significantly overrepresented in the majority of investigated diseases (approximately 90%) compared to singular microRNA gene products.
Figure 1[image: figure 1]
Overview of the PhenomiR web page, the search options, search results and a database entry.
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Results and discussion
Database contents
In recent years, a wealth of studies published in the scientific literature has investigated deregulation of miRNA expression in diseases and other biological processes. PhenomiR provides a repository that offers all the scattered information about miRNA expression in a structured and uniform format. This allows users to perform individual queries for specific miRNAs and diseases as well as to use the complete dataset for large-scale statistical analyses. All information in PhenomiR is extracted from published experiments and has been manually curated. The literature reference for each database entry is annotated as a PubMed identifier and is hyper-linked to PubMed in the web frontend. Each individual entry of the database refers to an instance of a publication describing a specific disease or bioprocess (Figure 1). Currently, PhenomiR documents data from 296 articles that describe 542 studies. This dataset includes 11,029 data points, each representing one deregulated miRNA in an experiment.
A design principle of PhenomiR is to use well-established ontologies and resources. As miRBase is the primary resource for miRNA annotation and nomenclature, we use the miRBase identifiers and nomenclature for annotation of miRNAs. In order to enable convenient analysis of the dataset, miRNA designations from previous nomenclature releases were mapped to miRBase release 12.0 [5]. For annotation of diseases we use information from the Online Mendelian Inheritance in Man (OMIM) Morbid Map [21]. The OMIM Morbid Map is an alphabetical list of diseases described in OMIM, including their corresponding cytogenetic locations. In contrast to disease vocabularies like Disease Ontology (DO) or MeSH (Medical Subject Heading) disease categories, the widely popular OMIM classification scheme contains additional information about the disease, such as clinical features, population genetics and genes that are experimentally shown to be involved in the respective disease. If no appropriate OMIM disease term is available for the annotation of a disease (currently the case for 20.7% of studies), we introduce additional terms like 'dermatomyositis' and 'thyroid carcinoma, medullary'. In addition to the OMIM terms, PhenomiR annotates Morbid Map-associated higher-level disease classes, such as cancer or cardiovascular, which were introduced by Goh et al. [22]. In this system, each annotated disease from the Morbid Map is associated with one of 22 disease classes. miRNA expression analyses of biological processes are predominantly performed for developmental processes and responses to conditions like folate starvation. For the annotation of biological processes we assign terms from Gene Ontology [23]. Cell lines or tissues (Figure 2) that were used as samples in the analyses are annotated using the BrendaTissueOntology (BTO) [24].
Figure 2[image: figure 2]
Overview of a PhenomiR entry structure.
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In addition to the sample information, PhenomiR provides the experimental methods used for miRNA expression analyses: to a large extent, expression studies of miRNAs have been performed with microarrays (29% of all miRNA phenotype correlations). Other methods, such as RT-PCR (47%) and Northern blot (10%), are also used to reconfirm the results for selected miRNAs (Figure 3a). Information about differential expression of miRNAs in PhenomiR is given as the qualitative attributes 'miRNA overexpression' or 'miRNA downregulation'. In most articles (75%) authors also publish quantitative results. This information allows discrimination between marginally and significantly deregulated miRNAs. If such information is available, quantitative data (as fold-change) are additionally annotated in PhenomiR. Data content from miRNA expression studies curated in PhenomiR show a high heterogenity in the amplitude of fold-change and the available measurements. Studies like that of Nikiforova et al. [25] present only few values considered to be significant by the authors, whereas in an analysis of melanoma and neural system tumor syndrome 222 values are presented [26]. Accordingly, the extent of maximum miRNA deregulation lies in a range from 1.42-fold in a renal cell carcinoma study [27] to 5,997-fold for acute lymphoblastic leukemia [28]. Therefore, we do not set arbitrary thresholds for the numbers of deregulated miRNAs or the fold-changes but present the data as they are provided by the scientists, leaving possible filtering and thresholding or weighting to any later analysis.
Figure 3[image: figure 3]
Fraction of annotated miRNA detection methods and diseases in PhenomiR. (a) Distribution of detection methods for all disease entries in PhenomiR. (b) Distribution of disease entries in PhenomiR.
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In case studies containing analyses of putative target genes from significantly deregulated miRNAs, verified target genes are annotated. The annotation includes gene name and identifier of the target gene, the effect on gene product expression (up- or down-regulation) as well as the mechanism of regulation, for example, transcriptional repression or translational inhibition (Figure 1).
A survey about the PhenomiR dataset reveals that cancers are by far the most thoroughly investigated diseases (81%) followed by muscular (4.3%) and cardiovascular (4.1%) disorders (Figure 3b). The largest number of cancer studies is devoted to leukaemia (16.7%), colorectal cancer (10.6%) and breast cancer (9.5%).
PhenomiR is the largest publicly available resource of miRNA deregulation in diseases and biological processes, providing 11,029 data points (miR2Disease: 2,663 data points) and 572 miRNAs (miR2Disease: 347 miRNAs) as of September 2009. Out of 542 PhenomiR entries, 90 provide information about miRNA expression in biological processes such as cardiac muscle development or eye development, which are not available from any other existing database. In comparison to resources like miR2Disease [29] and HMDD [30], PhenomiR provides comprehensive experiment information such as fold-change of miRNA dysregulation, cohort information and study design. Moreover, we particularly focused on the thorough use of ontologies, which are invaluable for in-depth statistical analysis and further exploitation of the data as shown in the analyses below. Especially in publications presenting all data on deregulated miRNAs, fold-change information allows a threshold to be set in order to separate marginally from significantly deregulated miRNAs. Cohort information specifies the number of patients analyzed in a study and thus determines the statistical significance of the data. Data from cell culture studies and patient studies are identified by the study design information. Without this information the first data analysis shown below would not have been possible. Finally, to our knowledge, manually annotated data about differential miRNA regulation in bioprocesses are not found in any other publicly available database. PhenomiR is freely accessible and the data can be downloaded as tab-delimited text files (see also Additional file 1). New content releases for PhenomiR will appear every half year.
Search options and predefined datasets
In order to obtain an overview of the PhenomiR dataset, the web page links to three lists that display: all entries; all diseases; and all annotated miRNAs (Figure 1). In addition, statistical information about the number of database entries, most frequently annotated miRNAs, and so on are provided on the front page. Currently, 567 different miRNAs were found to be deregulated in at least one entry.
For queries, PhenomiR offers two search options, a 'General search' as well as a 'Specific search' (Figure 1). The 'General search' performs simultaneous queries across several attributes like 'miRNA name', 'disease' or 'gene name'. This is optimized for searches where comprehensiveness rather than specificity is required. The results can be displayed either as respective entries or associated miRNAs. The 'Specific search' allows the selection of individual annotated attributes shown in a pull-down menu. Additionally, specific searches can be combined by using the logic operators AND, OR and NOT. As in the 'General search', results can be displayed as a list of database entries. Another way to depict the results is to generate a list of all miRNAs found in any of the corresponding studies. Results of both search options are linked to the respective entries.
To demonstrate the additional value of the comprehensive annotation in PhenomiR, we investigated the influence of differentially regulated genomic microRNAs on diseases from a large-scale statistical point of view.
Differences between disease-associated microRNA expression in patients and cell lines
Cell lines have been established in life sciences as easy to manipulate model systems for the study of cellular processes. However, studies using both in vitro and in vivo systems have shown that the results from each - for example, in cancer - do not always correlate. In previous studies differences in gene expression patterns between cell lines and their fresh-frozen tissue counterparts have been observed [31]. Accordingly, analysis of DNA copy number alterations between cell lines and fresh tissue revealed recurring deviations in cell lines [32]. Cell cultures are also frequently used to investigate differential miRNA expression in cellular systems. In PhenomiR, we have collected 119 in vitro studies of miRNA expression in various diseases revealing implications for the prognosis of diseases. With respect to the discrepancies between cell cultures and living organisms mentioned above, we asked whether cell cultures are reliable disease models for the analysis of differential miRNA expression.
In order to analyze the concordance of in vivo and in vitro data, we extracted disease information from PhenomiR with sufficient miRNA annotation for both study designs. We first compared the consistency of miRNA annotation within each disease for both in vivo and in vitro experiments. This was done by means of an intra-consistency score, defined as the fraction of miRNAs showing a concordant expression pattern within a disease annotated by at least two experiments. In a second step, we computed the cross-consistency score between in vivo and in vitro data as the fraction of miRNAs showing the same expression pattern between these two study designs. Figure 4 shows the obtained consistency scores for 15 diseases that had sufficient data coverage in PhenomiR. Only 6 out of 15 diseases (glioblastoma, ovarian cancer, hepatocellular carcinoma, colorectal cancer, gastric cancer and chronic myeloid leukemia) show the expected high cross-consistency (73 to 100%) between in vivo and in vitro experiments. On the other hand, we found six diseases (pancreatic cancer, non-Hodgkin lymphoma, neural system tumor, lung cancer, breast cancer and prostate cancer) with only moderate cross-consistency scores (51 to 61%). Analyzing the corresponding in vivo and in vitro data, we obtained high intra-consistency scores, which indicate a high homogeneity within these experiments. However, the resulting cross-consistency scores are rather low, implying limited relevance of in vitro experiments for those diseases. Finally, we also found three diseases (squamous cell carcinoma, acute myeloid leukemia (AML) and cervical cancer) with low cross-consistency (24 to 38%), revealing severe discrepancies between cell culture experiments and patient studies. High intra-consistency scores corroborate the significance of this observation and exclude the possibility that the results stem from different experimental conditions.
Figure 4[image: figure 4]
Comparison of consistencies in expression profiles between in vivo and in vitro experiments.
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These findings could possibly arise as an artifact of the selection of cell cultures or subtypes of diseases investigated in the published studies. Indeed, this is not the case, as can be seen from the example of AML. AML is, according to the French-American-British (FAB) classification system, divided into eight subtypes, M0 through to M7, based on the type of cell from which the leukemia developed and its degree of maturity. All AML cell culture studies have been performed with NB-4 cells and HL-60 cells, which are both from the M3 subtype (promyelocytic or acute promyelocytic leukemia). In contrast, patient studies from different AML subtypes are annotated in PhenomiR. For our analysis, data from the respective patient studies has been pooled in order to obtain a statistically sufficient amount of data. However, comparison of cell culture studies with data from Saumet et al. [33], which also analyzed patients with AML from the M3 subtype, confirm that our findings hold true for similar AML subtypes. In cervical cancer the two patient studies did not classify specimen according to the World Health Organization classification or the Bethesda System. However, the three different cell lines that were used for in vitro studies exhibited consistent results (100%). In conclusion, these two examples show that our findings are not distorted by the origin of the samples that were used in the studies.
Recent studies have shown that miRNA expression profiles have a high prognostic potential in disease classification and that it is even possible to build decision trees in order to differentiate cancer tissue origins [10, 11]. However, our large-scale analysis including data from more than 413 surveys has shown that data from in vitro and in vivo studies correlate for diseases like pancreatic cancer and ovarian cancer, but display significant inconsistencies in squamous cell carcinoma and cervical cancer. Discrepancies between experimental results from organisms and cell cultures could occur for two reasons. Most notably, the cell line immortalization process has been implicated as a source of cytogenetic changes [34]. In addition, multiple growth passages, to which commercially available cell lines are routinely subjected, have been shown to be associated with random genomic instability [35]. These observations and the results of our study show that the potential of cell cultures in the investigation of miRNA expression in diseases is limited. As a consequence, the suitability of cell cultures has to be verified for each disease and cell line before using such data as a tool for the prognosis of diseases in human.
microRNA clusters are significantly overrepresented in most investigated diseases
While creating the PhenomiR database we found individual studies that investigated the impact of not only deregulated single miRNAs but also miRNA clusters, such as miR-17-92, miR-106b-93-25 and miR-222-221, on diseases, especially cancer [36, 37]. Using the comprehensive dataset from our PhenomiR database we asked whether the impact of miRNA clusters on diseases is restricted to only a few examples or whether miRNA clusters significantly correlate with the pathobiology of diseases. According to release 12.0 of mirBase, 695 miRNA genes have been detected in the human genome so far [5]. Analysis of the genomic distribution of miRNAs shows that it is strongly biased towards neighborhoods on chromosomes. Given a maximum distance of 5 kb, about 34% of human miRNAs appear as miRNA clusters of at least two members, leading to 62 miRNA clusters. Microarray profiling of miRNAs has shown that neighboring miRNAs within a distance of up to 50 kb are frequently co-expressed [38]. It can be assumed that miRNA clusters are not only often jointly expressed but also act in a concerted way on interrelated cellular functions [36].
First, we systematically analyzed the homogeneity of expression patterns within miRNA clusters. In order to determine the concordance of expression, we excluded those clusters from further analysis having less than half of all miRNAs annotated in PhenomiR, leading to 47 remaining clusters. The clusters are denoted as exhibiting a homogeneous expression pattern if all annotated miRNAs are either up- or downregulated. In total, disease-associated clusters revealed homogeneous expression patterns for 77% of all annotated diseases, which confirms the hypothesis of co-expression of miRNA clusters. For example, cluster mir-221-222 shows a consistent expression pattern in 93% of the diseases (Additional file 2).
As some of the investigated diseases show an extremely unidirectional expression pattern - that is, almost all annotated miRNAs are either upregulated or downregulated - we might find homogeneous patterns even by chance. In order to take this effect into account, we created a null model by randomly linking miRNA expression patterns (10,000 times within each disease). In total, 23 clusters (50%, P-value < 0.05) showed a significantly higher homogeneity pattern in all annotated diseases compared to that expected by chance (Additional file 2). These clusters exhibit a homogeneous expression pattern in at least 87% of all annotated diseases.
To investigate the association of miRNA clusters with human diseases, we estimated the enrichment of miRNA clusters in disease-associated miRNAs. Analysis from articles restricted to only a few miRNAs could introduce an overestimation of disease association with miRNA clusters. In order to avoid this bias, we chose only data from patient studies using miRNA microarrays, since microarrays are standardized tools that aim to cover the most comprehensive dataset of known miRNAs. For the estimation of cluster enrichment we used a log-odds score (LOD): we calculated the fraction of disease-associated miRNAs within a cluster for each disease and divided this number by the background frequency of 34% (Figure 5). We found enrichment for 46 out of 52 (88.5%) diseases (P-value = 6.1 × 10-3). Within these 46 diseases, miRNAs located in clusters are, on average, 1.4 times (LOD = 0.58) enriched compared to random. However, it may be argued that polycistronic miRNA loci are more likely associated with diseases because multiple combinations of miRNAs could possibly generate a phenotype, that is, only one miRNA of a cluster may act as the causative while the others act as 'bystanders'. In order to address this question, we considered miRNA clusters as single loci and calculated the enrichment of polycistronic miRNA loci for each disease (see Materials and methods). We found that polycistronic loci are, on average, 3.5 times more disease-associated than expected by chance (Additional file 3), whereas differentially expressed single miRNA loci are not enriched in diseases (Additional file 4). In conclusion, both analyses show a significant enrichment of clustered miRNAs in diseases regardless of whether the single miRNA members are used for the analysis or the cluster is viewed as one locus. Thus, it is highly unlikely that only one miRNA of a cluster is associated with a disease. Indeed, experimental analyses show that different miRNAs from miRNA clusters act synergistically [36, 39].
Figure 5[image: figure 5]
miRNA cluster enrichment in human diseases. For each disease the log-odds (LOD) score is plotted. There is an enrichment of miRNA cluster members for 46 diseases (88.5%). miRNA cluster members are, on average, 1.4 times (LOD = 0.58) enriched compared to random. Green points depict enriched diseases (at least LOD = 0.15 for lung cancer). Black points indicate diseases without enrichment compared to random and red points depict disorders with few deregulated cluster members. For abbreviations of disease names see Additional file 13.
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These results show that deregulation of miRNA clusters in diseases is obtained not just in a few examples but appears to occur systematically in the vast majority of human diseases investigated in our analysis. Although studies of miRNA expression in diseases are dominated by various types of cancer (Figure 3), comparable results are found if cancer and non-cancer diseases are examined separately (Additional file 5). The lower deregulation of single miRNAs is probably due to the fact that miRNAs do not act as binary off-switches but rather modulate protein expression [6]. For instance, the response to altered mir-223 expression on the human proteome indicates that, for most interactions, miRNAs act as rheostats to make fine-scale adjustments to protein output [6]. As shown above, deregulation of miRNA clusters affects expression of several miRNAs at the same time. A concerted action of several miRNAs on a common target or pathway has a much higher potential to influence cellular processes. In fact, for several specific clusters such a synergistic regulatory effect has been shown. Overexpression of miR-200 miRNA clusters in NMuMG cells hindered epithelial-mesenchymal transition by enhancing E-cadherin expression through direct targeting of ZEB1 and ZEB2, which encode transcriptional repressors of E-cadherin [39]. In gastric cancer, two miRNA clusters, miR-106b-93-25 and miR-222-221, were found to suppress different cell-cycle inhibitors [37]. Such results are further corroborated by in silico analyses of target genes of members of miRNA clusters [40]. These experimental findings and the systematic correlation of miRNA cluster deregulation with human disease shown here strongly support the idea that a coordinated regulatory effect is a general attribute of miRNA clusters. The pivotal role of miRNA clusters in miRNA-based gene silencing found in human diseases suggests that effective treatment of various diseases may require a combinatorial approach to target not singular miRNAs but rather miRNA clusters.


Materials and methods
Comparison between in vivo and in vitroexperiments
To evaluate the expression consistency of miRNAs in vivo, we first allocated all in vivo expression profiles in PhenomiR to the corresponding diseases. Within each disease, these entries were grouped by miRNAs and all groups containing less than two entries were discarded. Subsequently, we checked for consistent expression profiles - that is, all entries for a specific miRNA must show the same expression (either down- or up-regulation) to be counted as consistent. The intra-consistency score for in vivo or in vitro experiments is defined for every disorder to be the fraction of miRNAs with consistent expression patterns throughout all allocated entries of a group and all miRNAs involved in the disease. For the estimation of the cross-consistency score we grouped all miRNAs with consistent expression profiles in both study designs (in vivo and in vitro) for that specific disease. Additionally, we added those miRNAs to the groups that contained only one entry in the in vivo and in vitro experiments, respectively. The cross-consistency score for comparison of in vivo and in vitro experiments was then calculated as the fraction of miRNAs showing a consistent expression pattern compared to the total number of miRNAs for each disease.
Human miRNA cluster data
A miRNA cluster is defined as set of miRNAs in which each member has at least one other member of the same set within 5 kb according to chromosomal locations. Chromosomal positions for all human miRNAs were obtained from mirBase (release 12.0). In total, we obtained 62 human miRNA clusters containing, in sum, 240 of 695 (34%) human miRNAs in miRBase. For results based on miRNA clusters defined by 10-kb and 50-kb thresholds, see Additional files 6, 7, 8, 9, 10, 11, 12 and 13).
Analysis of homogeneous expression patterns within miRNA clusters
For the systematic analysis of coexpression of miRNA clusters, we considered all miRNAs associated with the particular diseases. miRNAs not belonging to any cluster and miRNAs of clusters of which at least half the members are not associated with the appropriate disease were discarded. For clusters containing only two members, both miRNAs had to be present. In total, we obtained 47 unique clusters. We defined a cluster to be homogeneous if all present members (which is at least half of all members) show the same expression pattern (either all up- or all downregulated). For each unique cluster we thereafter computed the homogeneous-fraction, that is, the fraction of co-expression throughout all obtained disease entries, and calculated a P-value for this fraction by the following sampling approach: for every disease entry the expression of all its associated miRNAs was distributed randomly within these miRNAs for 10,000 times, keeping the distribution of up- and downregulated miRNAs constant for each step. For each sampling step the homogeneous fraction over all disease entries was computed, which yields the P-value as the number of sampled homogeneous fractions exceeding the original homogeneous fractions divided by 10,000.
Enrichment analysis of miRNA clusters in human diseases
For this part of the study only data from microarray experiments were taken into account in order to avoid a bias introduced by expression experiments investigating only a few miRNAs by, for example, RT-PCR. To measure the enrichment of cluster miRNAs compared to single miRNAs in human diseases, we set up a sampling algorithm based on log-odds (LOD) scores: for each disease, d, we calculated the number of cluster miRNAs, xd, and the number of non-cluster miRNAs, yd. The LOD score for disease d is then computed by:
[image: ]

where xovarall denotes the number of the 240 human cluster miRNAs and yoverall denotes the number of the 455 human miRNAs not contained in any cluster as obtained from mirBase (release 12.0). Note that xoverall and yoverall take into account all known human miRNAs, not just those annotated in PhenomiR. It can be easily seen that the LOD score for the enrichment of miRNAs not contained in any cluster computes to -LODd, where d is again the disease index. A positive LOD score indicates enrichment for cluster miRNAs compared to non-cluster miRNAs in a specific disease. For evaluation of the hypothesis of enrichment of cluster miRNAs throughout all human diseases we randomly shuffled the genomic position of all miRNAs in each disease 100,000 times and computed the fraction of cases where the number of sampled positive LOD scores was at least as high as the number of positive LOD scores obtained from the data. In addition, we considered miRNA clusters as single loci and calculated the enrichment of polycistronic miRNA loci by a LOD score: for each disease d we calculated the number of polycistronic miRNA loci, xd, and the number of single miRNAs, yd. The LOD score for disease d is then computed by:
[image: ]

where xoverall denotes the number of the 62 human polycistronic miRNA loci and yoverall denotes the number of the 455 human miRNAs not contained in any cluster as obtained from mirBase (Release 12.0).
Statistical models in the Results and discussion section
All programs for this work were written in Python. Final data analysis and statistical models were done with the R statistical language.
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	AML:
	
                    acute myeloid leukemia

                  
	LOD:
	
                    log-odds score

                  
	OMIM:
	
                    Online Mendelian Inheritance in Man.

                  



References
	Friedman RC, Farh KK, Burge CB, Bartel DP: Most mammalian mRNAs are conserved targets of microRNAs. Genome Res. 2009, 19: 92-105. 10.1101/gr.082701.108.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Grimson A, Srivastava M, Fahey B, Woodcroft BJ, Chiang HR, King N, Degnan BM, Rokhsar DS, Bartel DP: Early origins and evolution of microRNAs and Piwi-interacting RNAs in animals. Nature. 2008, 455: 1193-1197. 10.1038/nature07415.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Bentwich I, Avniel A, Karov Y, Aharonov R, Gilad S, Barad O, Barzilai A, Einat P, Einav U, Meiri E, Sharon E, Spector Y, Bentwich Z: Identification of hundreds of conserved and nonconserved human microRNAs. Nat Genet. 2005, 37: 766-770. 10.1038/ng1590.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Landgraf P, Rusu M, Sheridan R, Sewer A, Iovino N, Aravin A, Pfeffer S, Rice A, Kamphorst AO, Landthaler M, Lin C, Socci ND, Hermida L, Fulci V, Chiaretti S, Foa R, Schliwka J, Fuchs U, Novosel A, Muller RU, Schermer B, Bissels U, Inman J, Phan Q, Chien M, Weir DB, Choksi R, De VG, Frezzetti D, Trompeter HI, et al: A mammalian microRNA expression atlas based on small RNA library sequencing. Cell. 2007, 129: 1401-1414. 10.1016/j.cell.2007.04.040.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Griffiths-Jones S, Saini HK, van DS, Enright AJ: miRBase: tools for microRNA genomics. Nucleic Acids Res. 2008, 36: D154-D158. 10.1093/nar/gkm952.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Baek D, Villen J, Shin C, Camargo FD, Gygi SP, Bartel DP: The impact of microRNAs on protein output. Nature. 2008, 455: 64-71. 10.1038/nature07242.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Ruvkun G, Giusto J: The Caenorhabditis elegans heterochronic gene lin-14 encodes a nuclear protein that forms a temporal developmental switch. Nature. 1989, 338: 313-319. 10.1038/338313a0.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Takamizawa J, Konishi H, Yanagisawa K, Tomida S, Osada H, Endoh H, Harano T, Yatabe Y, Nagino M, Nimura Y, Mitsudomi T, Takahashi T: Reduced expression of the let-7 microRNAs in human lung cancers in association with shortened postoperative survival. Cancer Res. 2004, 64: 3753-3756. 10.1158/0008-5472.CAN-04-0637.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Lu J, Getz G, Miska EA, varez-Saavedra E, Lamb J, Peck D, Sweet-Cordero A, Ebert BL, Mak RH, Ferrando AA, Downing JR, Jacks T, Horvitz HR, Golub TR: MicroRNA expression profiles classify human cancers. Nature. 2005, 435: 834-838. 10.1038/nature03702.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Rosenfeld N, Aharonov R, Meiri E, Rosenwald S, Spector Y, Zepeniuk M, Benjamin H, Shabes N, Tabak S, Levy A, Lebanony D, Goren Y, Silberschein E, Targan N, Ben-Ari A, Gilad S, Sion-Vardy N, Tobar A, Feinmesser M, Kharenko O, Nativ O, Nass D, Perelman M, Yosepovich A, Shalmon B, Polak-Charcon S, Fridman E, Avniel A, Bentwich I, Bentwich Z, et al: MicroRNAs accurately identify cancer tissue origin. Nat Biotechnol. 2008, 26: 462-469. 10.1038/nbt1392.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Volinia S, Calin GA, Liu CG, Ambs S, Cimmino A, Petrocca F, Visone R, Iorio M, Roldo C, Ferracin M, Prueitt RL, Yanaihara N, Lanza G, Scarpa A, Vecchione A, Negrini M, Harris CC, Croce CM: A microRNA expression signature of human solid tumors defines cancer gene targets. Proc Natl Acad Sci USA. 2006, 103: 2257-2261. 10.1073/pnas.0510565103.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Eisenberg I, Eran A, Nishino I, Moggio M, Lamperti C, Amato AA, Lidov HG, Kang PB, North KN, Mitrani-Rosenbaum S, Flanigan KM, Neely LA, Whitney D, Beggs AH, Kohane IS, Kunkel LM: Distinctive patterns of microRNA expression in primary muscular disorders. Proc Natl Acad Sci USA. 2007, 104: 17016-17021. 10.1073/pnas.0708115104.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Hebert SS, De SB: Alterations of the microRNA network cause neurodegenerative disease. Trends Neurosci. 2009, 32: 199-206. 10.1016/j.tins.2008.12.003.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Ikeda S, Kong SW, Lu J, Bisping E, Zhang H, Allen PD, Golub TR, Pieske B, Pu WT: Altered microRNA expression in human heart disease. Physiol Genomics. 2007, 31: 367-373. 10.1152/physiolgenomics.00144.2007.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Brennecke J, Hipfner DR, Stark A, Russell RB, Cohen SM: bantam encodes a developmentally regulated microRNA that controls cell proliferation and regulates the proapoptotic gene hid in Drosophila. Cell. 2003, 113: 25-36. 10.1016/S0092-8674(03)00231-9.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Chen CZ, Li L, Lodish HF, Bartel DP: MicroRNAs modulate hematopoietic lineage differentiation. Science. 2004, 303: 83-86. 10.1126/science.1091903.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Papadopoulos GL, Reczko M, Simossis VA, Sethupathy P, Hatzigeorgiou AG: The database of experimentally supported targets: a functional update of TarBase. Nucleic Acids Res. 2009, 37: D155-D158. 10.1093/nar/gkn809.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Lewis BP, Shih IH, Jones-Rhoades MW, Bartel DP, Burge CB: Prediction of mammalian microRNA targets. Cell. 2003, 115: 787-798. 10.1016/S0092-8674(03)01018-3.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Kertesz M, Iovino N, Unnerstall U, Gaul U, Segal E: The role of site accessibility in microRNA target recognition. Nat Genet. 2007, 39: 1278-1284. 10.1038/ng2135.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Krek A, Grun D, Poy MN, Wolf R, Rosenberg L, Epstein EJ, MacMenamin P, da PI, Gunsalus KC, Stoffel M, Rajewsky N: Combinatorial microRNA target predictions. Nat Genet. 2005, 37: 495-500. 10.1038/ng1536.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Amberger J, Bocchini CA, Scott AF, Hamosh A: McKusick's Online Mendelian Inheritance in Man (OMIM). Nucleic Acids Res. 2009, 37: D793-D796. 10.1093/nar/gkn665.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Goh KI, Cusick ME, Valle D, Childs B, Vidal M, Barabasi AL: The human disease network. Proc Natl Acad Sci USA. 2007, 104: 8685-8690. 10.1073/pnas.0701361104.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Ashburner M, Ball CA, Blake JA, Botstein D, Butler H, Cherry JM, Davis AP, Dolinski K, Dwight SS, Eppig JT, Harris MA, Hill DP, Issel-Tarver L, Kasarskis A, Lewis S, Matese JC, Richardson JE, Ringwald M, Rubin GM, Sherlock G: Gene Ontology: tool for the unification of biology. Nature Genetics. 2000, 25: 25-29. 10.1038/75556.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Chang A, Scheer M, Grote A, Schomburg I, Schomburg D: BRENDA, AMENDA and FRENDA the enzyme information system: new content and tools in 2009. Nucleic Acids Res. 2009, 37: D588-D592. 10.1093/nar/gkn820.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Nikiforova MN, Tseng GC, Steward D, Diorio D, Nikiforov YE: MicroRNA expression profiling of thyroid tumors: biological significance and diagnostic utility. J Clin Endocrinol Metab. 2008, 93: 1600-1608. 10.1210/jc.2007-2696.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Zhang L, Huang J, Yang N, Greshock J, Megraw MS, Giannakakis A, Liang S, Naylor TL, Barchetti A, Ward MR, Yao G, Medina A, O'brien-Jenkins A, Katsaros D, Hatzigeorgiou A, Gimotty PA, Weber BL, Coukos G: microRNAs exhibit high frequency genomic alterations in human cancer. Proc Natl Acad Sci USA. 2006, 103: 9136-9141. 10.1073/pnas.0508889103.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Gottardo F, Liu CG, Ferracin M, Calin GA, Fassan M, Bassi P, Sevignani C, Byrne D, Negrini M, Pagano F, Gomella LG, Croce CM, Baffa R: Micro-RNA profiling in kidney and bladder cancers. Urol Oncol. 2007, 25: 387-392.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Schotte D, Chau JC, Sylvester G, Liu G, Chen C, van dVV, Broekhuis MJ, Peters TC, Pieters R, den Boer ML: Identification of new microRNA genes and aberrant microRNA profiles in childhood acute lymphoblastic leukemia. Leukemia. 2009, 23: 313-322. 10.1038/leu.2008.286.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Jiang Q, Wang Y, Hao Y, Juan L, Teng M, Zhang X, Li M, Wang G, Liu Y: miR2Disease: a manually curated database for microRNA deregulation in human disease. Nucleic Acids Res. 2009, 37: D98-104. 10.1093/nar/gkn714.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Lu M, Zhang Q, Deng M, Miao J, Guo Y, Gao W, Cui Q: An analysis of human microRNA and disease associations. PLoS One. 2008, 3: e3420-10.1371/journal.pone.0003420.
Article 
    PubMed 
    PubMed Central 
    
                    Google Scholar 
                

	Kees UR, Rudduck C, Ford J, Spagnolo D, Papadimitriou J, Willoughby ML, Garson OM: Two malignant peripheral primitive neuroepithelial tumor cell lines established from consecutive samples of one patient: characterization and cytogenetic analysis. Genes Chromosomes Cancer. 1992, 4: 195-204. 10.1002/gcc.2870040302.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Greshock J, Nathanson K, Martin AM, Zhang L, Coukos G, Weber BL, Zaks TZ: Cancer cell lines as genetic models of their parent histology: analyses based on array comparative genomic hybridization. Cancer Res. 2007, 67: 3594-3600. 10.1158/0008-5472.CAN-06-3674.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Saumet A, Vetter G, Bouttier M, Portales-Casamar E, Wasserman WW, Maurin T, Mari B, Barbry P, Vallar L, Friederich E, Arar K, Cassinat B, Chomienne C, Lecellier CH: Transcriptional repression of microRNA genes by PML-RARA increases expression of key cancer proteins in acute promyelocytic leukemia. Blood. 2009, 113: 412-421. 10.1182/blood-2008-05-158139.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Jin Y, Zhang H, Tsao SW, Jin C, Lv M, Strombeck B, Wiegant J, Wan TS, Yuen PW, Kwong YL: Cytogenetic and molecular genetic characterization of immortalized human ovarian surface epithelial cell lines: consistent loss of chromosome 13 and amplification of chromosome 20. Gynecol Oncol. 2004, 92: 183-191. 10.1016/j.ygyno.2003.09.007.
Article 
    PubMed 
    CAS 
    
                    Google Scholar 
                

	Meisner LF, Wu SQ, Christian BJ, Reznikoff CA: Cytogenetic instability with balanced chromosome changes in an SV40 transformed human uroepithelial cell line. Cancer Res. 1988, 48: 3215-3220.
PubMed 
    CAS 
    
                    Google Scholar 
                

	Kim YK, Yu J, Han TS, Park SY, Namkoong B, Kim DH, Hur K, Yoo MW, Lee HJ, Yang HK, Kim VN: Functional links between clustered microRNAs: suppression of cell-cycle inhibitors by microRNA clusters in gastric cancer. Nucleic Acids Res. 2009, 37: 1672-1681. 10.1093/nar/gkp002.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Mendell JT: miRiad roles for the miR-17-92 cluster in development and disease. Cell. 2008, 133: 217-222. 10.1016/j.cell.2008.04.001.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Baskerville S, Bartel DP: Microarray profiling of microRNAs reveals frequent coexpression with neighboring miRNAs and host genes. RNA. 2005, 11: 241-247. 10.1261/rna.7240905.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Korpal M, Lee ES, Hu G, Kang Y: The miR-200 family inhibits epithelial-mesenchymal transition and cancer cell migration by direct targeting of E-cadherin transcriptional repressors ZEB1 and ZEB2. J Biol Chem. 2008, 283: 14910-14914. 10.1074/jbc.C800074200.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                

	Xu J, Wong C: A computational screen for mouse signaling pathways targeted by microRNA clusters. RNA. 2008, 14: 1276-1283. 10.1261/rna.997708.
Article 
    PubMed 
    CAS 
    PubMed Central 
    
                    Google Scholar 
                


Download references




Acknowledgements
We would like to thank Carsten Marr and Jan Krumsiek for constructive discussions. This work was supported by the Helmholtz Alliance on Systems Biology (project 'CoReNe'), the Helmholtz Center Munich - German Research Center for Environmental Health and the Federal Ministry of Education and Research (BMBF) (project 'LungSys').


Author information
Authors and Affiliations
	Institute for Bioinformatics and Systems Biology (MIPS), Helmholtz Center Munich - German Research Center for Environmental Health (GmbH), Ingolstädter Landstraße 1, D-85764, Neuherberg, Germany
Andreas Ruepp, Andreas Kowarsch, Daniel Schmidl, Felix Buggenthin, Barbara Brauner, Irmtraud Dunger, Gisela Fobo, Goar Frishman, Corinna Montrone & Fabian J Theis

	Department of Mathematics, University of Technology Munich, Boltzmannstraße 3, D-85747, Garching, Germany
Daniel Schmidl & Fabian J Theis


Authors	Andreas RueppView author publications
You can also search for this author in
                        PubMed Google Scholar



	Andreas KowarschView author publications
You can also search for this author in
                        PubMed Google Scholar



	Daniel SchmidlView author publications
You can also search for this author in
                        PubMed Google Scholar



	Felix BuggenthinView author publications
You can also search for this author in
                        PubMed Google Scholar



	Barbara BraunerView author publications
You can also search for this author in
                        PubMed Google Scholar



	Irmtraud DungerView author publications
You can also search for this author in
                        PubMed Google Scholar



	Gisela FoboView author publications
You can also search for this author in
                        PubMed Google Scholar



	Goar FrishmanView author publications
You can also search for this author in
                        PubMed Google Scholar



	Corinna MontroneView author publications
You can also search for this author in
                        PubMed Google Scholar



	Fabian J TheisView author publications
You can also search for this author in
                        PubMed Google Scholar





Corresponding authors
Correspondence to
                Andreas Ruepp or Fabian J Theis.


Additional information
Authors' contributions
AR, AK, and FJT conceptualized the study, FB and FJT implemented the database and the web services, AK and DS analyzed the data, AR, BB, ID, GMF, GF, and CM performed the data curation of PhenomiR and AR, AK, DS, and FJT wrote the manuscript. All the authors have read and agreed to the manuscript.


Electronic supplementary material

Additional file 1: The PhenomiR dataset. (XLS 2 MB)

13059_2009_2299_MOESM2_ESM.xls
Additional file 2: T, number of diseases for which each cluster showing a homogeneous expression pattern; F, number of diseases for which each cluster shows no homogeneous expression pattern; Homogeneous-fraction, number of diseases for which each cluster shows a homogeneous expression pattern for each miRNA cluster as defined; P-value, estimate by randomly linking miRNA-expression patterns 10,000 times within each disease. (XLS 22 KB)


13059_2009_2299_MOESM3_ESM.pdf
Additional file 3: For each disease the log-odds (LOD) score is plotted. We found that polycistronic loci are on average 3.5 times (LOD = 1.83) more disease-associated than expected. For abbreviations of disease names see Additional file 13. (PDF 9 KB)


13059_2009_2299_MOESM4_ESM.pdf
Additional file 4: For each disease the log-odds (LOD) score is plotted. The LOD score for disease d is given by: LODd = log2 ((yd/(xd + yd))/(yoverall/(xoverall + yoverall))) (see Materials and methods for a detailed description). We found that differentially expressed single miRNA loci are not enriched in diseases. Red points depict disorders with few deregulated single miRNA loci and black points indicate diseases without enrichment compared to random. For abbreviations of disease names see Additional file 13. (PDF 9 KB)


13059_2009_2299_MOESM5_ESM.pdf
Additional file 5: (a) miRNA cluster enrichment for cancer diseases. (b) miRNA cluster enrichment for non-cancer diseases. For each disease the log odds (LOD) score is plotted. Green points depict enriched diseases. Black points indicate diseases without enrichment compared to random and red points depict disorders with few deregulated cluster members. (PDF 389 KB)


13059_2009_2299_MOESM6_ESM.xls
Additional file 6: T, number of diseases for which each cluster shows a homogeneous expression pattern; F, number of diseases for which each cluster shows no homogeneous expression pattern; Homogeneous-fraction, number of diseases for which each cluster shows a homogeneous expression pattern for each miRNA cluster as defined; P-value, estimate by randomly linking miRNA-expression patterns 10,000 times within each disease. (XLS 22 KB)


13059_2009_2299_MOESM7_ESM.xls
Additional file 7: T, number of diseases for which each cluster shows a homogeneous expression pattern; F, number of diseases for which each cluster shows no homogeneous expression pattern; Homogeneous-fraction, number of diseases for which each cluster shows a homogeneous expression pattern for each miRNA cluster as defined; P-value, estimate by randomly linking miRNA-expression patterns 10,000 times within each disease. (XLS 22 KB)


13059_2009_2299_MOESM8_ESM.pdf
Additional file 8: For each disease the log odds (LOD) score is plotted. Order is based on LOD scores for polycistronic miRNA loci using a 5-kb distance threshold according to chromosomal locations. For abbreviations of disease names see Additional file 13. (PDF 10 KB)


13059_2009_2299_MOESM9_ESM.pdf
Additional file 9: The dashed line shows the background frequency, which is given by the number of the 62 human polycistronic miRNA loci, and the sum of polycistronic loci and the 455 human miRNAs that are not contained in any cluster as obtained from mirBase (release 12.0) using a 5-kb distance threshold according to chromosomal locations. For abbreviations of disease names see Additional file 13. (PDF 8 KB)


13059_2009_2299_MOESM10_ESM.pdf
Additional file 10: The dashed line shows the background frequency, which is given by the number of the 65 human polycistronic miRNA loci, and the sum of polycistronic loci and the 452 human miRNAs that are not contained in any cluster as obtained from miRBase (release 12.0) using a 10-kb distance threshold according to chromosomal locations. For abbreviations of disease names see Additional file 13. (PDF 8 KB)


13059_2009_2299_MOESM11_ESM.pdf
Additional file 11: The dashed line shows the background frequency, which is given by the number of the 72 human polycistronic miRNA loci, and the sum of polycistronic loci and the 445 human miRNAs that are not contained in any cluster as obtained from mirBase (release 12.0) using a 50-kb distance threshold according to chromosomal locations. For abbreviations of disease names see Additional file 13. (PDF 9 KB)


13059_2009_2299_MOESM12_ESM.pdf
Additional file 12: For each disease the log odds (LOD) score is plotted. Order is based on LOD scores for miRNA clusters using a 5-kb threshold. (PDF 11 KB)


Additional file 13: Diseases used in this analysis and corresponding short names. (XLS 16 KB)




Authors’ original submitted files for images
Below are the links to the authors’ original submitted files for images.
Authors’ original file for figure 1

Authors’ original file for figure 2

Authors’ original file for figure 3

Authors’ original file for figure 4

Authors’ original file for figure 5




Rights and permissions
Reprints and permissions


About this article
Cite this article
Ruepp, A., Kowarsch, A., Schmidl, D. et al. PhenomiR: a knowledgebase for microRNA expression in diseases and biological processes.
                    Genome Biol 11, R6 (2010). https://doi.org/10.1186/gb-2010-11-1-r6
Download citation
	Received: 10 September 2009

	Revised: 03 December 2009

	Accepted: 20 January 2010

	Published: 20 January 2010

	DOI: https://doi.org/10.1186/gb-2010-11-1-r6


Share this article
Anyone you share the following link with will be able to read this content:
Get shareable linkSorry, a shareable link is not currently available for this article.


Copy to clipboard

                            Provided by the Springer Nature SharedIt content-sharing initiative
                        


Keywords
	Acute Myeloid Leukemia
	miRNA Expression
	Cell Culture Study
	Human miRNAs
	miRNA Cluster








                    


                
            

            
                
                    
                        
    
        
            Download PDF
            
        
    


                        
                    


                    
    


                    
                        
                            
                                
                                    
    
    
        
            Advertisement

            
                
                    
                        [image: Advertisement]
                    
                

            

        

    

                                

                            

                            

                            

                        

                    

                
            

        


        
            
                
                    
                        
                            
                            Genome Biology
                        

                         ISSN: 1474-760X

                    

                    
                        
                            Contact us

                            	Submission enquiries: editorial@genomebiology.com
	General enquiries: info@biomedcentral.com


                        

                    
                

            

        
        
    [image: ]

         
    
        
            
    
        
            
                
                    
                        	
                                    Read more on our blogs
                                
	
                                    Receive BMC newsletters
                                
	
                                    Manage article alerts
                                
	
                                    Language editing for authors
                                
	
                                    Scientific editing for authors
                                


                    
                        	
                                    Policies
                                
	
                                    Accessibility
                                
	
                                    Press center
                                


                    
                        	
                                    Support and Contact
                                
	
                                    Leave feedback
                                
	
                                    Careers
                                


                    
                
            

            
                Follow BMC

                	
                            
                                BMC Twitter page
                                
                                    
                                
                            
                        
	
                            
                                BMC Facebook page
                                
                                    
                                
                            
                        
	
                            
                                BMC Weibo page
                                
                                    
                                
                            
                        


            

        

        
            By using this website, you agree to our
            Terms and Conditions,
            Your US state privacy rights,
            Privacy
                statement and
            Cookies policy.
                Your privacy choices/Manage cookies we use in the preference centre.
        

    




        
        
    
        [image: Springer Nature]
         © 2024 BioMed Central Ltd unless otherwise stated. Part of
            Springer Nature.
        

    




    

    




        
    
    


        
    